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1 Introduction

Thank you for choosing the QIAgility®. We are confident it will become an integral part of your laboratory.

Before using the QlAgility, it is essential that you read this user manual carefully and pay particular attention
to the safety information. The instructions and safety information in the user manual must be followed to
ensure safe operation of the instrument and to maintain the instrument in a safe condition.

1.1 About this user manual

This user manual describes the operation of the QlAgility instrument with the QlAgility Setup Manager
Software. It provides information about the QlAgility in the following sections:

—_

Introduction

Safety information

General description

Installation procedures

Getting started

Operating procedures

QIlAgility Setup Manager Sofiware

Maintenance DI’OCGd ures

W o NN

Troubleshooting

e

Glossary
11. Appendices

The user manual can be accessed by simply pressing the context-sensitive help functionality (F1 key)
provided by the QlAgility Setup Manager Software. Alternatively, the user manual can be accessed, read
and printed as *.pdf file.

The functionality of the QIAgility Setup Manager Software and its available plug-ins are described in detail
in the QlAgility Setup Manager Software section (section 7).

The user manual includes the following appendices:
e Appendix A:

0 Technical dota

0 Environmental conditions

0 Waste Electrical and Electronic Equipment

0 FCC declaration

0 Declaration of conformity
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e Appendix B: Liability clause

e Appendix C: French (FR) translation of Safety Information

e Appendix D: German (DE) translation of Safety Information

e Appendix E:

0 License terms

0 Copyright information

Check www.giagen.com/goto/QIAgility for a newer version of the user manual.

1.2 General information

1.2.1 Technical assistance

At QIAGEN we pride ourselves on the quality and availability of our technical support. Our Technical
Services Departments are staffed by experienced scientists with extensive practical and theoretical expertise
in sample and assay technologies and the use of QIAGEN products. If you have any questions or
experience any difficulties regarding the QlAgility or QIAGEN products in general, do not hesitate to contact
us.

QIAGEN customers are a major source of information regarding advanced or specialized uses of our
products. This information is helpful to other scientists as well as to the researchers at QIAGEN. We
therefore encourage you to contact us if you have any suggestions about product performance or new
applications and techniques.

For technical assistance and more information, please visit our Technical Support Center at
www.support.giagen.com.

1.2.2  Policy statement

It is the policy of QIAGEN to improve products as new techniques and components become available.
QIAGEN reserves the right fo change specifications at any time.

In an effort to produce useful and appropriate documentation, we appreciate your comments on this user
manual. Please contact QIAGEN Technical Services.

1.3 Intended use of the QlAgility

The QlAgility is intended for molecular biology applications. This product is not intended for the diagnosis,
prevention, or treatment of a disease.

The QlAgility, if used in combination with QIAGEN kits indicated for use with the QlAgility instrument, is
infended for the applications described in the respective QIAGEN kit handbooks.

If the QlAgility instrument is used with kits other than QIAGEN kits, it is the user’s responsibility to validate the
performance of such product combination for any particular application.
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The QIAgility instrument is intended for use by professional users trained in molecular biological techniques

and the operation of the QIAgility instrument.

1.4 Requirements for QlAgility users

This table covers the general level of competence and training necessary for transportation, installation,

use, maintenance and servicing of the QlAgility.

Task
Delivery

Installation

Routine use
(running
experiments)

Servicing and
annual preventive
maintenance

Personnel

No special
requirements

Laboratory
technicians or
equivalent

Laboratory
technicians or
equivalent

QIAGEN Field
Service Specialists
only

Training and experience
No special requirements

Appropriately trained and experienced
personnel familiar with use of computers and
automation in general

Appropriately trained and experienced
personnel familiar with use of computers and
automation in general

Regularly trained, certified and authorized by
QIAGEN
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2 Safety information

Before using the QlAgility, it is essential that you read this user manual carefully and pay particular attention
to the safety information. The instructions and safety information in the user manual must be followed to

ensure safe operation of the instrument and to maintain the instrument in a safe condition.

Note: Translations of the Safety Information in French and German are available in Appendix C and

Appendix D.

The following types of safety information appear throughout this manual.

WARNING

A

The term WARNING is used to inform you about situations that could result in
personal injury to you or other persons.

Details about these circumstances are given in a box like this one.

CAUTION

A

The term CAUTION is used to inform you about situations that could result in
damage to the instrument or other equipment.

Details about these circumstances are given in a box like this one.

The advice given in this manual is intended to supplement, not supersede, the normal safety requirements

prevailing in the user’s country.

2.1 Proper use

WARNING/
CAUTION

A

Risk of personal injury and material damage [W1]
Improper use of the QlAgility may cause personal injuries or damage to the
instrument.

The QIAgility must only be operated by qualified personnel who have been
appropriately trained.

Servicing of the QIAgility must only be performed by QIAGEN Field Service
Specialists.
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WARNING/
CAUTION

A

Risk of overheating [W2]

To ensure proper ventilation, maintain a minimum clearance of 10 cm at the
sides and rear of the QlAgility.

Slits and openings that ensure the ventilation of the QlAgility must not be
covered.

WARNING/
CAUTION

A

Risk of personal injury and material damage [W3]

The QIAgility is too heavy to be lifted by one person. To avoid personal injury
or damage to the instrument, do not lift the instrument alone.

WARNING/
CAUTION

A

Risk of personal injury and material damage [W4]
Do not attempt to move the QIAgility during operation.

WARNING/
CAUTION

A

Explosive atmosphere [W5]
The QlAgility is not designed for use in an explosive atmosphere.

WARNING/
CAUTION

A

Risk of explosion [W6]

The QlAgility is infended for use with reagents and substances supplied with
QIAGEN kits. Use of other reagents and substances may lead to fire or
explosion.

CAUTION

A

Damage to the instrument [C1]

Direct sunlight may bleach parts of the instrument and cause damage to
plastic parts.

The QIAgility must be located out of direct sunlight.
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CAUTION

A

Damage to the instrument [C2]

Avoid spilling water or chemicals onto the QlAgility. Damage caused by
water or chemical spillage will void your warranty.

WARNING

A

Risk of personal injury [W7]

The robotic arm moves during position calibration while the instrument lid is
raised. Never click any buttons while parts of your body are within the
instrument workspace.

In case of emergency, switch off the QIAgility using the power switch at the rear of the instrument and
unplug the power cord from the power outlet.

2.2 Electrical safety

Disconnect the line power cord from the power outlet before servicing.

WARNING

A

Electrical hazard [W8]

Any interruption of the profective conductor (earth/ground lead) inside or
outside the instrument or disconnection of the protective conductor terminal is
likely to make the instrument dangerous.

Intentional interruption is prohibited.

Lethal voltages inside the instrument

When the instrument is connected to line power, terminals may be live, and
opening covers or removing paris is likely to expose live parts.

WARNING

A

UV irradiation hazard [W9]

An electronic interlock ensures that the instrument lid must be closed for
operation of the UV lamp. Under no circumstances should this interlock be
disabled.

To ensure satisfactory and safe operation of the QlAgility:

e Connect the line power cord to a line power outlet that has a protective conductor (earth/ground).

e Do not adjust or replace internal parts of the instrument.
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¢ Do not operate the instrument with any covers or parts removed.

e If liquid has spilled inside the instrument, switch off the instrument, disconnect it from the power outlet
and contact QIAGEN Technical Services.

If the instrument becomes electrically unsafe, prevent other personnel from operating it, and contact
QIAGEN Technical Services. The instrument may be electrically unsafe when:

e The line power cord appears to be damaged.

e |t has been stored for a prolonged period of time in conditions which are outside of the “Storage
Conditions” outlined in Appendix A.

e |t has been subjected to severe transport stresses.

2.3  Biological safety

Specimens and reagenis containing materials from humans should be treated as potentially infectious. Use
safe laboratory procedures as outlined in publications such as Biosafety in Microbiological and Biomedical
Laboratories, HHS (www.cdc.gov/od/ohs/biosfty/biosfty.htm).

2.3.1  Samples

Samples may confain infectious agents. You should be aware of the health hazard presented by such
agents, and should use, store and dispose of such samples according to the required safety regulations.

WARNING Samples containing infectious agents [W10]

Some chemicals used with this instrument may contain infectious agents.
A Handle such samples with the greatest of care and in accordance with the
required safety regulations. Always wear safety glasses, 2 pairs of gloves and
a lab coat.

The responsible body (e.g., laboratory manager) must take the necessary
precautions to ensure that the surrounding workplace is safe and that the
instrument operators are not exposed to hazardous levels of infectious agents
as defined in the applicable Safety Data Sheets (SDSs) or OSHA,” ACGIHT or
COSHH* documents.

Venting for fumes and disposal of wastes must be in accordance with all
national, state and local health and safety regulations and laws.

* OSHA: Occupational Safety and Health Administration (United States of America).
t ACGIH: American Conference of Government Industrial Hygienists (United States of America).
+ COSHH: Control of Substances Hazardous to Health (United Kingdom).
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2.4 Chemicals

WARNING Hazardous chemicals [W11]

Some chemicals used with this instrument may be hazardous or may become
hazardous after completion of the protocol run.

Always wear safety glasses, gloves and a lab coat.

The responsible body (e.g., laboratory manager) must take the necessary
precautions to ensure that the surrounding workplace is safe and that the
instrument operators are not exposed to hazardous levels of toxic substances
(chemical or biological) as defined in the applicable Safety Data Sheets

(SDSs) or OSHA,” ACGIHT or COSHH* documents.

Venting for fumes and disposal of wastes must be in accordance with all
national, state and local health and safety regulations and laws.

* OSHA: Occupational Safety and Health Administration (United States of America).
t ACGIH: American Conference of Government Industrial Hygienists (United States of America).
+ COSHH: Control of Substances Hazardous to Health (United Kingdom).

2.4.1  Toxic fumes

If working with volatile solvents or toxic substances, you must provide an efficient laboratory ventilation
system to remove vapors that may be produced.

2.5  Waste disposal

Used plasticware and containers may contain certain hazardous chemicals, or contagious/biohazardous
materials. Such wastes must be collected and disposed of properly according to local safety regulations.

For information about how to dispose of the QlAgility, see Appendix A.

2.6 Mechanical hazards

WARNING Moving parts [W12]
f Avoid contact with moving parts during operation of the QlAgility. Under no

circumstances should you place your hands under the pipetting arm when it is
lowering. Do not attempt to move any plates or tubes whilst the instrument is
operating.
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WARNING Moving parts [W13]
To avoid contact with moving parts during operation of the QlAgility, the
A instrument must be operated with the lid closed.

If the in-built lid sensor is not functioning correctly, contact QIAGEN Technical
Services.

CAUTION Damage to the instrument [C3]
E Do not apply any manual force to the Y-arm (i.e. the pipetting head).

We strongly recommend restarting the system if the Y-arm was accidentally
manually moved.

To ensure satisfactory and safe operation of the QlAgility, follow the guidelines below:
e Only use recommended tips and tip racks.
e Keep the instrument lid closed whenever possible.

e  When calibrating with the lid open, always stand clear of the instrument when making adjustments. The
lid interlock is disabled during calibration. Therefore, do not click with the mouse or press any of the
keys on the keyboard when looking closely at calibrations. Wait until the robotic arm has completed its
movements before moving any plates or tubes.

e Do not place any items onto the robotic arm.

During run, click on the Pause button to pause the instrument before removing plates or tubes from the
worktable. Wait until the robotic arm has completed the current movement. This may take up to 10
seconds.

2.7  Maintenance safety

Perform the maintenance as described in the Maintenance procedures. QIAGEN charges for repairs that
are required due fo incorrect maintenance.

WARNING/ Risk of personal injury and material damage [W14]
CAUTION

A

Only perform maintenance that is specifically described in this user manual.
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WARNING/
CAUTION

A

Risk of electric shock [W15]
Do not open any panels on the QlAgility.

Risk of personal injury and material damage
Only perform maintenance that is specifically described in this user manual.

CAUTION

A

Damage to the instrument [C4]

Do not use solvents or reagents containing acids, alkalis, or abrasives to
clean the QlAgility.

CAUTION

A

Damage to the QlAgility lid [C5]

Do not use alcohol, solvents, reagents containing acids, alkalis, or abrasives
to clean the instrument lid. Alcohol will damage the lid. To clean the lid, use
distilled water only.

CAUTION

A

Damage to the QIlAgility side panels [C§]

Never clean the instrument side panels with alcohol or alcohol-based
solutions.

CAUTION

A

Relocating the QlAgility [C7]

The most important component of the packaging is the wooden support that
immobilizes the Y-arm. This support must be used when the QlAgility is
moved.
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2.8 Symbols on the QlAgility

Symbol

~ PP P

Cc
w

[ =)

= @Sl E @

Location

On the back of the

instrument, and on the front

edge of the worktable

Near the tip ejector outlet,

and on the front edge of the

worktable

On the front edge of the
worktable

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Type plate on the back of
the instrument

Description

Warning symbol

Biohazard symbol

Squeezing symbol

CE mark for European Conformity

CSA listing mark for Canada and the USA

Legal manufacturer

Waste Electrical and Electronic Equipment (WEEE)

FCC mark of the United States Federal
Communications Commission

RCM (former C-Tick) for Australia (supplier
identification N17965)

RoHS mark for China (the restriction of the use of
certain hazardous substances in electrical and
electronic equipment)

Consult instructions for use
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3 General description

The QIAgility is a compact benchtop instrument that enables rapid, high-precision PCR setup. For added
flexibility and ease of use, the QlAgility has been designed to support almost all tube and plate formats, as

well as the Rotor-Disc® for the Rotor-Gene® Q instruments. The QlAgility is operated via a computer with an
user-friendly software. Further information on the QlAgility Setup Manager Software are available here.

The QIAgility instrument provides:

e Automated PCR setup in almost all formats

e Convenient, easy-to-use software

e Standardized results and increased productivity
e Elimination of manual pipetting steps

e Seamless integration with QIAGEN sample technologies
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3.1 QlAgility instrument

QlAgility

| —

CHAGEN

1 Lid 6  Robotic arm with pipettor head
2 Feet 7  Tip rack holder and tips
3 Tip ejector 8  Tip rack holder and tips
4 HEPA filter 9  Master mix block and reagent block
5 UV lamp
3.1.1 Lid
CAUTION Damage to the QlAgility lid [C5]

A

Do not use alcohol, solvents, reagents containing acids, alkalis, or abrasives
to clean the instrument lid. Alcohol will damage the lid. To clean the lid, use
distilled water only.
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The lid of the instrument provides both an isolated enclosure and a safety mechanism. The instrument lid
incorporates a magnetic sensor to determine whether or not the lid is closed. Under no circumstances
should this sensor be bypassed.

The instrument lid must be closed for a run to proceed. Opening the instrument lid while the instrument is
performing a run causes the run to pause.

The instrument lid may remain open during calibration. Do not interfere with robotic arm movement during
these calibrations and keep all body parts out of reach of the robotic arm while it is moving.

Important: Care should be taken when opening the lid during a run, because it takes up to 10 seconds for
the instrument o complete the current movement and for the pause to take effect. Under no circumstances
should the sensor be bypassed.

3.1.2 Feet

The feet of the instrument have a non-slip base to ensure that the QIAgility remains securely positioned on a
laboratory bench. Do not attempt to slide the instrument on a bench. Always lift the instrument to avoid
damage to the base of the feet.

3.1.3  Tip ejector

7

Tips used on the worktable are discarded through the tip ejector
®located on the left side of the QIAgility. The tip ejector is held in
.place by a locating block, allowing easy placement and removal
for cleaning.

Note: Details on removing and replacing the tip ejector are
described in section Cleaning the tip ejector.

Tip ejector

3.1.4  Tip disposal box

Discarded tips are collected in a tip disposal box, located at the side of the QlAgility. To ensure correct
positioning under the tip ejector, the tip disposal box is held in place by the tip disposal box holder. The tip
disposal box has a capacity of approximately 350 fips.
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Lock the tip disposal box holder with the instrument’s feet on the left side of the instrument and then place
the tip disposal box info the tip disposal box holder.

Alignr;\eni of iip ‘disp sal box holder to the instrument and the tip disposal box.
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3.1.5  HEPA filter

The HEPA filter system provides positive clean air pressure on the worktable beneath the lid. The HEPA filter
system consists of two HEPA filter cartridges.

HEPA filter

3.1.6 UV lamp

A UV lamp in the instrument lid provides efficient worktable decontamination and helps to prevent cross-
confamination.

Note: Before using the UV lamp, the tip ejector must be placed into the instrument.

For increased safety, an electronic interlock ensures that the UV lamp operates only when the instrument lid
is closed. Under no circumstances should the interlock be disabled.

During UV irradiation, the robotic arm moves. All items must be removed from the instrument to ensure the
worktable is fully exposed.

The UV lamp does not irradiate certain areas, including the pipettor head, due to construction constraints.

To operate the UV lamp, the UV lamp bulb needs to be connected to the UV plug. For more details, see
section Using UV lamp.
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3.1.7  Pipettor head and robotic arm

Liguid-handling tasks are performed by the pipettor head, which provides a motor-driven, backlash-
compensated pipetting mechanism. Tips attach to the pipettor piston of the pipettor head.

The robotic arm controls the movement of the pipettor head in the X-, Y- and Z-directions.

The Y-axis arm of the robotic arm provides support for the pipettor head. Under no circumstances should
any force be applied to the Y-arm. This may misalign the arm and cause pipetting errors.

Note: To prevent accidental damage, the wooden Y-arm support should always be fixed or locked before
the QIAgility is moved.

3.1.8  Worktable

The worktable is the instrument surface upon which items, such as adapters, labware and tips are placed.

The QlAgility Setup Manager Software automatically calculates the worktable layout before each run.

3.1.9  Accessory panel

All instrument electronics are housed in the rear of the instrument. The accessory panel, located at the rear
of the QlAgility, provides ports for connection to the instrument.

3-..-'! B = B

i T 4

QIlAgility accessory panel

1 Accessory 1 5 USB socket

2 Accessory 2 6 Accessory power outlet
3 Accessory 3 7 Main power input socket
4 Serial RS-232 socket 8 Power switch
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3.1.10 Internal features of the QlAgility

The following images show the internal features of the QlAgility.

11
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1 X-axis

2
3
4
5
6

Y-axis

Z-axis

Pipettor head cover
Pipettor head

Pipetting hub

10
11
12

Worktable

Master Mix Block
Reagent Block

Tip Rack Holders and tips
Y-arm

Tip ejector
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Part Description

X-axis The X-axis directs the left/right movement of the pipettor head.

Y-axis The Y-axis directs the forwards/backwards movement of the pipettor
head.

Z-axis The Z-axis directs the upwards/downwards movement of the pipettor
head.

Tip ejector The tip ejector enables tip removal from the pipettor head.

Pipettor head cover and  The pipettor head is a single channel, able to pipette 1-200 ul and is
pipettor head located under the protective pipettor head cover. The pipettor head
consists of a motor-driven backlash-compensated pipetting mechanism.

Y-arm The Y-arm supports the pipettor head. Under no circumstances should
the user apply force to the Y-arm. This may misalign the Y-arm and
cause pipetting errors.

Worktable The worktable has 6 SBS positions (127.76 mm x 85.48 mm) in which
adapters and labware can be placed. In addition, the worktable
supports both Master Mix Blocks and Reagent Blocks.

3.2 liquid-level tracking

The QlAgility can track the liquid level using liquid-level sensing or liquid-level estimate. The QlAgility Setup
Manager Software ensures optimal use of the feature during runs.

Liquid-level sensing

For maximum accuracy and precision, the QlAgility is equipped with a liquid-level sensor. This feature
enables the instrument to automatically detect when the pipet tip makes contact with the liquid as the tip
descends. When aspirating, the tip is placed below the liquid surface, at the minimum insertion depth
required to collect the aspirate volume. When dispensing, the tip is placed at the liquid surface and is
retracted as liquid is ejected. This minimizes contact between the tip and the liquid, reducing liquid
carryover.

The liquid-level sensor relies on conductive tips to detect the change in capacitance when the tip contacts
the liquid inside a tube — the smaller the volume of liquid inside the tube, the lower the change in
capacitance. For correct functioning of the liquid-level sensor, it is essential that the labware (plates, tubes,
adapters) located on the instrument worktable has been correctly selected in the software. See section
Managing labware for details about how to do this.

If a liquid is nonconductive (e.g., pure water, oil), the level sensor will not detect any change in capacitance.
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Liquid-level estimate

This feature enables the instrument to estimate the liquid level, using information from the run configuration.
The software tracks the movement of liquid between wells and estimates the liquid level during all liquid
transfers. This information is used to determine the optimal tip placement. Levels of accuracy and precision
comparable to those obtained with liquid-level sensing are obtained. The pipet tip moves to a calculated
position so that, after aspiration, the pipet tip remains below the liquid level.

3.3 Computer

The QlAgility is operated via a computer.

A laptop with the correct specifications for operation of the QlAgility and QlAgility Setup Manager Software
is supplied as part of the QlAgility system. However, if a different computer is used to operate the QlAgility
or to run the QlAgility Setup Manager Software, then a computer hosting system with the following
specifications is recommended.

Computer specifications:

e Windows® 7 Professional (32- or 64-bit) with Service Pack 1 or higher; Windows 10 (64-bit) with
minimum required version 1607

e Atleast 1 GHz or faster CPU

e Atleast 1 GB RAM for 32-bit OS, or 2 GB RAM for 64-bit OS

e Atleast 16 GB free hard drive capacity for 32-bit OS, or 20 GB free hard drive capacity for 64-bit OS
o Atleast 1360 x 768 screen resolution

e Pointer device (mouse or similar)

To view reports generated in PDF format, a PDF reader must be installed on the computer. Adobe®
Reader® can be downloaded at www.adobe.com.

Additional configuration steps:

e Turn off all automatic processes or services such as indexing or similar, which could produce a high
workload.

e Ensure that energy saving options, hibernation and the screen saver are deactivated during the
operating times of the QlAgility.

e For Windows 10 only — if UEFI Boot is used, the Secure Boot option must be disabled. Otherwise, the
Windows Device Driver Installation of the QlAgility device driver will fail during installation of the
QIAgility Setup Manager Software.

e Ensure that the Federal Information Processing Standards (FIPS) policy is disabled.

Note: In case of any concern regarding the Windows configuration, please contact your local IT support.
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Note: If you close the laptop lid during a run, the run will be interrupted and stopped.

If connecting the computer to a network, be sure to consider the following:

e Ensure that update processes are scheduled to download and install only outside the operating times of
the QlAgility.

e Turn off auto-restart after an installation of Windows security patches to prevent automatic computer
restart during the operating times of the QlAgility.

Note: In order to complete a security update installation, perform a manual restart later.

If virus protection software is required, ensure that the following tasks are scheduled to run outside the
operating times of the QlAgility:

e Scans (also ensure that files that are created by the QIAgility Setup Manager Software are not scanned
during creation or on access)

e All kind of updates

Note: Some virus protection software might interfere with QlAgility Setup Manager Software and cause the
software to run very slowly.

Note: The QlAgility Setup Manager Software is tested by QIAGEN using the original image supplied with
your laptop without connecting the laptop to the internet. Updates on your operating system might lead to
unexpected behavior of the QlAgility Setup Manager Software. In such cases, please contact your local IT
support.

Note: The minimal screen resolution can be used in combination with small fonts. However, medium size

fonts can be used in combination with an improved resolution (e.g., the medium font size (125%) setting in
Windows 7 requires a minimum screen resolution of 1680 x 1050). Larger font sizes are not supported.
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4 |Installation procedures

This section provides instructions on unpacking and installing the QIAgility.

Note: For your own safety and to prevent damage to the instrument, observe the safety instructions.

4.1 System delivery

The following items are delivered:

e QlAgility instrument

e Laptop

¢ QIAgility Setup Manager Software and instructions for use
e Unpacking Instructions (printed version)

e Packing List (printed version)

¢ Volume Calibration Report (printed version)

¢ QIAgility Calibration Kit

e Accessories

Note: We recommend checking the packing list before installation. If anything is missing, contact QIAGEN
Technical Services.

Adapters
The QlAgility is supplied with the following adapters:

e 2 xAdapter, 96 x 0.2 ml PCR Tubes

e 1 x Adapter, Flip-Cap 32 x 1.5 ml Tapered Base

1 x Adapter, 72 x 0.1 ml Strip Tubes

1 x Master Mix Block, 5 x 5 ml

1 x Master Mix Block 1 x5 ml, 4 x 2 ml

e 1 x Master Mix Block, 1 x5 ml, 4 x 1.5 ml

e 1 xReagentBlock, 16 x0.2 ml /2 ml Flat / 1.5 ml Tapered Tubes
e 4 xTip Rack Holder for 96-Tip Rack

The adapters are intended to hold tubes, plates and tips.
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Tubes and plates

Several types of tubes and plates can be used with the QIAgility. A set of labware is already preinstalled in
the software and can be found in the Configuration environment. The following tubes are supplied with the
instrument:

e 5 ml free-standing tubes
e 200 ul PCR tubes
Note: Supplied tubes are not guaranteed to be sterile.

Important: Tubes supplied by different manufacturers may have slightly different dimensions, despite a
similar appearance. Such differences can significantly affect the calibration settings, in particular the height
calibration (Z-axis calibration). We recommend that once a particular tube type is chosen, to always
purchase that consumable from the same manufacturer to avoid frequent recalibration.

Conductive Filtered Tips

200 ul or 50 ul Conductive Filtered Tips can be used on QIAgility. Supplied tips are carbon impregnated.
See section Insert tips to tip rack holder for details about how to insert tips into a Tip Rack Holder.

Important: Do not use tips from other suppliers.

4.2 Requirements

QIAgility is a high-precision liquid-handling device and has specific requirements regarding the installation
site. These requirements are explained in the following chapter.

4.2.1 Installation site

Choose the position for the QIAgility carefully. A change in position necessitates a recalibration. Place the
QIAgility in its final position.

The requirements for the QlAgility location and position are given below:

e The QIAgility must be located out of direct sunlight, away from heat sources and away from sources of
vibration and electrical interference. Refer to Appendix A for the operating conditions (temperature and

humidity).

e The site of installation should be free of excessive drafts, moisture and dust, and should not be subject to
large temperature fluctuations.

e Use a level workbench that is dry, clean, vibration-proof and large enough to accommodate the

QIAgility, computer and tip disposal box. Refer to Appendix A for the weight and dimensions of the
QlAgility.

e The QIlAgility must be placed within approximately 1.5 m of a properly grounded (earthed) AC power
outlet. The power line to the instrument should be voltage regulated and surge protected.

e Ensure that the switch and the main power input socket at the rear of the instrument are easily reachable.
Maintain sufficient clearance at the rear to unplug the power line from the main power input socket.

e Ensure that the instrument lid can fully open upwards without obstruction.
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e The QIlAgility must not be installed near generators of static electricity (e.g., ionizers, large-screen
televisions).

e The QIAgility should be installed in a laboratory environment that is free of excessive airborne dust.

Note: We recommend that the QlAgility does not share a wall socket with other laboratory equipment, and
that the QlAgility is plugged directly into its own wall socket.

Important: The wall socket shall be easily accessible.

Important: Position the QlAgility in a way that allows easy access to the power supply cable at the rear.
Meeting these location and position requirements will allow you to immediately disconnect the instrument
from the power supply should a need or emergency arise.

WARNING/ Risk of overheating [W2]

CAUTION To ensure proper ventilation, maintain a minimum clearance of 10 cm at the
f sides and rear of the QlAgility.
Slits and openings that ensure the ventilation of the QlAgility must not be
covered.

CAUTION Damage to the instrument [C1]

Direct sunlight may bleach parts of the instrument and cause damage to
plastic parts.

The QIAgility must be located out of direct sunlight.

4.2.2  Power requirements

The QlAgility operates at these power conditions: 100-240 V, 250 VA, 50-60 Hz, 5 A fuse.

Make sure the voltage rating of the QlAgility and laptop are compatible with the AC voltage available at the
installation site. Main supply voltage fluctuations are not to exceed + 10% of nominal supply voltages.

4.2.3  Grounding requirements

To protect operating personnel, and for correct functioning of the liquid-level sensor, ensure that the
QIAgility is correctly grounded (earthed). The instrument is equipped with a 3-conductor AC power cord
that, when connected to an appropriate AC power outlet, grounds (earths) the instrument. To preserve this
protection feature, do not operate the instrument from an AC power outlet that has no ground (earth)
connection.

QlAgility User Manual 02/2022 44



4.3  Unpacking and installation

4.3.1  Unpacking the QlAgility

Important: For unpacking of the QlAgility, refer the unpacking instructions delivered with the instrument.
The unpacking instructions can also be downloaded at www.giagen.com/goto/QIAgility.

Before unpacking the QlAgility, move the package to the site of installation and check whether the package
is damaged. In case of damage, contact the transporter of the package.

WARNING/ Risk of personal injury and material damage [W3]

CAUTION The QIAgility is too heavy to be lifted by one person. To avoid personal injury
E or damage to the instrument, do not lift the instrument alone.

1. Remove the lid from the QIAgility shipping container.

2. Check that the QlAgility is not damaged and that there are no loose parts. If anything is damaged,
contact QIAGEN Technical Services.

3. Read the packing list to check that you have received all items (see System delivery). If anything is
missing, contact QIAGEN Technical Services.

Keep the package in case you need to transport or ship the QlAgility in the future.

Carefully place the QlAgility onto the workbench where it will be used. For site requirements, refer to
section Installation site. When lifting the QIAgility, slide your fingers under both sides of the instrument
and keep your back straight.

6. Remove transport lock from pipetting arm.

4.3.1.1 Releasing transport locks

CAUTION Relocating the QIlAgility [C7]

The most important component of the packaging is the wooden support that
immobilizes the Y-arm. This support must be used when the QlAgility is
moved.
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To release the transport locks:

1.  Unscrew the two screws and remove the horizontal bar.

2.

3.  Unscrew the Z-axis locking screw. When this screw is removed, the pipettor head will drop.
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4. Store the transport lock and the Z-axis screw with the rest of the packaging.

4.3.2 Installation of AC power cord
Connect the QlAgility to the power outlet as follows:

1. Ensure that the power switch of the QlAgility is set to the "Off" position.
2.  Plug the power cord into the main power input socket.

3.  Plug the power cord into a grounded power outlet.

Important: The wall socket should be easily accessible.

Important: The QlAgility Setup Manager Software must be installed on the computer before the QlAgility is
switched on (see section Software installation).

4.3.3  Connecting the computer to the QlAgility

Before attempting to connect the QlAgility to the laptop, ensure the following conditions have been met:

e The QIAgility has been properly set up and is in its final location (see section Unpacking the QlAgility).

e The laptop is in its final location near the instrument.

Note: Before connecting the QlAgility fo the computer for the first time, ensure that the QlAgility Setup
Manager Software has been installed (see section Software installation).

Note: Connect the computer to the QIAgility via the USB interface.
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To connect via the USB interface:
Connect the USB cable between the USB port on the instrument and the USB port on the computer.

ACCESSORY POWER R INPUT A
use RATINGS REFER INpuT  MAINS POWE |

hccessory 3 Accessory 2 Accessory 1 Serial

- O 1 ,

USB cable attached to the accessory panel.

Note: The QIAgility Setup Manager Software recognizes connection to the QlAgility as a USB device even
when the instrument is switched off.

4.3.4 UV lamp
The UV plug is integrated within the lid. To connect the UV lamp, proceed as follows:

1.  Open the lid.

2. Connect the delivered UV lamp bulb into the UV plug and turn it by 90°.
Note: Hold the UV lamp bulb at both ends when fixing it into the UV plug. Always wear safety gloves.

WARNING UV irradiation hazard [W9]

An electronic interlock ensures that the instrument lid must be closed for
operation of the UV lamp. Under no circumstances should this interlock be
disabled.

4.4 Software installation

The QIAgility Setup Manager Software must be installed before the QIAgility is connected to the laptop for
the first time. The software will generally be installed on the laptop by a QIAGEN Field Service Specialist on
the day of instrument installation, if the QlAgility was purchased with an installation and startup training. A
user with Windows administrator privileges is required to install the QlAgility Setup Manager Software, but
such privileges are required for software installation only. If the QIAgility was purchased without an
installation and startup training, follow the steps below to install the software:

For computer system requirements, see section Computer.

1. Set up the computer as described in the computer installation instructions provided with the computer.
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2. Before installing the QIAgility Setup Manager Software, shut down all other software and make sure
that the QIAgility is not connected to the computer.

3. I a previous version of the software is already installed on the computer, refer to Updating QIAgility
Setup Manager Software. Otherwise, follow the instructions in Installing QlAgility Setup Manager
Software.

Note: We recommend having no other software installed on the laptop that controls the QlAgility other than
the QIAgility Setup Manager Software. In particular, the legacy QlAgility Software must not be installed.

Note: Default settings are recommended where appropriate for all installation steps.

Note: The QlAgility Setup Manager Software version 1.2 is the first version supporting Windows 10 (64-bit).

4.4.1  |Installing QlAgility Setup Manager Software

Things to do before starting:
1. Ensure that the computer meets the minimum requirements (see Computer).

2.  Use a Windows account with administrator privileges.
Note: Windows administrator privileges are required for software installation only.

3. Close any programs running on the computer and make sure that the QlAgility is not connected to the
computer (i.e., unplug the USB cable from the computer).

To install the QIlAgility Setup Manager Software from a Removable Media:

4. Insert the QlAgility Setup Manager Software Removable Media into the computer. The setup wizard
automatically opens the QlAgility Setup Manager Software setup window. Proceed to step 7.
Note: Automatic setup is disabled on laptops provided by QIAGEN.

Note: If the setup does not start automatically, double-click the setup.exe file in the Removable Media
drive folder. Proceed to step 7.

Note: Depending on the Windows configuration, there may be a pop-up message asking if you want
to allow the program to install. Allow the program to install.

To install the software from a web download:

QIAgility Setup Manager Software is available for download at www.giagen.com/qgoto/QIAgility. Before
installing, read the information provided on the web page.

4. Download the installation package .zip file.

Note: If the computer running the QIAgility Setup Manager Software is not connected to a network,
download the installation package from another computer to a USB stick. Copy the installation
package to the QlAgility Setup Manager Software computer.

Extract the installation package .zip file.

Double-click on the setup.exe file. Proceed to step 7.

Note: Depending on the Windows configuration, there may be a pop-up message asking you if you
want to allow the program tfo install. Allow the program to install.
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7. The appropriate version of the Microsoft NET Framework will be installed during setup if it is not
already present. In this case, another dialog opens. Click Yes to install the Microsoft .NET Framework.
This may take some time. If you click No, the QlAgility Setup Manager Software will not be able to
operate.

Click Next to start the installation.

Follow the instructions that appear in the setup wizard.
Note: Default settings are recommended where appropriate for all installation steps.

10. Before the installation is completed, the appropriate version of the device driver will be installed if it is
not already present. In this case, the Device Driver Installation Wizard will open. Click Next to
proceed. Depending on the Windows configuration, a Windows security confirmation message may be
displayed to indicate that QIAGEN GmbH is attempting to install drivers. Click Install to install the
QIAgility driver. After driver installation, click Finish in the Device Driver Installation Wizard.

Note: If you do not install the driver software, the QlAgility Setup Manager Software will not be able to
operate the QlAgility.

11. After installation, click Exit Setup in the Removable Media menu, or Finish in the wizard.
12. Connect the QlAgility to the computer.
13. The QlAgility Setup Manager Software can now be started.

Note: If the computer is connected to a network, network policy settings may prevent you from completing
this procedure. For more information, contact your local IT support.

Note: In case other messages are displayed, refer to the troubleshooting section System setup.
4.42  Install plug-ins

The QlAgility Setup Manager Software setup automatically installs all currently available plug-ins. To view
the list of available plug-ins, click Help in the menu bar of the QlAgility Setup Manager Software, and then
About. In the dialog that is shown click the tab Loaded plug-ins. Click Close to close the dialog. For
further details about plug-ins, refer to Plug-in concept.

New plug-in versions will be made available over time. Please check the QlAgility website at
www.giagen.com/goto/QIlAgility for additional information.

Update the QlAgility Setup Manager Software to upgrade plug-ins to a newer version. Follow the
instructions in Updating QIAgility Setup Manager Software.

After the QlAgility Setup Manager Software has been upgraded, the new versions of plug-in wizards will be
available in the Home environment, having replaced the previous versions.

4.4.3  Uninstalling QlAgility Setup Manager Software

Important: During uninstallation of the QIAgility Setup Manager Software, all experiments, templates,
reports, saved output files, efc. that have been saved in any subfolder of C:
\Users\Public\QIAGEN\QIAgility will be removed.
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We recommend moving all user files to another location outside C:\Users\Public\QIAGEN\QIAgility
before uninstalling the software.

Note: It is not possible to uninstall an individual plug-in.

To automatically uninstall the QlAgility Setup Manager Software together with all its plug-ins, follow these
steps:

1.  Inthe Windows Start menu, select: All Programs / QIAGEN / QlAgility / Uninstall QlAgility Setup
Manager Software

2. Follow the instructions of the installer to uninstall the software.

To manually uninstall the QlAgility Setup Manager Software or any plug-ins or wizards, follow these steps:
1.  Open the Control Panel by clicking on the Windows Start menu and selecting Control Panel.

2. Depending on your layout settings, either click Programs and Features or Programs / Uninstall
Programs.

3. Select QlAgility Setup Manager Software fo be uninstalled and click Uninstall/Change.
Note: Depending on the Windows configuration, there may be a pop-up message asking if you want
to allow the program to install. Allow the program to install.

4. Follow the instructions of the installer to uninstall.

4.4.4  Updating QlAgility Setup Manager Software

If a previous version of the QlAgility Setup Manager Software is already installed, it can be updated using
the software package that is available at www.giagen.com/qgoto/QIAqility. Before updating, read the
information provided on the web page. Experiments and user settings will be preserved. Customized
labware will be deleted and must be installed again after the software is updated.

Things to do before starting:
1. Ensure that the computer meets the minimum requirements (see Computer).
2.  Use a Windows account with administrator privileges.

Note: Windows administrator privileges are required for software installation only.

3. Close any programs running on the computer and make sure that the QlAgility is not connected to the
computer (i.e., unplug the USB cable from the computer).

To install the software from a web download:

QIAgility Setup Manager Software is available for download at www.giagen.com/qgoto/QIAgility. Before
installing, read the information provided on the web page.
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10.

11.

Download the installation package .zip file.

Note: If the computer running the QIAgility Setup Manager Software is not connected to a network,
download the installation package from another computer to a USB stick. Copy the installation
package to the QlAgility Setup Manager Software computer.

Extract the installation package .zip file.

Double-click on the setup.exe file. Proceed to step 7.

Note: Depending on the Windows configuration, there may be a pop-up message asking you if you
want to allow the program to install. Allow the program to install.

The appropriate version of the Microsoft .NET Framework will be installed during setup if it is not
already present. In this case, another dialog opens. Click Yes to install the Microsoft .NET Framework.
This may take some time. If you click No, the QlAgility Setup Manager Software will not be able to
operate.

Click Next to start the installation.

If you are updating from QIAgility Setup Manager Software version 1.0 or 1.1, a message will appear
to inform you that a wrong SiLabs USB driver version has been detected that will be replaced during
installation by the new driver version. This new driver version is required to operate the QlAgility Setup
Manager Software. Click OK to proceed with the installation.

Follow the instructions that appear in the setup wizard.

All new software components will be installed. Existing plug-ins will be updated and newly available
plug-ins will be added automatically. User profiles, labware settings and calibrations created before
the update will be available after the update. Experiments, reports and sample files will also be
available.

Note: Default settings are recommended where appropriate for all installation steps.

Note: A message will appear to inform you that some files that need to be updated by the setup are
still in use by the QlAgility Core Engine Service. The QlAgility Core Engine Service is a service of the
QIAgility Setup Manager Software that always runs on the computer. Select the option Close the
applications and attempt to restart them. The setup will stop and restart the QlAgility Core Engine
Service during installation. If you select the option Do not close applications. A reboot will be
required, the installation will continue, but it will only be completed after the computer is rebooted.

Note: If you are updating from version 1.0, a message may appear to inform you that during
uninstallation of the QlAgility Setup Manager Software, all experiments, templates, reports, saved
output files, efc. that have been saved in any subfolders of C:\Users\Public\QIAGEN\QIAgility will
be removed. Click OK to acknowledge the message. Despite the message, these items will still be
available after the setup.

If the message appeared at the beginning of installation to inform you that the SiLabs USB driver will
be replaced by a new driver version, the Device Driver Installation Wizard will open. Click Next to
proceed. A security confirmation message is shown that QIAGEN GmbH drivers attempt to be
installed. Click Install to install the driver. After driver installation click Finish in the Device driver
Installation Wizard.

Note: If you do not install the new driver version, the QIAgility Setup Manager Software might not be
able to operate the QlAgility properly.
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12. After installation, click Finish in the wizard.

Note: If you selected the option Do not close applications. A reboot will be required. during
installation, you will need to restart the computer before the QlAgility Setup Manager Software is ready
fo operate.

13. Connect the QlAgility to the computer.
14. The QlAgility Setup Manager Software can now be started.

15. Use one of the previously created user IDs for login.

Note: If the computer is connected to a network, network policy settings may prevent you from completing
this procedure. For more information, contact your local IT support.

Note: In case of other messages displayed, refer to the troubleshooting section System setup.

Note: Experiments from a previous plug-in version can be opened with a newer plug-in version.
4.45  Upgrading from legacy QlAgility Software

Before upgrading from old versions of the QlAgility Software (version 4.X) to the QlAgility Setup Manager
Software, you must first uninstall the legacy QIAgility Software. It is not possible to have both the legacy
version of the QlAgility Software and the QIlAgility Setup Manager Software installed on the same computer.
Data migration of protocols from old to new software is not possible and not provided.

After the successful uninstallation, install the QlAgility Setup Manager Software as described in section
Installing QIAgility Setup Manager Software.
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5  Getting started

This chapter provides information about basic configuration that needs to be completed before the QlAgility
can be used for runs.

Some of the tasks need to be repeated occasionally, such as instrument calibration after servicing the
QIlAgility, or labware managament and labware calibration when changing labware or supplier.

5.1 Start the software

The QlAgility Setup Manager Software can always be started without having the instrument connected or
switched on, for example, to prepare experiments for the next day. However, in this case, certain areas of
the software that require the instrument to be switched on will not be available, such as worktable and run
step for experiments, calibration or system checks.

After starting the computer on which the QlAgility Setup Manager Software will run, wait two minutes before
opening the application.

You can switch on the QlAgility later after the software has already started. The QlAgility automatically
connects fo the QlAgility Setup Manager Software. This may take around 5 to 10 seconds.

To start the QlAgility:

1. Double-click on the SetupM desktop icon, or open the Windows Start menu and select: All
Programs / QIAGEN / QlAgility / QlAgility Setup Manager Software.

SetupM
Icon

2. The software starts and displays the login dialog.
Note: Authentication is always required.

3. [fyou are starting the software for the first time after installation, log in by entering the user name
admin into the User ID field and entering the password admin into the Password field. Click OK.

Otherwise, log in with your user ID and password.

4. The software opens in the Home environment.

5. If you are starting the software for the first time, continue with Customizing settings.

Note: The QIAgility will not initialize when the software is started; however, it will initialize when someone
attempts to use the instrument.

Note: If you go to the Customer settings for the first time, a "VER" will show on the icon because the
instrument is not fully calibrated. Before you can start a run, instrument calibration needs to be performed or
completed.

The QIAgility User Manual (this publication) can be accessed at any time from within the software by
pressing the F1 key, or by clicking the help button @ |ocated above the main toolbar.
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5.2 Customizing settings

The Global Settings tab of the Configuration screen enables users to define general settings such as
default directories, e-mail server details (for e-mail notifications), printing and password options, and more.

File Edit View Help o

see
3333 h B T = =]
QIAGEN Home  Experiment  Service | Configuration Instrument
Gene E:pmssinn Maintenance E-mail notifications
User Settings
Pathagen Detection uv IHED cleaning duration ] Enable notifications
User Settings - minutes
L SMTP server address Porl
Sample Pooling
User LI SMTP user
Generic PCR Security
u: Setti
ser s ) N SMTP password
Password policy Deaclivate user account P e e
Generic PCR | Standard policy (8-40 arbitrary character: ¥ | @ Never Send fest nofification
Liquid Classes O After failed login Sender Address
Password expirafion (in days)
Global Settings > | | attempts
Protocol
None

Support package

Standard export path

C:\Users\Public\QIAGENQIAgty\Supporl

Barcode printing

Barcode type Barcode printer
Code 128 v Mo printer

Save Cancel

admin admin =1

Maintenance options

Enter the time duration for the UV lamp cleaning procedure in the Maintenance section of the window. The
UV lamp cleaning procedure can be initiated from the Cleaning Procedure tab of the Service
environment. QIAGEN recommends a duration of 15 minutes.

Maintenance

UV lamp cleaning duraticn

minutes
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Security options
Specify the security and authentication settings in the Security section of the window.

Security
Pazzword policy Deactivate user account
[ Standard policy (8-40 arbitrary character: @ Mever

() After failed login
Paszsword expiration (in days)

attempis

Option Description
Password policy There are two different options for the password policy:

e Standard policy (8-40 arbitrary characters): select this option if
authentication is required.

e No policy (0-40 characters): select this option if no authentication is
required. This policy allows you to use short passwords or even to use an
empty password.

Deactivate user account Specify whether the user account should be deactivated after failed login
attempts:

e Never: select this option if an account should never be deactivated.

e After failed login: select this option if a user account should be
deactivated after a certain number of failed login attempts. Enter the
number in the field below.

Password expiration (in days) Specify the number of days after which user passwords expire. Users will be
forced to change their passwords after the set amount of time.

Support package

Set the standard export path for the support package by clicking the Browse button. This path will be used
as the initial path when a support package is created from the Support package tab of the Service
environment.

Support package

Standard export path
CAlsers\PublicvQlAGEMNWGQ LAgility Support Browse...
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Barcode printing

Use this option if you intend to print a barcode for output labware. Select the barcode type that fits your
needs. Select the barcode printer by clicking Select. A dialog offers a list of printers that are available from
the computer, i.e., all printers which have been configured in Windows. Select No printer if you do not

want to use this option. Barcode printing is then not available.

Barcode printing

Barcode type Barcode printer

[ Code 128 v ] Mo printer

E-mail notifications
If you would like to be informed via e-mail about certain instrument events, such as errors or finish of a run,
activate the Enable notifications option. The actual notification options can be found in the User Settings

of the individual plug-ins.

The general network settings for the mail server must to be entered in order for the e-mail notification to
function. In case you do not know these details, contact your network administrator.

E-mail notifications

[[] Enable notifications
SMTP server address Port

SMTP user

SMTP password
Send test nofific ation

Sender Address

Protocol

Maone
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Option

SMTP server address
SMTP user

SMTP password

Sender address

Protocol

Description
Specify the address of the SMTP server.

Specify the user for authentication on the SMTP server.
Enter the users password for authentication on the SMTP server.
Specify the address of the sender of notifications.

Note: Some SMTP servers require that the sender address is related to the
SMTP user and password.

Specify whether the SMTP server requires encryption (SSL or TLS) or not.

Use the Send test notification button to test if an e-mail is sent to the e-mail address that is configured for
the currently logged in QlAgility Setup Manager Software user.

5.2.1  User seftings for Gene Expression experiments

The Configuration environment provides settings for the Gene Expression Plug-in. These settings are

specific for a user.

Report / Export

Option
Display report after
saving

Report type

Report format

Report path

Sample output file
path

Description
Check this option if the report shall open automatically after it has been created.

Note: The report will always be saved first and then opened.
Note: To view reports, a PDF reader must be installed on the computer.

The Gene Expression Plug-in provides a Basic report and an Advanced report. For
details, refer to section Report.

Select the paper format: A4 or US Letter.

Select Save to origin experiment directory if you want to save the report side by
side with the experiment file.

Select Save to standard directory if you want to save all reports together in a
defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens when
you create a report.

Select Save to origin experiment directory if you want to save the output file side
by side with the experiment file.

Select Save to standard directory if you want to save all output files together in a
defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens, when
you save the output file.
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Standard directories
To change a standard directory, press the Browse button in the appropriate row.

Subject Description
Experiment The selected directory serves as a starting point for the file dialog when you save an
experiment.

Note: When opening an experiment from Home environment with the Open other
experiment button, for the first ime after software start the starting point is C:\.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Experiments.

Template The selected directory serves as a starting point for the file dialog when creating an
experiment from a template from Home environment with the Create from other
template button.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Templates.

Reports The selected directory serves as a starting point for the file dialog that opens when
you create a report, if the Save to standard directory option has been selected for
the report path (see above).

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Reporis.

Sample input files The selected directory serves as a starting point for the file dialog that opens when
you load a sample input file or an output file in the Labware Selection step.

Also, when you scan the input or output labware barcode, the software will search in
this directory for a file to load.

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\SampleFiles.

Sample output files The selected directory serves as a starting point for the file dialog that opens when
you save an output file after the run.

For experiments created with this plug-in.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\SampleFiles.
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Notification

Two kinds of notifications can be configured: a sound nofification or a nofification via e-mail, for various
kinds of events.

Notification
Send notification on: e-Mail Sound
Errors [ Error L ]
Wamings O Waming
User interaction required [ Information L ]
Run completed [ Information L ]

A sound will be played when the run is complete, or during the run to indicate errors and
situations that require user interaction (e.g., refill tips).

Note: E-mail notification options are only enabled if the following have been performed by the software
administrator in the Global Settings (see chapter Customizing settings):

e The e-mail notifications have been enabled and configured.

e An e-mail address for the user account has been configured.

Option Description

E-mail notification To enable e-mail notification for a certain event, check the corresponding
checkbox in the E-mail column.

Sound nofification To enable sound nofification for a certain event, check the corresponding checkbox
in the Sound column. If the checkbox is checked, a drop-down menu becomes
available, allowing you to select different sounds.
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HEPA filter

Option
Switch on HEPA filter
during run

Switch off after run

Description

Select this option if you want to use the HEPA filter for runs. The HEPA filter will be
used for every run as long as this option is selected.

Note: Consider that all options are user specific. If another user also wants to use
the HEPA filter during runs, that use also needs to select this option.

Enabled only if the option Switch on HEPA filter during run has been selected.

Select Immediately to switch off the HEPA just after the last run action of the
QlAgility.

Select When the lid is opened for the first time if you want to continue the HEPA
filter until you open the lid for the first time after the run.

5.2.2  User settings for Pathogen Detection experiments

The Configuration environment provides settings for the Pathogen Detection Plug-in. These settings are

specific for a user.

Report / Export

Option
Display report after
saving

Report type

Report format

Report path

Sample output file path

Description
Check this option if the report shall open automatically after it has been created.

Note: The report will always be saved first and then opened.
Note: To view reports, a PDF reader must be installed on the computer.

The Pathogen Detection Plug-in provides a Basic report and an Advanced
report. For details, refer to section Report.

Select the paper format: A4 or US Letter.

Select Save to origin experiment directory if you want to save the report side
by side with the experiment file.

Select Save to standard directory if you want to save all reports together in a
defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens when
you create a report.

Select Save to origin experiment directory if you want to save the output file
side by side with the experiment file.

Select Save to standard directory if you want to save all output files together in
a defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens, when
you save the output file.
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Standard directories

To change a standard directory, press the Browse button in the appropriate row.

Subject

Experiments

Templates

Reports

Sample input files

Sample output files

Description

The selected directory serves as a starting point for the file dialog when you save
an experiment.

Note: When opening an experiment from Home environment with the Open
other experiment button, for the first time after software start the starting point is
C:\.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Experiments.

The selected directory serves as a starting point for the file dialog when creating
an experiment from a template from Home environment with the Create from
other template button.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilit\Templates.

The selected directory serves as a starting point for the file dialog that opens when
you create a report, if the Save to standard directory option has been selected
for the report path (see above).

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Reporis.

The selected directory serves as a starting point for the file dialog that opens when
you load a sample input file or an output file in the Labware Selection step.

Also, when you scan the input or output labware barcode, the software will search
in this directory for a file to load.

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\SampleFiles.

The selected directory serves as a starting point for the file dialog that opens when
you save an output file after the run.

For experiments created with this plug-in.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\SampleFiles.
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Notification

Two kinds of notifications can be configured: a sound nofification or a nofification via e-mail, for various
kinds of events.

Notification
Send notification on: e-Mail Sound
Errors [ Error L ]
Wamings O Waming
User interaction required [ Information L ]
Run completed [ Information L ]

A sound will be played when the run is complete, or during the run to indicate errors and
situations that require user interaction (e.g., refill tips).

Note: E-mail notification options are only enabled if the following have been performed by the software
administrator in the Global Settings (see chapter Customizing settings):

e The e-mail notifications have been enabled and configured.

e An e-mail address for the user account has been configured.

Option Description

E-mail notification To enable e-mail notification for a certain event, check the corresponding
checkbox in the E-mail column.

Sound nofification To enable sound nofification for a certain event, check the corresponding checkbox
in the Sound column. If the checkbox is checked, a drop-down menu becomes
available, allowing you to select different sounds.
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HEPA filter

Option
Switch on HEPA filter

during run

Switch off after run

Description
Select this option if you want to use the HEPA filter for runs. The HEPA filter will be
used for every run as long as this option is selected.

Note: Consider that all options are user specific. If another user also wants to use
the HEPA filter during runs, that user also needs to select this option.

Enabled only if the option Switch on HEPA filter during run has been selected.

Select Immediately to switch off the HEPA just after the last run action of the
QlAgility.

Select When the lid is opened for the first time if you want to continue the HEPA
filter until you open the lid for the first time after the run.

5.2.3  User settings for Sample Pooling experiments

The Configuration environment provides settings for the Sample Pooling Plug-in. These settings are

specific for a user.
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Report / Export

Option
Display report after
saving

Report format

Report path

Sample output file path

Select xslt file

Default pipetting order

Description
Check this option if the report shall open automatically after it has been created.

Note: The report will always be saved first and then opened.
Note: To view reports, a PDF reader must be installed on the computer.
Select the paper format: A4 or US Letter.

Select Save to origin experiment directory if you want to save the report side
by side with the experiment file.

Select Save to standard directory if you want to save all reports together in a
defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens when
you create a report.

Select Save to origin experiment directory if you want to save the output file
side by side with the experiment file.

Select Save to standard directory if you want to save all output files together in
a defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens, when
you save the output file.

If you need the output file in another format other than the QDEF format, an .xslt
file can be selected that defines a transformation from the QDEF format to
another format. If an .xslt file has been selected, every time you save an output
file from the Run screen (see Run completion), the transformation will be started
automatically based on the created QDEF file using the selected .xslt file. As a
result, two output files will be created: one in QDEF format, and one in the format
defined by the .xslt file. The file created by the .xslt will have the same file name
as the QDEF file, but with an extension .csv. It will be saved side by side with the
QDEF file.

As an example, the Sample Pooling Plug-in provides one .xslt file that transforms
the output file into a .csv file:

C:\Program
Files\QIAGEN\QIAgility\QIAgilityData\KitConfiguration\PSP\PSP_Samplelnformati

onFile.xslt

Note: If any other file format needs to be generated, please contact an
Application Service Specialist.

To define the default pipetting order used for sample input batches (first line) and pool batches (second

line).
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Default pipetting order

Type of Labware Rectangular Mot rectangular
Sample Batches [ Row by Row L ] [ Ascending L ]
Pool Batches [ Row by Row Y ] [ Ascending Y ]

For regular rectangular labware, e.g., 96-well plates, you can select between Row by Row and Column
by Column order. For all other labware, select between Ascending and Descending pipetting order. For
sample input baiches, the selected pipetting order will be used for all sample input batches. For pool
batches, you can select the pipetting order that is most often used. During an experiment setup, define the
pipetting order for the pool batch individually in the Sample-pool mapping dialog.

Standard directories
To change a standard directory, press the Browse button in the appropriate row.

Subject Description

Experiments The selected directory serves as a starting point for the file dialog when you save
an experiment.

Note: When opening an experiment from Home environment with the Open
other experiment button, for the first time after software start the starting point is
C:\.

Templates The selected directory serves as a starting point for the file dialog when creating
an experiment from a template from Home environment with the Create from
other template button.

Reports The selected directory serves as a starting point for the file dialog that opens when
you create a report, if the Save to standard directory option has been selected
for the report path (see above).

For experiments created with this plug-in.

Sample batch input files The selected directory serves as a starting point for the file dialog that opens when
you load a sample input file in the Labware Selection step.

Also, when you scan the input labware barcode, the software will search in this
directory for a file to load.

For experiments created with this plug-in.

Pool batch output files  The selected directory serves as a starting point for the file dialog that opens when
you save a batch file after the run.

For experiments created with this plug-in.

Unused samples The selected directory serves as a starting point for the file dialog that opens when
you save an unused samples file after the run.

For experiments created with this plug-in.
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Notification

Two kinds of notifications can be configured: a sound nofification or a nofification via e-mail, for various
kinds of events.

Notification
Send notification on: e-Mail Sound
Errors [ Error L ]
Wamings O Waming
User interaction required [ Information L ]
Run completed [ Information L ]

A sound will be played when the run is complete, or during the run to indicate errors and
situations that require user interaction (e.g., refill tips).

Note: E-mail notification options are only enabled if the following have been performed by the software
administrator in the Global Settings (see chapter Customizing settings):

e The e-mail notifications have been enabled and configured.

e An e-mail address for the user account has been configured.

Option Description

E-mail notification To enable e-mail notification for a certain event, check the corresponding
checkbox in the E-mail column.

Sound nofification To enable sound nofification for a certain event, check the corresponding checkbox
in the Sound column. If the checkbox is checked, a drop-down menu becomes
available, allowing you to select different sounds.
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HEPA filter

Option
Switch on HEPA filter

during run

Switch off after run

Description
Select this option if you want to use the HEPA filter for runs. The HEPA filter will be
used for every run as long as this option is selected.

Note: Consider that all options are user specific. If another user also wants to use
the HEPA filter during runs, that user also needs to select this option.

Enabled only if the option Switch on HEPA filter during run has been selected.

Select Immediately to switch off the HEPA just after the last run action of the
QlAgility.

Select When the lid is opened for the first time if you want to continue the HEPA
filter until you open the lid for the first time after the run.

5.2.4  User settings for Generic PCR experiments

The Configuration environment provides settings for the Generic PCR Plug-in. These settings are specific

for a user.
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Report / Export

Option
Display report after
saving

Report type

Report format

Report path

Sample output file path

Select output file
converter directory

Normalization
Option

Normalization target

Sample validation

Description

Check this option if the report should open automatically after creation.
Note: The report will always be saved first and then opened.
Note: To view reports, a PDF reader must be installed on the computer.

The Generic PCR Plug-in provides a Basic report and an Advanced report. For
details, refer to section Report.

Select the paper format: A4 or US Letter.

Select Save to origin experiment directory if you want to save the report side
by side with the experiment file.

Select Save to standard directory if you want to save all reports together in a
defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens when
you create a report.

Select Save to origin experiment directory if you want to save the output file
side by side with the experiment file.

Select Save to standard directory if you want to save all output files together in
a defined directory. See below for directory configuration.

Note: This selection serves as a starting point for the file dialog that opens, when
you save the output file.

The selected directory contains the files that define conversion of the sample
output file from the QDEF format to another format that is required, e.g. by a PCR
cycler software.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\OutputConverters.

Description

Select one of Sample mass or Sample concentration. Depending on the
selection, normalization calculation will be based on mass or concentration.
When normalizing to a specific concentration the sample will be diluted to the
chosen target value and afterwards transferred to the output labware.

Changing the selection will take effect for new experiments, only.

Note: The default normalization target is Sample mass.
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Option
Enable sample loading
validation

Standard directories

Description

Select this option if you want to validate loading of sample tubes using a hand-
held scanner during worktable loading. If checked, the Validate sample
loading button will be available in the Worktable step.

To change a standard directory, press the Browse button in the appropriate row.

Subject
Experiments

Templates

Reports

Sample input files

Sample output files

Description

The selected directory serves as a starting point for the file dialog when you save
an experiment.

Note: When opening an experiment from Home environment with the Open
other experiment button, for the first time after software start, the starting point is
C:\.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Experiments.

The selected directory serves as a starting point for the file dialog when creating
an experiment from a template from Home environment with the Create from
other template button.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilit\Templates.

The selected directory serves as a starting point for the file dialog that opens when
you create a report, if the Save to standard directory option has been selected
for the report path (see above).

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgility\Reporis.

The selected directory serves as a starting point for the file dialog that opens when
you load a sample input file or an output file in the Labware Selection step.

Also, when you scan the input or output labware barcode, the software will search
in this directory for a file to load.

For experiments created with this plug-in.
Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitA\SampleFiles.

The selected directory serves as a starting point for the file dialog that opens when
you save an output file or a dilution file after the run.

For experiments created with this plug-in.

Initially, the path is set to C:\Users\Public\QIAGEN\QIAgilitASampleFiles.
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Notification

Two kinds of notifications can be configured: a sound nofification or a nofification via e-mail, for various
kinds of events.

Notification
Send notification on: e-Mail Sound
Errors [ Error L ]
Wamings O Waming
User interaction required [ Information L ]
Run completed [ Information L ]

A sound will be played when the run is complete, or during the run to indicate errors and
situations that require user interaction (e.g., refill tips).

Note: E-mail notification options are only enabled if the following have been performed by the software
administrator in the Global Settings (see chapter Customizing settings):

e The e-mail notifications have been enabled and configured.

e An e-mail address for the user account has been configured.

Option Description

E-mail notification To enable e-mail notification for a certain event, check the corresponding
checkbox in the E-mail column.

Sound nofification To enable sound nofification for a certain event, check the corresponding checkbox
in the Sound column. If the checkbox is checked, a drop-down menu becomes
available, allowing you to select different sounds.
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HEPA filter

Option Description
Switch on HEPA filter  Select this option if you want to use the HEPA filter for runs. The HEPA filter will be
during run used for every run, as long as this option is selected.

Note: Consider that all options are user specific. If another user also wants to use
the HEPA filter during runs, that user also needs to select this option.

Switch off after run Enabled only if the option Switch on HEPA filter during run has been selected.

Select Immediately to switch off the HEPA just after the last run action of the

QlAgility.

Select When the lid is opened for the first time if you want to continue the HEPA
filter until you open the lid for the first time after the run.

5.2.5  Generic PCR liquid Classes

Liquid classes define the pipetting and tip handling for respective tip transfers. Liquid classes are defined by

QIAGEN.

You can view information about the liquid classes in the Configuration environment, in the Generic PCR

Liquid Classes tab, or you can refer to the table below.

Name

Aqueous liquid to reaction
(master) mic

Control or Std. to output or for
dilution

Diluent for dilution

Version
1.0.0

1.0.0

1.0.0

Description

Example: MgCl, solution - use for

all reagents with low viscosity
(main solvent water) added to a
final reaction (master) mix

Example: Positive/Negative
control or Standards - use for all
assay controls or standards (incl.
stock) transferred to final assay
well or for creation of a standard
dilution series.

Note: In case NTC is used from
the water provided in the kit,
without using a separate input
tube for NTC and the water, the
liquid class "Water to reaction
(master) mix" is recommended

Example: Diluent - use for all
water-based diluents for
preparation of standard series or
for normalization of
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Diluent to dilution 1.0.0

Enzyme to reaction (master) mix 1.0.0

Mix of reaction (master) mix (final) 1.0.0

Primer-Probe or IC to reaction 1.0.0
(master) mix

Reaction (master) mix (final) to 1.0.0
output

samples/templates, or any kind of
dilution

Example: Diluent - use for all
water-based diluents which are
pipetted to the dilution plate
during normalization. This liquid
class is specifically predefined
within the advanced pipetting
paramater of the Normalization
sceen, when performing
normalization requiring dilution
labware

Example: DNA polymerase - use
for all pure enzyme reagents
(main solvent glycerol (or similar))
added to the reaction (master) mix

Example: Reaction mix created by
QlAgility - use to optimize mixing
of the final reaction (master) mix.

This liquid class is automatically
selected within the advanced
pipetting parameter of the Mixes
screen.

In case the data reveal a non-
homogenous final reaction
(master) mix, the mixing repetitions
can be adjusted (e.g. might be
required for reaction (master)
mixes requiring preparation ina 5
ml tube).

Example: Primer/Probe or
internal control - use for all
primer/probes or internal controls
with low viscosity (main solvent
water) added to the final reaction
(master) mix.

Example: Final reaction (master)
mix - use for distribution of final
reaction (master) mix fo final assay
wells.

This liquid class is automatically
selected in the Mixes screen and
has been developed for reaction
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(master) mixes within a standard
viscosity range.

Sample for dilution 1.0.0 Example: Sample/Template - use
for transfer of samples/templates
to dilution plate during
normalization.

This liquid class is automatically
selected within the advance
pipetting parameter of the
Normalization screen, if
normalization requires dilution
labware.

In case data reveal a non-
homogenous mixing of the
sample/templates and dilution
buffer, the mixing repetitions
and/or maximum volume for the
dilution well can be adjusted.

Sample to output 1.0.0 Example: Sample/Template - use
for transfer of samples/templates
to the final assay well.

This liquid class is specifically
predefined in the
Sample/Labware screen and has
been developed for water-based
samples/templates.

In case data reveal a non-
homogenous mixing of
sample/templates and final
reaction (master) mix, the mixing
repetitions can be adjusted within
the custom pipetting parameters.

Sample to output include premix  1.0.0 Example: Sample/Template — use
for transfer of samples/templates
to final assay well.

This liquid class is specifically
predefined in Sample/Labware
screen and has been developed
for water-based
samples/templates.

In case data reveal a non-
homogenous mixing of
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sample/templates and final
reaction (master) mix, the mixing
repetitions (pre and post) can be
adjusted within the custom
pipetting parameters.

Viscous liquid to reaction (master) 1.0.0 Example: 10x buffer - use for all

mix viscous reagents contfaining
glycerol or similar components
added to the final reaction
(master) mix.

Water to reaction (master) mix 1.0.0 Example: Nuclease-free water -
use to add water to the final
reaction (master) mix.

Note: This liquid class is
recommended to be used for
NTC, if NTC shall be served from
the same water tube as used for
the final reaction (master) mix
preparation.

In case of any dilutions
(normalization or standard series),
it is recommended to define a
separate dilution liquid and assign
the respective "Diluent to dilution"
liquid class.

5.3 Managing users

When starting the QlAgility Setup Manager Software for the first time, we recommend that you change the
password from the default admin, and create user profiles fo suit your needs.

Users assigned the administrator role are able to add new user profiles or activate, deactivate and modify
existing user profiles. User profiles can be deleted, if necessary.

Manage users in the User Manager tab of the Configuration environment.

1.  Click Configuration in the main toolbar.

2. Click the User Manager tab.
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3. The User Manager screen is displayed.

& Qlagility Setup Manager

- m] hd
File Edit View Help o
LLL]
20000 ‘
[1111]
QIAGEN Home Experiment Configuration Instrument
Seffings Labware Manager Calibration User Manager
Registered users
User ID a UUID First Name Last Name E-Mail Roles Actions
+ admin 7a5881b4-a74d-4edc-ba839-9409s04a5bd2 admin admin admin@example com Administrator [%]
+ janes ddb144b2-06b6-4473-919F-e4762d5d0a99 Jane Do jane.doe@example.com Operator
+ | johnsmith 32626281-4¢05-4490-3059-a5c65ccTa2 1a Jahn Smith john smith@example.com Operator
[ Show only activated user profiles Refresh list m

admin admin [
Registered users table in the User Manager
modi

Creating a user

Note: To configure the QlAgility, a user profile with administrator role is required. To operate the QlAgility,
the user role operator is sufficient. The initially provided user admin has the user role administrator and is
sufficient fo configure and operate the QIAgility. For details refer to the user roles concept.

Note: If an audit trail is required, create individual user profiles with user role operator for each person
working with the QIAgility. Additionally, ensure that the standard password policy has been configured in
the Global Settings. We recommend to create two user profiles with role administrator.

1. Click the New user button on the bottom right.
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2. The Add user dialog is shown:

@ Add user

First name Roles
Jahn [ Administrator
[] Cperator

Last name
Smith

E-mail

User ID
Johni

Password

Confirm password

[¥] Activate user

(5 Y™ Cancer™

3. Enter the first name, last name, e-mail and an user ID in the corresponding fields.

Note: E-mail is mandatory for administrators, but optional for operators.

Note: The following restrictions apply to the User ID and name fields:

Field Restriction
User ID Must be unique for each user
May not be empty
May not contain more than 40 characters
Numerical and non-numerical characters are allowed
Must contain at least one non-numerical character
Spaces are not allowed (in general, white spaces are not allowed)
Once the user profile has been created, the field can no longer be changed
First/Last May not contain more than 50 characters
name

Numerical and non-numerical characters are allowed

May not be empty
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4. Enfer a password in the Password field, and enter it again in the Confirm password field.

Note: As long as the entered password does not meet the configured password policy, the field will
remain yellow and a hint will be shown in a tooltip. The Confirm password field will remain yellow if
it differs from the Password field.

5. The Activate user check box ([ Activate user) is checked by default. This means that the created user
profile may be used for the next login.

Note: To prepare a user profile for later use, create a deactivated user profile by removing the check
from this check box. To activate it later, follow the steps below for activating/deactivating a user.

6. Activate the check box in the Roles table that should be assigned to the user.
Note: At least one role must be assigned.

Click OK.

8. The Add user dialog closes and the new user is added to the Registered users table.

Modifying a user

The data, password and roles of a user can be modified using the Edit user icon in the Actions row of the
Registered users table.

Registered users

User ID PRITITT] First Name Last Name E-Mail Roles Actions
+ admin Ta5881b4-a74d-4ede-b839-9409e04a5bd2 admin admin admin@example.com Administrator W x|
o | janes ddb144b2-0606-4478-919f-e4762d8d0a99 Jane Doe jane.doe@example.com Operator —p|2][%]
«* | johnsmith 32c2¢281-4c05-449d-a059-a5c65ccTa2 1a John Smith john_smith@example.com Operator Iﬁ ®

1.  Open the User Management screen by clicking Configuration in the main toolbar and then clicking
the User Manager tab.

2. Click the Edit user icon (2]) in the Actions row for the user you want fo change.

QlAgility User Manual 02/2022 526



3. The Edit User dialog is opened:

@ Edit User

First name Roles
admin [¥] Administrator
[] Operator
Last name
admin
E-mail

admin@example.com

Password

Confirm password
LAL L RN L]

| Activate user

e >

4.  Modify the user data as needed.
Note: The User ID can no longer be modified.
Note: The password fields show 8 bullets and not the actual password. If you click in the password
field, both fields will become empty and you will need to enter and confirm a new password that meets

the configured password policy.
In case you clicked in the password field and do not want to change the password, click Cancel.

Click OK.

The changes to the user's data are saved.

Note: If you change your own user account, you will need to log out and log back in again for the
changes to take effect.

Deleting a user

This will permanently delete a user. As an alternative to the permanent deletion, you can temporarily
deactivate a user.

1. Open the User Management screen by clicking Configuration in the main toolbar and then clicking
the User Manager tab.
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2. Click the Delete user icon in the Actions row for the user you want o delete.

Actions

)]
2]
2]x]

\

3. The following confirmation dialog is opened:

@ Confirmation

Are you sure you want to remove the user
profile permanently? (1010093)

_— s

o o

4. Click OK to permanently delete the user.

Activating/deactivating a user

A user profile can temporarily be deactivated and be activated later.

1. Open the User Management screen by clicking Configuration in the main toolbar and then clicking
the User Manager tab.

2. Click the Edit user icon (2]) in the Actions row for the user you want fo change.
3. The Edit User dialog is opened.

4. Use the Activate user check box (E Activate user ) 15 gctivate or deactivate a user:

To activate a user: Add a check to the check box bl
To deactivate a user: Remove the check from the check box O
Click OK.

The user will be activated or deactivated according to your changes.
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There is an option on the User Manager screen to show only activated user profiles. Add or remove the
check from the check box to activate or deactivate the option, respectively:

E Show only activated user profiles

Note: If you deactivate a user profile while this option is activated, the user profile will not be listed in the
Registered users table. To show the deactivated user, you must first remove the check from this box to
deactivate this option.

5.3.1  Changing password

User passwords may be changed by following the steps below. Each user may change his or her own
password.

1. From the File menu select Change password.

2. The Change password dialogs opens.

@ Change password.

Old password

New password

Confirm new password

Change password dialog

Enter the current password into the Old password field.

4. Enfer a new password into the New password field, and enter it again in the Confirm new
password field.

Note: As long as the entered password does not meet the configured password policy, the New

password field will remain yellow and a hint will be shown in a tooltip. The Confirm new password

field will remain yellow if the contents differ from the New Password field.

Note: The No policy option allows users to set and save an empty password. To set an empty

password, leave the New password and Confirm new password fields empty. However, if the New

password field remains yellow, this indicates that the Standard policy is configured and an empty
password is not allowed.

5. Click OK to save the new password.

Use the new password for the next login.
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If an empty password has been set, leave the Password field empty during login.

5.4  Managing labware

The QlAgility Setup Manager Software contains a labware library that includes all labware supported by the

QlAgility.

During run setup, the software automatically plans the worktable for the run. As a basis for this plan, you
must first indicate which labware (e.g., adapters, plates or tubes) is available in your laboratory. This
information is managed in the Labware Manager.

Access the Labware Manager by clicking the Labware Manager tab in the Configuration environment.

| QiAgility

File Edit “iew Help

Home

Experiment  Service | Configuraion

| Cebrston | UseMamger |

L wa——

-

Instrument

Tubes

Filter options

Category
[an )

Name
\ |
Part number

Socket
Al v

Select adapter

Select available adapter and press the "Add" button.

24 x5 ml Flat-Base Tubes

32 x 1.5 ml Flip-Cap Tapered-Base Tubes
33 x 1.5 ml Tapered-Base Tubes

33 x 1.8 ml screwtop flat baseCryo

33 x 2 ml Flat-Base Tubes

36 x 0.2 ml PCR Tubes

36 x 0.5 ml PCR Tubes

384-Well Plate

48 x 0.5 ml Tubes

B6-Well Plats

Light Cycler 430, 384-Well Plate

Light Cycler 480, 36-Well Plate

Master Mix Block, 1x 5 ml, 4 x 1.5 ml Tubes
Master Mix Block, 1x 5 ml, 4 x 2 ml Tubes
Master Mix Block, 5 x 5 ml Tubes

Y

Catalog number

MName

Can be with the following labware
v

Add

Adapters available in laboratory
Adapter name

32 % 1.5 ml Flip-Cap Tapered-Base Tubes

Master Mix Block, 5 x5 ml Tubes

Reagent Block, 16 x 0.2 ml PCR, 8 x 2 mi Flat, 8 x 1.5 m| Taper...

Currently available

=
= [x]

I

Cancel
admin admin =1y

This screen contains a step marker with three steps (Adapter, Plates, Tubes) on the left. The software
distinguishes between the different labware types, because they must be treated differently during worktable

planning:

e Adapter: An adapter is placed on the worktable in order to hold other labware such as tubes or plates.
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Plates: For example, 96-well plates, 48-well plates or Rotor-Discs for the Rotor-Gene Q. Some plates
can be placed directly on a worktable position, while others require an adapter. Plates usually occupy an
entire worktable position, while a Rotor-Disc occupies 2 positions.

Tubes: Single tubes or tube strips. Tubes always need an adapter to be placed on the worktable.

The Filter options area in the middle is used to search for a specific labware.

The Select adapter, Select plates, or Select tubes area on the right shows the search results together with
a picture and further details.

Use the Add button to confirm and add the selected labware to the Available in laboratory list. The Next
and Back buttons in the button bar allow you to advance or move backwards one screen.

Defining a specific labware as available

1.

2
3.
4

W LN oW

Click Configuration to change to the Configuration screen.
Click the Labware Manager tab.
The Labware Manager screen will be displayed, and the Adapter step will be active.

Use the options in the Filter options area to filter for a specific adapter.

The available filler options are:

Option Description

Category Labware category, such as standard 96-well, Rotor-Gene Q,
etc.

Name Labware name

Part number Catalog number of the labware

Socket Labware suitable for a specific position on the worktable

(available in Adapter step only)

Manufacturer List of labware manufacturers
(not available in Adapter step)

Tube/Well size Tube/well size range from < 0.5 mlto > 2 ml

(not available in Adapter step)

Click Apply filter to commit your filter query.

All adapters matching your query are listed in the Select adapter area.

Click on the desired adapter and then click Add to add it to your available in laboratory list.
The selected adapter is added to the Adapters available in laboratory list at the bottom.
Click Save to save the list of available adapters.

Repeat steps 4-9 for the Plates and the Tubes steps.
Either click on the desired step in the step marker or click Next in the button bar.
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Important: Tubes or plates supplied by different manufacturers may have slightly different dimensions,
despite a similar appearance. Such differences can significantly affect the calibration settings, in particular
the height calibration (Z-axis calibration). Therefore, it is important to select the correct plates and tubes. We
recommend that once a particular tube type is chosen, to always purchase that consumable from the same
manufacturer to avoid frequent recalibration.

Removing labware permanently or temporarily

Use the interactive buttons in the Adapters available in laboratory table to temporarily or permanently
remove a labware. Use the temporary deactivation if a labware is out of stock but will be available later.
Remove it permanently if you will not be using this labware in the future. If you permanently remove a
labware and then change your mind, you can add the labware again.

Adapters available in laboratory

Adapter mame Currently available

32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Msster Mix Block, 5 x 5 ml Tubes
Reagent Block, 16 x 0.2 ml PCR, 8 x 2 ml Flat, 8 x 1.5 ml Taper...

Activate/deactivate
for temporary changes

Click to permanently
remove a labware
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To temporarily remove a 1. Deactivate the check box in the Currently available column.

lobware 2. The icon changes from ¥l to [J.
3. The selected labware will be deactivated and will no longer be
available in the Experiment environment.
To reactivate the labware, simply activate the check box again.
Lobf\/::?onenﬂy remove a 1.  Click the Remove labware icon (E) in the column of the labware

you want to remove.

2. A confirmation dialog will be shown (the text may vary depending
whether you are removing an adapter, plate or tube):

@ Confirmation

Removing the availability of adapter may
daffect the availability of its corresponding
plates and tubes. Do you want to
continue ? (2090010)

Ok e

", "

3. Click OK to permanently remove the selected labware.

Before the labware can be used, instrument calibration is required.

55 Instrument calibration

QIAgility is a high-tech precision instrument, which is able to perform movements in the micrometer range.
An instrument calibration must be performed before the QIAgility can be used, to ensure absolute precision
positioning and pipetting. No runs can be started if the required calibrations have not been performed.

Calibration includes:

e Volume calibration

The actual volume calibration is performed at the manufacturer's site and only requires that the user
enters the measured calibration data.

Volume calibration defines the number of units that the P-axis motor must move to accurately deliver a
given volume of liquid.
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e X-Y and Z-axis calibration

The X-Y and Z-axis calibration must be performed at the user's site and is required for the tip ejector, the
tip racks and all labware used on the QlAgility.

X- and Y- axis calibration defines the distinct position of a labware on the worktable to ensure proper
operation of the instrument. Z-axis calibration defines the worktable height of each labware to maximize
precision of liquid fransfers and to ensure optimal conditions for liquid-level detection. Before using any
items on the worktable, X-Y and Z-axis calibration must be performed for each labware to be used on
each worktable position.

The lid interlock is disabled during calibration. The robotic arm will move during calibration when the lid is
raised.

WARNING Risk of personal injury [W7]

The robotic arm moves during position calibration while the instrument lid is
raised. Never click any buttons while parts of your body are within the
instrument workspace.

WARNING Moving parts [W12]
f Avoid contact with moving parts during operation of the QlAgility. Under no

circumstances should you place your hands under the pipetting arm when it is
lowering. Do not attempt to move any plates or tubes whilst the instrument is
operating.

Important: Clicking on Perform calibration or a positioning button will immediately move the robotic arm
in the selected direction for a specific movement step.

To ensure your personal safety:
e Always stand clear of the instrument when starting calibration or making adjustments.

e Do not click any of the software buttons with the mouse or press any of the keys on the keyboard while
parts of your body are within the instrument worktable or when looking closely at calibration positions.

e  Wait until the robotic arm has completed its movements before moving any plates or tubes.
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The calibration tasks are bundled in the Calibration tab of the Configuration environment. All calibration
steps are built in a wizard-style format, that allows you to move forward or backward one screen using the

Next or Back button in the button bar, respectively.

=l QlAgility Setup Manager

File Edit Wiew Help

EIT o

Experiment wice Configuration

Calibration

Volume Volume Calibration

Enter the calibration values info the table below. Refer
Tip Ejector to the calibration report shipped with your CilAgility.

Pipettor head =erial number

Tip Rack 123456-0
Target volume Walue (P-Axis units)
Labware 5
1pl 51.44
Al
2l 75.64
Ll
Sl 15281
Al
10pl 28722
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The calibration comprises the following steps:

Calibration step Description

Enter the volume calibration data that was shipped with the instrument
Volume in the calibration report. No further interaction is required. See
Calibrate volumes.

Perform, and if necessary, correct and test the calibration of the tip

Tip Ejector ejector. Manual adjustment of XY-axis calibration is possible if
necessary. Z-Axis calibration is performed automatically without user
inferaction. See Setup tip ejector.

Perform and manually correct the XY-axis calibration of the tip rack. See
Tip Rack Calibrate tip racks.

Perform X-Y and Z-axis calibration for all labware that will be used on
Labware the QlAgility. See Calibrate labware.

Select the labware, the corresponding adapter(s) and/or cooling block
and the worktable position for which the labware should be calibrated,
and add to a calibration work list.

Based on the work list, the labware calibration wizard will guide you
through all XY-axis calibrations, followed by the Z-axis calibrations for
each selected labware.

Manually correct the XY-axis calibration for each XY-axis calibration
step.

It is strongly recommended to perform the Z-axis calibration
automatically whenever possible. However, the software also provides
the possibility to perform Z-axis calibration manually.

Note: QIAGEN recommends that you follow the steps from top to bottom starting with the Volume
calibration and finishing with the Labware calibration step. For the first calibration, this order is required,
and the next step will only be available after the previous step has been completed.

Note: If the QlAgility is moved, we recommend recalibration, starting from step Tip Ejector. Click on the
Tip Ejector step to start there.

Note: After servicing the pipettor head, recalibration is required, starting from step Volume.

Note: Calibration data can be saved and restored for backup purposes using the Export calibration data
and Import buttons at the bottom of the screen. For details, see Saving and restoring calibration data.
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5.5.1

Calibrate positioning buttons

For manual corrections fo calibration of positions, the software provides several positioning buttons.

The positioning buttons are arranged in two groups, one for the Z-axis and one for the XY-axis.

Pipettor position
Z-Axiz | = XY-Axiz e
- -
- 44 (| 4 b
w -
w w
w w

The following table shows the movement steps for the positioning buttons:

Z-axis

Button

F

b

“

Movement

Moves up to the highest possible

position (Z-home)

Slow up

Slow down

Fast up

Fast down

Button

XY-axis

1

44

b

4

44

Movement

Slow left / slow right
Fast left / fast right

Slow forward

Slow backward

Fast forward

Fast backward
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5.5.2  Calibrate volumes

Volume calibration defines the number of units that the P-axis motor must move to accurately deliver a given
volume of liquid.

The QlAgility is shipped with a calibration report. The data in this calibration report have been measured
and adjusted by the manufacturer individually for each individual pipettor head to ensure accuracy of
volumes. The data in the calibration report must be entered in the software before the QIAgility can be
used.

Volume b3 Volume Calibration
Enter the calibration values into the table below. Refer
Tip Ejector to the calibration report ghipped with your CQilAgility.
Pipettor head serial number
Tip Rack 9403-D
Target volume Value (P-Axis units)
-
Labware 1l 514
-
2l 756
-
Sul 152.8
-
10pl 25872
-
20ul 536.1
hl
S0 pl 1371.3
ht
100 ul 26897
ht
150 ul 40126
hl
200 pl | 53193

Follow these steps to enter the volume calibration data:

1. Click on Configuration to change to the Configuration screen.
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2. Click on the Calibration tab.

Note: If the instrument is not connected, there will be a warning sign on the Calibration tab. When you
click it, a message will be displayed that the instrument needs to be connected first. The volume step
will be displayed without the pipettor head serial number and with the column Value (P-axis units)
empty. No calibration functionality will be available, because all calibration information is related to an
individual pipettor head. In this case, connect the instrument and relaunch the software.

The Volume step is displayed by default.

4. Enter the pipetfor head serial number from the calibration report into the Pipettor head serial
number field. Ensure that the calibration report shows the same serial number.

5.  For the first target volume entry in the table (1 ul) enter the corresponding P-axis value from the
calibration report to the Value column.
Note: If no volume calibration data has been saved yet for this pipettor head, the cells of the Value

column are empty. They are displayed in yellow to indicate that a value is mandatory.

6. Repeat the previous step for all volumes from 2 ul to 200 ul .

Click Save values to save the data or click Cancel to cancel the volume data input and revert any
values to their previous values.

Click the Next button to continue with Tip Ejector calibration.

Note: The Next button is available only if volume calibration data for the current pipettor head have been
saved.

5.5.3  Setup tip ejector

The Tip Ejector step allows the instrument to determine the location of the tip ejector. The location of the tip
ejector must be calibrated to ensure proper operation of the instrument. This must be done carefully to
avoid damaging the instrument.
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The tip ejector calibration is available only if volume calibration has already been performed.

File Edit WView Help

Home Experiment

nre

Configuration

Calibration

Volume Tip Ejector Calibration

Place the tip ejector. Empty the workiable.

Tip Ejector > Press "Perform calibration” to start the automatic calibration
process. Correct the xy-position if necessary.

Press "Zave posifion”. Then press "Nexi".

Tip Rack

Lalwware Pipettor position

Ensure your personal safety!
After you click a button, the robotic arm will
move while the instrument lid is open.

[ Test tip ejection ] Cancel Save position

The lid interlock is disabled during calibration. The robotic arm will move during calibration when the lid is

raised.
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WARNING Risk of personal injury [W7]

The robotic arm moves during position calibration while the instrument lid is
raised. Never click any buttons while parts of your body are within the
instrument workspace.

WARNING Moving parts [W12]
Avoid contact with moving parts during operation of the QlAgility. Under no
circumstances should you place your hands under the pipetting arm when it is
lowering. Do not attempt to move any plates or tubes whilst the instrument is
operating.

Important: Clicking on Perform calibration or a positioning button will immediately move the robotic arm
in the selected direction for a specific movement step.

To ensure your personal safety:

Always stand clear of the instrument when starting calibration or making adjustments.

Do not click any of the software buttons with the mouse or press any of the keys on the keyboard while
parts of your body are within the instrument worktable or when looking closely at calibration positions.

Wait until the robotic arm has completed its movements before moving any plates or tubes.

Follow these steps to calibrate the tip ejector:

1.

S T

Install the tip ejector. For details, refer to Tip ejector.

Ensure that the tip ejector is securely mounted to the worktable. During the process, the body of the
pipettor head is fouched against the tip ejector.

Install the tip disposal box. For details, refer to Tip disposal box.

Ensure that the pipettor head is not holding any tips.
Empty the worktable.
Keep the lid open during the calibration procedure.

Click Perform calibration to start the automatic calibration process. The head starts to move and
automatically locates the tip location.

The message dialog opens asking whether the pipettor hub is above the ejector slot. Carefully visually
check the positioning on the instrument (from both the front and the side).
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8. Click Yes if the positioning is correct. In this case, the XY-axis calibration of the tip ejector will be
automatically saved, and the Z-axis calibration will start immediately.

Or click No to manually adjust the XY positioning. In this case, the manual XY-axis positioning buttons
will be enabled. Use the buttons to position the pipettor head directly centered above the tip ejector. To
confirm and save the XY-axis calibration, click the OK button on the bottom right of the positioning
button. The Z-axis calibration will start immediately.

XY-Axis |
“ || 4 |P bh
-

o

For details about the buttons, refer to Calibration positioning buttons.

9. The Z-axis calibration starts automatically. The pipettor head moves up and down and stops when the
calibration is finished. No user interaction is needed for the Z-axis calibration. The Save Position
button will be enabled after the Z-axis calibration has finished.

10. Click Save Position fo save the tip ejector calibration. The calibration information is saved.

11. We recommend testing whether the calibration was successful by clicking Test tip ejection (see
procedure below). Afterwards, continue with the next calibration step (Tip rack) either by clicking Next
in the button bar or Tip Rack in the step marker pane.

Testing the tip ejector calibration

The following procedure starts a test to determine whether the calibration of the tip ejector was successful.
During the test, the pipettor head will move.

1. Click the Test tip ejection button to start the test.

2. A confirmation dialog opens. When you click OK, the pipettor head starts to move immediately to the
right to its home position.

3. Another dialog opens requesting you to place a tip onto the pipettor head. Manually place a tip onto
the pipettor head and click OK. The pipettor head starts fo move immediately.

4. The pipettor head moves to the tip ejector and ejects the tip.
If the tip is not correctly ejected, there might be an error with the calibration. Repeat the tip ejector
calibration as described above.
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5.5.4  Calibrate tip racks

The tip rack calibration is essential to ensure a reliable pickup of tips.

Tip rack calibration is available only if the volume and tip ejector calibrations have already been
performed.

File Edt Wiew Help o

[ 1]
[ 14
o0
[ 13
Z00

Configuration Instrument

Volume Tip Rack Calibration

Place a full tip rack as required at the marked worktable . A1 A2 50 pl Conductive Filtered Tips
Tip Ejector position. Press "Perform calibration”. Correct the position -

if necessary. Press "Save XY-Position". Press "Test tip B1 B2

pickup”. Click on the next workiable posifion and repeat R
the steps. Finally, click "Next” to continue.

Pipettor position A @
T B
-

Catalog number
990512 G

Name H
50 pl Conductive Filtered Tips

G) Use the "XY-Axis” buttons to move the pipettor to the center of the
1 marked tip. The pipettor may be lowered using the "Z-Axis" buttons
ixl: Toin;;cie:;:;é:a::?.mmlic Tl Check the pipettor position from both, the front and the side to

s
move while the instrument lid is open. ensure correct alignment

Test tip pickup Cancel Save XY-Position

Proceed as follows:

1. Carefully place a full tip rack of 50 ul tips in worktable position A1. It is important to follow the
instructions in Insert tips to tip rack holder for details about how fo place fips.

2. Carefully place a full fip rack of 200 ul tips in worktable position A2.

3. If not activated, click A1 from the worktable selector:

A )

4. Keep the lid open during the calibration procedure.

Click Perform calibration to start the calibration. The pipettor head starts to move and positions itself
above position A1 of the rack in worktable position A1.
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6. Carefully inspect whether the pipettor head is positioned over the center of the fip in position A1. Look

from the front and from the side. In case you have difficulties seeing the position, use the [= buttons of
the Z-axis position control to lift and lower the pipettor head.

Note: If you still have difficulties seeing the position, you can click Cancel just below the pipettor
position control. Remove the tip from A1 and any fips around it. Then click Perform calibration and
calibrate into the A1 position of the tip rack, instead. Replace the fips after step 9.

7. Adjust the XY-positioning manually. Use the buttons of the XY-axis control to position the pipettor head
directly centered just above the calibration position. For details about the buttons, refer to Calibration
positioning buttons.

XY-Axis |z|
[+]
[l [l
M
H

Click Save XY-Position to save the calibration data for tips at worktable position AT.

9. A message pops up indicating that the pipettor will move to the home position. Confirm and stand
clear of the instrument while the pipettor is moving.

10. To test if the calibration was successful, click Test tip pickup (see below).

11. Click A2 from the worktable selector and repeat steps 4 to 9 for the tip rack at worktable position A2.

Note: Tip rack calibration on A1 and A2 is the minimum requirement. We recommend that you also
calibrate 50 ul tip racks on positions B1 and B2 in the later Labware calibration step. This is because the
software will plan additional tip racks on these positions, if possible, to support completely using previously
started tip racks and minimizing tip reloading during the run.

Testing the tip rack calibration
The following procedure starts a test to determine whether the calibration of the tip rack was successful.

During the test, the pipettor head moves to the tip rack, picks up a tip and drops it at the tip ejector.
1. If not activated, click the worktable position you want to test: A1 or A2.

2.  Click the Test tip pickup button to start the fest.
Note: The button is active only if a calibration has been already performed on that worktable position.

3. The pipettor head moves to the tip ejector, ejects the attached tip and picks up the next available tip
from the tip rack at the selected worktable position.

4. Confirm the message with OK. If the tip pickup failed, repeat the tip rack calibration for the selected
worktable position. If the instrument picked up the tip successfully, continue with the next calibration.
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5.5.5 Cadlibrate labware

All labware and adapters must be calibrated before use, to ensure that the pipettor knows their exact
positions on the worktable. In addition, every labware, adapter and worktable position combination must
be calibrated, because the same labware with different adapters at different positions has different
coordinates. For example, the QIAGEN Elution Microtubes RS labware used in both positions B1 and B2
must be calibrated twice: once in position B1 and a second time in position B2. Also, different adapters of
the same type may show calibration variances. Therefore, be sure to always calibrate the adapter that will
be used.

Labware calibration is performed in the software using a convenient wizard, which guides users through all
necessary steps for the set of labware to be calibrated.

The first step of labware calibration is to select the set of labware (or labware/adapter combinations), and
the worktable positions on which the labware will be calibrated. This information is collected in the work list.
See Select labware to calibrate. The calibration wizard will then guide the user through the following
calibration steps.

The second step is the preparation of the worktable, i.e., placing required tips. See Prepare worktable for
labware calibration.

In several steps, all labware and labware/adapter combinations will be XY-axis calibrated on the worktable
positions as defined in the work list, one step for each labware or labware/adapter combination in a
specific worktable position. The user will correct the XY-positioning manually and save the calibration data
for each step, before continuing with the next step. See Calibrate X- and Y-axis.

Afterwards, in several steps, all labware and labware/adapter combinations will be Z-axis calibrated, one
step for each labware and labware/adapter combination in the work list. For most labware, the software
provides an automatic Z-axis calibration function, which should be used whenever possible. However, it is
also possible to decide on each step individually to calibrate the Z-axis manually. Calibration data needs to
be saved for each step, before continuing with the next step. See Calibrate Z-axis.

Note: Make sure to calibrate each individual adapter that is used with the QlAgility, even if you have
already calibrated an adapter of the same type. When performing experiments, only use the exact adapter
that was calibrated.

5.5.5.1 Select labware to calibrate

The first step of labware calibration is fo select a set of labware along with the adapters and worktable
positions on which the labware will be calibrated in the work list. Initially, the work list is empty.

The labware calibration step will only be available if all previous calibration steps have been performed.

All labware that has already been calibrated for the currently connected instrument will be listed in the
Calibration history table. Initially, the table is empty.

Note: The calibration history will also be empty after the pipettor head has been changed, because
calibration data are individual for an instrument and a pipettor head.
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File Edit View Help

Configuration

200 pl PCR tube (QIAGEN)
1.5 ml tapered tube (QIAGEN)

1.5 ml tapered screw cap tube (QIAGEN)

Volume Labware Calibration
Select the labware to be calibrated and add it to the work list.
Tip Ejector Finally, press "Start calibration”.
Select labware
Tip Rack QIAGEN S-Block 96 Well A
QIAGEN Elution Microtubes RS
e > ‘QIAGEN 96 Well Microplate RB

Select adapter

32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Reagent Block, 16 x 0.2 m| PCR, 8 x 2 mi Flat, 8 x 1.5 ml Tap
Master Mix Block, 1x 5 ml, 4x 1.5 ml Tubes

« oEEEse————— >

Select position

Select accessory

‘Calibration history
Labware

1.5 ml tapered tube (QIAGEN)

1.5 ml tapered screw cap tube (QIAG. .
5.0 mi flat-base tube (QIAGEN)

15 ml tapered tube (QIAGEN)

1.5 ml tapered screw cap tube (QIAG. ..

Work list
Labware

200 pl PCR fube (QIAGEN)
1.5 ml tapered fube (QIAGEN)

1.5 ml tapered screw cap tube (QIAG. .

Adapter

Master Mix Block, 1x5ml, 4x 1.5 m..
Master Mix Block, 1x5ml, 4x15m._
Master Mix Block, 1x5ml, 4x 1.5 m..
Reagent Block, 16 x 0.2 ml PCR, 8 x__

Reagent Block, 16 x 0.2 mI PCR, 8 x...

Adapter

Reagent Block, 16 x 0.2 mIPCR, 8x...
32 x 1.5 ml Flip-Cap Tapered-Base T...

Master Mix Block, 1x5ml, 4x15m._

Worktable pos. | Cooling block A
M1 [I
M1
M1
R1
R1

Waorktable pos. | Cooling block

R1
B2

M1

[x]
E3
[x]

Next P

e

Follow these steps to define the list of labware that should be calibrated:

1.

Select labware

QIAGEM S-Block 96 Well
QIAGEM Elution Microtubes RS
QIAGEN 95 Well Microplate RE
QIAGEN 96 Well Microplate FB
200 pl PCR tube (QIAGEN)

1.5 ml tapered tube (QUAGEN)
2.0 ml flat-base tube (QIAGEM)

.

Select the desired labware from the Select labware list. Only one item can be

admin admin =+

selected.
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If the selected labware can be used with adapters, select the desired adapter from the Select adapter
list. Only one item can be selected.

Select adapter
32 x 1.5 ml Flip-Cap Tapered-Base Tubes

Reagent Block, 16 x 0.2 ml PCR, 8 x 2 ml Flat, 8 x 1.5 ml Tap
Master Mix Block, 1 x5 mi, 4 x 1.5 ml Tubes

44 ) 2

Select the worktable position in which the selected labware will be used. Only one position can be
selected.

Select position Select accessory

Optional step: if you infend to use a cooling block for the labware on the selected worktable position,
select the Cooling block option.

Note: The cooling block check box will only be available if the currently selected labware or
labware/adapter combination can be used with a cooling block.

Click Add to work list to save the selected combination of labware, adapter (optional), position and
cooling block (optional) to the work list. The combination is added to the the Work list table:

Work list

Labware Adapter Worktable pos. Cooling block
QIAGEN 96 Well Microplate FB . B1 E
1.5 ml tapered tube (QAGEN) Reagent Block, 16 x 0.2 ml PCR, 8 x._. R1 IE

The work list above shows for example that the first labware "QIAGEN 96 Well Microplate FB" has no alternative
adapters to be selected and is calibrated with a cooling block. The last entry is calibrated with a specific adapter on
R1 without cooling block.

Repeat steps 1-5 for all labware, adapter and worktable position combinations o be calibrated
together in a session.

Finally, click Start calibration to start the calibration wizard. Based on the work list, the wizard creates
the necessary XY-axis and Z-axis calibrations.

After all calibration steps have been performed, all items from the work list will appear in the
calibration history table and the work list will be empty.

Note: If the calibration wizard is canceled, the work list will still contain the items that have not been
completely calibrated.
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Note: A labware item is correctly calibrated only if both XY- and Z-calibration have been performed. When
creating the work list, take info account the time required for a complete calibration. Sometimes it is better
to create a smaller work list and to calibrate the labware in subsets.

It is not necessary to calibrate every labware on every worktable position. As a starting point, use the
following recommendations as a guide (for details, refer to the kit handbooks):

e Calibrate labware that will contain the samples (input) on worktable position C1. In case you intend to
use Rotor-Gene Q adapters for output, calibrate the input labware on worktable position C2 instead.

e Calibrate labware that is intended for output on worktable position C2. However, Rotor-Gene Q
adapters must be calibrated on B1/C1.

¢ In addition to the tip rack calibration, calibrate 50 ul tips and 200 ul tips on B1, B2, C1 and C2. The
software will plan additional tip racks on these positions, if possible, to support completely using
previously started tip racks and minimizing tip reloading during the run. If you plan to do sample pooling
experiments, you will need to additionally calibrate 50 ul tips on A2 and 200 ul tips on AT.

Note: It is not possible o combine tip racks and other labware in one work list.

e Calibrate the labware provided with the QlAgility and the tubes provided with the QlAgility Calibration
Kit on worktable positions M1 and R1, because this labware is used for QIAGEN Kits.
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5552 Prepare worktable for labware calibration

The worktable must be prepared before the labware calibration can be started. The calibration requires 50
ul and 200 ul tips. The required number of each type of tips will be displayed in the Required column of the
Worktable preparation dialog. Use the tip availability buttons at the bottom right of the dialog to define
the available tip positions.

@ Labware Calibration

Worktable preparation

Place the required tip rack on the marked worktable position. A A2 50 pl Conductive Filtered Tips
Adjust tip availability at the right. Click “Loaded". Click on the

next workiable position and repeat the steps.
Finally, click "MNext” to continue. 1 2 3 4 5 [ T 2 L [ § B 3

9000000000000
Tip type Required Available Loaded . . . . . . . . . . . .

— ; o XXX XXX XXK)
" 0000000000080

: 9000000000000

XXX XXX
XX XXX XK)
XXX XXX XXK)

A1 - tip rack

m

(2]

n

@

T

Set all tips To available Set selected fips To available
|E| To unavailable E| To unavailable

Define tip availability by selecting tip positions and
acknowledge by ctlicking the '+ or "' buttons.

R—

Preparing the worktable

1. Place the required tip rack containing a sufficient number of tips in worktable position A1.
The dialog displays the required number of 50 ul and 200 ul tips in the Required column of the table.
Initially, the buttons A1 and A2 are displayed in yellow to indicate that the number of available tips,
initially set to zero, is insufficient and that the loaded state has not yet been confirmed.
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2. A visualization of the tip rack is displayed on the right. Use the tip availability buttons below the rack
graphic to set the availability of the rack.

Option Required action
To set all tips to available Click on:
et all fips To available
To set all tips to unavailable Click on:
et all fips
|E| To unavailable
To set selected tips to available Select the desired tip positions. Click on the letter

representing a row to select the whole row, the column
number to select the whole column or individual tip
positions fo select single positions.

Then click on:

Set selected tips To available
To set the selected tips to unavailable Click on:

Set zelected tips

|E| To unavailable

Available tip positions are displayed in dark color (A2-5, A9-10) and unavailable positions are
displayed in gray (A1, A6-8, A11-12). Selected tips are surrounded by a light blue circle (A9-10):

1 2 3 4 5 B T ] a m 1 12

A |. .|. .| \:]:‘

available tips available tips

Note: Ensure that the visualization on the screen is identical to the actual fip loading of the tip rack on
the worktable.

3. Click the Loaded check box in the last column of the tip rack table on the left to confirm that you have
loaded the tip rack onto the worktable. The color changes from yellow to blue:
A1 - tip rack

Tip type Required Available Loaded

Tips0 6 26 m|
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4. Click A2 in the worktable position:
v () )

R1 - —

C e

Place the required tip rack info worktable position A2.
Repeat steps 2-3 for the tip rack at position A2.

Once you have placed a sufficient number of available tips into both positions A1 and A2, and have
confirmed the Loaded state for both tip racks, the Next button will be activated.

8. Click Next to continue to the next step, the XY-axis calibration of the labware.

5553 Calibrate X- and Y-axis

Each individual XY-axis calibration step is provided in a separate screen.

The calibration positioning buttons are displayed on the left side of the window, along with advice and
nofifications regarding the calibration. An image of the labware or labware/adapter combination to be
calibrated in this step is displayed in the center. The name of the labware or names of the labware/adapter
combination is displayed on the right side. The graphic on the right shows a schematic of the labware with
the position used for the calibration marked with crosshairs. A progress bar is displayed at the bottom left
indicating the number of calibration steps remaining for the actual work list.

@ Labware Calibration

X- and Y-Axis Calibration

Place labware / adapter / accessory as displayed at the right P - =

on the marked worktable position. . . - Adapter- Reagent Block, 16 x 0.2 ml PCR, & x 2 ml Flat, § x 1.5 ml Tapered Tube:
Press "Perform calipration”. Correct the position if necessary. B1 B2
Press "Save XY-Position". Then press "MNext™. H
C1 C2 A
a1
Pipettor position
—————————————— Adapter 2 A 1
| Perform calibration ...
S — AT
a4
B J
A5
A5 c K
AT
Az
D L

81

@ Use the "X¥-Axis" buttons to move the pipettor to the center of the

A Ensure your personal safefy! marked well. The pipettor may be lowered using the "Z-Axis" buttons.

After you click a button, the robotic arm will Check the pipetior posifion from both, the front and the side to
move while the instrument lid is open. ensure cormrect alignment.
Get new fip Cancel Save XY-Position
S
Labware calibration | step 1 of 2 { Back Next  » _ "
~ J

XY-Axis calibration of the reagent block adapter. Position A1 will be used for calibration.
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To perform XY-axis calibration for one labware item, follow the steps below:

1. Place the labware, adapter or accessory listed at the top right onto the worktable position indicated in
the worktable indicator:

R4

2. Click Perform calibration fo start the XY-axis calibration.

3. The pipettor head starts moving and positions itself above the dedicated calibration position (marked
with crosshairs in the schematic).

Note: If a tip rack is calibrated, any attached tip will be ejected from the pipettor head before it moves
to the calibration position.

4. Optional step: If no tip is attached to the pipettor head, click Get new tip. The pipettor head picks up
the next 200 ul tip and returns to the dedicated calibration position.

5.  Carefully inspect whether the pipettor head is positioned in the center of the marked position. Look

from the front and from the side. In case you have difficulties seeing the positioning, use the -] buttons
of the Z-axis position control to lift and lower the pipettor head. Adjust the XY-positioning manually.
Use the buttons of the XY-axis control to position the pipettor head directly centered above the
calibration position. For details about the buttons, refer to Calibration positioning buttons.

XY-Axis |z|
[+]
[l [l
M
H

6. Click Save XY-position to save the XY-calibration position. A message will be displayed, and the
pipettor head will move to the home position, while keeping an attached tip. Alternatively, click Cancel
and repeat from step 2 on.

7.  Click Next to move forward to the next calibration step.
Note: The Next button will only be activated after the Save XY-position button has been clicked.
Note: If the work list contains remaining XY-calibrations for any labware, the next step will be the XY-

calibration for the next labware item. The first Z-calibration step will only be displayed once all XY-
calibration steps for the work list have been performed.

You can return to the previous calibration step by clicking the Back button. From the first calibration step,
this will lead back to the initial screen of the labware calibration (work list).

You can stop the labware calibration by clicking the Close button on the bottom right. In this case, none of
the labware items from the work list are completely calibrated, because all Z-calibrations must still be
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performed. The labware calibration wizard will be closed and the initial labware calibration screen will be
shown. All labware items will remain in the work list, allowing you to start calibration again at a later time.

5554 Calibrate Z-axis

Each individual Z-axis calibration step is provided in a separate screen. The first Z-calibration step will only
be displayed after all of the XY-calibration steps for the work list have been performed.

The screen is very similar to the XY-calibration screen. The graphic on the right shows a schematic of the
labware with the positions used for the calibration marked with crosshairs.

A
B
c
D
E
F
G
H

12 3 4 5 6 7 8B 9 10 1N 12

@ ®

@

Example where three different

positions are used for z-axis
calibration.

To perform Z-axis calibration for one labware item, follow the steps below:

1.

Place the labware, adapter or accessory listed at the top right onto the worktable position indicated in
the worktable indicator.

For tubes, ensure that tubes are placed in all positions marked with crosshairs in the schematic. Use the
scroll bars of the schematic to scroll down, in case some labware positions are not visible.

R1

You can either perform an automatic calibration by leaving the check box next to Automatic activated
or make a manual calibration by deactivating the option. We recommend using the automatic
calibration option whenever possible.

Pipettor position

|  Perform calibration ... | [ Automatic

Automatic variant selected.

Click the Perform calibration ... button. The pipettor head ejects the tip, picks up a new 50 ul tip and
moves to the calibration position.

The pipettor head automatically moves several times down to the bottom of the labware using several
tips. The pipettor head repeats this procedure for all calibration positions marked with crosshairs.

Click Save Z-position to save the Z-axis calibration data.
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6. Click Next to move forward to the next Z-calibration step, or click Close if this was the last calibration
step. To determine if this was the last calibration step, look at the progress bar in the lower left of the
window.

Note: The Next button will only be activated after clicking the Save Z-position button, if there is a
following Z-calibration step. The Next button is not activated after the last step.

You can return fo the previous calibration step by clicking the Back button. From the first calibration step,
this will lead back to the initial screen of the labware calibration (work list).

You can stop the labware calibration by clicking the Close button at the bottom right. Only the labware
items from the work list for which both the XY- and Z-calibrations have been performed are completely
calibrated. The labware calibration wizard will be closed and the initial labware calibration screen will be
shown. All labware items which have not been completely calibrated will remain in the work list, allowing
you to start calibration again at a later time.

Manual calibration

Note: We recommend using the automatic calibration option whenever possible.

1. Click the Perform calibration ... button. The pipettor head ejects the tip and picks up a new 50 ul fip.

2. The pipettor head moves to the calibration position. There is only one calibration position for the
manual calibration procedure. The Z-axis positioning buttons become activated.

Click Get new tip. The pipettor head picks up the next 50 ul tip and returns to the calibration position.

Use the Z-axis positioning buttons to carefully lower the tip so that it is close to the base of the tube or
well (approximately 0.5 mm above tube or well base). The distance may be checked by carefully lifting
the well from its support. In case the tip is damaged, click Get new tip and repeat to ensure a good
calibration result.

Pipettor position

Z-Axis

]

13

L1

5. Click Save Z-Position to save the Z-axis calibration data. Alternatively, click Cancel and repeat from
step 3 on.
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6. Click Next to move forward to the next Z-calibration step, or click Close if this was the last calibration
step. To determine if this was the last calibration step, look at the progress bar in the lower left of the
window.

Note: The Next button will only be activated after clicking the Save Z-position button, if there is a
following Z-calibration step. The Next button is not activated after the last step.

5.5.6  Saving and importing calibration data

The QIAgility Setup Manager Software includes a function to save and restore the calibration data. Use this
function if for any reason another computer will be used to control the QlAgility, or if the QlAgility Setup
Manager Software must be reinstalled.

Calibration data files have the file extension *.xed.

Saving calibration data

1. Click the Export calibration data button in the button bar.
2. The file dialog is shown.

3. Select the target directory and enter a file name.

4

Optional step: Select the desired information to be saved by activating the corresponding check
boxes:

Options

Volume calibration

Instrument calibration
(Tip Ejector, Tip Rack)

[#] Labware calibration

Option Description
Volume calibration Include volume calibration data.
Instrument calibration Include general instrument calibration data (e.g., for tip ejector, tip rack)

Note: Instrument calibration data can only be saved together with volume
calibration data.

Labware calibration Include labware calibration data.
Note: Labware calibration data can only be saved together with volume

and general instrument calibration data.

Note: If you intend to change the laptop that controls the QlAgility, or if the QlAgility Setup Manager
Software needs to be reinstalled, check all options.

5. Click OK to confirm and close the file dialog.
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6.

The calibration data will be saved under the provided file name with the file extension .xcd.

Importing calibration data

To import calibration data that was previously saved on another laptop for the currently connected
QIAgility, proceed as follows.

Note: The import function will only be available if volume calibration has already been performed. This
ensures that only calibration data that match the current instrument and pipettor head are imported.

1.

2
3.
4

Click on Import in the button bar.
The file dialog is shown.
Navigate to the directory containing the calibration data file and select it.

From the options area of the file dialog, select the calibration data you want to import by activating the
corresponding check boxes.

Options

Volume calibration

Instrument calibration
(Tip Ejector, Tip Rack)

[#] Labware calibration

Option Description
Volume calibration Include volume calibration data
Instrument calibration Include general instrument calibration data (e.g., for tip ejector, tip rack)

Note: Instrument calibration data can only be imported together with
volume calibration data.

Labware calibration Include labware calibration data.

Note: Labware calibration data can only be imported together with
volume and general instrument calibration data.

Important: If you have already calibrated labware using this laptop
before importing, use this option cautiously. Importing the labware
calibration data may result in a situation in which data for labware items
that are not part of the file will be kept, and calibration data for labware
items that are part of the file will be replaced.

Note: If you changed the laptop that controls the QlAgility, or if the QlAgility Setup Manager Software
has been reinstalled, check all options.

Click Open to import the selected calibration data set from the selected calibration file.

Note: If the selected calibration data file to be imported does not correspond to the current instrument
and pipettor head, the import will be declined.
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Note: During import, the selected calibration data will be read from the file, and will replace the
current data as appropriate.

6. The selected calibration data will be imported and will be used for subsequent runs.
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Operating procedures
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6  Operating procedures

This section describes how to operate the QlAgility.

Before proceeding, we recommend that you familiarize yourself with the features of the QlAgility by
referring to the section General description.

The QIAgility lid must remain closed during operation of the instrument. Only open the lid when the
instrument is not operating or when instructed to do so by the software.

Note: Opening the lid during operation of the QlAgility will cause the system to pause. The instrument will
complete the current movement, which may take up to 10 seconds.

WARNING/ Risk of personal injury and material damage [W4]
CAUTION Do not attempt to move the QlAgility during operation.

A

WARNING Moving parts [W12]
f Avoid contact with moving parts during operation of the QlAgility. Under no

circumstances should you place your hands under the pipetting arm when it is
lowering. Do not attempt to move any plates or tubes whilst the instrument is
operating.

WARNING Moving parts [W13]
f To avoid contact with moving parts during operation of the QIAgility, the

instrument must be operated with the lid closed.

If the in-built lid sensor is not functioning correctly, contact QIAGEN Technical
Services.

6.1 Starting a run

The QlAgility Setup Manager Software provides two plug-ins that have been developed to directly facilitate
specific PCR applications. Each plug-in supports several QIAGEN Kits. A third plug-in has been solely
designed to meet your sample pooling requirements for convenient setup of your PCR experiments. A fourth
plug-in is available for a kit-independent, easy and convenient, gPCR setup, which includes a sample
normalization function. The fifth plug-in allows you to set up PCR experiments that incorporate serial dilution.
For details on different experimental setup possibilities, refer to Working with experiments.

Before starting a run, read the QlAgility User Manual and the kit handbook for the kit that will be used.
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To start a new run, proceed as follows:

1.

10.
11.

Start the QlAgility Setup Manager Software (see Start the software) if it is not yet operating.
Note: For the first steps, the instrument does not need to be switched on.

If the Home screen is not visible, click on the Home icon from the main tool bar.
Create a new experiment using one of the following alternatives:

a) Create a new empty experiment by clicking an entry in the Create Experiment list. For details,
refer to Create an empty experiment.

b) Use a template to create an experiment by clicking on it from the Favorite Templates list. If the
desired template is not listed here, click on the Create from other template bution at the bottom
to open the file dialog. For details, refer to Create an experiment using a template.

c) Use a saved experiment as the starting point for the new experiment. In the Recent Experiments
list, position the mouse pointer over the name of the desired experiment and select the Use as
template for new experiment option from the context menu icon that appears. For details, refer
to Create an experiment from an existing experiment.

The new experiment will be created and displayed in the Experiment environment.

Step by step, enter all necessary parameters and sample data. Follow the instructions given by the
software. Click Next to go fo the next step. Before entering the Worktable step, proceed with step 5.

Note: For details about the steps and parameters, press the Help button to access the help page for
the current step.

Note: The number and kind of steps and parameters may vary, depending on the plug-in fo be used.
For details, refer to Working with experiments.

Note: Some steps may only become available after the previous one has been completed and after all
required data have been entered. Required data are indicated with a yellow field. For details, refer to
General software usage.

Empty the tip disposal box.

Before entering the Worktable step, ensure that the instrument is connected to the software. If the
instrument is not yet connected, switch it on now.

Note: The instrument needs to be switched on and connected to the software before entering the
Worktable step.

Close the lid.

Click Next to enter the Worktable step. The software automatically plans the worktable and checks the
instrument calibration status. If the instrument has not been used before, it will initialize.

Prepare the reagents and samples.
Open the instrument lid.

Load the worktable. Follow the instructions of the software as it guides you through all worktable
positions. For each item to be loaded, add a check to the Loaded check box to confirm.

Note: In order to confirm all Loaded check boxes in one step, e.g., for an input plate, click the
Confirm all button below the table.
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12.
13.

14.
15.

Follow the instructions in Loading tips and Insert tips to tip rack holder for details about how to place
tips.

Follow the instructions in Loading adapters and labware for details about how to place adapters and
labware.

Follow the instructions in Loading reagents and samples fo ensure run accuracy.

Note: For details, press the F1 key or the Help button to open the help page.

Note: If you want to load the worktable in a different order from that proposed by the software, click
the worktable position from the worktable selector. The software jumps to the corresponding step.
Load the position and click Next or another yellow worktable position to load. Blue worktable position
buttons will indicate when all worktable positions have been loaded.

Note: A yellow Calibrate labware button below the schematic indicates that the required labware has
not yet been calibrated on the worktable position. The labware must be calibrated before the run can
be started. Before clicking the button, remove all filled labware from the worktable position. Then click
the Calibrate labware button. The software automatically prepares a labware calibration worklist.
Ensure that you have the empty labware at hand for the calibration. For tubes from the kit, refer to the
QIAgility Calibration Kit that was shipped together with the QlAgility. The first XY-calibration screen is
displayed. Follow the loading instructions on the screen, and perform all XY- and Z-calibration steps.
When the calibration steps have been completed, the worktable screen will be displayed again. Load
(or re-load) all calibrated positions that are displayed in the table.

Close the instrument lid.

If the experiment has not yet been saved, save it now by clicking the Save button in the button bar. The
file dialog opens. Select a folder and enter a name.

Note: If an experiment has been saved before, the software will always automatically save the latest
changes to the experiment when the run is started.

Click Start run to start the run.

The run will start and the progress will be displayed in the Run step.

Note: The instrument follows a specified order when pipetting liquids. First, the master mix is pipetted,
followed by the standards and controls, and then the samples.

6.1.1  loading tips

The software tracks the tip usage during operation. The interactive graphic on the right side of the screen
shows the current tip availability according to that tracking. However, the software cannot detect if tip racks
have been reloaded or removed in the mean time.

An example below demonstrates the confirmed loading of a tip rack with 50 ul tips on worktable position
B2. The tip rack has been filled with 40 tips. A total of 136 tips are available for the run because the
loading of a full tip rack with 50 ul tips has already been confirmed for another worktable position.

QlAgility User Manual 02/2022 64



B2 - Tip rack
Tip type Required Available Loaded

50 pl Conductive tip (QIAGEN) 105 136 =)

Tip loading instruction.

Required tip type

The required tip type to be loaded to the worktable position is displayed in the Tip type column of the table.
Ensure that the tip rack you load matiches the tip type specified here.

Note: To ensure optimal tip pickup, it is important to follow the instructions in the section Insert tips to tip
rack holder.

Required number of tips
The required number of tips for the run is displayed in the Required column.
Note: The software always displays the total number of required tips of that type for the run.

Note: If according to the tip tracking, the number of currently available tips of a particular tip type is not
sufficient for the run, or if more than 96 fips of the same tip type will be required, the software will plan an
additional worktable position for tips of that tip type, if possible. However, it is possible not to make use of
this additional tip rack for a run (see Confirm loading below).

Tip availability

The software tracks the tip usage during operation. The interactive graphic on the right side of the screen
shows the current tip availability according to that fracking. However, the software cannot detect if tip racks
have been reloaded or removed in the mean time. For the run, the software relies on the information
displayed in the graphic. Therefore, it is important fo set the same tips available in the graphic as the tips
that are placed on the tip rack on the worktable.
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50 pl Conductive Filtered Tips

1 2 3 4 5 [

[=-]

k] m N 12

A o000 0O
B o000 OO
c o000 0O
D o000 OO
E o000 0O
F o000 OO
@ o000 0O
H o000 OO
Set all tips [4| To available Set all selected tips |4 To available

|E| To unavailable

= | To unavailable

Interactive rack to define tip availability

Use the tip availability buttons below the graphic to set the availability of the rack.

Option

To set all tips to available

To set all tips to unavailable

To set selected tips to available

To set the selected tips to unavailable

Required action
Click on:

et all tips [ 4] To available
Click on:

Set all tips

|E| To unavailable

Select the desired tip positions. Click on the letter
representing a row to select the whole row, the column
number to select the whole column or individual tip
positions to select single positions.

Then click on:

et selected tips To available
Click on:

Set zelected fips
|E| To unavailable
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Available tip positions are displayed in dark color (A2-5, A9-10) and unavailable positions are displayed
in grey (A1, A6-8, A11-12). Selected tips are surrounded by a light blue circle (A9-10):

1 2 3 4 5 E T ] o LLUN & | 12

A |. .|. .| \:':1

available tips available tips

Available number of tips

According to the seftings selected in the tip rack graphic on the right, the software will display the number of
available tips of that tip type in the column Available.

Note: The software will display the total number of available tips of that type, summarizing the available
tips of that tip type from all worktable positions.

Note: You can start the run, even if it is not possible to load enough tips. The software will pause the run at
a certain time and ask you to reload more tips.

Confirm loading

Confirm that:

e you have loaded a tip rack

e of the correct tip type, and

e you have correctly set the tip availability in the graphic on the right

To confirm, either check the box next to Loaded in the table, or click on Confirm all.

Note: In order to indicate that a planned tip rack on a worktable position will not be loaded for the run
(e.g., because there are already enough tips of that fip type on other worktable positions), set the tip
availability for all tips of that worktable position to Unavailable and do not check the Loaded check box.
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6.1.2  Insert tips to tip rack holder

To ensure optimal tip pickup, insert the tips as described below.

The following picture outlines how to insert a tip rack into the Tip Rack Holder.

T i

Inserting tips into tip rack holder.

Note: Sometimes, the tip rack holder may not fit perfectly into the worktable position. In this case, check that
the tip rack holder is shifted towards the upper left corner of the worktable position and is aligned with the
corner, to ensure calibration and run accuracy.

Note: Sometimes, the tip rack may not fit perfectly into the tip rack holder. In this case, check that the tip
rack itself is shifted towards the upper left corner of the tip rack holder, to ensure calibration and run
accuracy.

6.1.3  loading adapters and labware

To ensure calibration and run accuracy, it is important that all adapters and labware are loaded correctly
onto the worktable.

Adapters

Sometimes, an adapter may not fit perfectly into the worktable position. In this case, check that the adapter
is shifted towards the upper left corner of the worktable position and is aligned with the corner.
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Plates

Sometimes, plates that can be loaded directly onto the worktable may not fit perfectly into the worktable
position. In this case, check that the plate is shifted towards the upper left corner of the worktable position
and is aligned with the corner.

If the plate is loaded into an adapter, the plate may not fit perfectly into the adapter. In this case, check that
the plate itself is shifted towards the upper left corner of the adapter.

Tubes

Check that the tubes fit correctly into the adapter. Sometimes, labels on the outside of tubes may prevent the
tubes from sitting deep in the adapter. In this case, remove the label from the outside of the tube, or
manually push the tube so that it sits deep in the adapter.

6.1.4  loading reagents and samples

To ensure run accuracy, it is important that all reagents and samples loaded onto the worktable are free
from air bubbles, including in the bottoms of the tubes. If necessary, briefly centrifuge the tubes to remove
any bubbles.

For gene expression and pathogen experiments:

Use original QIAGEN kit reagents in their original tubes to ensure correct liquid level detection. The volumes
displayed in the software are the minimum required volumes, so consider adding extra to avoid liquid level
errors (i.e., "Insufficient liquid") during the run.

For viscous liquids (e.g., Master Mix), it is particularly important that you use the original kit reagent tubes,
because they already contain extra liquid. If you transfer only the minimum required volume to another tube,
the liquid level detection may detect insufficient liquid and display an error message.

For generic PCR. generic PCR with normalization, PCR with serial dilution and other workflow experiments:

For generic PCR runs, original QIAGEN kit reagents or self-developed reagents can be used in any
available tubes.

The volumes displayed in the software are the minimum required volumes, already taking extra volume into
consideration, to avoid liquid level errors (i.e., "Insufficient liquid") during the run. Keep in mind, especially
for viscous liquids (e.g., Master Mix), that original tubes already contain extra liquid by production. It is also
possible to define an additional volume for the input liquid.
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6.2 Monitoring a run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their
progress are listed in a table.

The instrument icon in the main toolbar as well as the progress indicator on the run step show the overall
run progress.

Run progress

Task Progress
Prepare Reaction Mix Base -_—
Prepare Standard Series —
Prepare Target Reaction Mix -
Diztribute Liquids to Output Plate -
Owerall progress
|
Start time Approximate end time
17-40 17:59

Run progress.

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return to the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.

6.3 Pause/cancel a run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Pausing and resuming a run
Every pause of a run will be recorded and listed in the Exceptions section of the report.

To pause a run

1. Click the Pause button.
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2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening
the lid, wait until the movement has finished!

When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23

Owerall progress

Start time Paused at esume
13:05 13:21

ﬂ

To resume the run

1.  Ensure that the lid is closed.
2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

Stopping a run

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at
which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10
seconds. Before opening the lid, wait until the movement has finished!

6.4 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.
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Depending on the plug-in, several options may be available on the right side of the Run step screen. For

details, refer to the specific chapters on gene expression, pathogen detection, sample pooling, generic PCR,

generic PCR with normalization, and PCR with sample dilution experiments or click Help from the run
screen.

Run info

Operator
John Smith

Comment

Output labware

| Printbarcode .. ||  Save outputfie .. |

LA TdlE CiM

Options of the Gene Expression plug-in

As an example, the Generic PCR Plug-in offers the following options:

Option Description

Comment You can enfer a comment about the run in the Comment field. It will be part of
the report.

Print barcode You can print a barcode for the output labware; this requires that a printer is

selected in the Global Settings tab of the Configuration environment.

Save output file An output file can be saved for the cycler; this depends on the cycler
configuration.

Create report A report can be created for documentation purposes.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.
2.  Empty the tip disposal box.
3. Clean the worktable as described in Cleaning the QIlAgility.
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6.5

Finishing work and shutting down

For instructions on how to clean the QlAgility, refer to section Cleaning the QlAgility.

To shutdown the software and the instrument:

1.

Close the lid if the instrument has been used. This allows the pipettor head to move to the home
position.

Click @ in the top right corner of the screen, or select Exit from the File menu to shut down the
software.

Note: The software cannot be closed if a run is still active. In this case, the software will display an
error message.

The software shows a confirmation message if there are any unsaved changes in experiments. If you
are unsure, click Cancel and save the changes first. Otherwise, click OK to confirm that the software
should discard all changes and shut down.

If the QlAgility has been used, the instrument discards the tip, completes its homing routine, and then
the pipettor head lowers to a known safe location.

If the QlAgility has been used, the software displays a message for a few seconds when it is safe to
switch the instrument off. Then the software closes.

If the instrument is on, switch it off now.

As the instrument is switched off, a small click occurs as the pipettor head drops 1-2 mm further. All
the instrument axes are disengaged and can be moved freely.

Note: We recommend that you close the software at the end of the working day.

Note: Normally, you should not switch off the instrument without closing the software. If the pipettor head
holds a tip it will not be discarded. As the instrument is switched off, the pipettor head will drop
approximately 70 mm. However, if it is necessary to switch off the instrument without the software, this will
not damage the instrument but may result in a tip being picked up.
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7/ QlAgility Setup Manager Software

QIAgility Setup Manager Software is an easy-to-use application with a modern user interface to assist you in
your workflow. It has been specially developed for use with the QIAgility instrument and uses a modern task-
focused GUI-design to facilitate the inferaction with the software.

QIAgility Setup Manager Software is optimized for the use of QIAGEN kits. It provides a plug-in concept
whereby each plug-in has its own experiment setup, specialized to the needs of the kind of experiments and
supporting a specific set of kits.

Find more information on the plug-in of your choice in the following sections:

e Working with Gene Expression experiments

e Working with Pathogen Detection experiments

e Working with Sample Pooling experiments

e Working with Generic PCR experiments

e Working with Generic PCR with normalization experiments

e Working with PCR with serial dilution experiments

e Working with Other Workflow experiments

- Working with Normalization Only experiments

- Preparing Reaction Mix experiments

- Preparing and Distributing Reaction Mix experiments

- Preparing Standard experiments

For detailed information about which kits are supported, refer to www.giagen.com/qoto/QIlAgility.

7.1 Basic concepts and general software usage

The following chapters will give you an insight into the underlying concepts and the general software usage.

7.1.1  Concepts

The following concepts are essential to understand how QIlAgility Setup Manager Software works and get
the most out of your workflow:

e Userroles
e Experiments and templates
e Plug-in concept

e Protection of files
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7.1.1.1 User roles concept

User roles are an essential concept in the QlAgility Setup Manager Software. A user role defines the rights

and permissions of a user. At least one user role must be assigned to every user. There are two user roles in

the QlAgility Setup Manager Software:
e Operator

e Administrator

The user roles define the rights and permissions a user can have in the QlAgility Setup Manager Software.
The following table describes the permissions required fo enter the tabs for specific environments:

Q“) Home | Experiment Configuration Instrument
%,

’% DO@ User Labware
/ . . .
(] &"?)f quqger Monager CC1|IbrCn‘|on Seﬂlngs

Operator v v X v v v v

(except (except
Volume) |Global
Settings

)

Administrator v v v v v v v

(\("\?g,,. Service
A

’% DO@ Cleaning Support
/ i . .
® Q‘?/ Procedure Maintenance System Check Package Audit Trail

Operator v v v v X

(except Replace
[HEPA Filter)

Administrator v v v v v

The user role is assigned when a new user is created.

Note: Multiple user roles can be assigned to a user. A specific user can have both operator and
administrator user roles. However, in this case, use the user role administrator.
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Note: For the initial instrument setup, it is convenient to work with a user who has the administrator user role
assigned.

7.1.1.2 Experiments and templates concept

To facilitate the process of defining experiments, the QlAgility Setup Manager Software provides the option
to use templates.

The general workflow is to select a plug-in from the Home environment, define the experiment in the
Experiment environment and finally start the run. It is not necessary to finish the definition of an experiment in
one step. A save function is available at any time, allowing you to save your progress and continue later. To
facilitate the experiment definition, you can use templates or reuse previously run experiments.

e Save an experiment as a template for later reuse.

Templates are previously saved experiments that inherit the data of the experiment. The software allows
you to save the experiment as template at different steps. For more details, refer o Create a template.
Experiments created using a template will automatically be populated with data from the selected
template. Use this function to facilitate frequently performed runs with the same experiment setup.

e Save an experiment as a quick-order femplate for later reuse.

This option is available for experiments created with the Generic PCR Plug-in, only. Use this function to
facilitate runs on a regular basis with exactly the same experiment setup.

Quick-order templates are previously saved experiments that inherit the complete data of the experiment,
including assignment and layout of the output labware. For more details, refer to Create a template.
Experiments created using a quick-order template will automatically use the complete run setup data
from the selected template. The settings are not visible and cannot be modified for the current run setup.
Instead, experiment setup is reduced to sample definition and loading the worktable. Always keep the
original experiment for your reference. Sample names need to be defined for the same input positions as
in the original experiment, however, not all of these input positions need to be used in the run. In this
case, worktable calculation will create different positioning and volume of reagents.

e Use a previously saved experiment to create a new experiment. Use this function if you want to repeat the
same experiment again. For more details, refer to Create an experiment from an existing experiment. If
you often create an experiment based on the same experiment, consider creating a template and fo
adding it to the favorite templates list.
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The following graphic explains these functions:

Select Plug-in Enter data
— —

[ ]
o Start Run

Experiment

Save as.._.

Expeariment

Template

Experiments and templates have different file extensions, which are also plug-in specific. For example, the
file extension for gene expression experiments is *.qsmgx, and for templates is *.gsmgt (QIAgility Setup
Manager Gene Expression Experiment and Template, respectively). Generally, the file extension for an
experiment ends with x, and for a template with t. The file extension for a quick order template ends with qgt.

Templates and experiments can be selected from the Home environment, to set up a new experiment based
on the experiment data in the selected template.

&l QlAgility Setup Manager _ O «
File Edit View Help o
20000 ﬁ HH o

00000 —
QIAGEN Home Experiment Service Configuration Instrument

Create Experiment Yy Favorite Templates =9 Recent Experiments

Create experiment by wizard Create experiment from template Open or create from experiment

- C\Users\Public\QIAGEN\QIAgility\Templates
Gene-Expression ‘; PCR -experiment. gsmrx
BN ¢

]-D PCR with normalization-template
g Pathogen Detection

PCR and normalization expe
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To use a tfemplate or quick-order template,
click on the template entry in the Favorite
Templates area.

For details, refer to Create an experiment
using a template.

To use an existing experiment as the starting
point for a new experiment, click on the
desired experiment entry in the Recent
Experiments area, click on the context
menu that appears during a mouse-over
and select Use as template for new
experiment.

For details, refer to Create an experiment
from an existing experiment.

7.1.1.3 Plug-in concept

Plug-ins provide users with more specialized ways to set up experiments (e.g., more or less restrictions,

s'v Favorite Templates
Create experiment from template

. SYBR Lighteycler.qgt
Create experiment from template ...

Remove from favorites

=2 Recent Experiments

Open or create from experiment

. QuantiNova Probe RGQ

Open experiment _._
Use as template for new experiment

Remove experiment from recent list

support in handling controls and other special features).

Plug-in

¥

()

Plug-in
A

{1

L
DPlug-ln
i

A plug-in comes with its own experiment setup, report and settings (e.g., nofification settings).
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All available plug-ins are listed in the Create Experiment area of the Home environment. When you click
on one of the plug-ins to create a new experiment, the Experiment environment will be opened and the
steps of the step marker will be created according to the instructions of the plug-in. The steps, step names,
number of steps and their order are all plug-in dependent. Refer to following sub-chapters of Working with
experiments for detailed information about the different experiment setups.

The following graphic illustrates the relationship between selecting a plug-in in the Home environment and
the resulting steps in the Experiment environment for different plug-ins:

Experiment
environment
Controls { Standards for Gene.'
Expression
ﬁ Labware Selection p|Ug-ln
Home
Create Experiment Assignment
Create experiment by wizard Worktable
Gene—Expression— Run
\ J
’%‘: Plug-in A

| Select |
- Experiment
[m] Plug-in B m : -

. _ Experiment
A\ PluginC Targets environment
| for plug-in A
Labware Selection
Assignment
Worktable
Run
\. A
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7.1.1.4 Protection of files
QIAgility Setup Manager Software guarantees the protection of records. The system ensures that no user
can modify or delete any record.

Files, configuration files and experiments are protected using checksum, which enables detection of
inappropriate modifications. A checksum is a numerical value assigned to a file by the QIAgility Setup
Manager Software, and is based on the content of the file. The file is invalid if the checksum does not match
the file’s content or is missing.

In the event that a file is modified outside the QIAgility Setup Manager Software, the file can no longer be
used. If the modified file is a configuration file, it is possible that the software can no longer be used. If the
modified file is an experiment, the experiment can no longer be loaded.

Note: We strongly recommend not altering the software files outside the software environment.

7.1.2  General software usage

The following section describes the GUI (graphic user inferface) and the user interaction provided in the
QIAgility Setup Manager Software. Fundamental topics such as entering data and working with tables are
explained:

e Use of color

e Displaying errors and warnings

e Entering data
e Working with tables

e Selecting samples

7.1.2.1 Controlling the mouse

The following terms for controlling the mouse are used in this manual.

Left-click Click with the left mouse button.
Click Click with the left mouse button.
Right-click Click with the right mouse button.
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7.1.2.2 Use of color

For an optimal user interaction, the QIAgility Setup Manager Software uses a dedicated color concept for
presenting information. The coloring assists you in your workflow.

The following table provides an overview of the different colors used in the software and their meanings:

Color Description

Light blue The field is interactive and clickable.

Dark blue The field is selected or focused.

Gray The field is read-only and cannot be activated.
Yellow The field requires input.

The following examples give an explanation of the color concept.

Example 1
Volume Calibration

Enter the calibration values into the table below. Refer
to the calibration report shipped with your CilAgility.

Pipettor head serial number

2403-0
Target volume Value [P-Axis units)
b " "
1 pl <« Interactive field
. : mandatory
2l 75
A
5 pl 152
-
10l 287
20l 556 ‘.‘_ Informative field .
Blue: currently active field
R
50 pl 1371
-
100 2639
-
150 pl 4012
hl
200 53158
Cance Save values

Volume calibration screen with one mandatory value still missing.
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Example 2

During experiment setup and instrument calibration, a step marker guides you through the necessary steps.
The coloring concept of the step buttons is illustrated in the graphic below:

Active step
Contains missing ——® | Volume > Volume
entries
_ Blue:
Tip Ejector mg ‘;:‘;’:siﬂgp — Tip Ejector
entries
Gray: :
Disabled steps — Tip Rack Tip Rack
Eurk Blue: —
ctive step —_—
Labware No missing Labware >
entries

The step marker guides through the instrument calibration.

The active Volume step still requires missing values. Because the Volume calibration is required before any
other calibration, the following steps are still disabled and inactive. If the Volume step contains all
mandatory entries, it changes to blue color, and the next step Tip Ejector becomes available. It will remain
yellow as long as the required entries or tasks are missing.

7.123 Displaying errors and warnings

Errors and warnings are essential information that indicates a problem or an erroneous situation. QlAgility
Setup Manager Software differentiates between 4 different problem levels:

Priority Name Icon Description of the User action
functionality
1 System error A combination of User interaction required

unacceptable incidents

2 Validation A An error that occurs dueto a  User interaction required
error missing or invalid user input
3 Warning & Situation could be optimized User interaction possible, but
by further input not mandatory
4 Information @ A message containing User interaction not possible

additional information about
the current situation
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The general structure of an error message is described below. When communicating with QIAGEN
Technical Services, provide the error ID, which is unique and unambiguously characterizes the error
situation. If you receive a message that contains a Help button, click on it fo get more information.

Error icon Error headline

Login Error

L Wrong user ID or password. Try again.
{1010016)

rorp —| 1

Error/warnings text

7.1.2.4 Entering data

Shortcuts
The following hot keys are available in QlAgility Setup Manager Software:

e F1 to open the help file
e Copy and paste operations (CTRL + C and CTRL + V)

e Navigation (tab key, cursor keys)

While entering data, the following keyboard shortcuts can be used:
e Escape to cancel the input

e Return to commit an input

Identifying interactive fields in tables

In tables, all interactive fields info which data can be entered are marked with a black triangle symbol ()
in their upper right corner. Left-click in the field with the mouse, and then enter data.
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The following example is taken from the volume calibration step in the Configuration environment:

Pipettor head serial number
9403-0

Target volume Value (P-Axis units)

1l 22

5 153 Interactive fields:
field, but currently empty

§ = mandato
10l 287 ‘7 Blue = mandatery field with valid value

20 pl 1371
100 pl 2689
150l 4012

200 pl 3318

MNon-interactive fields:
Preset values, cannot be medified
Mo W-icon available

Editable menu: adding new data to an editable menu

If a menu is editable, its text becomes selected if you click on it. The value list can

licates L. .
; Replica be expanded by clicking on it.
2 If the value you need is missing, simply start typing the value as long as the fext is
3 selected. If the value list is empty, simply start typing into the (light-blue) menu
5 field.
Replicates In this example, the value 7 has been entered.
Ka

The entered data (in this example, 7) can be used as value. However, it is not
added to the list of values.

]
j
;
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Date picker: entering date in date fields

Dates can either be entered manually into date fields using the keyboard or by using an interactive date

picker in the form of a pop-up calendar (E=). A calendar icon is positioned to the right of every date field.

Clicking on the calendar icon opens the pop-up calendar.

Kit expiry date

Change to the previous or next month by clicking the arrow icons (4 and *). Hovering over the year label
displays additional control arrows, which can be used to quickly jump to the next (up arrow) or previous

year (down arrow):

r Mext year

May, 2015 |

L Previous year

Kit expiry date

. B — | =]

11
‘ May, 2015 >
Sy Mo Tu We Th Fr 3a

1 2
3 4 5 6 T & 9
10 11 12 13 14 15 16
17 18 19 20 21 22 23
24 25 27 28 2% 30
3

[ JToday : S&2015
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Step-by-step procedure to enter a date using the date picker

Click on the calendar icon (E&) next to the date field. The calendar pop-up is shown.
Continue using the following scheme:

To Do this
Change the year Hover the mouse pointer over the year.

Date is displayed in blue. Additional control arrows are shown.

Click the up arrow to change to the next year.

Click the down arrow to change to the previous year.
Change the month/day Click the left arrow to change to the previous month.

Click the right arrow to change to the next month.

Click the date of the desired day.

The date picker disappears and the date field is populated with the selected date.

7.1.2.5 Working with tables

Tables are an essential element of the QlAgility Setup Manager Software. They are widely used to display

and enter data. The interactive icon (W) marks cells in which you can enter data.

Example: Table to enter sample names

Input Graphic | List |

Pos.

1
2
3
4
L
&
[
i
9

10
11

Sample ID Conc. [ngipl] |Description

Sample 1 A A T
Sample 2 ? ? ?
Sample 3 ) A ?
Sample 4 b b T
Sample 5 ? ? ?
Sample & ) ) ?
Sample 7 A A T
Sample & ? ? ?
Sample 9 A A ?
Sample 10 b T
Sample 11 ? ?
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Entering data:
e To enter data into one cell, left-click in the cell and then enter the data.
e To move to the cell below, press the Enter key.

e To move to the right cell, press the Tab key.

This table has a context menu that is opened when you right-click on a cell:

Copy Cirl+C

Paszte Cri+y

Auto-generate sample names

Option Description

Copy Copy the content of the selected cell(s) to the clipboard

Paste Paste the clipboard content to active table cell(s). If the clipboard contains data
from multiple cells, the table cells will be consecutively filled with the pasted
data.

Auto-generate sample Sample names are generated automatically for the selected cells by taking the

names text in the selected cell and adding an incrementing number to the text.

Example: If a cell contains "Sample," then the sample IDs Sample 1, Sample 2,
efc. are generated.

7.1.2.6 Selecting samples
You can use left-clicking in combination with the Shift and the Control keys to make selections in a table or

in a sample graphic:

Note: For selecting of samples, click the Pos. column and not the Sample ID column.

Shift + Left-click To select adjacent table cells, first click on the starting cell for the selection, hold
down the Shift key, move the cursor to the last cell in the selection, left-click, and
release the Shift key.

Control + Left-click To select singular cells, hold down the Control key while left-clicking on the
desired cells. The selected cells will be added to the selection.

Left-click and drag To select a rectangular area of positions.

For rectangular sample graphics only.
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The following illustrates the selection in the sample names table:

Input
Pos.  Sample ID Conc. [ngipl]

1 |Sample 1 A ?
2 |Sample 2 b *
3 |Sample 3 ? ?
4 | Sample 4 y N
5 | Sample 5 A ?
6 | Sample & ? ?
7 |Sample 7 y N
8§ | Sample & b ?
9 | Sample 9 A ?

7.1.3  General elements

Input

Pos.

1
2
3
4
5
6
T
i
9

Sample 1D
Sample 1
Sample 2
Sample 3
Sample 4
Sample 5
Sample 6

Sample 7

Sample &
Sample 9

Input

Conc. [ngipl]

bl

A

Pos.

LT=T = - I N = I R S LI % ]

Sample ID
Sample 1
Sample 2
Sample 3
Sample 4
Sample 5
Sample &
Sample 7

| Sample 3

Sample 9

Conc. [ngipl]

Ll

QIAgility Setup Manager Software uses a modern task-focused GUI design to facilitate the user's inferaction
with the application. The following general user interface elements are described in this section:

Menu

Main toolbar
Button bar
Status bar
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7.1.3.1 Menu

The main menu has four menu entries:

o File
o Edit
e View
e Help

=l QlAgility Setup Manager

Menu—]File  Edit ‘View Help |

QIAGEN

Experiment

Main menu

oy

Configuration

QlAgility User Manual 02/2022

717



File menu

(BRI Bl View' lielp &

& QlAgility Setup Manager

Create new experiment 3

Create new experiment from template ...

Open experiment ..

' @ene-Express'mn
g
Pathogen Detection

Sample Pooling

Save Generic PCR setup

. Generic PCR setup
i i with Normalization
Login PCR Setup with Serial Dilution
Logout | Other workflows __.
Change password .. £ By Wiz o
Service login .

C:\User:

Exit :prressioﬂ N

Option

Create new experiment

Create new experiment
from template

Open experiment
Save

Save as

Login

Logout

Change password

Service login

Exit

Description

Create a new experiment without any data. The default experiment name is set
to Experiment MM_DD_YYYY.

Create a new experiment by selecting a previously saved template file. The data
of the new experiment will be populated with all available experiment data from
the template file; sample information will not be included.

Open an experiment.

Save the current experiment. If you have not changed the default name
(Experiment_ MM_DD_YYYY), the file selection dialog is displayed in which you
can enter the new file name along with an optional comment.

Save the current experiment under a new file name.

Log in to the application. This option is only available after software start or
logout.

Log out of the application. The login screen will be shown.

Change your current password. The Change password dialog is shown in
which you will enter your current password and the new password.

This login is used by QIAGEN service personnel only.

Close the application.
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Edit menu

[Edit | view Help
Undo
Redo
Option Description
Undo Undo the last operation.
Redo Redo the last operation.

Note: As an alternative to using the Edit menu, you can use the undo and redo commands by clicking on
the following icons in the menu:

File Edit “iew Help

N

Undo Redo
View menu
Wiew | Help [l
Go to home screen
Option Description
Go to home screen Change to the home screen.

File Edit ‘“iew Help

*e e
20000 a8
00000 o
QIAGEN Home Experiment Configuration

Note: As an alternative to using the View menu to change to the Home screen, you can also use the
Home and Experiment buttons from the main toolbar to switch between these two environments.
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Help menu

[Help | o~ w0
About
Help
Option Description
About Opens the About dialog with the copyright notice and version number
(at the top right) of the software.
Help Opens the software help file.

7.1.3.2 Main toolbar

The main toolbar contains two areas:
e Environment icons

e Instrument icons

= OlAgility Setup Manager _ O «

File Edit View Help o

‘ see .I:I.C‘

Home | Experiment  Service  Configuration Instrument

|
Environment icons Instrument icons
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Environment icons

You can switch to another environment by clicking the appropriate button from the main toolbar. The icon
of the currently active environment is highlighted.

Environment Description

Used to jump to the home screen. From here, you can create or open experiments.
(Home)

Used to set up experiments. (Experiments)

Bundles tasks for maintenance, system check and support of QlAgility.
(Service)

Bundles the tasks' custom settings, user and labware management, and calibration.
(Configuration)

Configuration

Instrument icons

The instrument icon is placed on the right of the toolbar. Use it to inspect the connection, running and
maintenance status of the instrument.

If you click the instrument icon, the software switches to:
e The run screen of the running experiment, if a run is in progress

e The maintenance schedule, if no run is in progress
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Description Action

Instrument connected. A run can be started.
Instrument
Instrument not connected. Prior to starting a run, switch on the
instrument.

Note: It can take some time until the
software connects to the instrument. For
details, refer to Start the software.

Note: The icon cannot be clicked.

Instrument running. The progress bar If you are in the process of setting up the
H below the icon shows the overall run next experiment, you can click the icon to
= progress. switch to the run step of the running
Instrument experiment.

To return fo the setup, click the experiment
name of the experiment you worked on.

Run has just finished. The progress bar The same as for running instrument.

shows run completion.

=
Instrument

An error occurred during the run. Click the icon to switch to the run step of
the current experiment to show the error
message.

The instrument is not fully calibrated. Before you can start a run, instrument
calibration needs to be performed or
completed.

A service task is due. After the reminder, If no run is in progress, click the icon to

H the symbol persists until the service task has switch to the maintenance schedule for
= been completed successfully. details.

Instrument
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7.1.3.3 Button bar

The button bar is placed at the bottom of the screen. It contains buttons specific for the selected screen of an

environment. Generally, the buttons for saving, exporting and importing can be found here.
— [m) x

& QiAgility Setup Manager

File Edit View Help

o
Instrument

Configuration

Volume Calibration
Enter the calibration values info the table below. Refer
fo the calibration report shipped with your QIAgility.
Pipettor head serial number
Tip Rack 123456-0
Target volume Value (P-Axis units)
T 1yl 51.44
2p 75.64
Sul 152.81
10l 287.22
20ul 556.13
50 pl 137131 3
100 pl 2689.65
150l 4012.85
200 pl 531934 3
Canceal Save values
[ e ) i) [ Button bar
adminadmin  +[fl
7.1.34 Status bar
The status bar is always visible and gives an overview of the session status.
{ I o ' ! J
| |
Date User name  Log out
button
Button Description
Date Show the current date.
User name Shows first and last name of the user who is currently logged in.

Log out button Logs out the current user. If there are unsaved data, a warning will
appear.
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7.1.3.5 File dialog

The file dialog is used in various situations to open or save experiments or templates, to import sample
information, or to save a report or an output file after a run.

@ Open Experiment

J File Path | UNC path

Look in [Experiments 'l [ =) l

Path CrlUsers\Publicval AGENW Agility\ Experiments
&  Last modified

Name
Rotor-Gene SYBR Green PCH Demo Kit {80).gzsmagx T26.2018 2:03:14 PM
File name File type
Gene-Expression (*.gsmgx) | ¥
Gene-Expression (*.gsmgx)

Pathogen Detection {*.gsmpx)
Sample Pooling (*.gsmpoolix)
Generic PCR (*.gsmrx)

File dialog to open an experiment

Path indicates the current path. The initial path shown when the file dialog opens can be configured in the
user seftings for the plug-in.

Note: When the file dialog opens for the first time after clicking the Open other experiment or Create
from other template button from the Home screen, the initial path will be C:.
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The list in the middle of the dialog shows the sub-folders of the current path and all files with the extension
selected in the File type menu.

MName a | Last modified 1
| | Examples 10242016 3:51:07 PM
| Experiments 1262016 1:33:43 PM
| | Log 10242016 3:54227 P
| | QlAgilityData 1132016 5:27:16 PM
| | Reports 1122016 5:57:17 PM
| | SampleFiles 101206 10:51:37AM | W

List of sub folders.

To open a file:

1. Navigate to the folder where the file is stored.

Use the button fo navigate to the parent folder.

The Look in menu provides the option to select another drive by clicking the drive letter, or to select
one of the parent folders by clicking it. The list shows all drive letters that are configured in the
Windows file explorer.

Lookin  |Experiments ¥

C:
Users
Public
QIAGEN
ClAgility
Experiments

cwem=om
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To navigate to a sub folder, either left-click the sub folder name in the list and then click Open, or
double-click the name.

MName a | Last modified 1
| | Examples 10242016 3:51:07 PM
| Experiments 1262016 1:33:43 PM
| | Log 10242016 3:54227 P
| | QlAgilityData 1132016 5:27:16 PM
| | Reports 1122016 5:57:17 PM
| | SampleFiles 101206 10:51:37AM | W

The Path changes to the sub folder and the list shows the content of the selected sub folder.

2. Ensure that the correct file type is selected. The File type menu lists all file extensions that are available
for the current situation. The various file extensions are described further below.

File type
Gene-Expression (*.qsmagx) L

Gene-Expression (*.gsmgx)
Pathogen Detection (*.gsmpx)
Sample Pooling (*.gsmpoolix)
Generic PCR (*.gsmrx)

Experiment types

If you change the selected file type, the list of files will be updated to show all files of the newly selected
file type.

3. To open the file, either left-click the file name in the list and then click Open, or double-click the file
name to open the file.

To save a file:

1. Navigate to the folder where you want to store the file. Use the navigation options described above.
Ensure that the correct file type is selected.
Enter the file name into the File name field.

Click OK to save the file.

M w N
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File extension Description

*.gsmgx Gene expression experiment
*.qsmgt Gene expression template
*.gsmpx Pathogen detection experiment
*.gsmpt Pathogen detection template
*.gsmpoolix Sample pooling experiment
*.gsmpoolit Sample pooling template
*.gsmrt Generic PCR experiment

Generic PRC with normalization experiment
PCR with serial dilution experiment

Other workflows

*.gsmrt Template
*.gsmrqt Quick order
*xml, *.csv, *.ixt For sample input files

Note: Find examples in the folder: C:\Users\Public\QIAGEN\QIAgility\Examples

Note: For *.csv and *.ixt files it is important o adhere to the syntax. In general, the
file represents a comma separated table (CSV), where each line in the file
represents a row in the table and a comma (,) represents the cell border to the next
column. Like in a table, it is possible to leave the content of a table cell empty, but
you cannot omit the commas in a line.

* xml For saving an output file
*.smp For saving an output file using the XSLT converter for Rotor-Gene
* ixt For saving an output file

Note: The file type of output files depends on the selected converter.
* pdf For reports
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The QlAgility Setup Manager Software provides the option to use UNC syntax to open files from and save
files to network shares that are not directly known in the Windows file explorer.

@ Open Experiment

| File Path UMC path

Enter UNC path

@ Enter the path to the network share in UNC syntax, Test UNC path
e.g. Wathvto\network'\share. Then press "Test UNC
path" to check if the entered path is valid and can
be accessed.

* QSmox

]

1. Inthe file dialog, click UNC path.

Enter the path to the network share using the UNC syntax (e.g., \\path\to\network\share).
Press the Test UNC path button to test whether the entered path is valid and can be accessed.
Enter the file name without the file extension into the File name field.

Select the file extension from the File type menu.

R

Optionally, enter a short description of the file.

7. Click Open or OK to open or save the file, respectively.

If you encounter issues accessing the network share, contact your network administrator and ensure that the
path has been entered correctly and is accessible.
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7.1.3.6 Import data dialog

The Import data dialog is used in various workflows of the Generic PCR Plug-in to import sample
information from a .csv file. The dialog is available from the Samples/Labware screen by clicking Import
data from CSV file.

1. The dialog for the input labware can be opened from the Labware identifier menu at the top.
Note: If you are using more than one labware, you have to choose first the correct input plate from
the Labware identifier menu.

2. Click Select file. The file dialog opens and shows all files with file type .csv that are available in the
Sample Input Files folder, as specified in the QG_PGP_user_settings. Select the desired file and click
Open. For details about the file dialog refer to File dialog.

3. The software loads the file into the dialog. The Raw data field shows the sample data as present in the
file. In general, the data in the file are expected to represent a comma separated table, where each
line in the file represents a row in the table, corresponding to a sample position, and a column
delimiter represents the cell border to the next column. The Preview table below shows how the data
would be imported info the samples table of the software.
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@ Import Data

Labware |ldentifier
Input_1_20180503_141101

Import from file
Chlsers\PublicvQlAGENWQIL A S ampleFileg\Samples Example.cev Select file.. ]

Raw data

Sample |D; Concentration
1;0.001

2:0.01

3:0.04

4:0.1 v

@ »

Import format profile

none ¥

Preview

Pos. | Sample ID Cone. [ngipl] i
A1 |1 o.001 @
B1 |2 0.01
c1 |3 0.04 ¥

E Advanced import format parameter

Column delimiter Cell delimiter Start import from row
[ Semicolon (;) v ] [ Mone v ] | 1 |
[#] First data row contains header information [] Read every row
@ Impert data sequentially to selected labware O Keep original well position

Seguence Start at position Import positions

[ ColumnByColu ¥ ] [ Al v ]
[l Import sample ID [l import conc. values ] Import sample description
[ Sample ID "] [ Concentration ']

[ Save current parameters as profile. .. ]

Import data dialog

If the data in the Preview table are displayed correctly, proceed to step 9.

Optional: If the parameters to import from certain file types have been saved previously (see step 7),
select them from the Import format profile menu. The Preview table changes according to the
parameters in the selected profile. If the data are displayed correctly, proceed to step 9.
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6. Tick the box next to Advanced import format parameters. Additional options and parameters

become visible.

7. Change the parameters according to your needs. The Preview area changes according to the

currently selected parameters.
Option
Column delimiter

Cell delimiter

Start import from row

First data row contains header information

Description

Click the menu below to select the character that
delimits the columns in a row, i.e., this character is
repeated between the different properties of the
sample position in the Raw data field.

If you change the selection, a previous column
selection in options Import sample ID, Import conc.
values and Import sample description, below, will
be cleared.

Click the menu below to select a cell delimiter. Such a
character could be used to surround the characters of
a (e.g., description) property. This might be necessary,
if the property value includes the column delimiter
character. If you are unsure, start by selecting None.

Example: In this example, the column delimiter is ,
(comma), and the file contains a description text of a
sample like this — Could be difficult, but give it a try.
With cell delimiter None, the "," inside the description
text would lead to an incomplete import of the
description value Could be difficult. To solve the
incomplete import of the description text, use a cell
delimiter in the following way: in the file, surround the
description of that sample with quotation marks,
e.g.,"Could be difficult, but give it a try." Then for
import, select this cell quotation mark delimiter ("). The
software will recognize that all characters between the
quotation marks will belong to the same cell and will
import the description text correctly — Could be
difficult, but give it a try.

If you change the selection, a previously made column
selection in options Import sample ID, Import conc.
values and Import sample description, below, will
be cleared.

Count the lines in the Raw data field until the line
where the actual sample data start (including a
possible header row describing the columns). If the
data starts in the very first line, enter 1.

Tick the box if the line with the number entered in the
Start import from row field contains the column
header. If ticked, the headers are available for

QlAgility User Manual 02/2022

731



Read every ... row

Import data sequentially to selected labware

Sequence

Start at position

selection in options Import sample ID, Import conc.
values and Import sample description, below.

The software expects exactly one row in the .csv file
per sample/replicate .

If the sample file contains exactly one row per
sample/replicate, do not tick the box. During import
the software will read every data row from the file.

Tick the box, if the sample file contains several rows
for each sample/replicate, e.g., based on target. In
this case specify which rows shall be read.

Initially, the box is not ticked.

Note: If the selections made lead to the wrong rows
per sample, enter the number of the first row of the file
to be read into the field Start import from row and
clear the box next to First data row contains header
information, even if the file contains column header
information.

Select the option, if you want to import the sample
data from the file subsequently to the positions in the
labware. As a consequence, positions would be filled
up, if the sample file does not contain information for
all subsequent positions.

Specify Sequence and Start at position.

If selected, the options Sequence and Start at
position become active and the option Keep original
well position becomes unselected.

Only active, if the option Import data sequentially to
selected labware has been selected and if the
selected labware supports this option.

Select one of Column by column or Row by row.

Only active, if the option Import data sequentially to
selected labware has been selected.

Click the menu below to select the position on the
labware for which the import shall start. The menu
contains all positions of the currently selected labware
in the order specified by option Sequence. The first
labware position is preselected. You can select
another position, if, for example, you want to leave the
first row or column empty.

Example: If you selected Column by column and
Start at position A2, the first column on the labware
will be empty, the data of the sample described in the
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Keep original well position

Import positions

Import sample ID

Import conc. values

first data row (after a header, if present) of the file will
be imported into position A2, the data from the
sample in the next row of the file into position B2, and
so on.

Select this option, if you would like to keep the sample
positions.

Specify the file column that contains the sample
positions in the option Import positions.

If selected, the option Import positions becomes
active and the option Import data sequentially to
selected labware becomes unselected.

Only active if the option Keep original well position
has been selected.

From the menu below, select the column that contains
the sample positions.

If the option First data row contains header
information has been selected, the menu contains the
column headers. Select the appropriate column.
Otherwise, the menu contains Column 1, Column 2.
In this case, count the columns in the Raw data field
starting at the left and select the appropriate column.

Tick the box, if you want to import sample IDs (sample
names). In the menu below, select the file column
which contains the sample IDs.

If the option First data row contains header
information has been selected, the menu contains the
column headers. If the menu does not contain columns
as expected, check the selection of the Column
delimiter. Otherwise, the menu contains Column 1,
Column 2. In this case count the columns in the Raw
data field starting at the left.

Select the appropriate column. Check if the correct
column has been selected in the Preview table.

If data in the Preview table are not as expected, check
the parameters above and correct if needed. The
column selection is cleared, if the column or the cell
delimiter have been changed.

Tick the box, if you want to import concentration
values. In the menu below, select the file column that
contains the concentration values.

If the option First data row contains header
information has been selected, the menu contains the
column headers. If the menu does not contain columns
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Import sample description

as expected, check the selection of the Column
delimiter. Otherwise, the menu contains Column 1,
Column 2. In this case count the columns in the Raw
data field starting at the left.

Select the appropriate column. Check if the correct
column has been selected in the Preview table.

If data in the Preview table are not as expected, check
the parameters above and correct if needed. The
column selection is cleared, if the column or the cell
delimiter have been changed.

Note: If the concentration value for a sample is given
as N/A in the file, the sample will be imported, but its
concentration value will be empty.

Tick the box, if you want to import sample descriptions.
In the menu below, select the file column that contains
the sample descriptions.

If the option First data row contains header
information has been selected, the menu contains the
column headers. If the menu does not contain columns
as expected, check the selection of the Column
delimiter. Otherwise, the menu contains Column 1,
Column2. In this case, count the columns in the Raw
data field starting at the left.

Select the appropriate column. Check if the correct
column has been selected in the Preview table.

If data in the Preview table are not as expected, check
the parameters above and correct if needed. The
column selection is cleared, if the column or the cell
delimiter have been changed.

Repeat steps 5-7 until the data are correctly displayed in the Preview area.

Optional: Save the currently selected parameters for reuse in an import profile by clicking Save
current parameters as profile, if you would like to load files with the same format for future

experiments (in this case go to step 3).

10. If you are using multiple input labware, select the next labware identifier from the Labware identifier

menu at the top, and then repeat steps 2-9.

11. Click OK to import the file and to close the dialog.
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7.1.37 Using the labware browser

The Labware Browser is used to select the input and output labware for a run, if you decide not to use the
labware proposed by the protocol. It provides access to the labware that is supported by the QlAgility Setup
Manager Software. Filter options can be used to restrict the search to labware that has been indicated as
Available in the laboratory in the Labware Manager.

You can access the Labware Browser from the Labware Selection step of an experiment, by selecting
Choose other labware from the Input labware type or Output labware type drop-down menu.

@ Labware browser

Labware

Filter options
Select the itermn that most closely matches the labware to be used
Category QIAGEN 96 Well Microplate RB
[ Siandard 96 ¥iel M QIAGEN Elution Microtubes RS ?;;:I;g number
[l Shows available labware only QIAGEN S-Block 96 Well Name

QIAGEN 5-Block 96 Well
[[] Advanced options

Dead Volume
40 pl

Al

" Labware adapter
Al

Select the adaplier fo be used.

Reset filter || Apply filter .

e N
Labware Browser

The Filter options area on the left is used to search for a specific labware.

The Labware and Labware adapter area in the middle shows the search results together with a picture
and further details.

To select input or output labware for a run:

1. In the filter options, select the labware category from the Category drop-down menu. Find a
description of all filter options below.
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2.  Select the option Shows available labware only.

Note: For the run, only labware that has been indicated as Available in the laboratory in the
Labware Manager can be used.

Use Apply filter to show all available labware of the selected category.

4. Inthe middle of the screen, select the desired labware from the list at the top. The software displays a
picture and further details about the selected labware on the right.

If the desired labware is not listed, either select another available labware, or uncheck the Shows
available labware only option to search it among all supported labware. You can use the Advanced
filter options to restrict the search by other criteria.

Note: Before you can use the labware for a run, it must be indicated as Available in the laboratory
in the Labware Manager. If the labware has never been used before on the QIAgility, it must also be
calibrated.

5. Ifthe selected labware requires an adapter, the software will list all adapters that can be used with the
selected labware in the Labware adapter area below. Select the adapter. The software displays a
picture and further details about the selected adapter on the right.

Note: If the option Shows available labware only has been checked, the software lists only adapters
that have been indicated as Available in the laboratory in the Labware Manager.

If none of the matching adapters has been indicated as Available in the laboratory in the Labware
Manager, the list will be empty and the OK button will remain disabled. Either choose another
available labware or indicate one of the adapters as Available in the laboratory in the Labware
Manager.

6. Click OK to confirm the selection and to close the Labware Browser.

Note: The OK button will only be enabled if a labware has been selected. In addition, if the labware
requires an adapter (see the details area of the selected labware), the OK button will become enables
after you have selected an adapter from the Labware adapter area.

Important: Tubes or plates supplied by different manufacturers may have slightly different dimensions,
despite a similar appearance. Such differences can significantly affect the calibration settings, in particular
the height calibration (Z-axis calibration). Therefore, it is important to select the correct plates and tubes.
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Filter options

Option
Category

Shows available labware only

Advanced options

Name of labware
Part number
Manufacturer
Tube/well size

Reset filter

Apply filter

7.1.3.8 Editing sample names

Description
Labware category, such as standard 96-well, Rotor-Gene Q, efc.

If checked, the search will be restricted to labware that has been
indicated as Avadailable in the laboratory in the Labware Manager.

Note: The option applies also to the Labware adapter area.

Uncheck the option if a desired labware is supported in general, but
does not appear in the list if the option is checked.

Check to enable the advanced filter options.

Enter or select details only for those advanced options for that you
want to restrict the search. Leave all other options empty/unselected.

Labware name

Catalog number of the labware

List of labware manufacturers

Tube/well size range from < 0.5 mlto > 2 ml

If you click the button, the software clears all filter options to the initial
state.

If you click the button, the software lists all labware that matches the
search criteria.

If several input labware will be used in a run, sample names can be defined in one dialog for all input

labware.

To define samples manually:
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1. The Sample editor will be opened for the input labware indicated in the Labware identifier menu at
the top.

2. If the samples have not yet been defined, for example, using the option Auto-generate sample IDs
for all samples, the Sample ID fields and the Labware identifier will be colored yellow to indicate
that this information is required.

@ Sample editor

Select an input labware identifier to enter, edit or view the samples provided on that labware

Labware identifier

| Input1_20161205_101957 v|
Pos. | Sample D Conc. [ngipl]  Description &
A1 ) 3 r
Az ) 3
A3 ) 3
3 T
Ad
3 3
A5
3 T
AB
3 T
AT
3 3
AB
3 S
B1
B2 ) 3
B3 ) 3
B4 ) 3 g
3 T :
B5
3 T
B6
3 3
B7
3 T
B8
3 T
c1
3 3
c2
3 S
c3
ca ) b v
[ <

Note: If you are using more than one input plate, at least one sample must be defined on each plate.

3. Enter each sample ID and optionally, enter the concentration and sample description.

Alternatively, you can automatically generate sample IDs using the context menu. Select the relevant
cells in column Sample ID. Press and hold the SHIFT key and left-click to select multiple adjacent cells,
or press and hold the CTRL key and left-click to select multiple non-adjacent cells. Then right-click in
one of the selected cells to open the context menu and click on Auto-generate sample names. In
order fo use a common prefix for all generated sample IDs you can enter the prefix in the first cell for
which you intend to generate sample IDs before selecting cells. Then right-click o open the context
menu and click on Auto-generate sample names.
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Copy Cirl+C

Paste Cirl+\

Auto-generate sample names

Note: For more details how to enter information into a table refer to the section Entering data.

Note: If you return later to the sample editor, samples that have already been assigned in the
Assignment step cannot be edited anymore. To edit those samples, remove their assignments first.

4. If you are using multiple input labware, select the next labware identifier from the Labware identifier
menu at the top, and then repeat steps 3 and 4.

5. If samples are defined for each defined labware, the Labware identifier field will no longer be
colored yellow, and the OK button will be enabled. If the Labware identifier field is yellow, that

means that samples have not been defined for at least one labware. Go back to step 4 and define at
least one sample for all labware.

6. Click OK to close the Sample editor.

7.1.3.9 Add input labware dialog

If several input labware will be used in a run, it can be defined in the Add new input labware dialog.

To define a new input labware:

1. Click on the Labware type drop-down menu.
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All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware
| 1.5 mi tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapere ¥ |

1.5 mil tapered tube (QLAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Bass Tubes
Choose other labware...

Select your input labware in the drop-down list. If it is not listed, click Choose other labware to open
the Labware browser.

® Labware browser

Labware

Filter options

Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplate RB

Catalog number
v
| Standard 96 Wel QIAGEN Elution Microubes RS 19585
E Shows available labware only QIAGEN 5-Block 95 Well R
QIAGEN S5-Block 96 Well
[[] Advanced options
Dead Volume
40 pt
Al
Labware adapter
Al
Select the adapter to be used
Reset filter ‘ | Apply filter

|
=E 3

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Optional: If you would like to use the cooling block for the input labware, check the option Use
cooling block next fo Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QlAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.
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6. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

7. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

8. If you want the software to automatically generate sample names for all positions on the labware,
check the option Auto-generate sample IDs for all samples.

Note: This option will not be available if the dialog was opened using the Load sample input from
file or the Scan barcode button.

9. Click OK to close the dialog.

7.1.3.10  Add output labware dialog
If several output labware will be used in a run, it can be defined in the Add new output labware dialog.

To define new output labware:
1. Click on the Labware type drop-down menu.

2. All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware type

| Select output labware type... L

Select output labware type...

QIAGEN S-Block 96 Well

Eppendor twin.tec PCR Flate 96 semi-skirted / 96-Well Plate
Choose other labware...

3. Select your output labware. If not listed, click Choose other labware to open the Labware browser.
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® Labware browser

Labware

Filter options

Select the item that most closely matches the labware fo be used

Categary QIAGEN 96 Well Microplate RE Catal o
v atalog number
| Standard 9 Well QIAGEN Elution Microtubes RS 19585
[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume
40 pl
Al
Labware adapter
Al
Select the adapler fo be used.
Resetfiter | |  Apply filter

[

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Optional: If you would like to use the cooling block for the output labware, check the option Use
cooling block under the Output labware type drop-down menu.

Labware type
| Eppendorf twin.tec PCR Flate 95 semi-skirted / 9¢ ¥

E Use cooling block D Cuiput labware is pre-filled with reagents
Note: Whenever you select another labware type, this option will become unchecked again. If the
newly selected labware cannot be used with the cooling block, the option will be disabled.

Optional: If you would like to indicate that the output labware has been pre-filled, tick the box next to
Output labware is pre-filled with reagents.

Labware type
| Eppendorf twin.tec PCR Flate 95 semi-skirted / 9t ¥

E Use cooling block E Cutput labware is pre-filled with reagents
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6. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report.

Note: Whenever you select another labware type, this identifier will be automatically generated again
by the software.

7. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

8. Optional: If the output file is going to be saved after the run for import to a downstream instrument,
e.g., a PCR cycler, and the downstream instrument expects the file in a certain format, check the box
next to Output converter to select a converter from the drop-down menu. The menu lists all
converters that are currently available in the directory for converters as specified in the User settings. If
no converter is available, None is the only entry in the list.

[l Dutput Converter

| Select.. v |

Select...
ABIT500_CwantiplexHyres xsht
ABITS00_SDS_wi_4 xsh
ABITS00_SDS w23 _HID_w1.2 xsh
CE Loading (AL).xslt
ConveriToCsv xsit
RGQO-SW_QREX xsht

Later, when saving the output file after the run, depending on the selected converter, the software also
creates a file in the format that is defined by the converter. Contact QIAGEN Technical Services if you
need another file format.

9. Click OK to close the dialog.

7.1.3.11 Scan labware barcode dialog

To define samples, the QlAgility Setup Manager Software provides the option to load the sample
information based on the barcode on the labware. Click the Scan labware barcode button to open the
Scan labware barcode dialog.
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@ 5can labware barcode

Labware barcode

OK Cancel |

F

Scan labware barcode dialog used for Gene Expression and
Pathogen Detection experiments.

@ Scan labware barcode

Import a batch from file uging Bateh |D. Scan the bateh's
barcode or manually enter the Batch ID.

Enter Batch ID

]
o)

Scan labware barcode dialog used for Sample Pooling experiments.

s

—_

Scan the labware barcode. Alternatively, you can enter the labware ID manually.

Note: The software supports 1-D and 2-D barcodes. 2-D barcodes are supported if they encode a
string that is used as labware ID.

N

Click OK to confirm.

w

For input labware, the software will automatically search for a sample information file in the Sample
input files directory (defined in the user settings). The software loads the sample information from the
sample file.

Note: The software will first search for an *.xml file in QDEF format, which defines the samples for the
labware. It is not required that the *.xml file has the labware barcode as its file name. The software
looks into the file and compares the labware barcode with the plate ID described in the file. If no file in
QDEF format is present, the software will then search for a *.csv file which has the labware barcode as
its file name.

»

For output labware, the software automatically searches for a QDEF format file (*.xml) describing the
output labware in the Sample output files directory (defined in the user settings). Based on the
information from the loaded file, the software will automatically select the Output labware type. In
addition, the positions that were used with this labware for a previous run will be blocked.

QlAgility User Manual 02/2022 7-44



7.1.3.12  Fill empty output positions dialog

The Fill empty position of output labware dialog is used in various workflows of the Generic PCR Plug-in
to define output positions which are not used for PCR setup, but will be filled, e.g., with a buffer. The dialog
is available from the Assignment screen if empty positions of the output labware have been selected by
clicking Fill selected.

Note: This functionality should only be used after all other positions have been assigned, so that any
sample or standard/control assignments are not overwritten.

1. Click the Liquid menu to select the liquid that shall be used to fill the selected positions. The menu lists
all liquids of type Diluent/Water.If a required liquid is not listed as expected, check if the liquid has
already been defined in the Liquid step and if the correct liquid type has been selected.

2.  Enter the volume in ul info the Volume field.
Click OK to confirm and to close the dialog.

4. The positions on the Output panel will be marked with the symbol for Buffer. During the run, the
QIAgility will fill the selected positions with the defined amount of the liquid.

@ Fill empty position of output plate

Liguid Volume

Select .. L pl

Select...

Dilution buffer
Dialog to select the liquid to fill output positions during run.

To clear a filled position select the position on the Output panel and then click Remove assignment.

7.1.3.13  Advanced sample pipetting parameters dialog

The Define advanced pipetting parameters dialog is used in various workflows of the Generic PCR Plug-
in. The dialog is available from the Samples/Labware screen, panel Sample Pipetting, by ticking the box
Use custom pipetting parameters and then clicking Edit parameters.
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® Define advanced pipetting parameters

[l Prepare extra volume
Extra volume Extra volume per assignment
4 ul and | 2 ul

Mix before aspiration ¢l Mix after dispense sample to output well

3 Fepetitions

Advanced sample pipetting parameters dialog

1. If you tick the box next to Prepare extra volume, parameters become visible to define extra volume
for samples. Extra volumes are set conservatively. Therefore, in most cases displayed loading volume
is sufficient. In contrast to absolute Extra volume, the Extra volume per assignment shall cover
variations depending on sample assignments later in the Assignment step (e.g., volume loss per tip)
and is added per replicate.

However, if you face any liquid level detection issue increase Extra volume per assignment if issues
are for higher number of assignments of a sample only. Increase absolute Extra volume if issues are
not related to the number of assignments of a sample.

2. Ifyou tick the box next to Mix before aspiration, you can specify the mixing repetitions in the input
labware before the sample is aspirated for sample transfer. The box is enabled only if the selected
liquid class for sample transfer includes mixing before aspiration.

3. [Ifyou tick the box next to Mix after dispense sample to output well you can specify the mixing
repetitions in the output labware after the sample has been dispensed. The box is enabled only if the
selected liquid class for sample transfer includes mixing after dispense.

4. Click OK to confirm your selections and to close the dialog.
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7.14 Environments

QIAgility Setup Manager Software contains 4 different environments.

You can switch to another environment by clicking the appropriate button from the main toolbar. The icon
of the currently active environment is highlighted.

Environment Description
ﬁ Used to jump to the home screen. From here, you can create or open experiments.
(Home)
Home
[ X X
*80 . .
coo Used to set up experiments. (Experiments)

Experiment

Bundles tasks for maintenance, system check and support of QlAgility.
(Service)

Bundles the tasks' custom settings, user and labware management, and calibration.
(Configuration)

Configuration
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7.1.4.1 Home
The Home environment bundles all tasks for creating and opening of experiments and for working with
templates.

=1 QlAgility Setup Manager

File Edit View Help

Configuration

Instrument

Create Experiment ¥r Favorite Templates £? Recent Experiments

Create experiment by wizard Create experiment from template Open or create from experiment

- C\Users\Public\QIAGEN QI Agility\Templates
Gene-Expression PCR -experiment.qsmrx

Y
7“) PCR with normalization-template

=1
%u Pathogen Detection PCR and normalization expe

[ﬂl Sample Pooling

Generic PCR setup

‘;) Generic PCR setup

A with Normalization

= -
PCR Setup with Serial Dilution
HEO

... v

Create from other femplate ... Open other experiment _..

admin admin =+
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The Home environment is divided in three areas:

Creates an experiment using the wizard. Each installed plug-in
comes with its own wizard. The new experiment is empty and does
Create experiment by wizard not contain any data. Most data fields are empty, except those that
are prefilled by the wizard.

Create Experiment

Use this to start an experiment from scratch. For details, refer to
Create an empty experiment.

Creates an experiment using a previously saved template. All data
fields in the new experiment are populated with existing data from
Create experiment from template the template. For details, refer to Create an experiment using a

template.

¢ Favorite Templates

All favorite templates are listed in tabular form below the headline.
For information regarding how to add a template to the list, refer to
Manage favorite templates.

Click the button Create from other template to look for a femplate
that is not in the list using the file dialog.

Opens a previously saved experiment. Use this to modify or adapt a
saved experiment or alternatively, use it fo set up a new experiment
Open or create from experiment that inherits the data from an old experiment. For details, refer to
View recent experiments or Create an experiment from an existing

experiment, respectively.

=2 Recent Experiments

All recently saved experiments are listed in tabular form below the
headline.

Click the button Open other experiment to look for an experiment
that is not in the list using the file dialog.

7.1.4.2 Experiments

The Experiment environment is the environment in which all user interaction with experiments takes place.
This is where experiments are set up and run and reports are created. In order to interact with an
experiment, the experiment must be opened. If a new experiment is created, it is open by default.

All changes to an experiment are performed in the computer's memory. In order to make them permanent,
it is necessary to save the experiment. Before a run is started, the corresponding experiment must be saved.
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The maximum number of experiments that can be opened at one time is 8. Attempting to open more than 8
experiments will result in a warning message.

Tab list —| |

Step _ |
marker

" ClAgility

Flle Edt View Help

. . I,

Button bur{
I

L -
Configuration Instrumer
“Experiment 0. X S
Reaction Setup Basic experiment information
Used kit
Targets [ QuantFast Probe PR Kit (2000) [ (W Scan kit barcade ... |
Controls / Standards Kit
Produst number Lot number Kit xpiey date
123123 06/02/2015
Labware Selection ‘ ‘ @
Assignment Used cyeler
Select cycler K
‘Worktable
(— Main panel
Run
4« Back Next b Save | Start run

Experiment environment with one open experiment.
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The screen of the Experiment environment has four main areas:

Area

Experiment
tab list

Step markers

Main panel

Button bar

Description

The experiment tab control is displayed at the top of the Experiment environment. It shows
all currently open experiments and offers basic experiment management.

A separate tab is displayed for each open experiment. If an experiment name is too long to
be displayed within the available space, the displayed name will be truncated, and ellipses
(...) will be shown at the end of the name. In order to display the full name, simply let the
mouse pointer remain over the experiment name for a few seconds. A tooltip will display the
full name of the experiment.

When you make modifications in any step, an asterisk symbol (*) will be displayed in front of
the experiment name. This is a visual reminder for you that there are modifications that have
not yet been saved. When you save the experiment, the asterisk symbol disappears.

Clicking on the cross to the right of an experiment name will close the experiment. If any
modifications have not been saved, then you will be asked whether the experiment should
really be closed. Closing the experiment without saving the modifications will result in loss of
the modifications.

The following icon appears on the far right of the tab list: B This is a shortcut fo open an
experiment; clicking this displays a file selection dialog that allows you to open an
experiment.

Step markers allow you fo navigate between different aspects of one experiment. The step
markers control the content of the main panel; each step marker is associated with a certain
content of the main panel. To switch to another step, click on the step marker step or use the
Back and Next buttons in the button bar.

Note: It is not required fo follow the steps in order, but it is recommended. You can jump any
active step at any time.

All experiment-specific information is shown and selected in the main panel. The content
depends on the selected step marker.

The button bar is displayed at the bottom of the Experiment environment. It contains buttons
for experiment management functions that are not related to a specific step marker, including
Back, Next, Save and Start run.

The Start run button is only enabled if all requirements for a new run are met (e.g., all
required values have been defined during setup) and if the experiment has not already been
run. For details regarding a run, refer to Starting a run.

Selecting the Save button will save the current experiment. If the experiment has not yet been
named, a dialog will be shown, prompting you to enter a name for the experiment. If the
experiment already has a name (for example, if an existing experiment was opened), the
existing experiment will be overwritten.

The Save button also has a sub-function: Save experiment as. Clicking on the small arrow
to the right of the button will display a menu with the additional choice. The Save
experiment/template as file dialog allows you to enfer a new experiment name and save
the experiment with the new name. Use this option to also create a template from the current
experiment by selecting the file extension for a template in the file dialog.
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7.1.4.3 Service

The Service environment bundles all tasks needed to check and maintain the QlAgility along with tools to
facilitate the communication with QIAGEN Technical Services for technical assistance.

(& Qiagility

File Edit View Help

00000 [y eed I T Fo
00000 Quog
QIAGEN Home Experiment Service Configuration

i Cleaning Procedure {|  Maintenance System Check Support Package Audit Trail

Service environment is organized in five tabls

This environment is organized in five different tabs. You can switch between these tabs by clicking on the
respective button in the tab bar.

Tab Description

Cleaning Procedure  Offers to start the UV lamp as the last step of the cleaning procedure. The UV
radiation cleans possible biological contaminations on the worktable.

Maintenance Maintenance scheduler keeps track of service tasks. Additionally, HEPA filter
replacement can be managed here.

System check Provides several self-diagnostic tools:

e Checking the connection between computer and instrument and within the
instrument itself

e Cycling the pipettor head
e Checking for movement reliability
e Checking the reliability of the liquid-level sensor

Support Package Create a support package to assist your communication with QIAGEN Technical
Services, in case you have an issue.

Audit Trail Allows you to view the system audit trail. This tab is only available for users with
administrator user role.

QlAgility User Manual 02/2022

752



7.1.4.4 Configuration
The Configuration environment bundles all tasks to customize the instrument for your needs. You can set

application settings, select the labware available in your laboratory, perform the instrument calibration and
manage users.

File Edit “iew Help

h B T o

Home Experiment Service Configuration

|

Configuration environment is organized in four tabs

This environment is organized in four different tabs. You can switch between these tabs by clicking on the
respective button in the tab bar.

Tab Description

Settings Specify general settings including directories for experiments and report
customization, set the password policy and e-mail notifications, etc.

Labware Manager Select the labware (adapter, plates, tubes) available in your laboratory.

Calibration Perform an instrument calibration, which is essential for accurate and

reliable results.
User Manager Manage users:
e Create and modify users and their roles

e Activate and deactivate users
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7.1.5  Getting help

QIAgility Setup Manager Software comes with a detailed help system. The help is provided as both a user

manual in PDF format and also as a context-sensitive help system. To access the context-sensitive help,
press the F1 key while you are viewing screens or dialogs.

Toolbar
% QlAgility User Manual I f=re =]
5 i
Hide Back Print  Options
Ta bS ———{— Contents | Search | Favorites | 1
2] welcome seBED Previous Home Next
@ Introduction — QlAGEN

@ Safety information
@ General description
@ Installation procedures
@ Getting started Concepts
o
% SF,:;&L”%E{SE?;‘;Z;, soft| ||| The following concepts are essential to understand how QIAgility Setup
& ([ Basic concepts and gen| ||| Manager software works and get the most out of your workflow:
SRV ts
User roles conce
speriments anc| ||| o Experiments and templates
JLug-in concept
Pratection of fie| ||| ® Plug-in concept
@ General software us, .
@ General elements » Protection of files
@ Ervitonments
Getting help
@ Warking with experiment
@ Administiative tasks
@ Maintenance procedures
@ Troubleshooting
Glozzany
@ Appendices

« Userroles

4 I 2

The help file contains two functional areas:
e Toolbar

e Tabs
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The toolbar contains the following buttons:

Name Icon
Hide or Show -E
Hide
Back <5
Back
Forward =
Forwand
Print =
Prirt
Options Bl
Qptiong

Description

Hides the left-hand side navigation tab. To display the
navigation tab again, click Show. This button appears
instead of Hide.

Returns to the previous screen.

Returns to the screen displayed before using the Back
button.

Provides two options:
e Print the selected topic.
e Print the selected heading and all subtopics.

Select one option and confirm with OK or select Cancel
to go back.

Opens the Options menu with the following entries:

Hide Tabs

Back

Forward

Home

Stop

Refresh

Internet Options...

Print...
Search Highlight Off

The navigation tab contains the following tabs:

Name Description

Contents In the Contents tab the help content can be browsed by topics.
Search Specific help topics can be found by entering search terms.
Favorites Shortcuts to individual help topics can be added and managed.
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7.2 Working with experiments

The Home environment bundles all tasks for creating and opening experiments and for working with
templates. It offers the following functions:

e Creating a new, empty experiment from the Create Experiment section

e Creating a new experiment from a template from the Favorite Template section

e Creating a new experiment from a previously run experiment from the Recent Experiments section

The general workflow is to select a plug-in from the Home environment, define the experiment in the
Experiment environment and finally start the run. It is not necessary to finish the definition of an experiment in
one step. A save function is available at any time, allowing you to save your progress and continue later. To
facilitate the experiment definition, you can use templates or reuse previously run experiments.

Refer to the following sections about available experiment setups:

e Working with gene expression experiments

e Working with experiments for pathogen detection

e Working with sample pooling experiments

e Generic PCR experiments

e Generic PCR setup with normalization experiments

e PCR setup with serial dilution experiments

The QlAgility Setup Manager Software provides the following other workflows:

e Normalization only experiments

e Prepare reaction mix experiments

e Prepare and distribute reaction mix experiments

e Prepare standards experiments

7.2.1  Managing experiments and templates

Experiments and templates are managed in the Home environment. The following section describes how to
work with them.

For details regarding how to create a template and about the template concept, refer to Experiments and
templates.
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7.2.1.1 Create a template

An experiment can be saved as a template for future reuse. Use this function if you plan to enter the same
values for experiment setup for several experiments (e.g., for routinely performed experiments or a series of
runs). Templates do not inherit the assignment and worktable information from the experiment.

Additionally, the Generic PCR Plug-in offers the option o save a quick order template. Quick order
templates inherit the sample input positions, assignment and layout on the output labware.

Prepare an experiment as the basis for the template or the quick order template:

1. Create a new, empty experiment. Alternatively, create an experiment from an existing experiment. For
a quick order template, open the original experiment.

2. For atemplate, enter all values that should be available for reuse in the template.

Note: If you created the experiment from an existing experiment, remove all values that should not be
reused. When using the template, it is easier to recognize that some values are still missing than to
recognize that some values should be changed.

For a quick order template, define the experiment including sample input positions and assignment,
i.e., all wizard steps before the worktable step.

Note: When defining a quick order template, do not use lot numbers/expiry date in the liquid
definitions of the original experiment. Instead, enter lot numbers, if needed, into the comment field on
the run screen.

Note: When using a quick order template, fewer samples than defined in the original experiment can
be run. However, in this case worktable calculation will create different positioning and volumes of
reagents.

3. For a quick order template, save the experiment (as experiment) for later reference, because when
using the quick order template, the definitions made will not be visible anymore. Select, e.g. the
directory that has been defined as default directory for templates.

To save an open experiment as a template or quick order template:

1. Click on the small arrow to the right of the Save button in the buttof the on bar. From the displayed
menu, select Save experiment as.

2. The Save experiment/template as file dialog opens.

3. Select the directory where the template should be saved, e.g. the directory that has been defined as
default directory for templates in the settings of the plug-in. Initially, the default directory for
experiments is shown.

Enter a name for the template in the File name field.

From File type, for a template select the file extension ending with a t (e.g., *.gqsmgt for a template for
use with the Gene Expression Plug-in). To save a quick order template for use with the Generic PCR
Plug-in, select the file extension ending with a qgt.

6. Click Save.

QlAgility User Manual 02/2022 757



Add the created template to the favorite templates section.

7.2.1.2 Manage favorite templates

The software offers the possibility to manage favorite templates in the Favorite Templates list of the Home
environment. For information about how to create a template, refer to Create a template.

= QlAgility Setup Manager _ o x
File Edit View Help o
3333

L
Ql Configuration

Create Experiment vy Favorite Templates =9 Recent Experiments
Create experiment by wizard Create experiment from template Open or create from experiment
- CAUsers\PublicVIAGENWQIAgIlity\Templates
Gene-Expression PCR -experiment.gsmrx
PCR template.gsmrt
.,3‘: Pathogen Detection ey -::-D PCR and normalization expe

)‘-) PCR with normalization-template

Sample Pooling

‘;‘ Generic PCR setup

-
= =

Q;.D Generic PCR setup

with Mormalization

3@ PCR Setup with Serial Dilution

- Dithar T

Create from other template ... Open other experiment ..

admin admin = B

A maximum of 11 templates can be displayed. When this limit is reached, the oldest template will be
removed from the list. The template name will be truncated if the available space is exceeded, and ellipses
(...) will be shown at the end of the template name. To display the full name, move the mouse pointer over
the experiment name and after a few seconds, a tooltip will be displayed showing the full name.

Templates can be added or removed from this list, and new experiments can be created based on these
templates. In addition, this section offers the option to create experiments based on templates that are not
contained in the list of favorite templates.

Adding a folder with templates
1. Click on the Home icon in the main toolbar to change to the Home environment.

2. The Favorite Templates list in the middle will display all favorite templates.
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3. Click on the plus icon in the list header:
¢ Favorite Templates
Create experiment from template
4. Select the folder where your templates are located. The file extension of a template depends on the

plug-in that it's compatible with. See the table below for more information about file extensions. Click

OK.

Plug-in File Extension
Gene-Expression *.qsmgt
Pathogen Detection *.qsmpt
Sample Pooling *.gsmpoolit
Generic PCR *.gsmrt
Generic PCR Quick Order *.gsmrqt
@ Select folder
Look in [Templates ¥ ] [ =) ]
c:
Path Users
Name Public
QIAGEN
QlAgility
Templates

0:

Folder name

Folder selection
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@ Select folder

Look in [Templates "] [ =] ]
Path CAUsers\PubliciQIAGENQIAglity Templates
Name a  Last modified

Folder name

G ) ancer

Selected folder

Note: The Select folder dialog does not show the contents of the selected folder. To view the contents

of the folder, use your preferred file manager application.

Templates from the selected folder will be added to the Favorite Templates list.

Removing a template

1.

© N oW

Click on the Home icon in the main toolbar to change to the Home environment.
The Favorite Templates list in the middle displays all favorite templates.

Move the mouse pointer over the template name.

The context menu icon appears (E)

Click on the icon.

The context menu is shown.

Click on the Remove from favorites command.

The selected template is removed from the Favorite Templates list.

Note: Removing a femplate using the steps above will not physically delete or modify the template file. It will
only be removed from the Favorite Templates list.
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7.2.1.3 View recent experiments
When an experiment is saved or run, it is automatically added to the Recent Experiments table in the
Home environment:

&l QlAgility Setup Manager _ O w

File Edit View Help o

Configuration Instrument

Create Experiment ¥r Favorite Templates £? Recent Experiments

Create experiment by wizard Create experiment from template Open or create from experiment ‘.

C\Users\Public\QIAGENWQIAgility\Templates
Gene-Expression PCR -experiment.qsmrx

Y
}l) PCR with normalization-template

= i =
== Pathogen Detection ) PCR and normalization expe

[n] Sample Pooling

Generic PCR setup

‘;@ Generic PCR setup
A

with Normalization

H.

= -
PCR Setup with Serial Dilution
HEO

... v

Create from other femplate ... Open other experiment _..

admin admin =+

The most recent experiment appears at the top of the list. A maximum of 11 experiments can be displayed.
When this limit is reached, the oldest experiment will be removed from the list.

The experiment name will be truncated if the available space is exceeded, and ellipses will be shown at the
end of the experiment name. To display the full name, move the mouse pointer over the experiment name,
and after a few seconds, a tooltip will appear with the full name.

Opening an existing experiment
1. Click on the Home icon in the main toolbar to change to the Home environment.

2. The Recent Experiments table on the right displays all recent experiments.
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3. Click on the experiment name you want to open. Alternatively, position the mouse pointer over the
experiment name. Click on the context menu icon that appears (E), and select Open experiment.

Optional step: If the experiment is not listed because it has been pushed off the list by newer
experiments, click on the Open other experiment button at the bottom and select the experiment from

the file dialog.

4. The experiment is opened in the Experiment environment

Note: Alternatively, you can use the Open experiment command from the File menu to open an

experiment.

© ooy S

File | Edit “iew Help

Create New Expenment
Create Mew Experiment from Template

Open experiment ...

: N

Logout

Change Password

Removing an experiment from the list of recent experiments
Follow these instructions to remove an experiment from the Recent Experiments list:

1. Click on the Home icon in the main toolbar to change to the Home environment.

N oL e Wb

Note: The experiment will still be available via the Open other experiment button.

The Recent Experiments table on the right displays all recent experiments.
Move the mouse pointer over the experiment name you want to remove.
The context menu icon (E) is displayed.

Click on the context menu icon to open the context menu.

Select the Remove experiment from recent list command.

The selected experiment is removed from the recent experiments list.

QlAgility User Manual 02/2022

762



7.2.2  Creating an experiment

You can create an experiment either by
e Creating a new, blank experiment without any data, or

e Creating an experiment with data inherited from a previously saved experiment or femplate.
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7.2.2.1 Create an empty experiment

There are two ways fo create an empty experiment:

e Using the Home environment
In the Home environment, all plug-ins are listed in the Create Experiment list. Move the mouse pointer
over one of the plug-in entries and click on it. The new experiment is created and displayed in the

Experiment environment.
=l OlAgility Setup Manager

File Edit Wiew Help

00000
(1111
QIAGEN

Configuration

Home Experiment

Create Experiment vy Favorite Templates

Create experiment by wizard Create experiment from template

- C\Users\Public\QIAGEN W Agility\Templates

ﬂ Gene-Expression
k -
ﬂ@ PCR with normalization-template
on

D= .
Fli‘? Pathogen Detecti

e Using the File menu
To create a new experiment using the main menu, select File from the main menu and move the mouse
pointer over the Create New Experiment command. A submenu containing all available plug-ins is
shown. Click on the desired plug-in fo create a new, blank experiment.
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=l QlAgility Setup Manager

File | Edit Wiew Help

| Create new experiment F Gene-Expression
Create new experiment from template ... Pathogen Detection
Open experiment ___ Sample Pooling
Save Generic PCR setup
Save 38 Generic PCR setup
with Mormalization
Login PCR Setup with Serial Dilution
Logout Other workflows ..
Change password ... ]
] ) nt by wizard Create
Service login ...
} - Chl=ers
Exit L .
EXpression M
7.2.2.2 Create an experiment using a template

There are two ways fo create an experiment based on a template:
e Using the Home environment

In the Home environment, favorite templates are listed in the Favorite Templates list. You can either
click on one of the listed templates, or if the desired template is not listed, click on the Create from
other template button at the bottom to open the file dialog that allows you fo select a folder that
contains the femplate. In both cases, a new experiment will be created containing all data from the
selected template.

17 Favorite Templates
Create experiment from template

CAlsers\Public\QIAGEN W Agility\ Templates

- . . Select a
@ PCR with normalization-template — listed
ra template
[ Create from other template __. ]q._ DPEI"I a
template

For details on how to add a template to the favorite list, refer to Manage favorite templates.
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e Using the File menu

To create a new template-based experiment using the main menu, select File from the main menu and
click on the Create New Experiment from Template command. The file open dialog is opened,
allowing you to select a template. When you confirm the file dialog, a new experiment will be created

containing all data from the template.

Flje| Edit “iew Help

Create New Expernment
Create New Experiment from Template

Open experiment __.

Logout

Change Password

Bt

For details of the template concept, refer to Experiments and templates.

7223 Create an experiment from an existing experiment

There are two ways fo use an existing experiment as a starting point for creating a new experiment:

e Like a template: inherit the data of the experiment, but not the sample information. Use this option if you

want to provide new sample name only. If you often create an experiment based on the same experiment,

consider creating a template and add it to the favorite femplates list.

e Make a copy: inherit the data of the experiment, including the sample information. Use this option if you
want to rerun the same experiment again with the same sample names and the samples placed in the

same positions on the input labware.

To use the existing experiment like a template, follow this procedure:

1. Change to the Home environment.
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2. Move the mouse pointer to the desired experiment in the Recent Experiments list.

Note: In case the desired experiment is not listed here, click on the Open other experiment button at
the bottom to open it once using the file dialog that appears. Now the experiment will be listed in the
Recent Experiments list. Close it and start again with step 1.

Hold the mouse pointer over the desired experiment.

The context menu icon (E) appears.
Click on it.

o 0 kW

The context menu is opened.

=2 Recent Experiments

Open or create from experiment

Multiplex GPCR-like 5Var2.

Multiplex GPCR-like 5 Vari . |k

Open experiment ...

. . UUse as template for new experiment €—
Multiplex GPCR-like 5.gsma:

Remove experiment from recent list

7. Click on Use as template for new experiment.

8. A new experiment will be created based on the data from the selected experiment (excluding the
sample information), and will be displayed in the Experiment environment.

To use the existing experiment as a copy, including the sample information, follow this procedure:

1. Change to the Home environment.

2.  Click on the desired experiment in the Recent Experiments list fo open it.

3. Note: In case the desired experiment is not listed here, click on the Open other experiment button at
the bottom to open it once using the file dialog that appears.

The existing experiment will be displayed in the Experiment environment.

Click on the small arrow to the right of the Save button in the button bar. From the displayed menu,
select Save experiment as.

6. The Save experiment/template as file dialog opens.
Select the directory where the new experiment should be saved.

8. Enfer a name for the new experiment in the File name field.
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9. From File type, select the file extension ending with a x (e.g., *.qsmgx for an experiment for use with
the Gene Expression Plug-in).

10. Click Save.

11. A new experiment will be created based on the data from the existing experiment (including the sample
information), and will be displayed in the Experiment environment. The existing experiment will close
automatically.

7.2.3  Working with gene expression experiments

The Gene Expression Plug-in enables easy and convenient gPCR setup of your gene expression experiments
using dedicated lines of QIAGEN kits including QuantiTect, QuantiFast, QuantiNova and Rotor-Gene.

New gene expression experiments are defined in the Experiment environment of the software. When a new
experiment is created, only the Reaction Setup step will initially be enabled. All other steps will become
available once the required information has been entered in the Reaction Setup step. The coloring of the
Targets step will change to yellow as a visual reminder that required information still needs to be entered.
This is a general principle when working in the Experiment environment.

The experiment wizard has 7 steps that guide you through the run setup process:

Reaction setup
Targets

Controls/standards

Labware selection

Assignment
Worktable

Run

N oA =

An experiment can be saved at any time using the Save or Save as buttons in the button bar. The file
extension for gene expression experiments is *.gsmgx, and for templates *.qsmgt (QIAgility Setup Manager
Gene Expression Experiment, and Template, respectively). The Start run button will be disabled as long as
there are incomplete or invalid steps or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.2.3.1 Reaction Setup step

The Reaction Setup step is used to make basic selections, such as the kit to be used, the preferred cycler
and the volume definitions. When you create a new experiment, the Reaction Setup step will be the only
active step, and within this step, only the Used kit menu will be active. The other controls will initially remain
inactive, but will become visible once you have selected the kit o be used in the reactions.
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Service Configuration

*Experiment_0... *
Reaction Setup > Basic experiment information
Select kit
Targets [ Selest kit... Ly

Controls / Standards

Labware Selection

Assignment

Workiable

Select the kit to be used from the Select kit drop-down menu.

Select kit
[ Rotor-Gene Multiplex PCR Kit (400) v] For fast multi I-ime PCR, two-step RT-PCR, and one-step RT-PCR
using sequence-specific probes on Rotor-Gene cyclers

Once selected, a kit description is displayed next to the selection menu. When you are using a kit for
the first time, we recommend reading it carefully. It contains important information regarding the
experiment setup.

The Kit information and Used cycler fields are displayed.

Kit information

Product number Lot number Kit expiry date
L

Optionally, enter the Lot number and the Kit expiry date in the corresponding fields for
documentation purposes.
Note: You can use the date picker (E) to open an interactive calendar for entering the dates.

Select the cycler to be used from the Select cycler and output format drop-down menu.

If the selected cycler requires a passive reference, the Passive reference option will be enabled.
Select this option to use passive reference.

Note: If the selected kit contains a passive reference and the passive reference option is selected, the
software will automatically add the passive reference to the additional reagents list (see Target step)
along with the recommended volume for your setup.
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6. The Volume definitions area is displayed. The fields may vary depending on your specific kit and
cycler selection.

Volume definitions

N . Use option "Use ready-made reaction mix" if a prepared reaction mix is
p"l volume [ samples are covered with top-elute ® used that already contains the kit master mix and all target-specific
pl[1-25u0 - _ components (such as primers and probes).
[ Use ready-made reattion mix Additional reagents andfor water may be included by the instrument.
Total reaction volume
25 [wpo-sopn

Note: The default values that appear in the volume fields are the recommended values from the kit
handbook for your setup.

7. Enter the volume data in the corresponding fields:

Field Description

Sample input volume Enter sample input volume. This is the volume of sample, controls
and standards that will be added to the reaction mix.

Total reaction volume Enter the total reaction volume. This is the volume of the final
reaction mix including reaction mix and sample, control or
standard.

8. If your samples are covered with TopElute Fluid, indicate this using the corresponding check box. The
QIAgility will pipet the samples accordingly.

9.  Check the box next to Use ready-made reaction mix to indicate whether you have already prepared
the reaction mix containing the kit master mix and all target components. Enter the reaction mix volume
per reaction. Later in the worktable step, you will be asked to place this prepared mix onto the
worktable.

10. Click Next to proceed.

7.2.3.2 Targets step

The Targets step is used to define primer-probe mixes or single components for the targets. All defined
targets and primer-probe mixes are listed in the Targets tables. At least one target needs to be defined.

Optionally, additional reagents can be defined to be added to the reaction mix. Defined reagents are listed
in the Additional reagents table. The QlAgility will add these reagents to the assay points during run, if you
select the option Use ready-made primer-probe mixes in the Reaction Setup step.

Click Next to proceed.
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Reaction Setup Define targets and reagents
Targets
Targets > Tarpet name Content Target type Reporter Actions
I GAPDH GAPDH rev (0.5 uM); GAPDH for (0.5 uM); GAPDH Probe (0.2 pM); Reference  HEX (=]
Controls / Standards I GPCRAike 5 5 rev (0.5 pM); 5 for (0.5 pM); 5 Probe (0.2 pM); Test JOE (][]

Labware Selection

Assignment

Worktable
Run
Additional reagents
Name Content Actions
M2+ Tl @E
Targets step
7.2.3.2.1 Defining targets and mixes

You can choose whether the QlAgility should use single components (primers and probes) or ready-made
primer-probe mixes.

To define:
e a new primer-probe mix for one or several targets
e or single components for one target

proceed as follows:

1. Click on New target below the Targets table.
2. The Add target dialog will be displayed. Refer o Add target dialog for details.

3.  New rows for the defined primer-probe mixes or single components for the targets will be added to
the Targets table.

Actions
. . 2] ][ %] . :
The buttons in the Actions column | 'I=—====! of the Targets table have the following functions:
Button Action Description
To edit a target The Edit target dialog will open, displaying the values that have

been entered in the Add target dialog.
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IEl To duplicate a target The Duplicate target dialog will open, displaying the values that
have been entered for the original target. The target names will
initially display a copy of the target.

IE' To delete a target Deletes the row in the Targets table.

7.2.3.2.2 Add target dialog

The Add target dialog contains two major options at the top:

Use ready-made Select this option if you intend to load a ready-made primer-probe mix in one

. . single tube for the run.
primer-probe mix i . ) i
You can define several target names. There is also the option to define the

components for documentation purposes.

Use single Select this option if you intend to load primers and probes in individual tubes for

the run.
components . . .
Define one target name and the components (primers and probes) related to this

target name.

@ Add target

O Use ready-made primer-probe mix

(®) Use single components

Target definition
Target name Target type Reporter
Al
I GAPDH Refer.. | v | [ HEX |
Components
Tube Name Conc. in assay reaction [pM] | Stock concentration [pM] | Volume per reaction [jl]
hl hl Al hl
1 | GAPDHrev 05 20 05 [x]
hl Al hl
2 | GAPDH for 05 20 05 [x]
Rl hl Al hl
3 |GAPDH Probe 02 4 1
| Addprimer || Addprobe |

Dialog to load primers and probes in individual tubes for the run.
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To define single components for one target

1. Select the option Use single components.

2. Enter a target name. The Target name cell will be colored yellow as a reminder that this entry is

required.

3. Click on the menu in the Target type column and select a target type:

Target type

Test
Reference
IC

Target type
Test

Reference

IC

Description
Use this target type for your gene of interest or the targeted region.

Use this target type for reference targets, such as housekeeping genes or other
endogenous controls.

Use this target type for internal controls (IC). Internal controls are either added
during sample extraction or before PCR setup.

If the kit contains an IC, define a corresponding IC target. Later, when assigning
samples and targets to the output labware, either select that your samples already
contain the IC or that the QlAgility shall add an IC to the reaction.

If you use an own IC, you can also define an IC target. If you want to use the IC for
selected samples only, the samples on the input labware must already contain the
IC when loading them onto the worktable. Alternatively, if the IC shall be used with
all the samples in the run and the samples do not yet contain the IC, you can
define the IC as an additional reagent. The IC will then be added by the QlAgility
to all reaction mixes.

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for

the target:

Reporter

| L

SYBR Green 1
SYBR Green |
Cys

Crnmson

RO

SYBR

Green

FAM
SYBRGREENT1
SYBRGREENI

Yellow Orange

JOE ROX

VIC CALFLUORRED610
HEX CY35
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FLUORESCEIN TET TEXASRED
ALEXAFLUOR488 MAX ALEXAFLUOR568

CALFLUOR

GOLD540

YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUORé633 BOTHELLBLUE LIGHTCYCLERRED705
LIGHTCYCLERRED640 ALEXAFLUOR350

AMCAX

Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
emply, you can type it into the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

5. Inthe Components table, define the primers and the probe (steps 6-10).
6. Click on Add primer to add a primer or click on Add probe to add a probe.

7. A row for the primer or probe will be added to the Components table and the Name cell will be
colored yellow.

Note: A Delete icon (X)) will be displayed in the last column of each component row. Click on it if you
would like to delete a component.
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8. Enter the name of the primer or probe.
The QlAgility Setup Manager Software will prompt you at a later step to place a tube with the name of
the primer or probe onto the worktable.

9. Enter the Volume per reaction of the primer or probe.
Alternatively, you can specify the concentration in the assay reaction along with the stock concentration,
and the software will automatically calculate the Volume per reaction.

10. To define all components, repeat steps 6-10.
11. [If the single components of the target have been defined, click OK. The dialog will close.

12. The target will be listed in the Targets table.

Note: The software automatically assigns a color to each defined target name. If you would like to select a
different color, you can click on the colored rectangle in the first column to open the Colors dialog:
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@ Add target

@ Use ready-made primer-probe mix
(0 Use single components

Target definition (list the individual targets of the mix herg)
Target name Target type Reporter

'GAPDH ‘[Refere___Y][HE}( v]@

ilGPCR—ike& ‘[Tesi v]l[we  [v][x]

Add target

Volume per reaction

Dl Wl [0 - 20 pl

Components {optional, for documentation only)

Tube Name Conc. in assay reaction [uM] A
GAPDH rev ) 05 [x]
GAPDH for ) 05| [x]

1 | GAPDH Probe b 02| [%]
5 rev b 05 [x]| v
[ Addprimer || Addprobe |

Dialog to load a ready-made primer-probe mix in one single tube for the run.

To define a ready-made primer-probe mix
1. Select the option Use ready-made primer-probe mix.

2. Enter a target name. The Target name cell will be colored yellow as a reminder that this entry is
required.
Note: To name a target mix, you can either choose one name that indicates the target mix name, or
you can define several different target names. In the software, these targets will always be handled
together, because they are part of the same mix. The QlAgility Setup Manager Software will prompt
you at a later step to place a tube with the name of the target mix onto the worktable. If you defined
several different target names, the software will display a list of the targets for that tube.
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3. Click on the menu in the Target type column and select a target type.

Target type

Test
Reference
IC

Target type
Test

Reference

IC

Description
Use this target type for your gene of interest or the targeted region.

Use this target type for reference targets, such as housekeeping genes or other
endogenous controls.

Use this target type for internal controls (IC). Internal controls are either added
during sample extraction or before PCR setup.

If the kit contains an IC, define a corresponding IC target. Later, when assigning
samples and targets to the output labware, either select that your samples already
contain the IC or that the QlAgility shall add an IC to the reaction.

If you use an own IC, you can also define an IC target. If you want to use the IC for
selected samples only, the samples on the input labware must already contain the
IC when loading them onto the worktable. Alternatively, if the IC shall be used with
all the samples in the run and the samples do not yet contain the IC, you can
define the IC as an additional reagent. The IC will then be added by the QlAgility
to all reaction mixes.

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for

the target:

Reporter

| L

SYBR Green 1
SYBR Green |
Cys

Crnmson

RO

SYBR

Green

FAM
SYBRGREENT1
SYBRGREENI
FLUORESCEIN
ALEXAFLUOR488

Yellow Orange

JOE ROX

VIC CALFLUORRED610
HEX CY35

TET TEXASRED

MAX ALEXAFLUOR568
CALFLUOR
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GOLD540

YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUOR633 BOTHELLBLUE LIGHTCYCLERRED705
LIGHTCYCLERRED640 ALEXAFLUOR350

AMCAX

Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

5. Optional step: To add further target names, click on Add target and repeat the steps 2-5.

Note: After you have created at least two targets, a Delete icon (%)) will be displayed in the last
column of each target row. Click on it if you would like to delete a target.

6. Enter the volume per reaction of the primer-probe mix in the Volume per reaction field.

7. Inthe Components table, you can define the primers and the probe (steps 8-12).
Note: Steps 8-12 are optional.

Click on Add primer to add a primer or click on Add probe to add a probe.
9. A row for the primer or probe will be added to the Components table and the Name cell will be
colored yellow.

Note: A Delete icon (%)) will be displayed in the last column of each component row. Click on it if you
would like to delete a component.
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Enter the Concentration in the assay reaction in the corresponding cell.

Optional step: To add further primers or probes, repeat steps 8-11.

If the target or primer-probe mix has been defined, click OK. The dialog will close.

The primer-probe mix will be listed in the Targets table. The targets defined in the dialog share the

10. Enfer the name of the primer or probe.
11.
12.
13.
14.
same Content cell.
72323 Defining additional reagents

Additional reagents can be managed (added, duplicated or deleted) using the Additional reagents table
at the bottom. The table lists the reagent name and the volume per reaction.

Adding an additional reagent

1.
2.

To add a new reagent click on New additional reagent.

The Add additional reagent dialog will open. For details, refer to section Add additional reagent

dialog.

The reagent will be displayed as an additional row in the Additional reagents table.

The buttons in the Actions column
functions:

Button Action

4

1=

To edit a reagent

To duplicate a reagent

To delete a reagent

Actions

(2] [um][x]

of the Additional reagents table have the following

Description
The Edit additional reagent dialog will open, displaying the values
that have been entered in the Add additional reagent dialog.

The Duplicate additional reagent dialog will open, displaying the
values that have been entered for the original reagent. The reagent
names will initially display a copy of the reagent.

Deletes the row in the Additional reagents table.
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7.2.3.2.4 Add additional reagent dialog

@ Add additional reagent

Reagent name
Mg2+

Concentration in assay reaction Stock concentration Volume per reaction
1 i [0 - 20 pf

Dialog to enter an additional reagent

1.  Enfer the reagent name.

2. Enter the Volume per reaction. Alternatively, you can specify the concentration in the assay reaction
along with the stock concentration, and the software will automatically calculate the Volume per
reaction.

3. Click OK.

4. The reagent will be displayed as an additional row in the Additional reagents table.

Note: The QlAgility will add the additional reagent to the assay points during run.

7.2.3.3 Controls/Standards step

This optional step is used to define controls and standard series. If you do not intend to use controls or
standards for the run, proceed by clicking Next.

The screen contains two tables: Controls and Standard series. Both tables have an Actions column with
interactive buttons to manage the controls and standard series.

Adding a control or standard series
1. Click on Add control or Add standard series.

2. The Add control or Add standard series dialog will be opened. For details, refer to Add control
dialog or Add standard series dialog, respectively.

3. The control will be added to the Controls table, and the standard series will be added to the
Standard series table.

4. Click Next to proceed.
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see

£ -

Service Configuration Instrument

Reaction Setup Define controls and standards
Controls
Targets Sequence Name Target Targettype | Control type Replicates Actions
GAPDH Reference NTC
14 | NTC GAPDH + GPCR-ike 5 < @ E
Controls / Standard > GPCR-like 5 Test NTC
Labware Selection
! " Add control |
Assignment Output labware order
Worktable Standard series
Sequence Name Concentration Target Target type Type Replicates Actions,
19 Standard Series 5 100 copies/yl / 10 copies/ul / 1 copiesful | GPCR-like 5 Test Qs 3
e 10 coies 1 copsty 2]l [x]
= Add stancard sorics. |
Outputabuare onder

Controls/Standards step

The buttons in the Actions column of the Controls table and the Standard series table have the following
functions:

Button Action Description
To edit a control or The Edit control or Edit standard series dialog will open,
standard series displaying the values that have been entered in the Add control or
Add standard series dialog.
El To duplicate a control The Duplicate control or Duplicate standard series dialog will
or standard series open, displaying the values that have been entered for the original

control or standard series. The control or standard series names will
initially display as a copy of the control or standard series.

IE' To delete a control or Deletes the row in the Controls or Standard series table.
standard series

Changing the order of the output labware

You can change the order of the controls and standard series using the up and down arrows below each
table. Use this option to change the order of several controls within the controls section or the order of
several standard series within the standard series section. The order of the output plate will be based on the
order indicated in these tables.

Output labware order

Click on the up and down arrows to move the currently selected control or standard series up or down.
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7.2.3.3.1 Add control dialog

@ Add control

Control name
NTC GAPDH + GPCR-like & 4 | 7 | Replicates
Target Target type Reporter Control type
i ] caron Reference | HEX NTC v
[l I GPCR-like 5 Test JOE NTC v

oK ) e

NTC for a multiplex assay

1.  Enter a control name in the Control name field.

2. Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

LN e G ol ek
=
|

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

3. The software lists all defined targets and target mixes in the table below. Select at least one of the
targets by activating the check box in the first column of the desired target(s).

Note: Selecting more than one target per control will result in a multiplex assay, including all selected
targets in one reaction mix.
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4. Select the control type using the drop-down menu in the Control type column:
Control type

= 1]

Select
POS
NTG

Option Description
POS A positive control will be added to the assay points.

NTC Water from the kit will be added to the assay points.

5. Click OK to confirm and close the Add control dialog.
6. The control will be added to the Controls table.
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7.2.3.3.2 Add standard series dialog

@ Add standard series

Standard series name

Standard Series 5 | 3 | v |Replicates

Target
| GPCRHike 5 v |

= :

[] Use ready-made standard series

Dilution step=s Stock Concentration unit
1000 [ copies/yl v
Sequence Name of standard Dilution ratio Concentration
Al Al Al
1 Standard 1 1:10 100
Al Al Al
2 Standard 2 1:100 10
Al Al Al
3 Standard 3 11000 1

Dialog for standard series

1.  Enter a name for the series in the Standard series name field.

2. Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

[ T R P I LR
=
|

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.
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Select a target from the Target drop-down menu.
Optionally, you can select one IC target from the IC target drop-down menu.

Check the option Use ready-made standard series, if you intend to load the ready-made dilutions
individually for the run.

Uncheck the option if you plan to load one tube containing the standard stock and would like for the
QIAgility to automatically create the dilutions for the standard series during the run.

6. Select the number of dilution steps from the Dilution steps menu.
Dilution steps

LT e Gl fod wi
&
-

The number of rows in the table at the bottom is dynamically correlated with the number of dilution
steps you select in this step.

Note: The number of dilution steps are listed in an editable menu. If the number you need is not listed,
you can type it info the menu field. For more details about editable menus, refer to the section Entering
data.

Note: In order to use the actual stock as the first standard, define the first standard to have the same
concentration as the stock (dilution ratio will be 1:1 in this case). If the option Use ready-made
standard series has not been checked, the QlAgility will directly use the stock as template for the
assay points of this standard.

7. If the option Use ready-made standard series has not been checked, enter the stock concentration in
the Stock field and select the concentration unit using the Concentration unit drop-down menu.

Concentration unit

g

Uil

Ul
copiesfreaction
copies/ml
copies/pl
Haipl
ngfreaction
ngipl

parul
Samut

Hh
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8. For each dilution step, enter either a dilution ratio or a concentration. The other value will be
calculated automatically by the software. Optionally, enter a meaningful name into the Name of
standard cell. This is especially important if you plan to define more than one standard series.

Note: The dilution ratio refers to the stock concentration.

Note: Concentration values lower than 0.01 will be displayed in scientific format, e.g., 1.00E-03
represents 0.001.

Note: This step is optional if the option Use ready-made standard series has been checked.

9. Click OK to confirm and close the Add standard series dialog.

10. The standard series will be added to the Standard series table.

7234 Labware Selection step

Use the Labware Selection screen to select the labware for the input side and the output side and to define
the sample information (sample ID, concentration, description). Enter the sample IDs manually using the
Sample editor or add the sample information by importing it from a sample input file.

The screen is split into two similar panels: define the input labware on the left side, and define the output
labware on the right side.

Service  Configuration

Reaction Setup Define input labware, samples, and output labware

Input labware ¥ Output labware
Targets

E Use sample IDs or existing sample input file Options

| sta (®) Enter sample 1Ds (®) Use new output labware
(O Load existing sample file (O Use existing output labware
Labware Selection > Load sample file Ml Scan labware barcode Load output labware file I Scan labware barcode ..
Assignment Input labware fype Output labware type
=signm [ QIAGEN S-Block 96 Well v [(QIAGEN Rotor-Dist 100/ Rotor-Gene Q. Rotor-Disc 100 Ea ¥

Workiable I
Run

Labware Selection step

To define the input labware:
1. Check the option Use sample IDs or existing sample input file.

2. Select either Enter sample IDs to define sample IDs manually using the Sample editor, and proceed
to step 3.

Alternatively, select Load existing sample file to use a sample input file, and proceed to step 11.
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To select the input labware type:

3. Click on the Input labware type drop-down menu.

4.  All previously selected labware types will be listed. The Choose other labware option will be listed

last.
Input labware type

| 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Taperes ¥ |

QIAGEN S-Block 96 Well

Choose other labware...

1.5 mil tapered tube (QAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Base Tubes

5. Select your input labware in the drop-down list. If it is not listed, click Choose other labware to open

the Labware browser.

® Labware browser

Filter options

Category
| stangara 95 wel v

[ Shows available labvware only

[] Advanced options

Al

Al

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
QIAGEN Elution Microiubes RS
QIAGEN S-Block 96 Well

Labware adapter

Select the adapler fo be used.

Catalog number
19585

Name
QIAGEN 5-Block 96 Well

Dead Volume
40 pl

Resetfiter | [ Apply fiter

[

In the filter options, select the labware category from the Category drop-down menu. Select the option

Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then also select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Input labware types drop-down menu

Note: For more details about the Labware browser, refer to the section Using the labware browser.

6. Optional step: If you want to use the cooling block for the input labware, check the option Use

cooling block next to the Input labware type.

To define samples manually:

7. Click Define samples.
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8. The Sample editor will be opened, and the Sample ID fields will be colored yellow to indicate that
this information is required.

@ Sample editor

Pos. | Sample ID Conc. [ngipl] | Description A
Al - -
] ]
A2
] ]
A3
] ]
Ad
] ]
Ab
] ]
AB
] ]
AT
] ]
AB
] ]
A
a ]
Al
- -
A1l
- -
Az
- -
B4
] ]
B2
] ]
B3
] ]
B4
] ]
BS
] ]
B&
] ]
B7
] ]
BE&
] ]
B
a ]
B10
- -
B11
- - -
B1z v
OK Cancel
7

9. Entfer each sample ID and optionally, enter the concentration and sample description.

Note: Alternatively, you can automatically generate sample IDs using the context menu. Select the
relevant cells. Press the SHIFT key and left-click to select multiple adjacent cells or press the CTRL key
and left-click to select multiple non-adjacent cells. Then right-click o open the context menu and click
on Auto-generate sample names.

Copy Cirl+C

Auto-generate sample names

Note: For more details about the sample editor, refer to the section Editing sample names.

10. Click OK to close the Sample editor. Proceed to step 16.
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To define samples by using a sample input file:

11.

12.
13.

14.

15.

The Load sample file and Scan labware barcode buttons are enabled, if the option Load existing
sample file had been checked.

E Use sample IDs or existing sample input file

() Enter sample D=
@ Load exizting sample file

s [ I Scan labware barcode .|

Click the Load sample file button and select the desired sample file. For details, refer to File dialog.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan labware barcode button. The Scan labware barcode dialog opens. Scan the barcode
and confirm by clicking OK. For details, refer to Scan labware barcode dialog.

The software loads the sample information from the sample file and displays the sample editor.
Optionally, edit the sample information. Then click OK to confirm.

If the sample information file also contains the labware type, it will automatically be selected in the
Input labware type drop-down menu.

Note: This is only possible for files in QDEF format.

To define the output labware:

16.

17.

18.

You can either Use an empty output labware or Use an existing output labware. The option Use
empty output labware is initially selected and can be used for most runs.

In some cases, the sample input is limited, and one setup run is not sufficient to completely fill the
output labware. In these situations, you can perform more than one run to completely fill the output
labware. When doing this, the output file needs to be saved after the first run. Then, the output file from
the first run can be loaded and used as a starting point for the second run. All used positions from
previous runs will be blocked for usage in this run. Later in Assignment step, new samples will be
added without gap. After the second run, the information from both runs can be saved in the output
file. To set up the second run properly, you must indicate that you are reusing a partially used output
labware by loading an import file and also load the respective output file from the first run. In this case
select the option Use an existing output labware and proceed to step 19.

Select the output labware from the Output labware type menu on the right. It includes all labware
suitable for the selected cycler. A fitting adapter is automatically added if marked as available in the
labware manager. Proceed to step 22.

Note: If the selection is yellow, you are required to mark the labware or a fitting adapter as available
in the Labware manager.

Note: If the labware to be used is not listed, select Choose other labware to open the Labware
browser.

Optional step: If you want to use the cooling block for the output labware, check the option Use
cooling block next to the Output labware type.
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Alternatively, load a labware file for the output labware:

Note: It is required that you have saved the output file after the previous run of the output labware. If you
have not yet saved the file, open the corresponding experiment in parallel, navigate to the Run step and
click Save output file.

19. The Load output labware file and Scan labware barcode buttons are enabled, if the Use existing
output labware option had been selected.
Options
(0) Use empty output labware
@ Use exizgting output labware (partially filled labware from a previous run)

[ M Scan labware barcode .. ]

20. Click the Load output labware file button and select the desired labware file. For details, refer to File
dialog.

21. Alternatively, click the Scan labware barcode button. In the Scan labware barcode dialog, scan the
barcode and confirm by clicking OK. For details, refer to Scan labware barcode dialog. Using the

information from the loaded file, the software will automatically select the Output labware type. In
addition, the positions that were used with this labware for a previous run will be blocked.

22. Click Next to proceed.

7.2.3.5 Assignment step

The Assignment step screen shows a graphic visualization of the input labware on the left and the output
labware on the right. It is designed to support flexible and intuitive assignment of sample-target
combinations to the output labware. Single and multiplex assay points can easily be generated for selected
samples.
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Assign Remove assignment
Assignment step
Input

The Graphic tab of the Input panel on the left side of the screen shows all sample positions on the input
labware. The meaning of the different symbols is described below:

Name
Sample

™ Empty position
Assigned sample

Selected sample

Selected assigned sample

Description

Position for which a sample ID has been defined (either using the
Sample editor or from a sample file).

Position for which no sample IDs have been defined. The position
cannot be used for the run.

The sample has already been selected once for assay setup on
output labware.

Currently selected sample.

Note: It is possible to select samples and samples that have been
already assigned at the same time.

Currently selected, already assigned sample.

Note: It is possible to use the same sample multiple times to create
assay points on the output labware.

Use the List tab of the input panel to view or edit the sample definition again. In the List tab, you can
change the sequence of samples for the input labware by clicking the column header Pos. of the position
column. This might be required to guarantee a certain sample sequence on output labware, because this
sequence is used when assigning selected samples to the output labware.
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At the bottom of the panel is a table showing all targets defined in the Targets step, along with a
Replicates menu.

In order to assign a sample to an assay point, select the sample position(s) and then the target(s) you would
like to assign to the selected sample(s). Then set the number of replicates. When you click the Assign
button, the selected samples and targets will be assigned to assay points created on the output labware.
Each combination of targets assigned to the output labware will result in the setup of a target reaction mix
including the target-specific components.

Output

The Graphic tab of the Output panel on the right side of the screen shows a graphic visualization of the
output labware. When entering the screen, the software automatically places all standards and controls
from the Controls/Standard step. The creation of assay points containing samples depends on the
assignments you make in this step, and the output side will be updated when you confirm an assignment at
the input side. The assay points are colored with the targets. Standards and controls are indicated by an
additional small symbol. If you hover with the mouse over one target color of an output position, the
software displays the sample ID, the target and the target type for that position.
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Use the List tab of the output panel to view the assay points that have been created.

Output

Pos.

A1

A2

A3

Ad

A5

AB

AT

Sample ID

NTC GAPDH + GPCRA...

NTC GAPDH + GPCRA...

NTC GAPDH + GPCRA...

NTC GAPDH + GPCRA...

1

Pipetting pattern

Clockwize

Pipetting order

| Control, Sample , Standard

L

Target

GAPDH , Reference
GPCR-like 5 |, Test
GAPDH , Reference
GPCR-like & |, Test
GAPDH , Reference
GPCR-like 5 |, Test
GAPDH , Reference
GPCR-like & |, Test
GAPDH , Reference
GPCR-like 5 |, Test
GAPDH , Reference
GPCR-like & |, Test
GAPDH , Reference

Graphic List % |

Conc. [pM] | &

0

v
Legend ' Standard {# Blocked
@ Control ) Not Used
@ Sample

Remove assignment

The List tab of the Output panel: 4 replicates of the NTC control are placed at A1-A4. Both targets
have been assigned to sample 1, with 3 replicates at A5-A7.

The two menus at the bottom of the output panel can be used to set the Pipetting pattern (e.g., row by row
vs. column by column) and the Pipetting order (e.g., first standards, then controls, then samples). You can
also define a new pipetting order.

7.2.3.5.1

Proceed as follows:

Assigning samples with targets to the output labware

1. From the Input panel, select the sample position you want to assign a target.

Note: To select multiple samples, either press SHIFT and left-click with the mouse to select adjacent
positions, CTRL and left-click with the mouse to select multiple, non-adjacent positions, or drag the
mouse to select adjacent samples in a rectangle. Selecting in a rectangle is only possible on
rectangular plates.
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2. From the targets table below, check the box next to the target you want to assign. You can check
multiple targets at the same time in case you want to make multiple target assignments.

Target name Type Reporter
B GAPDH Referel| HEX
[¥] m GPCR-ike 5 |Test JOE

All targets selected.

Note: To select all targets, check the box in the table header.

3. [fanIC target has been selected, additional options will be displayed.

If the kit contains an IC, use the option Samples contain IC if the samples on the input labware
already contain the IC. Use Add IC to reaction if the QlAgility shall add the IC to the assay points
during the run.

The option Add IC to reaction is enabled only if the kit contains an IC.

If the kit does not contain an IC, the samples on the input labware must already contain the IC. The
option Samples contain IC is the only available option. However, but only, if the IC shall be used for
all assay points and the samples do not yet contain the IC, you can define the IC as an additional
reagent. As every additional reagent, the IC will be added by the QIAgility to all reaction mixes.

4. Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

[ T R P I LR
=
-

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

Click Assign.

The software creates assay points on the Output panel on the right side of the screen. The selected
target(s) are assigned to the selected samples. If you have selected more than one replicate, the
sample positions are multiplied accordingly. The positioning of the created assay points on the output
side follows the selections made for the Pipetting pattern and the Pipetting order.

Repeat the steps until all positions of the output side have been defined for the planned run.

If the QIAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

9. Close the lid.

10. Click Next. If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.
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Example:

Select input positions and targets. Press "Assign" to create assay points on output labware. Finally, press "Next".

Input | Graphic List ~%  Output | Graphic

1 2 3 4 5 & T k) k] 10 11 12 "4 \
y "
900000 0O0COCDOOS :’;,ﬁ ‘a,':
00000000000 & %
c ¢ Bor
8 )
° -8 ¢
1 2
E }} 3
)
F ," 5
"
G {
H
— = e - ) Pipetting pattern Legend '\ Standard & Blocked
g ] ;:’:D:“‘E R)::':reu HEI:: E 2T Repestes Clockwise @ Control ) Not Used
[¥] M GPCR-ike5 Test |JOE Pipetting order @ Sample
[ control , Sample , Standard | v |
Remove assignment

Assion

Both targets have been assigned to the samples of rows A and B, with 3 replicates. Controls have been placed automatically at
A1-A4, standards at G5-H1.

In this example, the created assay points for rows A and B have been placed between controls and
samples. If you would now select the sample on C1 on the input plate, assign only target GAPDH with one
replicate, the software will create one assay point and place it on G5 on the output side. The standards will

move automatically to G6-H2:

Ourtpart | Graphic | List |

LU I e B,
A1 1

New assay point placed at G5 (red position).
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7.2.3.5.2 Removing target assignment

To remove an assigned target from the output side,

1. Select the desired sample position on the Output side. Selecting multiple positions is possible by
pressing SHIFT and left-clicking with the mouse to select adjacent positions or CTRL and left-clicking
with the mouse to select multiple, non-adjacent positions.

2. Click on Remove assignment. The assignment will be removed, and the sample position will be
cleared from the output side.

Note: The software removes all replicates of the desired sample(s).

7.2.3.53 Creating a new pipetting order

Generally, the pipetting order defines the placement order of the components (samples, controls, standards)
on the output side. It can also be used to define blocked positions on the output labware that shall not be
used for the run.

The QlAgility Setup Manager Software comes with a set of predefined pipetting orders, which you find in the
Pipetting order drop-down menu. At the end of the menu are two commands to Create a new pipetting
order and to Edit a pipetting order. Use this function to define output layouts for reuse. Once defined, they
are also listed in the menu, if the same output labware is used.

Pipetting order
| Gontrol , Sample , Standard | ¥ |

Sample , Control , Standard
Sample | Standard , Control
Control , Sample , Standard
Control , Standard , Sample
Standard , Sample , Control
Standard |, Control |, Sample

Create new pipetting order
Edit pipetting order

1. Click on the Pipetting order drop-down menu under the output side.

2. Click on Create new pipetting order.
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3. The Create new pipetting order dialog is shown:

@ Create new pipetting order

Pipetting order name

Qutput labware type

QIAGEN 5-Block 96 Well

Qutput labware

1 2 3 4 & & T

B

m

3]

=]

m

-

G

I

Pipetting pattern

L el o S

= Line by Line

Enter a name for the pipetting order in the Pipetting order name field.

The Output labware type menu initially displays the labware that has been selected for the output

labware before. This selection needs to be changed only, if you would like to create a pipetting order

for another labware. In this case, select the desired labware from the list in the menu, or click on the

Choose other labware command at the end of the list, in case the desired labware is not listed here.
The selected labware will be used as output labware for the run.

6. Define the new pipetting order using the labware graphic. All positions are set to Any Kind by default:

a. Select the position in the graphic whose assignment you want to change.

Note: Selecting multiple positions is possible by pressing SHIFT and left-clicking with the mouse to
select adjacent positions, or CTRL and left-clicking with the mouse to select multiple, non-adjacent
positions.
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b. From the Position table at the right, click on the button you want to assign to the selected position:

Button Description
@ Blocked position

l. Position for standards
“. Position for controls
O Position for samples
. Any kind

c. The selected position will be assigned to the selected position. The graphic symbol for the selected
positions will be changed accordingly.

7. To change the pipetting pattern, select the appropriate command from the Pipetting pattern menu
(e.g., Row by Row or Column by Column for rectangular plates).
8. Click Save to save the pipetting order to a file.

Click OK to close the dialog. The newly created pattern is now available in the Pipetting order menu
in the Output panel.

7.2.3.6 Worktable step
Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.

The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

m m e R1 (black border): worktable position for which the loading details are displayed.

e R1, C1, C2 (yellow): worktable positions that still need to be loaded. The run
R1 cannot be started if any yellow positions remain.

(=

Worktable selector

e A1, A2 (blue): worktable positions that have already been loaded.
M1, B1, B2 (greyed out): workiable positions that are not used for the run.

Note: The run cannot be started if any worktable position remains yellow.
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The software displays the labware and required minimum volume of reagents to be loaded in a table
located in the middle of the screen. If several tubes need to be loaded to the worktable position, the table
will display one row for each tube. You must confirm that the labware has been loaded by checking the box
in the Loaded column.

R1 - Reagent block

Fos. Content Tube Reqvol. | Loaded | 4
A1 | Standard 1 200 pl PCR tube (QIAGEN) Opl l
A2 Mg2+ 200 pl PCR tube (QIAGEN) 111 pl [+l
Al |Srev 200 pl PCR tube (QIAGEN) 110 pl l
A4 | 5for 200 pl PCR tube (QIAGEN) 110 pl [+l
A5 |5 Probe 200 pl PCR tube (QIAGEN) 110 pl l
A6 | GAPDH rev 200 pl PCR tube (QUAGEN) 99 pl [+l
AT |GAPDH for 200 pl PCR tube (QIAGEN) 99 pl l
A% GAPDH Probe 200 pl PCR tube (QIAGEN) 99 pl ¥l
B1 | Standard Series 5 200 pl PCR tube (QIAGEN) 21 pl [+l
A | 2x Rotor-Gene Multiplex PCR... | 2.0 ml self standing screw cap tube (... 969 pl E

B |RMase-Free Water 2.0 ml self standing screw cap tube (... 285 ul E -

l Confirm all |

Table of tubes to be loaded to the worktable position R1.
It is possible to change the tube type for a reagent to be loaded.

Tube

| 200 pl PCR tube (QIAGEN)
200 pl PCR tube (QIAGEN)

Click into a tube field to activate a drop-down menu. The drop-down menu provides a list of all tube types
that fit fo the adapter position, that are also marked as available in the laboratory in the Labware
Manager. Select one of the entries to change the tube type. Changing the tube type might result in a
replanning of the worktable. Click outside the field if you do not want to change the tube type.
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For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded.
Tubes from QIAGEN kits are displayed with the same color as their tube caps.

Adapter: Reagent Block, 16 x 0.2 ml PCR, 8 x 2 ml Flat, & x 1.5 ml Tapered Tubes

&
A1
A2
A I
AT
A4
B J
AL
AE
c K
AT
A
D L
B1
B2
E M
B3
L 4

B4

Calibrate labware ___ ]

Schematic graphic for R1.
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Click the Labware tab to get an image and details about the input and output labware.

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling
block, the image will only show the tubes or plates and the adapter.

Labware: QIAGEN 5-Block 96 Well

Catalog number
19585

Bumeiq

MName
QIAGEN 5-Block 96 Well

| BUBAM]E"]

Calibrate labware ...

Image and details for input labware

For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on

the worktable. For details, refer to Loading tips.
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50 pl Conductive Filtered Tips

1 2 3 4 ] 6 T

=]
-]
=
=
=
=
=
]

A 0000
B 00 0O
c 0000
D 00 0O
E 0000
F 00 0O
& 0000
H 00 0O
Set all tips [4] To available Set all selected tips || To available

|E| To unavailable = To unavailable

Interactive rack to define tip avilability.

If a labware type has not yet been calibrated on the required worktable position, you must first perform a
labware calibration. This will be indicated by a yellow Calibrate button.

Preparing the worktable
The worktable preparation starts with the positions for tip racks:

1. Open the instrument lid.
2.  Check that the correct tip type is loaded and that the number of tips is sufficient. If not, load additional
tips. For details, refer to Loading tips.

Note: To ensure optimal fip pickup, it is important fo follow the instructions in Insert tips to tip rack
holder.

3. Optional step: A yellow Calibrate labware button below the schematic indicates that the tip rack has
not yet been calibrated on the worktable position. It must be calibrated before the run can be started.

Click the Calibrate labware button. The software starts the calibration wizard. Follow the instructions
of the wizard. For details, refer to the sub-chapters of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again.
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4.  Check that the inferactive graphic on the right side of the screen shows the tips available are the same
as the tips present on the tip rack on the worktable. If not, adjust the fip availability in the interactive
graphic. For details, refer to Loading fips.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

5.  To confirm that the tip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

6. Click Next to continue with the next worktable position.
Repeat steps 2—6 for all tip rack positions.

For all other worktable positions:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

8. Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps.

Note: Ensure that you have the empty labware available for the calibration. For tubes from the kit,
refer to the QlAgility Calibration Kit that was shipped together with the QlAgility.

9. Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

10. Perform the following steps for each row in the table:

e For reagents: Check that the correct amount of the listed reagent is provided in the correct tube
type. The volumes displayed are the minimum volume required, so consider adding extra to
prevent liquid level detection errors. Load the tube in the correct position of the adapter. For
orientation, refer to the graphic on the right side of the screen.

e  For empty labware: Place the labware in the correct position. For orientation, refer to the graphic
on the right side of the screen.

e  For samples: Ensure that samples are loaded using the correct labware type. Check that the
samples are placed in the positions as displayed in the table.

11. Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.
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12. Click Next to continue with the next worktable position.
13. Repeat the steps 8-12 for all worktable positions.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
14. Close the lid.
15. Ensure that the tip disposal box is empty.

16. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.

Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

17. The Run step will be displayed.

7237 Run step

The run progress can be monitored in the Run step. During the run, this is the only active step of the
experiment. All other steps are read only. A run can be paused or canceled at any time. After the run,
several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return to the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.
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7.2.3.7.1 Monitoring a run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their

progress are listed in a table. The tasks listed are different for different experiment setups.

The instrument icon in the main toolbar, as well as the progress indicator on the run step, show the overall

run progress.

Run progress

Task Progress
Prepare Reaction Mix Base -_—
Prepare Standard Series —
Prepare Target Reaction Mix -
Diztribute Liquids to Output Plate -
Owerall progress
|
Start time Approximate end time
17-40 17:59

Run progress.

Note: The displayed times are an approximation.

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.

7.2.37.2 Pause/cancel a run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.

To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening

the lid, wait until the movement has finished.
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When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23
Owerall progress

Start time Paused at
13:05 13:21

To resume the run

1.  Ensure that the lid is closed.

2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

H

ﬂ

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at

which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10

seconds. Before opening the lid, wait until the movement has finished.

Note: Pauses of a run are listed in the Exceptions/Pauses section of the Advanced report.

7.2.3.7.3 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.
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After the run, several options are available in the right side of the Run step screen.

Run info

Operator
John Smith

Comment

— Enter a comment

Output labware

Print barcode +[ Print barcode ... || Save output file ... }—‘— Save file for cycler
for output

labware
Create a report

Options after the run.
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Option
Comment

Print barcode

Save output file

Create report

Description
You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

You can print a barcode for the output labware.

Note: The option is available only if a printer has been selected in the Global
Settings tab of the Configuration environment.

An output file will be saved in xml format, in particular the QDEF format,
containing information about the output labware, the run, and the content of each
labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file. Refer to
Customize user settings to define a standard directory.

The file may serve as sample input file for the Rotor-Gene Q operated with the
Q-Rex software. The .xml file can also be used by a LIMS (Laboratory Information
Management System). Find examples of output files in the "Examples" folder
provided with the software:

C:\Users\Public\QIAGEN\QIAgility\Examples.

Note: Depending on the selected cycler, the software also creates a file in the
format that is expected by the cycler. This file will have the same name as the
xml file (i.e., the same name entered in the file dialog), but with another file
extension, and will also be saved in the specified directory. The input formats of
the following cyclers are supported by the first release of the Gene Expression
Plug-in: Rotor-Gene Q operated with the Rotor-Gene Software, version 2.3 or
higher.

Contact QIAGEN Technical Services if you need another file format.

Note: Use this option also in the case that the sample input is limited and one
setup run is not sufficient to completely fill the output labware. In these situations,
you can perform more than one run to completely fill the output labware. Save
the output file after the first run. To set up the second run properly, indicate in the
Labware Selection step that you are using an existing output labware by
selecting the specific option, and load this file from the first run as a starting point
for the output labware of the second run. After the second run, the information
from both runs can be saved in an output file.

A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

The options will still be available if you reopen the experiment later. It is still possible to create a report or to

save the output file.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.

2.  Empty the tip disposal box.

3. Clean the worktable as described in section Cleaning the QlAgility.
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7.2.3.8 Report

The QlAgility Setup Manager Software offers two types of reports: a basic report that gives a short overview

and an advanced report that contains all the details.

The Basic report contfains:
e General information

e Comment

e Reaction results

e Exceptions

e Detailed run information

The Advanced report contains:
e General information

e Comment

e Kit information

e Reaction results

e Exceptions/Pauses

e Sample information

e Worktable information

e Detailed run information

e Advanced instrument information

Descriptions of the sections that are part of both report types are provided below.

General information

Some general information is provided at the beginning the report. This includes information such as the

name of the kit, the experiment file and the output file (if any has been saved), the instrument serial number

and the date, time and duration of the run.

Comment

The comment that has been entered on the Run screen.
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Reaction results

For regular rectangular output plates, the following table and an overview graphic are shown, visualizing
each position on the output plate:

Symbol
ok

N warning

® error
empty
not used

Reaction results

Description
The position was processed without any exceptions.

The position was processed with exceptions that allowed further processing
(e.g., tip failure, liquid level detection error). These exceptions are listed in the
Exceptions chapter below.

The position could not be processed as required due to an exception that did
not allow further processing (i.e., the run was stopped due to an error). The
exception is listed in the Exceptions chapter below.

The position is empty. The position has not been used during the run.

This symbol is only used if an output file has been loaded as a starting point for
the output plate (e.g., when using several runs to fill the output labware). The
symbol represents a position that was not part of this run, although it is not

empty.

Input plate ID:  90945_20150915_174454 12345878 01D1112
Output plate ID: 90945_20150915_174455 ;_.. e
A%
D
K EC
0 =
& warning :; ~
@ eror i )
empty '

Note: If no input or output file has been loaded, the software automatically creates identifiers for the input

and output labware.
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A table listing the reaction result for each processed position on the output labware is also shown:

Column Description

Output The position on the output labware.

Identifier Specifies the sample ID or the name of the particular standard or control.

Type One of Sample, Standard or Control.

Input The corresponding position on the input labware. Valid for samples only. Empty for

standards and controls.

Concentration For standards, the concentration of the standard is listed. For samples, the final
concentration is listed (only if the sample's concentration has been entered in the
sample editor or loaded with a sample input file); otherwise, this is empty. Always
empty for controls or NTC.

Flag Shows the status of the position: either ok, warning or error, corresponding to the

symbols of the graphic

Note: The table contains only those positions on the output labware that were subject to this run. Empty or
unused positions are listed for reference below the table.

Exceptions

This section lists all events, if any, in a table:

Column Description
Exception The event that has been displayed during run.
Position Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination," all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which might have impacted the output
positions D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table, even though
it is listed here as possibly affected by an exception, then you can trust that the
output position was completed successfully.

User response A short form, which option (button) of the message dialog has been pressed.

Note: The Basic report does not list pauses. If you want to have also pauses listed, use the Advanced
report, instead.
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Detailed run information
This sections lists all tasks of the run as they were displayed on the Run step.

Descriptions of the sections that are only included in the Advanced report are below.

General information

Kit information is not listed here for the Advanced report; instead, this information is provided in more

detail in a separate section.

Kit information
Kit name, lot number and expiration date. Comment provided with the kit.

Note: The Advanced report does not repeat this information in the General information section.

Reaction results table of the Advanced report

In addition to information provided in the Basic report, the Reaction results table of the Advanced report

contains two additional columns:

Concentr Final volume

Output  Identifier Type Input Actual content ation ul

18 pl Mix1 [
: NTC GAPDH + GAPDH,GPCR-like

Al GPCR-like 5 NTC 5] + 2 pl RNase- 20
Free Water
18 pl Mix1 [

G4 24 Sample B12 GAPDH,GPCR-like 20
5] +2ul 24
18 pl Mix2 [ GPCR-

G5 Standard 1 Standard like 5] + 2 pl 100 20
Standard 1 copies/ul

Flag

ok

ok

ok
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Column
Actual content

Final volume

Description

Lists the components. The software creates automatic names for each created
reaction mix. The names of the targets used are given in brackets [ ].

Examples:

Output position A1 is the NTC for both targets and contains 18 ul of the reaction
mix Mix1 for GAPDH and GPCR-like 5, and 2 ul RNase-free water.

Output position G4 contains 18 ul of the reaction mix Mix1 for GAPDH and GPCR-
like 5, and 2 ul of sample 24 which was on input position B12.

Output position G5 is the first standard of the standard series and contains 18 ul of
the reaction mix Mix2 for target GPCR-like 5 and 2 ul of the created first standard.

Lists the final volume.

Exceptions/Pauses of the Advanced report

In contrast to Basic report, this section not only lists all events but also any pauses that may have occurred
during the run in a table:

Column

Exception

Position/Duration

User response

Sample information

Description

The event or pause that has been displayed during run.
For an event:

Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination”, all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which might have impacted the output positions
D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table, even though
it is listed here as potentially affected by an exception, then you can trust that the
output position was completed successfully.

For a pause: the duration of the pause.

A short form, which option (button) of the message dialog has been pressed.

Lists the sample information as it was entered in the sample editor or loaded by the sample input file,
together with the identifier of the input labware.
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Worktable information

Lists for each worktable position the liquids that have been placed there.

Detailed run information of the Advanced report

In addition to the run task list included in the Basic report, the assay setup information is also listed:

Assay Setup

Reaction mix [Target(s)] Content

Mix1 [ GAPDH.GPCR-like 850 pl 2x Rotor-Gene Multiplex PCR Master Mix + 85 pl Mg+ + 76 pl RNase-

5] Free Water + 76 yl GAPDH rev + 76 yl GAPDH for + 76 pyl 5 rev + 76 pl 5 for +
76 pyl GAPDH Probe + 76 pl 5 Probe
Mix2 [ GPCR-like 5 ] 850 pl 2x Rotor-Gene Multiplex PCR Master Mix + 85 uyl Mg+ + 36 pl RNase-

Free Water + 9 pl S rev + 9 pl 5 for + 9 pyl 5 Probe

This provides detailed information about each mix that was automatically created by the QlAgility.

Information about standard series is also provided if they were used in the run.

Advanced instrument information

This section lists not only the series numbers of the QlAgility and the pipettor head, but also information
about HEPA filter usage, service due dates and volume calibration.
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7.2.4  Working with experiments for pathogen detection

The Pathogen Detection Plug-in enables easy and convenient gPCR setup of your pathogen testing
experiments using dedicated lines of QIAGEN kits including QuantiTect, QuantiFast and QuantiNova.

New experiments for pathogen detection are defined in the Experiment environment of the software. When
a new experiment is created, only the Reaction Setup step will initially be enabled. All other steps will
become available once the required information has been entered in the Reaction Setup step. The
coloring of the Targets step will change to yellow as a visual reminder that required information still needs
to be entered. This is a general principle when working in the Experiment environment.

The experiment wizard has 8 steps that guide you through the run setup process:
1. Reaction setup

Targets

Assay

Controls/standards

Labware selection

Assignment
Worktable

Run

© N o DN

An experiment can be saved at any time using the Save or Save as buttons in the button bar. The file
extension for pathogen detection experiments is *.gsmpx, and for templates *.qsmpt (QlAgility Setup
Manager Pathogen detection Experiment, and Template, respectively). The Start run button will be
disabled as long as there are incomplete or invalid steps or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.24.1 Reaction Setup step

The Reaction Setup step is used to make basic selections, such as the kit to be used, the preferred cycler
and the volume definitions. When you create a new experiment, the Reaction Setup step will be the only
active step, and within this step, only the Select kit menu will be active. The other controls will initially
remain inactive, but will become visible once you have selected the kit to be used in the reactions.
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LL L]
00000 ee0 I T L
o000@® So0
QLAGEN Experiment Service Configuration

*Experiment_1...

Controls | Standards

Labware Selection

Assignment

Worktable

Reaction Setup Basic experiment information

Select kit
Targets [ selectkit.. [v]
Assay

1. Select the kit to be used from the Select kit drop-down menu.

Select kit

[ QuantiNova Pathogen + IC it (500) v] For highly sensitive, ultrafast, real-ime PCR and RT-PCR using sequence-
ific probes

specific

2. The Kit information and Select cycler fields are displayed.

Kit information

Product number Lot number Kit expiry date
Y

Optionally, enter the Lot number and the Kit expiry date in the corresponding fields for
documentation purposes.
Note: You can use the date picker (E) to open an interactive calendar for entering the dates.

Select the cycler to be used from the Select cycler and output format drop-down menu.

If the selected cycler requires a passive reference, the Passive reference option will be enabled.
Select this option to use passive reference.

Note: If the selected kit contains one or more passive references, and the passive reference option is
selected, the software will automatically add the passive reference according fo the cycler you select to
the additional reagents list (see Target step) along with the recommended volume for your setup.
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6. The Volume definitions area is displayed. The fields may vary depending on your specific kit and
cycler selection.
Volume definitions

Sample input volume ® Use option "Use ready-made assay mixes" if prepared assay mixes are

[] Use ready-made assay mixes used that already contain all components (such as kit master mi, primers,
5 i1 - 20 ] probes, PCR IC, and all additional reagents). Water may be added by the
instrument.

Total reaction volume

20 | pi[10-40pl

Note: The default values that appear in the volume fields are the recommended values from the kit
handbook for your setup.

7.  Enter the volume data in the corresponding fields:

Field Description

Sample input volume Enter sample input volume. This is the volume of sample, controls
and standards that will be added to the assay mix.

Total reaction volume Enter the total reaction volume. This is the volume of the final
reaction mix including assay mix and sample, control or standard.

8. Check the box next to Use ready-made assay mixes to confirm that you have already prepared the
assay mixes containing all the components. The assay mix must include the target components, the
passive reference (if required by your cycler), and all other reagents. Enter the assay mix volume per
reaction.

Later in the worktable step, you will be asked to place these already prepared mixes onto the
worktable. During the run, the QlAgility will use the mixes directly for the assay points and add only
water if the assay mix volume per reaction plus the sample input volume is less than than the total
reaction volume you specified.

9. Click Next to proceed.

7242 Targets step

The Targets step is used to define targets, internal controls and, optionally, additional reagents.

Define primer-probe mixes or single components for the targets. All defined targets and primer-probe mixes
are listed in the Targets tables. At least one target needs to be defined.

Define internal controls (PCR or process controls) that will be used. All defined internal controls are listed in
the Internal controls table.

If the selected kit contains an internal control (IC), the corresponding IC target and internal control(s) are
already predefined.

Optionally, additional reagents can be defined to be added to all reaction mixes. Defined reagents are
listed in the Additional reagents table. If the selected kit contains one or more passive references, and the
passive reference option is selected, the software will automatically add the passive reference according to
the cycler you selected to the additional reagents list with the recommended volume for your setup. If you
selected the option Use ready-made assay mixes, the definitions in the Additional reagents table are for
documentation purposes, only. Ensure that you include all listed reagents already in the ready-made assay
mixes, because the QlAgility will not add them to the assay points during run.
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Click Next to proceed.

00000 m 1 I T LR
0000 —o0
IAGE! Experiment Service Configuration

Define targets and reagents
Targets
Target name Content Targetiype | Reporter Actions
I QuantiNova IC Probe Assay QN IG Forward Primer (0.8 M); QN IC Reverse Primer (0.8 M) GN IC Prob__ | IC MAX @E
I Pathogen Target 1 Forward Primer 1 (0.8 pM); Reverse Primer 1 (0.8 uM): Probe 1 (0.25 M) Test FAM @ E
Pathogen Target 2 Forward Primer 2 (0.8 pM); Reverse Primer 2 (0.8 uM); Probe 2 (0.25 pM); Test HEX f
Controls / Standards I @ lz‘
Labware Selection
Assignment
===
TR Internal controls Additional reagents
Name Type Content Actions Name Content Actions.
[ QN IC DNA PCR control 1pl 1=
QN IC RNA PCR control 1 E‘ |Z|
.
Targets step
72.4.2.1 Defining targets and mixes

You can choose whether the QlAgility should use single components (primers and probes) or ready-made
primer-probe mixes.

To define:

e a new primer-probe mix for one or several targets

e or single components for one target

proceed as follows:

1. Click on New target below the Targets table.

2. The Add target dialog will be displayed. Refer to Add target dialog for details.

3.  New rows for the defined primer-probe mixes or single components for the targets will be added to
the Targets table.
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The buttons in the Actions column

Button Action

To edit a target

IE' To duplicate a target

IE' To delete a target

7.2.4.2.2 Add target dialog

Actions

LB

—I of the Targets table have the following functions:

Description
The Edit target dialog will open, displaying the values that have
been entered in the Add target dialog.

The Duplicate target dialog will open, displaying the values that
have been entered for the original target. The target names will
initially display a copy of the target.

Deletes the row in the Targets table.

The Add target dialog contains two major options at the top:

Use ready-made Select this option if you intend to load a ready-made primer-probe mix in
one single tube for the run.

primer-probe mix

You can define several target names. There is also the option to define the
components for documentation purposes.

Use single components Select this option if you infend fo load primers and probes in individual tubes
for the run.

Define one target name and the components (primers and probes) related to
this target name.
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Note: If you selected the option Use ready-made assay mixes in the Reaction Setup step, the options are
not displayed. Proceed with the steps To define a ready-made primer-probe mix, below.

@ Add target

O Use ready-made primer-probe mix
(®) Use single components
Target definition
Target name Target type Reporter
Al
l Pathogen Target 1 Test | v|[Fam | v
Components
Tube Name Conc. in assay reaction [pM] | Stock concentration [pM] | Volume per reaction [jl]
1 | Forward Prim... 08 16 1 [x]
2 |Reverse Prim... 03 16 1 [x]
A Al hl Al
3 |Probe 1 025 5 1[x]
| Addprimer || Addprobe |

Dialog to load primers and probes in individual tubes for the run.

To define single components for one target
1. Select the option Use single components.

2. Enter a target name. The Target name cell will be colored yellow as a reminder that this entry is

required.
3. Click on the menu in the Target type column and select a target type:
Target type
Test ¥
Test
Referance
I
Target type Description
Test Use this target type for your gene of interest or the targeted region.
Reference Use this target type for reference targets, such as housekeeping genes or other
endogenous controls.
IC Use this target type for internal controls (IC). Internal controls are either added

during sample extraction or before PCR setup.
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4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for

the target:

Reporter

SYBR Green 1
SYBR Green |
Cys

Crnmson

RO

SYBR

Green

FAM
SYBRGREENT1
SYBRGREENI
FLUORESCEIN
ALEXAFLUOR488

Red
CY5

QUASAR670
ALEXAFLUOR633

LIGHTCYCLERRED640

Yellow

JOE

VIC

HEX

TET

MAX

CALFLUOR
GOLD540
YAKIMAYELLOW

Blue

MARINABLUE
EDANS
BOTHELLBLUE
ALEXAFLUOR350
AMCAX

Orange
ROX

CALFLUORRED610
CY35

TEXASRED
ALEXAFLUORS568

Crimson

QUASAR705
ALEXAFLUOR680
LIGHTCYCLERRED705

Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.
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Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
emply, you can type it into the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

5.
6.
7.

10.
11.
12.

In the Components table, define the primers and the probe (steps 6-10).
Click on Add primer to add a primer or click on Add probe to add a probe.

A row for the primer or probe will be added to the Components table and the Name cell will be
colored yellow.

Note: A Delete icon (X)) will be displayed in the last column of each component row. Click on it if you
would like to delete a component.

Enter the name of the primer or probe.

The QlAgility Setup Manager Software will prompt you in later steps to place a tube with the name of
the primer or probe onto the worktable.

Enter the Volume per reaction of the primer or probe.

Alternatively, you can specify the concentration in the assay reaction along with the stock concentration,
and the software will automatically calculate the Volume per reaction.

To define all components, repeat steps 6-10.
If the single components of the target have been defined, click OK. The dialog will close.

The target will be listed in the Targets table.

Note: The software automatically assigns a color to each defined target name. If you would like to select a
different color, you can click on the colored rectangle in the first column to open the Colors dialog:
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@ Add target

@. Use ready-made primer-probe mix
(0) Use single components

Target definition (lizt the individual targets of the mix here)
Target name Target type Reporter

' Pathogen Target 1 N Test ¥ ]

Add target

Volume per reaction
1) pl [0-20 pi

Components (optional, for documentation only)

Tube Hame Conc. in assay reaction [ph]
hl hl
Forward Primer 1 03|[x]
Al Al
1 |Reverse Primer 1 03|[x]

R

025 E

Probe 1

| Addprimer || Addprobe |

Dialog to load a ready-made primer-probe mix in one single tube for the run.

To define a ready-made primer-probe mix
1. Select the option Use ready-made primer-probe mix.

2. Enter a target name. The Target name cell will be colored yellow as a reminder that this entry is
required.
Note: To name a target mix, you can either choose one name that indicates the target mix name, or
you can define several different target names. In the software, these targets will always be handled
together, because they are part of the same target mix. The QIAgility Setup Manager Software will
prompt you in a later step to place a tube with the name of the target mix onto the worktable. If you
defined several different target names, the software will display a list of the targets for that tube.
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3. Click on the menu in the Target type column and select a target type:

Target type
Test Y
Test
Refersnce
IC
Target type Description
Test Use this target type for your gene of interest or the targeted region.
Reference Use this target type for reference targets, such as housekeeping genes or other
endogenous controls.
IC Use this target type for internal controls (IC). Internal controls are either added

during sample extraction or before PCR setup.

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for

the target:
Reporter
| ]|
SYBR Green 1
SYBR Green |
Cys
Crnmson
ROX
SYBR
Green Yellow Orange
FAM JOE ROX
SYBRGREENT1 VIC CALFLUORRED610
SYBRGREEN!I HEX CY35
FLUORESCEIN TET TEXASRED
ALEXAFLUOR488 MAX ALEXAFLUOR568
CALFLUOR
GOLD540
YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUOR633 BOTHELLBLUE LIGHTCYCLERRED705

QlAgility User Manual 02/2022 7-124



LIGHTCYCLERRED640 ALEXAFLUOR350
AMCAX

Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
emply, you can type it into the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

5. Optional step: To add further target names, click on Add target and repeat the steps 2-5.

Note: After you have created at least two targets, a Delete icon (X)) will be displayed in the last
column of each target row. Click on it if you would like to delete a target.

6. Enfer the volume per reaction of the primer-probe mix in the Volume per reaction field.

Note: If you selected the option Use ready-made assay mixes in the Reaction Setup step, this field is
not available.

7. Inthe Components table, you can define the primers and the probe (steps 8-12).
Note: Steps 8-12 are optional.
Click on Add primer to add a primer or click on Add probe to add a probe.

A row for the primer or probe will be added to the Components table and the Name cell will be
colored yellow.

Note: A Delete icon (X)) will be displayed in the last column of each component row. Click on it if you
would like to delete a component.

10. Enfer the name of the primer or probe.
11. Enter the Concentration in the assay reaction in the corresponding cell.

12. Optional step: To add further primers or probes, repeat steps 8-11.
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13. [If the target or primer-probe mix has been defined, click OK. The dialog will close.

14. The primer-probe mix will be listed in the Targets table. The targets defined in the dialog share the
same Content cell.

72423 Defining internal controls

The QIAgility Setup Manager Software supports two kind of internal controls, the PCR Internal Control
(PCR IC) and the Process Internal Control (Process IC).

e Use PCR Internal Control to control for successful amplification and to exclude, for example, the
presence of PCR inhibitors. The PCR IC assumes that you include an internal control DNA/RNA as a
reagent and that you define the corresponding internal control target.

On the Assay step, define an assay that combines the PCR IC with the internal control target and the
actual test target.

On the Assignment step, assign the defined assay to the samples. The QlAgility Setup Manager Software

will prompt you later in the Worktable step to load the tube with the internal control DNA/RNA. During
the run, the QlAgility will add it directly to the reaction mix of that assay.

Note: The use of PCR ICs will result in an infernal control signal detection in the no-template control
(NTC) reactions.

e Use Process IC to control the whole workflow, from DNA/RNA purification to amplification. This option
requires that you add the Process IC during sample lysis.

On the Assay step, define an assay that combines the Process IC with the Internal Control target and the
actual test target.

On the Assignment step, assign the defined assay to all samples that contain the Process IC.

Note: No internal control signal will be detected in the NTC reactions, but will be detected in the sample
reactions.

Note: Make sure that the corresponding target is defined in the Targets table.

To define a new internal control:

1. Click New IC below the Internal controls table.

2. The Add internal control dialog will be displayed. Refer to Add internal control dialog for details.

3. New rows for the defined internal controls will be added to the Internal controls table.
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Actions

2| %
The buttons in the Actions column 2|18 ] of the Internal controls table have the following functions:
Button Action Description
To edit an internal The Edit internal control dialog will open, displaying the values that
control have been entered in the Add internal control dialog.
IE' To duplicate an internal  The Duplicate internal control dialog will open, displaying the
control values that have been entered for the original internal control. The
infernal control name will initially display a copy.
IE' To delete an infernal Deletes the row in the Internal controls table.
control

72424 Add internal control dialog

@ Add Intermal Control

IC name
IC_DMNA

Type Volume per reaction
PCR control (control will be added to reaction) v| [q |WIO-2540

Dialog to define an internal control.

To define an internal control

1. Entfer a name for the internal control. The IC name field will be colored yellow as a reminder that this
entry is required.
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2. Click on the Type menu and select a type. The menu will be colored yellow as a reminder that this
entry is required.

Control type
L Select Y J
Select
Pas
NTGC
Target type Description
PCR control Use this infernal control type to test for successful amplification.
The QlAgility Setup Manager Software will prompt you in a later step to place a
tube with the IC name onto the worktable. During the run, the QIAgility will add it to
the reaction mix.
Process control  Use this internal control type to control the whole workflow, from DNA/RNA

purification to amplification.

You must have already added the Process IC during the sample lysis step.

For details about internal control types, refer to Defining internal controls.

3. If you selected PCR control, enter the Volume per reaction of the internal control.
4. Click OK. The dialog will close.

5. The internal control will be listed in the Internal controls tables.

72425 Defining additional reagents

Additional reagents can be managed (added, duplicated or deleted) using the Additional reagents table
at the bottom. The table lists the reagent name and the volume per reaction. During the run, the QlAgility
will add all defined additional reagents to all assay mixes.

Adding an additional reagent
1.  To add a new reagent click on New additional reagent.

2. The Add additional reagent dialog will open. For details, refer to section Add additional reagent
dialog.

3. The reagent will be displayed as an additional row in the Additional reagents table.

QlAgility User Manual 02/2022 7-128



Actions

YA
The buttons in the Actions column 2|18 ] of the Additional reagents table have the following
functions:

Button Action Description

pd To edit a reagent The Edit additional reagent dialog will open, displaying the values
that have been entered in the Add additional reagent dialog.

L To duplicate a reagent  The Duplicate additional reagent dialog will open, displaying the
values that have been entered for the original reagent. The reagent
names will initially display a copy of the reagent.

® To delete a reagent Deletes the row in the Additional reagents table.

72426 Add additional reagent dialog

@ Add additional reagent

Reagent name

Mg2+

Concentration in assay reaction Stock concentration Volume per reaction

1 pl [0 - 20 p]

O

Dialog to enter an additional reagent

1.  Enfer the reagent name.

The QlAgility Setup Manager Software will prompt you in a later step to place a tube with the reagent
name onto the worktable.

2. Enter the Volume per reaction. Alternatively, you can specify the concentration in the assay reaction
along with the stock concentration, and the software will automatically calculate the Volume per
reaction.

Click OK.

4. The reagent will be displayed as an additional row in the Additional reagents table.
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Note: If you selected the option Use ready-made assay mixes, the definitions of Additional reagents are
for documentation purpose only. Ensure that you include all listed reagents already in the ready-made assay
mixes, because the QIAgility will not add them to the assay points during run.

7.24.3 Assay step

The Assay step is used to define one or more assays, based on the defined targets and internal controls
from the previous Targets step. All defined assays are listed in the Assays table. At least one assay must be
defined.

Click Next to proceed.

00000 2o
({1111 {:}

Service  Configuration

*Experiment_1... ®

Reaction Setup Define assays
Define an assay for each combination of targets and intemal controls you want to use. Define at
T " least one assay. If the internal control is planned to be added to the amplification reaction, select
it from PCR controls, if the internal control was added during purific ation procedure, select it from
process controls. For mere information use the Help function.
Assay
Assays
Name Target Target type PCRIC Process IC Volireaction Actions
Controls / Standards
B CQuantiNova IC Probe Assay Ic
@) Assay A(C + Target 1) QN IC DNA 2| [2][1][%]
Labware Selection [l Pathogen Target 1 Test
M CQuantiNova IC Probe Assay c
T @) Assay B (IC + Target 2) QN IC DNA 4l @
M Pathogen Target 2 Test
Worktable
Run
==
Assay step

Note: If you selected the option Use ready-made assay mixes in the Reaction Setup step, the Volume per
reaction cell will be empty.

7.2.4.3.1 Defining assays

An assay consists of one or more targets that were defined in the previous Targets step. An assay may also
include one PCR IC and several Process ICs. If you want fo use several combinations of targets and internal
controls, several assays need to be defined: one for each combination of targets and internal controls,
without taking into account the assignment of the samples. Samples can be defined and assigned in later
steps (Labware selection and Assignment step).

Note: An assay allows simultaneous amplification of all defined targets within one reaction. However, for
optimal performance of a multiplex assay, or if an internal control assay is used, special considerations
need to be made with respect to primer and probe design and quality. Follow the guidelines provided in the
kit handbook of the kit you are using for more information.
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It is possible to define more assays than you actually need for one run. This can be helpful if you intend to
prepare a general template for several test variants. For more information about templates and
experiments, refer to the Experiments and templates concept.

To define a new assay, proceed as follows:

1. Click on New assay below the Assays table.

2. The Add assay dialog will be displayed. Refer to Add assay dialog for details.

3.  New rows for the defined assays will be added to the Assays table.

The buttons in the Actions column

Button Action

To edit an assay

IEl To duplicate an assay

IE' To delete an assay

Actions

Sl

2|18 ] of the Assays table have the following functions:
Description

The Edit assay dialog will open, displaying the values that have
been entered in the Add assay dialog.

The Duplicate assay dialog will open, displaying the values that
have been entered for the original assay. The assay name will
initially display a copy.

Deletes the row in the Assays table.
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7.2.4.3.2 Add assay dialog

@ Add assay

Assay name
|

| Assay A (IC + Target 1)

Targets to be included in assay
[#] Use PCR conirol

Target Target type
i JJ Quantiiova ic Probe, ic | IC_DNA -
& I Pathogen Target1 | Test
Test

O I Pathogen Target 2

_— s

Dialog to combine targets and internal controls into assays

To define an assay:
Enter an assay name. The Assay name field will be colored yellow as a reminder that this entry is

1.

required.
If you selected the option Use ready-made assay mixes in the Reaction Setup step, the QIAgility Setup
Manager Software will prompt you in a lafer step to place a tube with the assay name onto the

worktable.

7-132

QlAgility User Manual 02/2022



2. Select the targets that will be combined in the assay.

Targets to be included in ag=say
Target Target type
B auantitova ic Probe, I

I Pathogen Target 1 Test

| I Pathogen Target2 | Test

To select a target or target mix, check the box next to the target color(s). The checked targets or target
mixes will become part of the assay. Later in the Assignment step, when assays are assigned fo
samples, these targets will be assigned together to the samples, because they are part of the assay.

3. Optional step: If a PCR IC will be used in the assay, check the box next to Use PCR control.

[#] Use PCR control

[ Select PCR control . v

IC_DNA
IC_RNA
Select PCR control ...

Then select the particular PCR IC from the PCR ICs that were defined in the previous Targets step. Only
one PCR IC can be used in a particular assay.

Note: If you selected the option Use ready-made assay mixes in the Reaction Setup step, you can
use this option for documentation purposes. Ensure that you include the PCR IC already in the ready-
made assay mix, because the QlAgility will not add it during run.

4. Optional step: If a Process IC will be used in the assay, check the box next to Use Process control.

Use process controls

IC Process 1
[]C Process 2

Check the box next to the name of the Process IC that should be used in the assay. Several Process ICs
can be used within one assay. Make sure that the Process IC was already added during sample lysis.

Click OK. The dialog will close.

The assay will be listed in the Assays table.
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7.2.4.4 Controls/Standards step
This optional step is used to define controls and standard series. If you do not intend to use controls or
standards for the run, proceed by clicking Next.

The screen contains two tables: Controls and Standard series. Both tables have an Actions column with
interactive buttons to manage the controls and standard series.

Adding a control or standard series
1. Click on Add control or Add standard series.

2. The Add control or Add standard series dialog will be opened. For details, refer to Add control
dialog or Add standard series dialog, respectively.

3. The control will be added to the Controls table, and the standard series will be added to the
Standard series table.

4. Click Next to proceed.

h B T o

Experiment | Service  Configuration

Reaction Sefup Define controls and standards
Controls
Targets Sequence Name Target Targettype | Control type Replicates Actions
QuantiNova IC Probe Assay IC NTC
14 NTC AssayA 4 @ E
Pathogen Target 1 Test NTC
Assay
QuantiNova IC Probe Assay IC NTC
53 NTC_pssayB ‘ = [x]
Pathogen Target 2 Test NTC
Controls / Standards >
Labware Selection ‘Output labware order | | | _ G contiol
Assignment Standard series
Sequence Name Concentration Target Target type Type Replicates Actions.
Worktable
Run
et stancard seris .|
Outputabware orser [ ]

Controls/Standards step
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The buttons in the Actions column of the Controls table and the Standard series table have the following
functions:

Button Action Description
To edit a control or The Edit control or Edit standard series dialog will open,
standard series displaying the values that have been entered in the Add control or
Add standard series dialog.
El To duplicate a control The Duplicate control or Duplicate standard series dialog will
or standard series open, displaying the values that have been entered for the original

control or standard series. The control or standard series names will
initially display as a copy of the control or standard series.

IE' To delete a control or Deletes the row in the Controls or Standard series table.
standard series

Changing the order of the output labware

You can change the order of the controls and standard series using the up and down arrows below each
table. Use this option to change the order of several controls within the controls section or the order of
several standard series within the standard series section. The order of the output plate will be based on the
order indicated in these tables.

Output labware order

Click on the up and down arrows to move the currently selected control or standard series up or down.
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7.2.4.4.1 Add control dialog

@ Add control

Control name
NTC_Assay A | 4 | v | Repiicates
Aszszay
[0 Assay A (IC + Target 1) ']
Target Target type Reporter Control type
I QuantiMova IC Probe As. . | 1C R MNTC L
|| Pathogen Target 1 Test FAM NTC v

NTC for Assay A

1.  Enter a control name in the Control name field.

2. Select the number of replicates, using the Replicates drop-down menu next to the Control name field.

Note: The replicates are listed in an editable menu. If the number of replicates you need is not listed,
you can type it info the menu field. For more details about editable menus, refer to the section Entering

data.
3. Select an assay from the Assay menu:

Assay
Select agsay...  J
Select azsay...

“ Assay A (IC + Target 1)

" Assay B (IC + Target 2)
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4. The software lists the defined targets and target mixes of the assay in the table below. Select the control
type using the drop-down menu in the Control type column:

Control type

= 1]

Select
POS
NTG

Option Description
POS A positive control will be added to the assay points.

NTC No-template control. Water from the kit will be added to the assay points.
Note: The use of PCR ICs will result in an Internal Control signal detection in the NTC reactions.

5. Click OK to confirm and close the Add control dialog.
6. The control will be added to the Controls table.
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7.2.4.4.2 Add standard series dialog

@ Add =tandard series

Standard series name

Standard series A 4 | ¥ | Replicates

Assay
[0 Assay A (IC + Target 1) v]

[] Use ready-made standard series

Diluent
| QuantiTect Nucleic Acid Dilution Buffer v |
Dilution steps Stock Concentration unit
1000 [ copies/ul L
Sequence Mame of standard Dilution ratio Concentration | 4
Al Al Rl
1 Standard A1 1:10 100/
hl hl hl
2 Standard A2 1:100 10
hl hl hl
3 Standard A3 1:1000 1
Al Al Al
4 Standard Ad 1 - 10000 0.1
Rl Al -
L Standard A 1 : 100000 001 o

Dialog for standard series

1. Enter a name for the series in the Standard series name field.

2.  Select the number of replicates, using the Replicates drop-down menu next to the Standard series

name field.

Note: The replicates are listed in an editable menu. If the number of replicates you need is not listed,
you can type it info the menu field. For more details about editable menus, refer to the section Entering

data.

Select an assay from the Assay drop-down menu.

4. Check the option Use ready-made standard series, if you intend to load the ready-made dilutions

individually for the run.

Uncheck the option if you plan to load one tube containing the standard stock and would like for the

QIAgility to automatically create the dilutions for the standard series during the run.
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5. Optional: if the option Use ready-made standard series has not been checked, select in the
Diluent drop-down menu which diluent the QIAgility should use to create the dilutions.

6. Select the number of dilution steps from the Dilution steps menu.
Dilution steps

LT e Gl fod wi
&
-

The number of rows in the table at the bottom is dynamically correlated with the number of dilution
steps you select in this step.

Note: The number of dilution steps are listed in an editable menu. If the number you need is not listed,
you can type it info the menu field. For more details about editable menus, refer to the section Entering
data.

Note: In order to use the actual stock as the first standard, define the first standard to have the same
concentration as the stock (dilution ratio will be 1:1 in this case). If the option Use ready-made
standard series has not been checked, the QlAgility will directly use the stock as template for the
assay points of this standard.

7. If the option Use ready-made standard series has not been checked, enter the stock concentration in
the Stock field and select the concentration unit using the Concentration unit drop-down menu.

Concentration unit

g

Uil

Ul
copiesfreaction
copies/ml
copies/pl
Haipl
ngfreaction
ngipl

parul
Samut

Hh

8. For each dilution step, enter either a dilution ratio or a concentration. The other value will be
calculated automatically by the software. Optionally, enter a meaningful name into the Name of
standard cell. This is especially important if you plan to define more than one standard series.

Note: The dilution ratio refers to the stock concentration.

Note: Concentration values lower than 0.01 will be displayed in scientific format, e.g., 1.00E-03
represents 0.001.

Note: This step is optional if the option Use ready-made standard series has been checked.

9. Click OK to confirm and close the Add standard series dialog.
10. The standard series will be added to the Standard series table.
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7245 Labware Selection step

Use the Labware Selection screen to select the labware for sample input and run output and to define the
sample information (sample ID, concentration, description). Enter the sample IDs manually using the
Sample editor or add the sample information by importing it from a sample input file. The QlAgility Setup
Manager Software supports up to three input labwares.

The screen is split into two similar panels: define the input labware on the left side, and define the output
labware on the right side.

Proceed as follows:

1. Select the input labware and define the samples.

If the samples will be on a single plate or adapter, check the option Samples will be provided on
one single plate or adapter on the left side of the screen and follow the steps in Defining one input
labware.

If the samples will be on several plates or adapters, check the option Samples will be provided on
multiple plates or adapters (up to 3) and follow the steps in Defining up to 3 input labware.

2. Define the output labware.

3. Click Next to proceed.

*Experiment_1...

Reaction Setup Define sample input and PCR output
Input labware —3  Output labware
Targets
@ Samples will be provided on one single plate or adapter
Assay O Samples will be provided on multiple plates or adapters (up to 3)
@ Use a new input labware and enter sample names @ Use an empty output labware
Controls | Standards (O Load sample input from file (O Load existing output from file
Load sample input from file... N Scan barcode Select file... Il Scan barcode
Labware Selection b3
Labware Labware
[ [ 1.5 mi tapered tube (QIAGEN) 32 x 1.5 m Fiip-Cap Taperef ¥ [ QIAGEN Rotor-Dist 72/ Rotor-Gene @, Rotor-Dist 72 Adap ¥
D Samples are covered with top-elute
Worktable Labware identifier Labware identifier
| Inputi_20161205_100623 Print barcede ... | Output_20161205_093306 Print barcode ...
Auto-generate Sample Ids for all samples
Run
ocinesomss

Labware Selection step
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7.2.4.5.1 Defining one input labware

If the option Samples will be provided on one single plate or adapter has been selected, define the
input labware according to the following steps:

1.

Select Use a new input labware and enter sample names and proceed to step 2.

Alternatively, select Load sample input from file to use a sample input file and proceed to step 11.

Click on the Labware drop-down menu on the left side of the screen.

All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware

| 1.5 mi tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapere ¥ |

1.5 mil tapered tube (QLAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Bass Tubes
Choose other labware...

Select your input labware from the drop-down list. If it is not listed, click Choose other labware to
open the Labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

® Labware browser

Labware

Filter options

Select the item that most closely matches the labware fo be used

Categary QIAGEN 96 Well Microplate RE Catal o
v atalog number
| Standard 9 Well QIAGEN Elution Microtubes RS 19585
[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume
40 pl
Al
Labware adapter
Al
Select the adapler fo be used.
Resetfiter | |  Apply filter

[

In the filter options, select the labware category from the Category drop-down menu. Select the option

Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.
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The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

5. Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

6. If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

7. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

8. Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

9. Define the sample names. Check the option Auto-generate sample IDs for all samples if you want
the software to automatically generate sample names for all positions on the labware. Alternatively,
click the Define samples button to enter the sample names manually. It is also possible to edit the

automatically generated sample names. For details about the sample editor refer to Editing sample
names.

10. Proceed with step 2 in Labware Selection step.

To define samples by using a sample input file, follow these steps:

11. If the option Load sample input from file has been checked, the Load sample input from file and
Scan barcode buttons will be enabled.

C) Use a new input labware and enter sample names
@) Load sample input from file

[ Load sample input from file... ] [ il Scan barcode ]

12. Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog.
Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

QlAgility User Manual 02/2022 7-142



13. If the sample information file also contains the labware type, it will automatically be selected in the
Labware drop-down menu. In this case, the software will automatically display the sample editor.
Proceed to step 16.

Note: This is only possible for files in QDEF format.

Note: If the Labware selection is yellow, you are required to mark the labware or an appropriate
adapter as available in the Labware manager.

14. If the sample information file does not contain the labware type, select the labware manually from the
Labware drop-down menu. If it is not listed, click Choose other labware to open the Labware
browser.

® Labware browser

Filter options Labware

Select the item that most closely matches the labware fo be used
Category QIAGEN 96 Well Microplate RE
| standara 95 el v Catoaieby bey

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume -

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

15. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.
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16.

17.

18.

19.

20.

Optional step: Edit the sample information. If the sample editor does not open automatically, click
Define samples to open it. Click OK to confirm the sample information and fo close the sample
editor. For details about the sample editor refer to Editing sample names.

If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Proceed with step 2 in Labware Selection step.
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7.2.4.5.2 Editing sample names

To define samples manually:

1.  The Sample editor will be opened for the input labware indicated in the Labware identifier menu at
the top.

2.  If the samples have not yet been defined, for example, using the option Auto-generate sample IDs
for all samples, the Sample ID fields and the Labware identifier will be colored yellow to indicate
that this information is required.

@ Sample editor

Select an input labware identifier to enter, edit or view the samples provided on that labware

Labware identifier

| Input1_20161205_101257 v
Pos. | Sample D Conc. [ngipl] Description A
a1 ) ) '
3 T
A2
3 T
A3
3 3
Ad
3 S
A5
AB ) 3
AT ) 3
3 T
AB
3 T
B1
3 T
B2
3 3
B3
B4 L
BS
3 3
B6
B7 ) 3
B8 ) 3
c1 ) 3
3 T
c2
3 3
c3
ca b i v
[N > |

Note: If you are using more than one input plate, at least one sample must be defined on each plate.

3. Enter each sample ID and optionally, enter the concentration and sample description.

Alternatively, you can automatically generate sample IDs using the context menu. Select the relevant
cells in column Sample ID. Press and hold the SHIFT key and left-click to select multiple adjacent cells,
or press and hold the CTRL key and left-click to select multiple non-adjacent cells. Then right-click in
one of the selected cells to open the context menu and click on Auto-generate sample names. In
order to use a common prefix for all generated sample IDs you can enter the prefix in the first cell for
which you intend to generate sample IDs before selecting cells. Then right-click to open the context
menu and click on Auto-generate sample names.
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Copy Cirl+C

Paste Cirl+\

Auto-generate sample names

Note: For more details how to enter information into a table refer to the section Entering data.

Note: If you return later to the sample editor, samples that have already been assigned in the
Assignment step cannot be edited anymore. To edit those samples, remove their assignments first.

4. If you are using multiple input labware, select the next labware identifier from the Labware identifier
menu at the top, and then repeat steps 3 and 4.

5. If samples are defined for each defined labware, the Labware identifier field will no longer be
colored yellow, and the OK button will be enabled. If the Labware identifier field is yellow, that
means that samples have not been defined for at least one labware. Go back to step 4 and define at
least one sample for all labware.

6. Click OK to close the Sample editor.

72453 Defining up to three input labware

If the option Samples will be provided on multiple plates or adapters (up to 3) has been selected, you
can define up to three input labware types.

For each input labware, you can decide whether to load the sample names from a file or to define the input
labware manually. All defined input labware will be listed in the Sample input labware table.

1.  Click the Add new button to define the labware manually. The Add new input labware dialog
opens. Proceed with step 2.

Alternatively, click the Load sample input from file button and select the desired sample file. For
details, refer to File dialog. Click Open to close the file dialog. The software will load the sample
information from the selected sample file.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample file does not contain the labware type, the Add new input labware dialog opens. In this
case proceed with step 2. Otherwise, proceed with step 3.

2. Follow the steps in Add input labware dialog.

Repeat steps 1 and 2 until all input labware have been defined.

4. Define the sample names. The Define samples button will be colored yellow to indicate that this
information is required.
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Click the Define samples button to enter sample names manually. It is also possible to edit the
automatically generated sample names. For details, refer to Editing sample names.

Note: This step is optional if the sample names were loaded from a file or automatically generated.

5.  Proceed with step 2 in Labware Selection step.

The buttons in the right column of the Sample input labware table have the following functions:

Button Action Description
To edit an input labware The Edit input labware dialog will open, displaying the values that
have been entered in the Add input labware dialog.
IEl To duplicate an input The Duplicate input labware dialog will open, displaying the
labware values that have been entered for the original input labware. The
input labware identifier will initially display as a copy of the input
labware.
IE' To delete an input Deletes the row in the Sample input labware table.
labware
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72454 Add input labware type dialog

To define a new input labware:

1. Click on the Labware type drop-down menu.

2. All previously selected labware types will be listed. The Choose other labware option will be listed

last.

Labware

| 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapers; ¥ |

1.5 ml tapered tube (QHAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Base Tubes

Choose other labware...

3. Select your input labware in the drop-down list. If it is not listed, click Choose other labware to open

the Labware browser.

® Labware browser

Filter options

Category
| standara 95 el v

[#] Shows available labvware only

[] Advanced options

All

All

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
QIAGEN Elution Microiubes RS
QIAGEN S-Block 96 Well

Catalog number
19585

Name
QIAGEN 5-Block 96 Well

Dead Volume
40 pl

Labware adapter

Select the adapler fo be used.

Resetfiter | [ Apply fiter

—

In the filter options, select the labware category from the Category drop-down menu. Select the option

Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.
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4. Optional: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

5.  If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

6. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

7. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

8. If you want the software to automatically generate sample names for all positions on the labware,
check the option Auto-generate sample IDs for all samples.

Note: This option will not be available if the dialog was opened using the Load sample input from
file or the Scan barcode button.

9. Click OK to close the dialog.

72455 Defining output labware

To define the output labware:

1.

You can either Use an empty output labware or Load existing output from file. The option Use
an empty output labware will be selected by default and can be used for most runs.

In some cases, the sample input is limited, and one setup run is not sufficient to completely fill the
output labware. In these situations, you can perform more than one run to completely fill the output
labware. When doing this, the output file needs to be saved after the first run. Then, the output file from
the first run can be loaded and used as a starting point for the second run. All used positions from
previous runs will be blocked for usage in this run. Later in Assignment step, new samples will be
added without gap. After the second run, the information from both runs can be saved in the output
file. To set up the second run properly, you must indicate that you are reusing a partially used output
labware by loading an import file and also load the respective output file from the first run. In this case
select the option Loading an existing output from file, and proceed to step 6.
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2.

Select the output labware from the Labware menu on the right. This menu includes all labware
suitable for the selected cycler. An appropriate adapter is automatically added if one has been
marked as available in the labware manager.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

If the labware to be used is not listed, select Choose other labware to open the Labware browser.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Optional: If you would like to use the cooling block for the output labware, check the option Use
cooling block next to the Labware.

Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.
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Alternatively, load a labware file for the output labware:

Note: It is required that you have saved the output file after the previous run of the output labware. If you
have not yet saved the file, open the corresponding experiment in parallel, navigate to the Run step and
click Save output file.

6. The Select file and Scan barcode buttons will be enabled if the Load existing output from file
option has been selected.

() Use an empty output labware
() Load existing output from file

L [l Scanbarcode .. |

Click the Select file button and select the desired labware file. For details, refer to File dialog.

Alternatively, click the Scan barcode button. In the Scan labware barcode dialog, scan the barcode
and confirm by clicking OK. For details, refer o Scan labware barcode dialog. Using the information
from the loaded file, the software will automatically select the Labware. In addition, the positions that
were used with this labware for a previous run will be blocked.

9. Click Next to proceed.

7.2.4.6 Assignment step

The Assignment step screen shows a graphic visualization of the input labware on the left and the output
labware on the right. It is designed to support flexible and intuitive assignment of sample-assay
combinations to the output labware.
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Service  Configuration

Controls | Standards

Input

Select input positions and assays. Press "Assign" to create assay points on cutput labware. Finally, press "Next".

Input labware
Input1_20161205_ 214516

Input

| Graphic List % Output ‘ Graphic List

1 2

3

- 900
TN SN

4

NN TN TN TN

/N NS NS NS £ 5 q) 1 ) 57 )

19 T mQ @  wQ
5 & 71 8 2g)  mq @ g g
3 g 19 ‘. 35 ‘. 51 ‘. &7 ‘.
4 ‘a 20 ‘. 36 '. 52 '. 68 ‘.
5 2 Fal ‘. 37 ‘. 53 " 69 "
sg) =g m e g
7 g 23 ‘. 39 ‘. 55 ‘. m ‘.
egy g @@ swep  2Q
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NN RN RN N AN . 15 ) g a7 & g
R | ] 24 Rl | 54 0
Assay Replicates Pipetting pattern Legend '\ Standard ® Blocked
l ) 2ssay B (G + Target 2) v l [ 4 v ] Il Column by Column @ Control ) Not Used
Pipetting order @ Sample

? Control , Sample , Standard v

Remove assignment

Assignment step

The Graphic tab of the Input panel on the left side of the screen shows all sample positions on the input
labware that have been selected in the Input labware menu. The meaning of the different symbols is
described below:

Name
Sample
Empty position
. Assigned sample

Selected sample

. Selected assigned sample

Description

Position for which a sample ID has been defined (either using the
Sample editor or from a sample file).

Position for which no sample IDs have been defined. The position
cannot be used for the run.

The sample has already been selected once for assay setup on
output labware.

Currently selected sample.

Note: It is possible to select samples and samples that have been
already assigned at the same time.

Currently selected, already assigned sample.

Note: It is possible to use the same sample multiple times to create
assay points on the output labware.

Use the List tab of the input panel to view or edit the sample definition again. In the List tab, you can
change the sequence of samples for the input labware by clicking the column header Pos. of the position
column. This might be required to guarantee a certain sample sequence on output labware, because this
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sequence is used when assigning selected samples to the output labware.

At the bottom of the panel is a menu that lists all assays defined in the Assays step, along with a Replicates
menu.

In order to assign a sample for assay setup, select the sample position(s) and then the assay you would like
to assign to the selected sample(s). Then set the number of replicates. When you click the Assign button, the
selected samples and the assay will be assigned to assay points created on the output labware. Each assay
assigned fo the output labware will result in the setup of an assay mix. Follow the procedure described in
Assigning samples with assays to the output plate.

If the option Samples will be provided on multiple plates or adapters has been selected, you can switch
between the different input labwares using the box above the Graphic and List tabs.

Output

The Graphic tab of the Output panel on the right side of the screen shows a graphic visualization of the
output labware. When entering the screen, the software automatically places all standards and controls
from the Controls/Standard step. The creation of assay points containing samples depends on the
assignments you make in this step, and the output side will be updated when you confirm an assignment at
the input side. The assay points are colored with the targets. Standards and controls are indicated by an
additional small symbol. If you hover with the mouse cursor over one target color of an output position, the
software displays the sample ID, the target and the target type for that position. Assay points containing
samples can be removed. For details, refer to Removing assay assignments.
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Use the List tab of the output panel to view the assay points that have been created.

Qutput | Graphic | List

Pos.  Sample ID Assay Conc. [pM] | &

1 NTC Assay A @) AssayA(IC + Target 1), Control

3 NTC_Assay A @) AssayA(IC + Target 1), Control

3 |NTC_Assay A @) Assay A(IC + Target 1), Control

4 |NTG_Assay A @) AssayA(IC + Target 1), Control

5 NTC AssayB @) Assay B (IC + Target 2), Control

§ NTC AssayB @) Assay B (IC + Target 2), Control

7 |NTC_Assay B @) Assay B (IC + Target 2), Control

g NTC Assay B @) Assay B (IC + Target 2), Control

9 Sample 1 @) AssayA(C + Target 1)

10 Sample 1 @) AssayA(C +Target 1)

41 Sample 1 @) AssayA(C +Target 1)

42 |Sample 1 @) AssayA(C + Target 1) v
Pipetting pattern Legend "y Standard ® Blocked

Hl Column by Column E" Control ) Mot Used
Pipetting order '. Sample
| Control , Sample , Standard | ¥

Remove assignment

The List tab of the Output panel. Four replicates of the NTC controls for Assay A and B are placed at
1-8. Assay A has been assigned to sample 1, with four replicates at 9-12.

The two menus at the bottom of the output panel can be used to set the Pipetting pattern (e.g., row by row
vs. column by column) and the Pipetting order (e.g., first standards, then controls and then samples). You
can also define a new pipetting order.

72461 Assigning samples with assays to the output labware

Proceed as follows:

1. From the Input labware menu on the left side of the screen, select an input labware that was defined
in the previous Labware selection step. The software will display its defined samples below in the
Input panel.
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2.  From the Input panel, select the sample position for which you would like to assign an assay.

Note: To select multiple samples, either press SHIFT and left-click with the mouse to select adjacent
positions, CTRL and left-click with the mouse to select multiple, non-adjacent positions, or drag the
mouse to select adjacent samples in a rectangle. Selecting in a rectangle is only possible on
rectangular plates.

From the Assay menu below, select the assay you want to assign.

Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

LN e G fod =k
=
. |

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

Click Assign.

The software creates assay points on the Output panel on the right side of the screen. The selected
assay is assigned to the selected samples. If you have selected more than one replicate, the sample
positions are multiplied accordingly. The positioning of the created assay points on the output side
follows the selections made for the Pipetting pattern and the Pipetting order.

Repeat the steps until all positions of the output side have been defined for the planned run.

8. If the QlAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

9. Close the lid.

10. Click Next. If the instrument has not been used before, it will initialize.
Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.
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Example:

Select input positions and assays. Press "Assign" to create assay points on output labware. Finally, press "Next".

Input Labware
Input1_20161024_150721

Input | Graphic List % Output | Graphic List
10 7O 20 ® 0 &0
1 2 3 4 5 6 7 8 20 B | u g 50O &€ O
0 19 ¢ 9 M0 0
10 B | ] 9 20 &0
. 00000000 SEET I BT
c0 29 2 9 “0 nQo
- - 0 =0 9 %0 no
B Y () tQ 2@ @0 %O nQ
4N = * 0 | ] a0 0O
10 26 2 7 58 ()
- - -.\. -.\. ‘. ‘. . A
c ) ) | ] QO <0 B0
/N = Lo | ] = Q0 “ 0 @0
13 29 a5 81 ()
N~ LIt LIt O O
D ) “ o e | ] %0 20
N - | ] S | ] 70 &0
N | ] 290 %0 &0
Assay Replicat Fipetting pattern Legend '\ Standard ® Blocked
["Assam(lcﬂﬂmml '] [ 1 '] Clockwise @ Control ) Not Used
Pipetting order . Sample
| Sam| . Control , Standard v
Remove assignment

Assay A (IC + Target 1) has been assigned to all samples, in replicates of 3. Controls have been placed automatically at 34-39.

Standards were not defined.
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In this example, the assay points created for all samples with the assay "A (IC + Target 1)" have been
placed on the output side before the controls. If you now select the sample in position B1 of the input
labware and assign assay "B (IC + Target 2)" with one replicate, the software will create one assay point
and place it in position 34 on the output side. The controls will move automatically to positions 35-40:

Output I Graphic List
L | ) 7 ¢ G | 20 65 O
20 L | Gl | 50 () 8 O
3 0 19 ¢ 35 § 51 () 67 ()
1.0 20 q) 36 Q 52 () 68 ()
5 0 g 37 g 53 () 69 ()
G | L | 38 9 0 LR
70 23 g 39 g 55 () M
Gl | Ll | 4 9 56 O 72 ()
E | N | “ o 57 O
10 ¢ % ¢ 2 ) 58 ()

L | 7O <0 80
12 ¢ N | u 0 60 ()
13 ¢ LN | 50 61 0O
Lo | EON | % ) 62 ()
15 ¢) 1 g a ) 63 ()
16 ¢) ECN | @ ) 6 O

New assay point placed at position 34 (red/blue position).

7.2.4.6.2 Removing assay assignments

To remove an assigned assay from the output side, follow these steps:

1. Select the desired sample position on the Output side. Selecting multiple positions is possible by
pressing SHIFT and left-clicking with the mouse to select adjacent positions or CTRL and left-clicking
with the mouse to select multiple, non-adjacent positions.

2. Click Remove assignment. The assignment will be removed, and the sample position will be cleared
from the output side.
Note: The software will remove all replicates of the desired sample(s).

7.2.4.6.3 Creating a new pipetting order

Generally, the pipetting order defines the placement order of the components (samples, controls, standards)
on the output side. It can also be used to define blocked positions on the output labware that shall not be
used for the run.

The QIAgility Setup Manager Software comes with a set of predefined pipetting orders, which you find in the
Pipetting order drop-down menu. At the end of the menu are two commands to Create a new pipetting
order and to Edit a pipetting order. Use this function to define output layouts for reuse. Once defined, they
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are also listed in the menu, if the same output labware is used.

Pipetting order
| Control , Sample , Standard | ¥ |

Sample , Confrol , Standard
Sample , Standard , Control
Control , Sample , Standard
Control , Standard , Sample
Standard , Sample , Control
Standard , Control |, Sample

Create new pipetting order
Edit pipetting order

1. Click on the Pipetting order drop-down menu under the output side.
2. Click on Create new pipetting order.

3. The Create new pipetting order dialog is shown:

@ Create new pipetting order

Pipetting order name

.,

Save
Output labware type
QIAGEN S-Block 96 Well A
Output labware
1 2 3 4 5 & 7 8B 8 10 M 12 ®
- 9 000000DO0CDODOOOO »
: 9000000000000 D
c 000000000000 o)
r 900000000000 o
9000000000000
- 90000000000 .
- 000000000000 [ = LinebyLine v |
9000000000000

4. Enter a name for the pipetting order in the Pipetting order name field.

The Output labware type menu initially displays the labware that has been selected for the output

labware before. This selection needs to be changed only, if you would like to create a pipetting order
for another labware. In this case, select the desired labware from the list in the menu, or click on the
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Choose other labware command at the end of the list, in case the desired labware is not listed here.
The selected labware will be used as output labware for the run.

6. Define the new pipetting order using the labware graphic. All positions are set to Any Kind by default:
a. Select the position in the graphic whose assignment you want to change.

Note: Selecting multiple positions is possible by pressing SHIFT and left-clicking with the mouse to
select adjacent positions, or CTRL and left-clicking with the mouse to select multiple, non-adjacent
positions.

b. From the Position table at the right, click on the button you want to assign to the selected position:

Button Description
@ Blocked position

l. Position for standards
“. Position for controls
O Position for samples
. Any kind

c. The selected position will be assigned to the selected position. The graphic symbol for the selected
positions will be changed accordingly.

7. To change the pipetting pattern, select the appropriate command from the Pipetting pattern menu
(e.g., Row by Row or Column by Column for rectangular plates).
8. Click Save to save the pipetting order to a file.

Click OK to close the dialog. The newly created pattern is now available in the Pipetting order menu
in the Output panel.

7247 Worktable step
Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.
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The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

e R1 (black border): worktable position for which the loading details are displayed.

e R1, C1, C2 (yellow): worktable positions that still need to be loaded. The run
R1 cannot be started if any yellow positions remain.

A c2
e A1, A2 (blue): worktable positions that have already been loaded.

Worktable selector

M1, B1, B2 (greyed out): workiable positions that are not used for the run.

Note: The run cannot be started if any worktable position remains yellow.

The software displays the labware and required minimum volume of reagents to be loaded in a table
located in the middle of the screen. If several tubes need to be loaded to the worktable position, the table
will display one row for each tube. You must confirm that the labware has been loaded by checking the box
in the Loaded column.

R1 - Reagent block

Pos. Content Tube Reqvel. | Loaded
A | RMase-Free Water 2.0 mi self standing screw cap tube (... 535 pl E
| | QuantiNova IG Probe Assay 1.2 ml tapered screw cap tube (QILA... 167 pl E
J | Pathogen Target 1 1.5 ml tapered tube (QIAGEN) 46 pl E
K | Pathogen Target 2 1.5 ml tapered tube (QIAGEMN) 46 pl E
L | Reaction mix (Assay A (IC + Tar... | 1.5 ml tapered tube (QIAGEN) 0pl E
M Reaction mix {Assay B (IC + Tar... | 1.5 ml tapered tube (QIAGEN) 0pl E
Confirm all |

Table of tubes to be loaded to the worktable position R1.

It is possible to change the tube type for a reagent to be loaded.

Tube

| 200 pl PCR tube (QIAGEN)
200 pl PCR tube (QIAGEN)

Click into a tube field to activate a drop-down menu. The drop-down menu provides a list of all tube types
that fit to the adapter position, that have also been marked as available in the laboratory in the Labware
Manager. Select one of the entries to change the tube type. Changing the tube type might result in a
replanning of the worktable. Click outside the field if you do not want to change the tube type.
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For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded.

Tubes from QIAGEN kits are displayed with the same color as their tube caps.

Adapter: Reagent Block, 16 x 0.2 ml PCR, & x 2 ml Flat, & x 1.5 ml Tapered Tubes

Calibrate labware ... |

A1

AT

B1

A I
B J
= K
D L
E M

Schematic graphic for R1.

| 4
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Click the Labware tab to get an image and details about the input and output labware.

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling
block, the image will only show the tubes or plates and the adapter.

Labware: 1.5 ml tapered tube (QIAGEN)
Adapter: 32 X 1.5 ml Flip-Cap Tapered-Baze Tubes

Catalog number

Bunmeig

MName
1.5 ml tapered tube [QIAGEMN)

| BUEAN]E"]

Catalog number
9018927

MName
32 x 1.5 ml Flip-Cap Tapered-
Basze Tubes

Calibrate labware ..

Image and details for input labware
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For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on
the worktable. For details, refer to Loading tips.

50 pl Conductive Filtered Tips

1 2 3 4 ] 6 T

=]
-]
=
=
=
=
=
]

A 0000
B 00 0O
c 0000
D 00 0O
E 0000
F 00 0O
& 0000
H 00 0O
Set all tips [4] To available Set all selected tips || To available

|E| To unavailable = To unavailable

Interactive rack to define tip avilability.

If a labware type has not yet been calibrated on the required worktable position, you must first perform a
labware calibration. This will be indicated by a yellow Calibrate labware button.

Preparing the worktable
The worktable preparation starts with the positions for tip racks:
1. Open the instrument lid.

2. Check that the correct tip type is loaded and that the number of tips is sufficient. If not, load additional
tips. For details, refer to Loading tips.

Note: To ensure optimal fip pickup, it is important fo follow the instructions in Insert tips to tip rack
holder.

3. Optional step: A yellow Calibrate labware button below the schematic indicates that the tip rack has
not yet been calibrated on the worktable position. It must be calibrated before the run can be started.

Click the Calibrate labware button. The software starts the calibration wizard. Follow the instructions
of the wizard. For details, refer to the sub-chapters of section Calibrate labware.
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After the calibration steps have been completed, the workiable screen will be displayed again.

4.  Check that the interactive graphic on the right side of the screen shows that the tips available are the
same as the tips present on the fip rack on the worktable. If not, adjust the tip availability in the
interactive graphic. For details, refer to Loading fips.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

5.  To confirm that the tip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

6. Click Next to continue with the next worktable position.
Repeat steps 2—6 for all tip rack positions.

For all other worktable positions:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

8. Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps.

Note: Ensure that you have the empty labware available for the calibration. For tubes from the kit,
refer to the QlAgility Calibration Kit that was shipped together with the QlAgility.

9. Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

10. Perform the following steps for each row in the table:

e For reagents: Check that the correct amount of the listed reagent is provided in the correct tube type.
The volumes displayed are the minimum volume required, so consider adding extra to prevent liquid
level detection errors. Load the tube in the correct position of the adapter. For orientation, refer to
the graphic on the right side of the screen.

e For empty labware: Place the labware in the correct position. For orientation, refer to the graphic on
the right side of the screen.

e For samples: Ensure that samples are loaded using the correct labware type. Check that the samples
are placed in the positions as displayed in the table.
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11. Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

12. Click Next to continue with the next worktable position.
13. Repeat steps 8-12 for all worktable positions.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
14. Close the lid.
15. Ensure that the tip disposal box is empty.

16. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.

Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

17. The Run step will be displayed.

7.2.4.8 Run step

The run progress can be monitored in the Run step. During the run, this is the only available step of the
experiment. A run can be paused or canceled at any time. After the run, several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return to the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.
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7.2.4.8.1 Monitoring a run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their

progress are listed in a table. The tasks listed are different for different experiment setups.

The instrument icon in the main toolbar, as well as the progress indicator on the run step, show the overall

run progress.

Run progress

Task Progress
Prepare Reaction Mix Assay -_—
Diztribute azsay mix to output labware —
Distribute controls to output labware -
Distribute =amples to output labware -
Overall progress
|
Start time Approximate end time
10:17 10:41

Run progress.

Note: The displayed times are an approximation.

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.

7.2.4.8.2 Pause/cancel a run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.

To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening

the lid, wait until the movement has finished.
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When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23
Owerall progress

Start time Paused at
13:05 13:21

To resume the run

1.  Ensure that the lid is closed.

2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

H

ﬂ

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at

which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10

seconds. Before opening the lid, wait until the movement has finished.

Note: Pauses of a run are listed in the Exceptions/Pauses section of the Advanced report.

7.2.4.8.3 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.
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After the run, several options are available in the right side of the Run step screen.

Run info

Operator
John Smith

Comment

Output labware

| Printbarcode... || Saveoutputfie.. |

Options after the run.
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Option
Comment

Print barcode

Save output file

Create report

Description
You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

You can print a barcode for the output labware.

Note: The option is available only if a printer has been selected in the Global
Settings tab of the Configuration environment.

An output file will be saved in xml format, in particular the QDEF format,
containing information about the output labware, the run, and the content of each
labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file. Refer to
Customize user settings to define a standard directory.

The file may serve as sample input file for the Rotor-Gene Q operated with the
Q-Rex Software. The .xml file can also be used by a LIMS (Laboratory Information
Management System). Find examples of output files in the "Examples" folder
provided with the software:

C:\Users\Public\QIAGEN\QIAgility\Examples.

Note: Depending on the selected cycler, the software also creates a file in the
format that is expected by the cycler. This file will have the same name as the
xml file (i.e., the same name entered in the file dialog), but with another file
extension, and will also be saved in the specified directory. The input formats of
the following cyclers are supported by the first release of the Pathogen Detection
Plug-in: Rotor-Gene Q operated with the Rotor-Gene Software, version 2.3 or
higher.

Contact QIAGEN Technical Services if you need another file format.

Note: Use this option also in case the sample input is limited, and one setup run
is not sufficient fo completely fill the output labware. In these situations, you can
perform more than one run to completely fill the output labware. Save the output
file after the first run. To set up the second run properly, indicate in the Labware
Selection step that you are Loading an existing output from file by selecting
that option, and load the file from the first run as a starting point for the output
labware of the second run. After the second run, the information from both runs
can be saved in an output file.

A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

The options will still be available if you reopen the experiment later. It is still possible to create a report or to

save the output file.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.

2.  Empty the tip disposal box.

3. Clean the worktable as described in section Cleaning the QlAgility.
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7.2.49 Report

The QlAgility Setup Manager Software offers two types of reports: a basic report that gives a short overview

and an advanced report that contains all the details.

The Basic report contfains:
e General information

e Comment

e Reaction results

e Exceptions

e Detailed run information

The Advanced report contains:
e General information

e Comment

e Kit information

e Reaction results

e Exceptions/Pauses

e Sample information

e Worktable information

e Detailed run information

e Advanced instrument information

Descriptions of the sections that are part of both report types are provided below.

General information

Some general information is provided at the beginning the report. This includes information such as the

name of the kit, the experiment file and the output file (if any has been saved), the instrument serial number

and the date, time and duration of the run.

Comment

The comment that has been entered on the Run screen.
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Reaction results

For regular rectangular output plates, an overview graphic is shown, visualizing each position on the output
plate:

Symbol Description
ok The position was processed without any exceptions.
N warning The position was processed with exceptions that allowed further processing

(e.g., tip failure, liquid level detection error). These exceptions are listed in the
Exceptions chapter below.

L error The position could not be processed as required due to an exception that did
not allow further processing (i.e., the run was stopped due to an error). The
exception is listed in the Exceptions chapter below.

empty The position is empty. The position has not been used during the run.

not used This symbol is only used if an output file has been loaded as a starting point for
the output plate (e.g., when using several runs to fill the output labware). The
symbol represents a position that was not part of this run, although it is not

empty.

Reaction results
Input plate ID: Input1_20161205_104738 1234567881112

A
Input2_20161205_104747 B
Output plate ID:  Output_20161205_103805 g
E )
F
G )
H
ok
© warning
@ ermor
empty

For your reference, the labware identifiers for input and output labware will be listed even if the graphic is
not shown. If multiple input labwares were used for the run, the labware identifiers will be listed in the same
order in which they were defined on the Labware selection step.
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A table listing the reaction result for each processed position on the output labware is shown:

Column
Output

Identifier

Type
Input

Concentration

Flag

Description

The position on the output labware.
Specifies the sample ID or the name of the particular standard or control.
Sample, Standard or for controls, the Control type.

The corresponding position on the input labware. Valid for samples only. Empty for
standards and controls. If multiple input labwares were used for the run, the
position is enhanced by a short input labware reference (e.g., A1/11 refers to
position A1 of the 1st Input labware, where "I" indicates Input, and "1" indicates the
1st input labware in the identifier list).

For standards, the concentration of the standard is listed. For samples, the final
concentration is listed (only if the sample's concentration has been entered in the
sample editor or loaded with a sample input file); otherwise, this is empty. Always
empty for controls or NTC.

Shows the status of the position: either ok, warning or error, corresponding to the
symbols of the graphic

Note: The table contains only those positions on the output labware that were subject to this run. Empty or
unused positions are listed for reference below the table.
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Exceptions

This section lists all events, if any, in a table:

Column

Exception

Position

User response

Description
The event that has been displayed during run.

Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination," all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which might have impacted the output
positions D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table, even though
it is listed here as potentially affected by an exception, then you can trust that the
output position was completed successfully.

Example:

If the "not enough liquid" liquid level detection error occurs in the assay mix tube
while serving the last output position with an assay mix, all output positions that
were designated to contain this assay will be listed here as potentially affected.
However, most of these positions have already been served successfully and will be
flagged OK in the reaction results table. You can trust an 'OK' flag in the reaction
results table.

A short form, which option (button) of the message dialog has been pressed.

Note: The Basic report does not list pauses. If you want to have also pauses listed, use the Advanced

report, instead.

Detailed run information

This sections lists all tasks of the run as they were displayed on the Run step.

Descriptions of the sections that are only included in the Advanced report are below.

General information

Kit information is not listed here for the Advanced report; instead, this information is provided in more
detail in a separate section.
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Kit information

Kit name, lot number and expiration date. Comment provided with the kit.

Note: The Advanced report does not repeat this information in the General information section.

Reaction results table of the Advanced report

In addition to information provided in the Basic report, the Reaction results table of the Advanced report
contains two additional columns:

Output  Identifier

A1 Sample 1
B1 Sample 2
C1 Sample 3
Column

Actual content

Final volume

Type Input

Sample A1/I1

Sample A2/I1

Sample A3/I1

Description

Actual content

15 ul Reaction mix
(Assay A (IC +
Target 1)) + 5 ul
Sample 1

15 pl Reaction mix
(Assay A (IC +
Target 1)) + 5 pl
Sample 2

15 ul Reaction mix
(Assay A (IC +
Target 1)) + 5 ul
Sample 3

Concentration

Final vol.

pl

20

20

20

Flag

ok

ok

ok

Lists the components. The software refers the assay name for each reaction mix

created.

Example:

Output position A1 is the NTC for assay "A (IC + Target 1)" and contains 15 ul of
the reaction mix for assay "A (IC + Target 1)" and 5 ul of RNase-free water.

Lists the final volume.
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Exceptions/Pauses of the Advanced report

In contrast to Basic report, this section not only lists all events but also any pauses that may have occurred
during the run in a table:

Column

Exception

Position/Duration

User response

Sample information

Description
The event or pause that has been displayed during run.

For an event:
Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination”, all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which potentially impacted the output positions
D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table even though it
is listed here as potentially affected by an exception, then you can trust that this
output position has been completed successfully.

For a pause: the duration of the pause.

A short form, which option (button) of the message dialog has been pressed.

Lists the sample information for each input labware as it was entered in the sample editor, loaded by the
sample input file, or automatically generated by the software, together with the identifier of the input

labware.

Worktable information

Lists for each worktable position the liquids that have been placed there.
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Detailed run information of the Advanced report

In addition to the run task list included in the Basic report, the assay setup information is also listed:

Assay Setup

Reaction mix [Target(s)] Content

850 pl 2x Rotor-Gene Multiplex PCR Master Mix + 85 pl Mg+ + 76 pl RNase-
Free Water + 76 yl GAPDH rev + 76 yl GAPDH for + 76 pyl 5 rev + 76 pl 5 for +
76 pyl GAPDH Probe + 76 pl 5 Probe

850 pl 2x Rotor-Gene Multiplex PCR Master Mix + 85 uyl Mg+ + 36 pl RNase-
Free Water + 9 pl S rev + 9 pl 5 for + 9 pyl 5 Probe

Mix1 [ GAPDH,GPCR-like
5]

Mix2 [ GPCR-like 5]

This provides detailed information about each mix that was automatically created by the QlAgility.

The selected cycler and information about standard series is also provided if they were used in the run.

Advanced instrument information
This section lists information about HEPA filter usage, service due dates and volume calibration.

Note: The series numbers of the QlAgility and the pipettor head are part of section General information
at the beginning of the report.

7.2.5  Working with sample pooling experiments

The Sample Pooling Plug-in enables easy and convenient setup of your sample pooling experiments. The
output from this experiment can be used o perform a manual or automated PCR setup using a plug-in of
your choice.

New experiments for sample pooling are defined in the Experiment environment of the software. When a
new experiment is created, only the Sample Batches step will initially be enabled. All other steps will
become available once the required information has been entered in the Sample Batches step. The
coloring of the Pooling Setup step will change to yellow as a visual reminder that required information still
needs to be entered. This is a general principle when working in the Experiment environment.

The experiment wizard has 4 steps that guide you through the run setup process:

1. Sample batches
2. Pooling setup

3. Worktable
4

. Run

An experiment can be saved at any time using the Save or Save as buttons in the button bar. The file
extension for sample pooling experiments is *.qsmpoolix, and for templates *.qsmpoolit (QlAgility Setup
Manager Sample Pooling Experiment and Template, respectively). The Start run button will be disabled as
long as there are incomplete or invalid steps or missing data entries.
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For more information about templates and experiments refer to the Experiments and templates concept.

7.2.5.1 Sample Batches step

Use the Sample Batches screen to select the labware type for sample input and define the corresponding
sample information. Several sample input batches can be defined for a pooling run. The QlAgility Setup
Manager Software will plan reloading of input labware during the run, if appropriate.

A sample input batch is defined by a unique batch identifier, the labware type and sample names.

Tags can be assigned to samples to indicate which samples can be pooled together. Samples with different
tags will not be pooled together. If samples need not be pooled together, e.g., samples originating from
different sources, they can be assigned different tags. In other words, tags are used to group the samples
before pooling. A pool will only contain samples with the same tag.

Tagging samples is independent of the pool size. The pool size will be defined under Pooling Setup step.

Note: The batch identifier (Batch ID) will be used in the report and in the sample output file.

Service Configuration Instrument

Define labware and samples
Sample input baiches
Pooling Setup Seq. Batch ID Labware type Acfions
1 |Inputti_20170324_145725 QIAGEN Elution Microfubes RS [a][x]
Worktable
2 | Inputi2_20170324 145931 1.5 mi tapered tube (QUAGEN) / 32 x 1.5 mi Flip-Cap Tapered-Base Tubes II‘ E
Run 3 | Input13_20170324_145054 QIAGEN Elution Microlubes RS [
4 | Inputd_20170330_095242 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 mi Flip-Gap Tapered-Base Tubes [8][x]
——— el o

Sample Batches step

For each sample input batch, you can decide whether to load the sample names from a file or to define
them manually. All defined sample batches will be listed in the Sample input batches table.

1.  Click the Add sample batch button to define the labware manually. The Add new sample batch
dialog opens. It offers the option to automatically generate sample names and pooling tag. Follow the
steps in Add new sample batch dialog.

Alternatively, click the Import batch from file button or the Scan labware barcode button to import
sample information from a file. Follow the steps in Importing a sample batch from file.
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Alternatively, if you want to continue with unused samples from a previous run, click the Import
unused samples button and select the desired sample file. The software will load the information
from the file and open the Import unused samples dialog. Follow the steps in Importing unused
samples from previous runs.

Note: In order to work with unused samples from a previous run, the 'unused samples' file should have
been saved after that run. This file can then be used as a starting point for your current run.

If sample names have not been imported from a file or automatically generated, define them now. The
(4] button will be colored yellow to indicate that the sample names still need to be defined.

Click the [4] button to enter sample names and pooling tags manually, or to change automatically
generated sample names and pooling tags individually. For details, refer to Editing samples and tags.

Alternatively, click the || button if you want the sample names or a pooling tag fo be generated
automatically for all positions.

Repeat steps 1 and 2 until all sample input batches have been defined.

Note: If more sample input batches have been defined than can be placed on the worktable, the
QIAgility Setup Manager Software prompts you later during the run to update the worktable with
samples and tips.

Later, during pool planning and run, the software will use the order of sample input batches as

defined on this screen. Select a table row and use the buttons below the table to optimize the
order of input batches as per your need. Finally, click Next to proceed to the Pooling Setup step.

The buttons in the right column of the Sample input batches table have the following functions:

Button Action Description

To edit a sample input  The Edit sample batch dialog will open, displaying the values that

batch have been entered in the Add new sample batch dialog. It offers
the option to automatically generate sample names and/or to assign
a common pooling tag for all samples of the sample input batch.

Note: If you select the option to automatically (re)generate sample
names or pooling tag, existing sample names or pooling tags will be

overwritten.

To edit sample names The Sample editor will open, displaying the sample names and

and pooling tags pooling tags that have already been entered or automatically
generated. Sample names and tags can be entered or changed
individually.

To delete a sample Deletes the row in the Sample input batches table.

input batch

QlAgility User Manual 02/2022 7178



72.51.1 Add new sample batch dialog

The Add new sample batch dialog allows simple, manual setup of a sample batch.

@ Add new sample batch

Batch ID
Input17_20170207_135426 Print barcode ...
Labware type
| Select labware type. | ¥
Options
[] samples with top elute
[] Auto-generate sample names | ASSign common fag
Tag
| v
]
ox
Add new sample batch dialog
1. Optional:

If you would like to change the batch identifier that was automatically generated by the software, you
can edit it in the Batch ID field.

Note: This identifier will be used in the report and in the sample output file.

2. Select the labware type of your input labware from the drop-down list. If it is not listed, click Choose
other labware to open the Labware browser. Initially, the drop-down list is colored yellow to indicate
that this information is required.
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® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

3. Optional:

If you would like to use the cooling block for the input labware, check the option Samples require
cooling.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will become disabled.

4. If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QlAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

5. Ifyou would like the QIAgility Setup Manager Software to generate sample names automatically, check
the option Auto-generate sample names. You can define a prefix with which every sample name will
start. Sample names will be generated for all positions on the labware. It is possible fo edit sample
names individually or change sample names later under Sample Batches step, step 2.

6. If you would like to assign a common pooling tag to all samples automatically, check the option
Assign common tag. Select a tag from the Tag drop-down menu.

Note: The Tag menu is an editable menu. If you want to use another tag or if the menu is still empty,
just type the tag info the field. For details about editable menus, refer to Entering data.
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It is possible to change tags later or assign tags individually o samples from the Sample Batches
screen by clicking the [4] button in the right column corresponding to the input batch.

Tags can be assigned to samples to indicate which samples can be pooled together. Samples with different
tags will not be pooled together. If samples need not be pooled together, e.g., samples originating from
different sources, they can be assigned different tags. In other words, tags are used to group the samples
before pooling. A pool will only contain samples with the same tag.

7. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

8. Click OK. The defined sample batch will be added to the Sample input batches table.

Continue with step 2 in Sample Batches step.

7.251.2 Importing a sample batch from file

To import a sample input batch from file:

1. a) Click the Import batch from file button and select the desired sample file. For details, refer to File
dialog.
The software will load the sample information from the sample file. If the sample information file also
contains the labware type, it will automatically be selected for the sample batch. In case of a *.csv or
*.ixt file, the file name will be used as identifier for the sample batch. In case of a *.xml file, the plate
ID described in the file will be used as identifier for the sample batch.

b) Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan labware barcode button. The Scan labware barcode dialog opens.

Scan the labware barcode and click OK to confirm. For details, refer to Scan labware barcode dialog.
The software will load the sample information from the sample file.

2. If the sample file does not contain the labware type, the Add new sample batch dialog opens. Follow
the steps in Add input labware dialog.

Continue with step 2 in Sample Batches step.
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7.2.5.1.3

Editing samples and tags

Add, edit or view the samples provided in this batch.

Sample input batch
Inputi1_20170324_145725

Pos
Al
A2
A3
Ad
A5
Ab
AT
Ad
A9

A10

A1

A12
B1
B2
B3

BS
B6
B7
Ba
B9
B10

‘Sample name

Inputi1_1
Inputii_2
Inputii_3
Inputii_4
Inputii_5
Inputii_6
Inputi1_7
Inputii_&
Inputii_9
Input11_10
Inputii_11
Inputii_12
Inputi1_13
Input11_14
Inputi1_15
Inputi1_16
Input11_17
Inputii_18
Inputii_19
Input1i_20
Input11_21
Inputi1_22

Adapter:
Labware: QIAGEN Elution Microtubes RS

>

Tag
" Blue
" Blue

Blue

Bilue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Blue

Bilue

Blue

Blue

Blue

Tag

[ Elus A ]

[ Assign tag to selected samples ]

Sample prefix

Input11_

Auto-generate sample names

- )

Dialog to edit samples and tags

To define samples manually and to assign pooling tags:

1.

In the Sample Batches step, click the [4] button in the right column of the Sample input batches table
corresponding to the input batch. The Sample editor will be opened. The sample baich is indicated at

the top.

If the samples have not yet been defined, for example, using the option Auto-generate sample

names for all samples, the Sample ID fields will be colored yellow to indicate that this information is
required.

Enter each sample ID.

QlAgility User Manual 02/2022

7-182



Note: Alternatively, you can automatically generate sample IDs. Select the relevant cells. Press the
SHIFT key and left-click to select multiple adjacent cells, or press the CTRL key and left-click to select
multiple non-adjacent cells. Optionally, define a prefix with which the generated sample names shall
start in the Sample prefix field. Click the Auto-generate sample names button to generate sample
names for the selected samples.

Note: For more details about the sample editor, refer to the section Working with tables.

4. Optionally, assign pooling tags to selected samples. Select the relevant sample cells. Press the SHIFT
key and left-click to select multiple adjacent cells, or press the CTRL key and left-click to select multiple
non-adjacent cells. Select a tag from the Tag drop-down menu. The Tag menu is an editable menu. If
the Tag menu is still empty or if you want to use a tag that is not listed, just type the tag name info the
field. For details about editable menus, refer to Entering data.

Note: Tags can be assigned to samples to indicate which samples can be pooled together. Samples
with different tags will not be pooled together. If samples need not be pooled together, e.g., samples
originating from different sources, they can be assigned different tags. In other words, tags are used to
group the samples before pooling. A pool will only contain samples with the same tag.

5. Click OK to close the Sample editor.

72514 Importing unused samples from previous runs

Save the information about unused samples of any given run in a file by clicking the Save unused samples
button on the Run screen. In order to work with the unused samples from an earlier run, simply load the
'unused samples' file and use it as a starting point. The software loads the information from the file and
opens the Import unused samples dialog.

The upper part of the dialog shows the information about sample batches containing unused samples as
loaded from the file. You can then select which of the sample batches shall be imported for use in your
current run and they will appear in the lower part of the dialog.
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Select batches from table Baiches with unused samples. You can choose to reuse all imported baiches as they are or allow rearranging them for a smaller number of input batches. Click import and
validate the result. Finally, click OK fo add the imported bafches fo the experiment.
Batches with unused samples in myUnusedSamples. Unused samples in Input2_20170112_223232
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Dialog to import unused samples

1. Select the sample batches from the file that shall be used in this run. To do so, check the box in the
column Import in the corresponding rows of the Batches with unused samples table at the top left.

To view the content of a sample batch before importing, click in the sample batch's row in the table
Batches with unused samples at the left to see the list of its unused samples in a table at the right.

Hint: If you plan to use up all the unused samples in the next runs, you can mark to import all sample
batches from the file at once, even though not all samples can be pooled in the immediate run. After
the current run is finished, you can again export a file, this time containing fewer unused samples. You
can repeat the import and save files step until all the initially unused samples have been pooled. This
feature allows to define a large number of samples to be pooled in a single step, although several
runs are needed to complete the pooling.

2. If the samples on a sample batch have been indicated in the previous run to be covered with TopElute
Fluid, the corresponding check box in the Batches with unused samples table is checked. The
QIAgility will pipet the samples accordingly.

3. Select one of the import options.

Use the option Reuse batches as they are if adapters shall be reused without rearranging sample
tubes.

Use the option Rearrange samples to optimize batch count if you want to reduce the number of
input batches for the run. If possible, the software will try to fill up adapters.
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Note: The software will not rearrange samples that are placed on plates, i.e., plates will always be
reused as they are independent of the selected option. For adapters with tubes, the software will fill up
adapters only with samples that have the same tube type.

4. Click the Import button. The software takes the sample input batches that have been marked for
import from the Batches with unused samples table at the top left.

Note: At least one of the Import check boxes needs to be checked in the Batches with unused
samples fable at the top left. Otherwise, the Import button is disabled.

5. The software lists the sample batches in the order they will be imported into the Imported sample
batches table below the Import button. If the option Rearrange samples to optimize batch count
has been enabled, the number of batches can be reduced.

To view the content of a sample batch after rearrangement, click in the sample batch's row in the table
Imported sample batches at the left to see the list of its unused samples in the table at the right.

Note: If you click the Import button again, all previously listed batches in the Imported sample
batches table will be replaced by this new action.

6. Click OK to import the sample baiches as listed in the Imported sample batches table.

Otherwise, click Cancel to discard the whole action to import sample batches from the selected file of
unused samples.

Continue with step 2 in Sample Batches step.

7.2.52 Pooling Setup step

Use the Pooling setup screen to select the pooling protocol, the labware type for the output labware, and
to define the sample pools itself.
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Pooling Setup step

Firstly, select the pooling protocol and define the pooling batch (output labware):

1. Select the protocol from the Pooling protocol drop-down list that fits best for your samples. Initially,
the drop-down list is colored yellow to indicate that this information is required.

2. Select the Labware for the pooling batch (i.e., the output labware of the run) from the drop-down list.
If it is not listed, click Choose other labware to open the Labware browser. Initially, the drop-down
list is colored yellow to indicate that this information is required.
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® Labware browser

Filter options

Labware
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In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Optional:
If the sample pools on the output labware require cooling, indicate this using the corresponding check
box next to the Labware.

Optional:

If you would like to change the batch identifier that was automatically generated by the software for the
pooling batch, you can edit it in the Batch ID field.

Note: This identifier will be used in the report and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

Optional:
Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been selected in the Global Settings tab of the
Configuration environment.

Optional:
Check the box next to Auto-generate Pool IDs, if the software shall generate pool identifiers
automatically. Pool IDs will be used in the report and in the sample output file to name the positions of
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the pooling batch (on the output labware). Otherwise, pool IDs need to be defined later in the Review
sample-pool-mapping dialog.
Note: The Auto-generate Pool IDs option is the most convenient way to define pool IDs.

7. Optional:
Select the option Leave samples unused if last pool contains fewer samples, if you want to create

pools always with the complete pool size.

8. Optional:
If certain positions on the pooling batch shall not be used during the run, check the option Block
positions on pooling batch and select a pattern from the drop-down list next to it. Select Manage
patterns to define a new pattern.

The Sample pools table defines the sample pools along the tags that have been defined with the samples.
The table lists all sample tags and the number of samples that have been tagged.

Sample pools
Sample tag Tagged samples Pool size* Volurmn: Total Total net volume[ul] Last pool volume[pul] Last pool net wolume[pl] Pools
[ Blue 96 5 15 75 55 15 0 20
| pink 32 g g 25 5 10 0 7
= 32 5 10 50 30 20 0 7
B Green % I 25 5 5 0 20
Empty pooling positions: 42

Sample pools table
For each row in the Sample pools table:

9. Select the Tag if pools shall be created in this run by checking the box next to the sample tag name. If
the tag has been selected, proceed with the next step to define the pools for it, otherwise proceed with
step 12.
Note: At least one tag needs to be selected. The background of the boxes is yellow if no tag has been
selected to indicate that a selection is required.

Note: If samples have been defined without an assigned tag, a row will be displayed with an empty
sample tag name. Those samples will be treated as a separate tag group.

10. Enter the Pool size for the tag into the corresponding cell of the table, i.e., the number of samples that
shall be combined together into one pool. The cell is initially colored yellow to indicate that this
information is required.

11. Enter either the Volume per sample that shall be added to the pool or the Total volume of the
resulting pool. If one value has been entered, the software will automatically calculate the other value.
Both cells are initially colored yellow to indicate that the values are required.

Note: A minimum volume per sample is required, depending on the selected pooling protocol. The
Volume per sample field is colored yellow, otherwise. Hover the mouse over the field to get a tool tip
displayed with the minimum value. The Total volume field is colored yellow if the pool volume exceeds
the labware capacity of the output labware.
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The Sample pools table contains additional information about the pools in the other columns:

Table column

Total net volume

Last pool volume

Last pool net volume

Pools

Description

If the pools shall serve as input for a further QIAgility run, this is the
actual input volume that will be available in the next run. Depending on
the dead volume of the chosen labware, the total net volume can be
lower than the actual physical volume.

Adjust the volumes if necessary to meet the required input volumes of
the next run.

The volume that will be available in the last pool. This volume can be
lower than the total volume of a complete pool if the last pool will
contain fewer samples. You can prevent the creation of incomplete last
pools by selecting the option Leave samples unused if last pool
contains fewer samples.

If the pools shall serve as input for a further QIAgility run, this is the
actual input volume of the last pool that will be available in the next run.
Depending on the dead volume of the chosen labware, the last pool net
volume can be lower than the actual physical volume.

Adjust the volumes if necessary to meet the required input volumes of

the next run. Alternatively, you can prevent the creation of incomplete

last pools by selecting the option Leave samples unused if last pool
contains fewer samples.

The number of pools that will be created for the tag.

The number of Empty pooling positions on the output labware is displayed below the table.

12. Repeat steps 9-11 until all sample pools for the run have been defined.

The software plans pools according fo the definitions in the Sample pools table. The following criteria

are taken info consideration:

The order of the selected tags in the Sample pools table. Click a tag name in the table and use the
buttons below the table to optimize the order of tags as per your need.

The software uses the order of sample input batches as defined in the Sample Batches step.

Samples are taken from the sample input batches according to the default pipetting order for sample
batches as defined in the user settings for sample pooling.

13. If the View sample-pool-mapping button is colored yellow, click it to define pool IDs in the upcoming
dialog. This step is optional if the option Auto-generate Pool IDs has been selected. You can click the
button at any time to see a list of the planned pooling batch (output labware), or to define/refine pool
IDs individually. Refer to Sample-pool mapping dialog for details.

Note: Pool IDs must be defined in order to proceed to the next Worktable step.

14. If the required pool definition is completed, the Next button gets enabled.
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15. [If the QlAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

16. Close the lid.

17. Click Next.
Note: The software will show a message if more samples have been defined than the number of
samples that will be pooled in this run, or if the number of defined sample pools exceeds the number
of available positions on the output labware. Once the run is completed, you can save a file with
unused samples to use it as a starting point for the next run.

If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.

Proceed with the instructions described in Worktable step.

7.2.52.] Defining a pattern for blocked positions

Use the Manage blocked positions pattern dialog to define blocked positions. The dialog shows a
graphical representation of the selected output labware.

The dialog can be opened by selecting Manage patterns from the drop-down list next to the option Block
positions on pooling batch on the Pooling Setup screen.

Note: The option Block positions on pooling batch needs to be selected in order to enable the drop-
down list.
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@ Manage blocked positions pattemn

Pattern name
| Blocked_all_comers| v

Output Plate

Set zelected positions as:

(%) | blocked
O assigned

A ® Ly 4
J J J

Example of a pattern with blocked positions.

To define a new pattern:

1. Select New from the Pattern name drop-down list and enter a name for the pattern. This is an

editable menu. For details, refer to Entering data. The pattern name will be displayed in the Pooling

Setup step.

2.  Select the position in the graphic whose assignment you want to change.

Note: Selecting multiple positions is possible by pressing SHIFT and left-clicking with the mouse to
select adjacent positions, or CTRL and left-clicking with the mouse to select multiple, non-adjacent
positions. Use the mouse to select a rectangular area.

3.  Onthe right, click on the button you want to assign to the selected position:

Button Description
® Blocked position.
O Position that can be used during the run.

4. The graphic symbol for the selected positions will be changed accordingly.

Click Save to finish the definition and to close the dialog. The newly created pattern is now selected in

the Pooling Setup step.
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Note: The pattern will be available in the drop-down list of blocked positions patterns in the Pooling
Setup step whenever this output labware has been selected.

To refine a pattern:

1. Select the pattern from the drop-down list in the Pooling Setup screen.

Note: The list contains all patterns that have been defined for the currently selected output labware.

Select Manage patterns from the drop-down list in the Pooling Setup screen.

w

The Manage blocked positions pattern dialog opens. The pattern chosen in step 1 is selected in the
Pattern name drop-down list.

Select the position in the graphic whose assignment you want to change.
On the right, click on the button you want to assign to the selected position.

The graphic symbol for the selected positions will be changed accordingly.

N o O o~

Click Save to finish the definition and close the dialog. Otherwise, click Cancel to leave the dialog
without changing the selected pattern.

To delete a pattern:

1. Select Manage patterns from the drop-down list in the Pooling Setup screen.
2. The Manage blocked positions pattern dialog opens.

3. Select the Pattern name from the drop-down list which you want to delete.

4. Click the Delete button to delete the selected pattern. The pattern is deleted.

5

. Click Cancel to leave the dialog.

7.2.5.2.2 Sample-pool mapping dialog

The sample-pool mapping dialog lists the sample pools on the pool batch (output labware) as currently
planned for the run. For each output position, the list of samples to be pooled together is displayed along
with the position on the sample input batch, the sample ID, the tag, and the input batch ID.

The definition of pool IDs is required in order to start the run. Pool IDs are displayed on the report. If pool
IDs have not yet been generated or defined, the pool ID fields are colored yellow.
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Pool batch pipetting order
|_ Column by Column v | | Auto-generate Pool IDs |
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B

Review sample-pool mapping dialog with automatically generated pool IDs

Optional:
Select the pipetting order for the pool batch. Initially, the Pool batch pipetting order drop-down list
displays the default pipetting order for pool batches as defined in the user seftings.

Note: Each time the pipetting order is changed, pool IDs will be generated automatically by the
software.

If not yet defined, define pool IDs.

Click the Auto-generate pool IDs button if the software shall create pool IDs automatically. The ID will
contain the position on the pooling batch (output labware) and the tag.

Note: The Auto-generate Pool IDs option on the Pooling Setup screen is the most convenient way to
define pool IDs.

Alternatively, enter the pool IDs into the Pool ID cells individually.

Note: Each time the pipetting order is changed, pool IDs will be generated automatically by the
software.

Note: Each time the setup is changed on the Pooling Setup screen, pool IDs are removed. The
software regenerates them automatically if the option Auto-generate Pool IDs is selected on the
Pooling Setup screen.

Optional:
Review the list of pools.
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4. Click OK to acknowledge the entered or generated pool IDs and leave the dialog. Otherwise, click
Cancel to leave the dialog and to discard all changes.

Note: The OK button is enabled only if all pool IDs have been defined.

7.2.5.3 Worktable step
Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status. If more sample input batches have been defined or more tips are required
than can be placed on the worktable, the QlAgility Setup Manager Software will prompt you during the run
to reload the worktable with sample batches and tips.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.

The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

Worktable selector

B1 (black border): worktable position for which the loading details are displayed.

B1, B2, C1 (yellow): worktable positions that still need to be loaded. The run
cannot be started if any yellow positions remain.

A1, A2, C2 (blue): worktable positions that have already been loaded.

e MIT, R1 (greyed out): worktable positions that are not used for the run.

Note: The run cannot be started if any worktable position remains yellow.
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The software displays the labware and required minimum volume of sample to be loaded in a table located

in the middle of the screen. If several tubes need to be loaded to the worktable position, the table will

display one row for each tube. You must confirm that the labware has been loaded by checking the box in

the Loaded column.

B1 - Input

Pos.
A1 Inputi2_1
A2 | Inputi2_2
A3 | Inputi2_3
Ad | Inputi?_4
A5 | Inputi?_5
A6 | Input1?_&
AT | Inputi2_7
A8 | Inputi2_8
B1 | Inputi2_9
B2 | Inputi2_10
B3 | Imputi2_11

10 pl
10 pl
10 pl
10 pl
10 pl
10 pl
10 pl
10 pl
10 pl
10 pl

10l

Batch id: Input12_20170324_145934

Required volume/sample Loaded

E E K K EAREREE

El

Confirm all

Table of samples to be loaded to the worktable position B1.

For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded.
Click on the Labware tab to get an image and details about the required labware.

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling

block, the image will only show the tubes or plates and the adapter.
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Adapter: 32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Labware: 1.5 ml tapered tube (QIAGEN)

| BUBMOE] I Bumeig |_

m
0000 -
0000 -
0000 -
0000 -
0000 -
0000 -
0000 -
0000 -

[ Calibrate labware ___

Schematic graphic for B1.

If labware required for the run has not yet been calibrated on the required worktable position, you must first
perform a labware calibration. This will be indicated by a yellow Calibrate labware button.
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For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on
the worktable. For details, refer to Loading tips.

200 pl Conductive Filtered Tips

=
L]

1 2 3 4 5 [ T B 4 1m0 N

| BUEMOE] | Buimel |_

=
00000 O0GOGCO

o

®
900000 OCGSO

Set all tips [+ To available Set all selected tips | 4| To available
|E| To unavailable = | To unavailable

Interactive rack to define tip avilability.

Preparing the worktable
1. Open the instrument lid.

2. Optional step: A yellow Calibrate labware button below the schematic indicates that a tip rack or
labware has not yet been calibrated on the worktable position required for the run. It must be
calibrated before the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for the current run and that has not yet been calibrated on the
required worktable positions and starts the labware calibration wizard. Follow the instructions of the
wizard. For details, refer to the sub-chapters of section Calibrate labware.

Note: Ensure that you have the empty labware available for the calibration. Tip racks of both tip type
will be required for labware calibration.
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Note: Sample pooling runs use only one tip type. However, labware calibration requires both tip types.
Ensure to correctly follow the tip loading instructions in the calibration wizard.

Note: The calibration worklist also considers all labware that will be reloaded later during the run that
have not yet been calibrated on the planned worktable positions.

Note: If tip racks have not been calibrated for all required worktable positions, they will be added to
the calibration worklist too.

After the calibration steps have been completed, the workiable screen will be displayed again.

Now, the worktable preparation starts with the positions for tip racks:

3.

Check that the correct tip type is loaded and that the number of tips are sufficient. If not, load
additional tips. Check that the interactive graphic on the right side of the screen shows that the tips
available are the same as the tips present on the fip rack on the worktable. If not, adjust the tip
availability in the inferactive graphic. For details, refer to Loading tips.

Note: To ensure optimal tip pickup, it is important to follow the instructions in Insert tips to tip rack
holder.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

To confirm that the fip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

Click Next to continue with the next worktable position.

Repeat steps 3-6 for all tip rack positions.

For sample batches and pool batch:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

7.

10.
11.

Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

Perform the following steps for each row in the table:

e For empty labware: Place the labware in the correct position. For orientation, refer to the graphic on
the right side of the screen.

e For samples: Ensure that samples are loaded using the correct labware type. Check that the samples
are placed in the positions as displayed in the table.

Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

Click Next to continue with the next worktable position.

Repeat steps 8-12 for all worktable positions.
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Note: If calibration has been performed between steps 3—-12, ensure to load (or reload) all worktable
positions as described in the steps.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
12. Close the lid.
13. Ensure that the tip disposal box is empty.

14. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.
Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

Note: If more sample input batches have been defined or more tips are required than can be placed
on the worktable, a message is displayed to inform you that the QIAgility Setup Manager Software will
prompt you during the run to update the worktable with samples and tips.

15. The Run step will be displayed.

7254 Run step

The run progress can be monitored in the Run step. During the run, this is the only available step of the
experiment. A run can be paused or canceled at any time. After the run, several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return to the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.

The run can be paused in between, if more samples or tips are needed than was initially placed on the
worktable.

7.2.5.4.1 Monitoring a run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their
progress are listed in a table. The tasks listed are different for different experiment setups. The task list
contains tasks to update the worktable with samples and tips during the run, if more sample input batches
have been defined or fips are required than was initially placed on the worktable. The Progress/Time
column lists the estimated time when the worktable update will be required.
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The instrument icon in the main toolbar as well as the progress indicator on the run step show the overall
run progress.

Run progress
Task Progress | Time
Processing samples from batch Input1_ 20170324 145725 ——
Processing samples from batch Input12_ 20170324 145931 ——
Processing samples from batch Inputd_20170330_095242 ——
(I-) Update worktable setup 15:36
Processing samples from batch Inputd_20170330_095242 ——
Processing samples from batch Input2_20170412_223232 ——
Processing samples from batch Inputd_20170112_232728 ——
(I-) Update worktable setup 15:52
Processing samples from batch Inputd_20170112_232228 ——
Processing samples from batch Inputs_20170112_232734 ——
Processing samples from batch Input_20170112_232240 ——
Owerall progress
Start time Approximate end time
15:25 16:12

Run progress.

Note: The displayed times are an approximation.

The name of the operator and a comment field are displayed on the right. This comment field will be a part
of the report. You may enter the comment during or after the run.

7.2.5.4.2 Reloading worktable during run
If samples or tips need to be reloaded during the run, the Reload worktable dialog is displayed. The

instructions in the dialog are different for each experiment. The QlAgility Setup Manager Software optimizes
these tasks to reduce the number of required reloads during the run.
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@ Reload worktable

Load all workiable positions as specified below. Ensure that the pooling labware on position C2
remains on the worktable. Click on the "View sample baich details._." button to view details of the
comesponding batch.

REMOVE LOAD
M1 Empty tip racks 200 pl Conductive tip (QIAGEN) O
:'1 o n P
el | [ €2
REMOVE LOAD
v Al || A2 ID: Inputi2_20170324_145931 ID: Inputd_20170112_232228 0
B2 ‘iew sample batch details ... view sample batch details .. ]
R1
el | [ €2
REMOVE LOAD
Al A2 ID: Inputii_20170324_145725 D Input?_20170112_223232 O
B1 | View sample batch details ... View sample batch details ... |
R1
el | [ €2
[] pone

W Empty the tip disposal box and close the lid.

| Review pooling progress .. | Resume

Relaod worktable dialog with instructions.

Each instruction is displayed in a row. The columns display from left to right: the affected worktable
position(s), the item(s) that shall be removed and the item(s) that shall be loaded. Perform the actions
described and check the "Done" boxes. Once all preparation steps are completed and confirmed, the
Resume button will become active.

Follow the instructions listed in the dialog.

For tip racks:
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1. Remove empty tip racks from the worktable positions highlighted on the left.

REMOVE LOAD

Empty fip racks 200 pl Conductive fip (QIAGEN) O

Instruction to remove empty tip racks from worktable positions A1 and A2 and to load full 200 pl tip racks,
instead.
2.  Load full fip racks of the required tip type to the worktable positions.
Note: To ensure optimal tip pickup, it is important to follow the instructions in Insert tips to tip rack
holder.

Note: Full tip racks need to be loaded during worktable reloading.

3. To confirm that the tip racks have been loaded, check the box next to Done.
The color of the worktable positions changes to blue to indicate that they have already been loaded.

For sample input batches:

4. Remove the sample input batch indicated in the second column from the highlighted worktable

position.
REMOVE LOAD
ID: Inputi2_20170324_145031 ID: Inputd_20170112_232228 0
| view sample batch details .. | | view sample batch details .. |

Instruction to remove sample batch with ID Input12_20170324_145931 from worktable position B1.
You can click the View sample batch details button to get the sample list displayed.

Note: If no batch needs to be removed from the worktable position, the instruction displays "No unload
needed."

5. Load the sample input batch indicated in the third column.

REMOVE LOAD
ID: Input12_20170324 145931 ID: Inputd_20170112_232228

| View sample batch details .. | | view sample batch details .. | [ Done

Instruction to load sample batch with ID Input4_20170112_232228 to worktable position B1.

Ensure that the samples are loaded using the correct labware type. Hover with the mouse over the
batch ID to see a tool tip with labware information.

Check that the samples are placed in the correct positions. You can click the View sample batch
details button to get the sample list displayed.

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and
labware and Loading reagents and samples.
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Note: If no batch needs to be loaded, e.g., because only a finished sample batch can be removed,
the instruction displays "No load needed."

To confirm that the sample batches have been removed and loaded, check the box next to Done.

Note: If the loading has been confirmed in the View sample batch dialog, the box is already
checked.

Repeat steps 1-6 until all tips and sample batch instructions have been completed.

Optional:

To review the current pooling progress, click the Review pooling progress button. The Review
pooling progress dialog opens. After closing the dialog, the Reload worktable dialog is displayed
again.

To continue the run:

9.
10.

11.

Ensure that the tip disposal box is empty.
Close the lid. To confirm, check the box next to Done.

. D Done
W Empty the tip disposal box and close the lid,

Instruction to empty the tip box and to close the lid.

Click the Resume button to continue the run.

Note: If the completion of any instruction has not yet been confirmed, the run cannot be continued, and

the Resume button will remain deactivated. The software will indicate the affected instruction with a
yellow worktable position in the respective instruction row.

You can stop the run by clicking the Stop button. In this case, the run will be stopped. Pools may not have
been completed. Click the Review pooling progress button to review the status of the pools before

stopping the run. All samples that have not yet been added to a pool are freated as unused samples. After
the run, a file of unused samples can be saved as a starting point for the next run.

7.2.54.3 View sample batch dialog

The sample batch dialog lists the samples of the sample batch. It lists information about unused samples
for batches that shall be removed. For batches that shall be loaded, it provides the option to check the
sample positions on the labware and to confirm sample loading.

Column Description

Pos The samples position on the sample batch.

Sample name The name of the sample.

Tag The tag that has been assigned to the sample during sample batch definition.
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Req. Vol. [ul] The required minimum amount of sample to be loaded.

Unused Only for sample batches that shall be removed. Information if the sample has already
been pooled or not.

If the sample has already been pooled, the box is unchecked. If the sample has not
been pooled, the box is checked.

Loaded Only for sample batches that shall be loaded.

Similar to the Loaded check boxes during worktable setup. Check the box to confirm
the loading of the sample position individually. Alternatively, click the Confirm all
button below the table to confirm loading of all samples with one click.

For sample batches that shall be loaded:

1. Check that the samples are placed in the positions as displayed in the table.

2.  Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

3. Click OK to close the dialog. The Reload worktable dialog is displayed again and the Done check
box for this instruction is checked.
Alternatively, click the Cancel button to return o the Reload worktable dialog and confirm the
loading there.

Note: If the loading of any position has not yet been confirmed, the OK button will remain deactivated.
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Al
AZ
A3
Ad
AL
AE
AT
A
B1
B2
B3
B4
B5
BE&
BY
B&
1
c2

|
D2
D3

@ View sample batch Inputd 20170330 095242

Pos | Sample name

Inputid_1
Inputid 2
Inputid4 3
Inputid 4
Input1i4 S
Inputi4 &
Inputid4 7
Inputi4 8
Input1id 9
Inputid 10
Inputid_11
Inputid_12
Inputi4_13
Inputid_14
Inputid_15
Inputid4_16
Inputid_17
Inputid_18
Inputid 19
Inputi4 20
Inputid_21
Inputi4 22
Input14_ 23
Inputid 24
Inputid 25
Input14 26
Input14 27
Input14 23

Req. Vol. [ul]
15
15
13
13
15
15
12
13
13
15
15
12
13
15
15
15

Loaded | &

OO0000O000O0O000O0O000O0O000O0O0O00OOO0OOoo0n

0K

For sample batches that shall be removed:
1. View the sample list.

2. Click OK to return to the Reload worktable dialog.

Sample batch that shall be loaded.
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@ View sample batch Inputi2_20170324 145831

Al
A2
A3
A4
AS
A
AT
AS
B1i
B2
B3
B4
BS
B6
BY
BE
CA
c2

|
D2
D3

Pos | Sample name

Inputi2_1
Inputi2_2
Inputi2_3
Inputi2_4
Inputi2_5
Inputi2_&
Inputi2_7F
Inputi2_3
Inputi2_9
Inputi2_10
Inputi2_11
Inputi2 12
Inputi2_13
Inputi2_14
Inputi2_15
Inputi2_ 16
Inputi2_17
Inputi2_18
Inputi2_19
Inputi2_20
Inputi2_21
Inputi2_22
Input12_23
Inputi2 24
Inputi2_25
Inputi2_26
Input12_27¥
Inputi2_23

Tag

pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink
pink

Req. Vol. [ul] Unused "

10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10
10

Sample batch that shall be removed from the worktable.
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725 4.4 Reviewing pooling progress during run

While reloading the worktable, the current pooling progress can be reviewed. The table shows a row for
each position on the pooling batch with the completion status and samples contained in the pool.

@ Review pooling progress

Outpu—- | poct 1D Complete
pos.

c3 pool@C3-Blus 100%

D3 pook@D3-Blus 20%

E3 pook@E3-Blue 0%

Input pos.
pos.

HT

Ha3

HS

H10

H11

H12

AlD

All

AlZ

B1

B3

B4

BS

Sample ID

Input11_91
Inputi1_S2
Inputi1_93
Input11_%4
Input11_85

Input11_96

Tag Input batch ID Result a
Blue Inputi1_20170324_145725 oK
Blue Inputi1_20170324_145725 oK
Blus Inputil_20170324_145725 QK 0
Blue Input1l_20170324_145725 QK
Blus Input11_20170324_145725 0K
Blus Input11_20170324_145725 QK
Blus Input2_20170112_223232 -
Blue Input2_20170112_223232 -
Blue Input2_20170112_223232 -
Blue Input2_20170112_223232 =
Blue Input2_20170112_223232 =
Blue Input2_20170112_223232 =
Blue Input2_20170112_223232 =
Blue Input2_20170112_223232 =
Blue Input2_20170112_223232 = v
-
4

Different stages of sample pooling (completed, started and not started).

Column

Output pos.
Pool ID

Complete

Input pos.

Sample ID
Tag

Description

The position on the pooling batch (output labware).
The name of the pool on that position on the pooling batch.

Completion status of the pool. Example: If a pool shall contain
5 samples and only one sample has been added so far, the
completion status would be 20%.

The position of the sample on the original sample batch. Each
sample that shall be added to the pool is displayed in a small
row.

The name of the sample.

The tag that has been assigned to the sample during sample
batch definition.
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Input batch ID The identifier of the sample's input batch.

Result OK, if the sample has been added to the pool, otherwise —

Click on the OK button to leave the dialog and to return to the Reload worktable dialog.

7.2.5.4.5 Pause/cancel a run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.

To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening
the lid, wait until the movement has finished.

When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23

H

Owerall progress

Start time Paused at esume
13:05 13:21

ﬂ

To resume the run
1.  Ensure that the lid is closed.

2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at
which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
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OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10
seconds. Before opening the lid, wait until the movement has finished.

All samples that have not been added to a pool are treated as unused samples. After the run, a file of
unused samples can be saved as a starting point for the next run.

Note: Pauses of a run are listed in the Exceptions/Pauses section of the report.

7.2.5.4.6 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.

After the run, several options are available in the right side of the Run step screen.
Run info

Operator
admin admin

Comment

Pool batch

| Printbarccode... ||  Savebatch.. |

[ Save unused samples l [ Create report ... ]

Options after the run.
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Option Description
Comment You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

Print barcode You can print a barcode for the pooling batch.

Note: The option is available only if a printer has been selected in the Global
Settings tab of the Configuration environment.

Save batch An output file will be saved in xml format, in particular the QDEF format,
containing information about the output labware, the run, and the content of each
labware position, e.g., the pool ID and the samples they originate from. The file
may serve as sample input file for the next run of PCR setup using the QIAgility
instrument operated with the QlAgility Setup Manager Software. The .xml file can
also be used by LIMS (Laboratory Information Management System).

A file dialog opens to select directory and file name of the .xml file. Refer to
Customize user settings to define a standard directory.

Note: Depending on the user settings, the software also creates a file in another
format that is expected by LIMS, for example. This file will have the same name
as the .xml file (i.e., the same name entered in the file dialog), but with another
file extension, and will also be saved in the specified directory.

Contact QIAGEN Technical Services if you need another file format.

Save unused samples A file will be saved with information about the samples that have not been
pooled during this run.

A file dialog opens to select directory and file name of the .csv file. Refer to
Customize user settings to define a standard directory.

Note: Use this option also in case the pool batch is limited, and one pooling run
is not sufficient fo completely pool the defined samples. In such a situation, you
can perform more than one run to completely pool the defined samples. Save the
unused sample file after the first run. To set up the second run properly, click in
the Sample Batches step on the Import unused samples button and load the
file from the first run as a starting point for the second run. If there are unused
samples remaining even after the second run, save the unused samples file after
the second run and import this again as a starting point for the third run.
Continue this step until all the samples that were initially defined in the Sample
Batches step have been pooled.

Create report A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

The options will still be available if you reopen the experiment later. It is still possible to create a report or to
save the output file.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.

2.  Empty the tip disposal box.
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3. Clean the worktable as described in section Cleaning the QlAgility.

7255 Report

The report contains the following sections:
e General information

e Comment

e Pooling setup

e Pooling results

e Exceptions/Pauses

e Detailed run information

e Advanced instrument information

General information

Some general information is provided at the beginning the report. This includes information such as the
name of the experiment file and the output file (if any has been saved), the instrument serial number and the
date, time and duration of the run.

Comment
The comment that has been entered on the Run screen.

Pooling setup
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Indicates the pooling protocol, pool batch ID and labware. Tags, number of samples with a certain tag,
pool sizes, volumes per sample, volumes per pool and number of pools are also indicated.

Pooling results

For regular rectangular output plates, an overview graphic is shown, visualizing each position on the output
plate:

Symbol Description
ok The position was processed without any exceptions.
N warning The position was processed with exceptions that allowed further processing

(e.g., tip failure, liquid level detection error). These exceptions are listed in the
Exceptions chapter below.

L error The position could not be processed as required due to an exception that did
not allow further processing (i.e., the run was stopped due to an error). The
exception is listed in the Exceptions chapter below.

empty The position is empty. The position has not been used during the run.

8 blocked The position was marked as blocked in the Pooling Setup step and has not
been used during the run.

A table listing the pooling result for each processed position on the output labware is shown:

Column Description

Output Pos The position on the output labware.

Pool ID Specifies the pool ID.

Input Pos The corresponding position on the sample input batch.

Sample ID Specifies the sample ID.

Tag The tag that has been assigned to the sample.

Input batch ID The batch ID of the sample's input batch.

Result Shows the status of the position: either ok, warning or error, corresponding to the

symbols of the graphic.

Note: The table contains only those positions on the output labware that were subject to this run. Empty or
unused positions are listed for reference below the table.
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Exceptions/Pauses
This section lists all events but also any pauses that may have occurred during the run in a table:

Column Description
Exception The event or pause that has been displayed during run.
Position/Duration For an event:

Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination," all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"B1 @ A1 Destination: output labware @ D1": The exception occurred on the
worktable position B1 at position A1, which potentially impacted the output position
D1.

Note: If an output position is flagged OK in the pooling results table even though it
is listed here as potentially affected by an exception, then you can trust that this
output position has been completed successfully.

For a pause: the duration of the pause.

User response A short form, which option (button) of the message dialog has been pressed.

Detailed run information
This sections lists all tasks of the run as they were displayed on the Run step.

Advanced instrument information
This section lists information about HEPA filter usage, service due dates and volume calibration.

Note: The series numbers of the QlAgility and the pipettor head are part of section General information
at the beginning of the report.

7.2.6  Generic PCR experiments

The Generic PCR Plug-in enables a kit-independent, easy and convenient, gPCR setup.

For pathogen testing and gene expression experiments using dedicated QIAGEN kits, refer to sections
Working with experiments for pathogen detection and Working with gene expression experiments,
respectively. For generic PCR setup experiments including sample normalization refer to section Generic
PCR setup with normalization experiments. For PCR setup with serial dilution experiments, refer to the PCR
setup with serial dilution experiments section.
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New experiments for generic PCR setup are created by clicking Generic PCR setup from the Home screen,
and then defined in the Experiment environment of the software. When a new experiment is created, only
the Liquids and the Mixes step will be enabled initially. Subsequent steps will become available once the
required information has been entered in the Liquids and Mixes step. The Mixes step is highlighted in
yellow as a visual reminder that required information still needs to be entered. This is a general principle
when working in the Experiment environment.

The experiment wizard has 7 steps that guide you through the run setup process:
1. Liguids
Mixes

Controls/standards

Samples/Labware

Assignment
Worktable

Run

N o L e

Use the Next and Back buttons at the bottom to navigate between steps.

An experiment can be saved at any time using the Save or Save as buttons in the button bar. You will be
given the opportunity to save your experiments as a template, but also reuse your definitions for similar
experiments. The file extension for generic PCR experiments is *.qsmrx, and for templates *.gsmrt
(Experiment, and Template, respectively). The file extension for generic PCR quick order templates is
*.qsmrqt (Quick Order Template).The Start run button will be disabled, as long as there are incomplete or
invalid steps, or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.2.6.1 Liquids step

The Liquids step is used to define all input liquids required for your PCR setup that are to be loaded onto
the instrument's worktable, besides your samples. These are, for example:

e all kinds of reagents, that will , e.g. be part of reaction (master) mixes
e all kinds of controls and standards (stock)
e all kinds of diluents/water

e ready-made reaction mixes, i.e., final reaction (master) mixes that have already been prepared by the
user and are ready to be used and distributed to the output labware by the QIAgility.

Detailed information for (final) reaction (master) mixes will be defined later in the Mixes step. Samples will
be defined later in the Samples/Labware step.

The Liquids step also includes information about the kit that is used during the run.
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200009 H
20009 b
QIAGEN Service  Configuration Instrument

PCR -experim... ¥ [

Liquids b Define input liquids
Kit information Comment

Define required input liquids (reagents or ready-made reaction 5
T (master) mix, Standards (stock) and controls) for assay setup Kit Name Lot number
Predefined liquid classes (LC) define the pipeffing/tip handling
task for liquid transfer (refer fo LC table in configuration N N
screen). Product number Kit expiry date
Controls | Standards LC-naming: Liguid fype + pipetfing destinationfintended use i
For more information, press F1 key when editing liquids.
Samples | Labware
Name Liquid type Liquid class Tube type Actions
e |:| Water DiluentWater Aqueous liquid to reaction (master) mix 5.0 mi flat-base fube (QIAGEN) @ E
|:| Mastermix Reagent Viscous liquid to reaction (master) mix 2.0 ml screw cap micro fube (Sarstedt) lE‘ lz‘
SRR |:| Primer Mix Reagent Primer-Probe or IC to reaction (master. 2.0 ml screw cap micro tube (Sarstedt) @ |Z|
o |:| Standard 651 Standard Control or Sid. to output or for dilution 2.0 ml screw cap micro tube (Sarstedt) lE‘ lz‘
|:| Standard 161 Standard Control or Sid. to output or for dilution 2.0 ml screw cap micro tube (Sarstedt) lE‘ lz‘
|:| Diluent DiluentWater Diluent for dilufion 5.0 ml flat-base tube (QIAGEN) [1m] [¢]
~

admin admin = B

Liquids step

The screen lists all input liquids that have already been defined in a table. In addition, an optional Kit
information pane, as well as a comment field are available.

To define a new liquid:

Click the New liquid button below the table.
The Add liquid dialog opens.

1
2
3. Define the liquid as described in Add liquid dialog.
4

In the dialog, click OK to confirm your values and to close the dialog. The defined liquid will be listed as
a new row in the table in the Liquids screen.
Note: Repeat the step until all needed liquids are listed.

To specify kit information, enter the Kit Name, Lot number, Product number and Kit expiry date in the
Kit information pane.

Finally, click Next in the button bar to proceed to the Mixes step (Mixes step).

Note: The Next button is disabled, if a row in the table is highlighted in yellow. Click to open the Edit
liquid dialog. In the dialog, the field is highlighted in yellow, which indicates the necessity for user action. If
the field is not yellow anymore, click OK in the dialog to confirm the changes and to close it.

The liquids in the table can be reordered using the buttons below the table:
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1. Click the row of the liquid to be moved.

2. Click on the up and down arrows to move the currently selected row up or down.

Use this function for a better overview. The report will list the liquids in this order.

Actions
. . 2] ][ %] . .
The buttons in the Actions column | 'I=—====! of the table have the following functions:
Button Action Description
To edit a liquid The Edit liquid dialog will open, displaying the values that have

been entered in the Add liquid dialog.

If you intend to change the liquid later, e.g., the liquid has already
been used in a mix in the Mixes step, or, if the liquid is a ready-made
reaction mix and has already been assigned to samples in the
Assignment step, some restrictions apply. Not all values can be
changed. In this case, remove assignments or reaction mixes to
enable changes for defined input liquids.

IEl To duplicate a liquid The Duplicate liquid dialog will open, displaying the values that
have been entered for the original liquid. The liquid names will
initially display a copy of the liquid.

IE' To delete a liquid Deletes the row in the table.
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7.2.6.1.1 Add liquid dialog

In the Add liquid dialog a new input liquid can be defined. If you want to change the values for an existing
liquid later, the Edit liquid dialog will open. Both dialogs show the same values for a liquid.

Liquid name @ |I'|pUl |IqLIId

L Dilution buffer | (O Ready-made mix

Tube type ~ Cap color

| 1.5 ml tapered tube (QIAGEN) v |

Liquid class ~ Liquid type _
‘ Diluent for dilution v I | Diluent\Vater v ‘
Lot number Expiry date

L [ ——

[[] Define advanced pipetting parameters

oy

Add liquid dialog

1.  Define the name of the liquid. The name must be unique. The name is used to refer to the liquid in
later steps of the experiment setup, e.g. when defining reaction mixes, standards or controls, and in the
loading instructions of the Worktable step.

2. Define whether the liquid is an input liquid or a ready-made mix. Initially, the option Input liquid is
selected, because it fits to most liquids.
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Select the option Ready-made mix only, if the liquid is a final reaction/master mix that has already
been prepared by the user and is ready to be used and distributed to the output labware by the
QIAgility. In this case, in the Liquid type field the value Ready-made mix is automatically selected and
the liquid class menu is removed (the liquid class is defined later in the Mixes step). Additionally, when
entering the later Mixes step, the reaction (master) mix is already listed.

If the liquid is a mix that has already been prepared by the user, but will be part of a more complex
mix that will be created during the run by the QlAgility, select the option Input liquid.

3. Click Tube type to select the tube that will be used to place the liquid on the QlAgility. The tube types
used in the last experiment are listed at the top of the list. To select one of the listed tube types, click the
respective entry.

Tube type
Select. . v

Select. .

1.5 ml tapered tube (QIAGEN)
5.0 ml flat-base tube (QIAGEN)
Choose other labware._

Any available

Select the value Any available, if the liquid does not need to be provided in a special tube, e.g.
coming from a kit. In this case, later, during worktable planning, the software will automatically select a
tube of the required size, with minimal dead volume, from the list of available tubes that has been
defined in the Labware Manager. (To define available tubes in the Labware Manager, click
Configuration in the main tool bar, select the Labware Manager tab and then select the Tubes step.)
Use this option to give the software more flexibility during worktable planning.

If the required tube type is not listed, select the value Choose other labware to select a tube from the
Labware Browser.
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@ Labware browser

Filter options Labware

¢ Select the item that most closely malches the labware to be used.
ategory 1.5 mi tapered screw cap fube (QIAGEN)
Tubes v Catalog number
1.5 mi tapered tube (QIAGEN) 990552
2.0 mi self standing screw cap tube (QIAGEN)
200 pl PCR tube (QLAGEN)

5.0 mil flat-base tube (QIAGEN)

[#] Shows available labware only
Name

5.0 ml flat-base tube (QIAGEN)
[[] Advanced options

Dead Volume
26l

Labware adapter

Select the adapter to be used.

Reset filter | Apply filter

—

In the filter options, click Apply filter to show all available tubes. In the middle of the screen, select the
tube from the list at the top. Click OK to close the Labware browser.

The selected tube will be displayed and added to the Tube type drop-down menu.
Note: The labware category Tubes and the option Shows available labware only are preselected.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If you edit the liquid later and the Tube type is marked yellow, this indicates that the selected
tube type is no longer marked as available in the Labware Manager. Either select another available
tube type or make the tube available in the Labware Manager again.

4. Click Cap color to select the color of the tube's cap.

Cap color

5. Select the Liquid class that will be used to pipette the liquid during the run. Select the liquid class that

fits best.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred
e the destination or usage for the liquid/liquid group

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
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Classes step to get more details.

In case the same liquid will be used for different purposes (e.g. nuclease-free water used for setting up
a standard dilution series and for non-template control) it is highly recommended to define multiple
input liquids to allow precise definition of liquid class and liquid type.

Note: If you edit the liquid later and the Liquid class is marked yellow, this indicates that the selected
liquid class is no longer available, e.g. if the experiment was defined on another computer where a
customized liquid class was used. Select an available liquid class.

6. Select the Liquid type. The liquid type defines how the liquid will be used. In later steps during
experiment setup, the software uses the liquid type to present sub-sets of defined liquids for selection,
e.g. when defining controls or standards. In case a defined input liquid is not visible in later screens
(e.g. during control definition) check if the liquid type has been set correctly.

Liquid type Description
Reagent Use this type, if the liquid is a reagent that will be added to a

reaction/master mix, either to a final reaction mix or to an intermediate
reaction mix.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

Pos./neg. control Use this type, if the liquid is a positive or negative control (incl. NTCs).

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a control.

Standard Use this type, if the liquid is a single standard as part of a user prepared
standard series, or if the liquid is the standard stock for a standard series

that shall be created by the QlAgility.

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a standard series that shall be created by the

QlAgility.
Diluent/Water Use this type, if the liquid is a diluent or water.

Later in the experiment setup, a liquid of this type is available, e.g. for
content definition of a reaction/master mix in the Mixes step, or in the
Controls/Standards step as diluent for defining a control or standard series

that shall be created by the QlAgility.

Ready-made mix Use this type, if the liquid is a ready-made reaction/master mix prepared by
the user. This type is preselected by the software, if the option Ready-made
mix has been selected for the liquid.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

7. Optionally, enfer the Lot number and/or the Expiry date of the liquid for documentation purposes. If
entered, these data will be present in the report.

8. Optionally, define advanced pipetting parameters. If you tick the box, parameters become visible to
define extra volume for the liquid.
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During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is sufficient. In
contrast to absolute extra volume, the percentile extra volume shall cover sample amount depending
variations (e.g. volume loss per tip) and is a percentile addition of the transfer volume. However, if you face
any liquid level detection issues increase the percentile extra volume if issues are for higher sample amounts
only, or increase absolute extra volume if issues are not related to sample amount.

Define advanced pipetting parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume
9 pl and | 20 Yo

9. Inthe dialog, click OK to confirm your values and to close the dialog.
Otherwise, click Cancel to close the dialog and discard all values. In this case, no new liquid is
defined, or — in case of editing an existing liquid —the liquid is not changed.

7.2.6.1.2 Liquid classes

Liguid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group to be transferred
e the destination or usage for the liquid/liquid group

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

The liquid classes that are available for experiments for Generic PCR setup, Generic PCR setup with
Normalization, PCR setup with serial dilution or experiments having Other workflows, are listed in a
table in the settings section of the QIAgility Setup Manager Software. Click Configuration in the main tool
bar, select the Settings tab and then select the Generic PCR Liquid Classes step.

Column Description

Name The name of the liquid class. This name is listed in the dialog were a liquid class has
to be selected.

Version The version of the liquid class.

Liquid classes will be improved over fime and new versions of the QlAgility Setup
Manager Software may come with newer versions of liquid classes. These new
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Description

versions of liquid classes will apply to new experiments. If you use existing femplates
or experiments that have been created before, they still use the older versions of
liquid classes, as a snapshot of the liquid classes is saved within the experiments
and templates. This ensures that existing femplates run as before, after a software
update. If you would like the new versions of liquid classes to be applied to your
existing templates, open the templates,and for every liquid defined reselect the

liquid class. Then, save the template again.

Information for which liquids the liquid class should be used.

All pre-defined liquid classes make use of the liquid level sensor. For more information refer to Liquid-level

tracking.

7262 Mixes step

The Mixes step is used to define all kinds of mixes that are used for an experiment. These are, for example:

e all variants of reaction (master) mixes, i.e., final reaction (master) mixes that

0 have already been prepared by the user and are ready to be used,

o will be generated by the QlAgility during run,

0 and will be distributed to the output labware.

e all kinds of infermediate mixes. These are generic pre-mixes that will be used to create new (more
specific) reaction (master) mixes.

The screen lists all mixes that have already been defined in a table. User prepared reaction (master) mixes
are automatically listed, if the corresponding liquid has been defined in the previous Liquids step. The rows
for these mixes are initially highlighted in yellow to indicate that the mixes need further specification.

*Experiment 0. % |

Liquids

Controls / Standards

Define your mixes

Define reaction (master) mix(es) required for assay setup. Liguid class (pre-selected) defines the
pipetting/tip handling task for distribution of reaction (master) mix (refer to LC table in configuration
screen)

Adv. parameters: Mixing settings for system-prepared reaction (master) mix(es) are predefined but
mixing repetition can be changed if required.

For mere information, press F1 key when editing mix(es).

Name Reaction mix  Input Volume / reaction [pl] Total volume / reaction [ul] |Liquid class Actions
Samples / Labware I Mix v zﬁ;ﬂﬁ::lx 2 18 | Reaction (maste. .
Assignment
Worktable
Run
Mixes step
Defining a new mix or editing a listed mix:
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1. To define a new mix, click the Add mix button. The Add new mix dialog opens.

To edit a listed mix, click in the Actions column in the corresponding table row. The Edit mix
dialog opens. It displays the values that have been entered before in the Add mix dialog or that have
been automatically pre-filled by the software for a ready-made reaction (master) mix.

Note: If no final reaction (master) mix has been defined, the Add mix button is highlighted in yellow to
indicate that the definition of a final reaction (master) mix is still missing.

2. Define the general properties of the mix. Details are described in Add new mix dialog.

In the dialog, click Next to proceed to the Input screen.

4. Inthe dialog Input screen define the volume per reaction and the content of the mix; as described in
Add new mix dialog input.

5. For final reaction/master mixes, the optional Target screen is available. This screen allows the user to
define target type and reports/quenchers. If defined, this information will be part of the report and the
output file, which can be saved after the run to be used for import into the next instrument, e.g. a
cycler. In this case, click Next to proceed to the Target screen. Details are described in Add new mix
dialog target.

If you do not require target information in the report or for the next instrument, proceed.

6. Click Finish fo finish the definition of the mix and to close the dialog.

N

The defined mix will be listed in the table in the Mixes screen.

Repeat the steps above until all final reaction (master) mixes have been defined.

Finally, click Next in the button bar to proceed to the Controls/Standards step, described in Define
controls and standards step.

Note: The Next button is disabled, if a row in the table is highlighted yellow. User prepared reaction

(master) mixes are initially highlighted yellow, if the volume per reaction has not yet been defined. Edi’r()
the mix and enter the volume per reaction in the Input screen of the dialog. The Next button is also
disabled, if the definition of a final reaction (master) mix is still missing.

The mixes in the table can be reordered using the buttons below the table. The report will list the
mixes in this order. An intermediate mix (generic pre-mix) needs to be listed before the (more specific)

reaction (master) mix of which it is part of. It will not be possible to move an intermediate mix below its
reaction (master) mix.

1. Select the row of the mix to be moved by clicking on it.

2. Click on the up and down arrows to move the currently selected row up or down.
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The buttons in the Actions column

Button Action

To edit a mix

IE' To duplicate a mix
IE' To delete a mix
7.2.6.2.1 Add new mix dialog

Actions

LB

—I of the table have the following functions:

Description

The Edit mix dialog will open, displaying the values that have been
entered in the Add mix dialog.

If you intend to change a mix that is already in use as input for
another mix, or if it is a final reaction mix and has already been
assigned fo samples in the Assignment step, some restrictions apply.
Not all values can be changed anymore.

The Duplicate mix dialog will open, displaying the values that have
been entered for the original mix. The mix name will initially display a
copy of the name of the original mix.

Deletes the row in the table.

In the Add new mix dialog a new mix can be defined. If you would like to change the values for an existing
mix later, the Edit mix dialog will open. Both dialogs show the values of a mix.

Define the basic properties of the mix in the General screen of the dialog.
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General
Name

- Test-mix. | @ Final reaction mix (ready-made)
Input O Intermediate mix (ready-made)
(O Final reaction mix already on output (ready-made)

Liquid class
| Reaction (master) mix (final) to output | v |

(i) Note: Make sure that ready-made mix is homogeneous and mixed manually and avoid foam.

] Define advanced parameters

Next : Cancel

Edit mix dialog
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Add new mix

Name
i | (®) Final reaction mix (system prepared)
Input O Intermediate mix (system prepared)
(O Final reaction mix already on output
Liquid class

Target

| Reaction (master) mix (final) to output | ¥ |

[[] Define advanced parameters

)

Add new mix dialog - General

1. Define the name of the mix. The name must be unique. The name is used to refer to the mix in later
steps of the experiment setup, e.g. when defining more specific mixes, and in the loading instructions
of the Worktable step.

For a ready-made mix, the name is already defined from the liquid dialog definition.

2.  Select the type of mix. For ready-made mixes and other mixes different options are available:

Option Description
Final reaction mix Only available for a mix that has been defined as a ready-made mix within
(ready-made) the Liquid step.

Use this option, if this mix has already been prepared by the user and is
ready to be used and distributed to the output labware by the QIAgility. In the
later Assignment step, the mix will be available for selection. Duringthe run,
the QlAgility will pipette the mix to the positions on the output labware as
assigned in the Assignment step.
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Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Intermediate mix (ready- Only available for a mix that has been defined as a ready-made mix within
made) the Liquid step.

Use this option if this mix has already been prepared by the user and will be
part of a more specific mix to be created during the run by the QlAgility.
During the run, the QlAgility will pipette the mix into the tube, where the more
specific mix is created.

Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Final reaction mix Only available for a mix that has been defined as a ready-made mix within
already on output the Liquid step.

(ready-made) Use this option only if this mix has already been distributed on the output

labware before the run. In the later Worktable step, you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

The volume of the reaction mix must be specified. This value will be used to
calculate the dispense height and the mixing volume.

If the option is selected, the Input screen of the dialog will be skipped.

Final reaction mix Use this option if during the run the mix will be created first by the QlAgility
(system prepared) and then distributed to the output labware.

Intermediate mix (system Use this option if this mix will be created by the QlAgility during the run, but

prepared) will be part of a more specific mix. During the run, the mix will be created
first by the QlAgility. Then the QlAgility will pipette the mix into the tube where
the more specific mix is created.

Final reaction mix Use this option only if this mix has already been distributed onto the output

already on output labware before the run. In the later Worktable step you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

If the option is selected, the Input screen of the dialog will be skipped.

3. The liquid class that will be used to distribute the reaction (master) mix during the run is preselected by
the software. Change the liquid class only if it is really required. In this case, select the Liquid class that
fits best fo transfer the reaction (master) mix.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred

e the destination or usage for the liquid/liquid group

QlAgility User Manual 02/2022 7227



For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

4. Optionally, define advanced parameters. If you tick the box, additional parameters become visible to
define extra volume and mixing options.
For reaction (master) mixes that will be created by the QlAgility, mixing options are displayed. Mixing is
performed after the last reagent has been added to the reaction (master) mix, before the mix will be
transferred. The mixing settings are defined in the Liquid class for mixing. This liquid class is already
preselected by the software and should only be changed if really required. The Mixing repetitions —
which are pre-defined by the selected liquid class for mixing — can be increased, if needed. The mixing
cycles have been optimized to allow proper mixing for final reaction (master) mixes in which no pure
Enzyme has been added as reagent. If your setup uses large volume final reaction (master) mixes or
pure Enzymes as reagents, it is recommended to increase the mixing repetition to 15 or more.

Define advanced parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume Extra volume per reaction
39| Pl and 22|

Mix of system prepared final reaction mix:

Liquid class for mixing Repetitions (Min = 3)

| Mix of reaction (master) mix (final) v | 10

For ready-made reaction (master) mixes the QlAgility does not perform a mixing step before transfer to
output labware. Make sure the reaction (master) mix has been mixed properly before placing it onto

the QlAgility.

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases, displayed loading volume is sufficient. In
contrast to absolute Extra volume, the Extra volume per assignment shall cover sample amount
depending variations (e.g. volume loss per tip) and is added per single transfer. However, if you face any
liquid level detection issues, increase Extra volume per assignment if issues are for higher sample
amounts only, or increase absolute Extra volume if issues are not related to the sample amount.

5.  Proceed with step 3 in Mixes step.
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7.2.6.2.2 Add new mix dialog input

The Input screen of the Add/Edit mix dialog lists all input liquids/reagents of the mix and their volume per
reaction in a table.

Add new mix

General

Contents of this mix

Define all liquids/reagents and volume per reaction for respective reaction (master) mix. All liquids defined as
reagents in “Liquids” screen can be selected.

It is recommended to sort the reagents of reaction (master) mix by volume per reaction, starting with highest
volume to ensure proper pipetting for final reaction mix. Use “Sort” button to automatically sort reagents

Target according to volume per reaction.
Seq. MName Volume / reaction [ul]
1 [ Reaction mix v 9 @
2 | primer mix v ” 9[x]

IE‘ v | Sort - Calculated reaction mix volume/reaction: 18 pl Add Input:_

Add new mix dialog - Input

For a ready-made mix (i.e., a user prepared mix), the input liquid is already defined from the liquid dialog
definition. Enter the volume per reaction in ul into the Volume/reaction field in the table. Left-click the field
and then enter the value. Initially, the field is highlighted in yellow to indicate that input is required.

For a system prepared mix, i.e., a mix that will be created by the QIAgility, define the composition of the
mix:

1. Click the Add input button below the table. A new row is added to the table. Initially, the fields are
highlighted in yellow to indicate that input is required.

2. Inthe Name field of the table, select the input liquid. The menu lists intermediate mixes and all liquids
that are of liquid type Reagent or Diluent/Water. If a required liquid is not listed as expected, check
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if the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Define the volume per reaction for the input liquid. Left-click the Volume/reaction field and then enter
the value. The total volume per reaction of the mix is displayed below the table. It summarizes the
volumes per reaction of the listed reagents. For not integer volumes, use a point as a decimal
delimiter.

Repeat steps 1-3, until all components of the mix are listed.

It is recommended to sort the reagents of the mix by volume per reaction, starting with the highest
volume, fo ensure proper pipetting for the final reaction mix. Later, during the run, the QlAgility will
pipette the reagents into the tube where the mix is created in the order listed in the table.

Click the Sort button below the table, to automatically sort the list by volume per reaction, starting with
the highest volume.

Alternatively, use the buttons below the table to sort the reagents individually. Left-click the row
of the reagent to be moved. Click on the up and down arrows to move the currently selected reagent

up or down.

Proceed with step 5 in Mixes step.

7.2.6.2.3 Add new mix dialog target

The Target screen of the Add/Edit mix dialog is optional. It is available for final reaction (master) mixes to
define all assay targets and allow easy transfer of defined targets to respective PCR cycling software. If
defined, targets are used in later steps for control, standard and sample definition. The information will also
be part of the report and the output file, which can be saved after the run to be used for importto a
downstream instrument, e.g. a PCR cycler.
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Add new mix

General

Define all assay targets to allow easy transfer of defined targets to respective PCR cycling software. I
Input defined, targets are used in later steps for control, standard and sample definition.

Target type: Test: Amplicon of interest (e.g., HIV); Reference: Amplicon used for data normalization (e.g.,
house-keeping gene used for delta Ct calculations); I1C: Internal control sequence to monitor assay
performance (e.g., inhibition of sample purification efficiency) — consider kit manual for assay-specific
Target > details
Reporter: Enter fluorescence dye name (e.g., FAM) per target.

Quencher: If applicable, enter guencher name (e.g.. TAMRA) per target.
Ensure correct notation (case sensitive) of reporter and quencher as reguired by the PCR cycling
software.

Target definition, optional (List the individual targets of the mix here.)

Target name Target type Reporter Quencher
Human ’ [Test |v| [ Fam v | [ None v | IE
Male ‘[Tes1 v| [ cys v | [ None v]@

b

IC

IC v || vic v]@

[ Addtarget |

Add new mix dialog - Target

If you do not need target information in the report or for the next instrument, proceed with step 6 in Mixes
step.

To define targets:

1. Click the Add target button in the dialog. A new row will be displayed in the table.

2. Click into the Target name field and enter the name of the target. The name must be unique. It must
be different to defined liquids, mixes, standards and controls.

3. Click on the menu in the Target type column and select a target type:
Target type

Test v

Test
Reference
IC

Target type Description
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Test Amplicon of interest (e.g., HIV)

Reference Amplicon used for data normalization (e.g., house-keeping gene used for delta
CT calculations)

IC Internal control sequence to monitor assay performance (e.g., inhibition of
sample purification efficiency) — consider kit manual for assay specific details)

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for
the target.

Note: To use the QlAgility Wizard in the Q-Rex software for the Rotor-Gene Q, check the flourophore
mapping in the Q-Rex software.

Reporter
| ]|
SYBR Green 1
SYBR Green |
Cys
Crnmson
ROX
SYBR
Green Yellow Orange
FAM JOE ROX
SYBRGREENT1 VIC CALFLUORRED610
SYBRGREEN!I HEX CY35
FLUORESCEIN TET TEXASRED
ALEXAFLUOR488 MAX ALEXAFLUOR568
CALFLUOR
GOLD540
YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUOR633 BOTHELLBLUE LIGHTCYCLERRED705
LIGHTCYCLERRED640 ALEXAFLUOR350
AMCAX
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Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

Note: Initially, the menu is empty.

5. Optional step: If applicable, click on the menu in the Quencher column and select an appropriate
quencher for the target.

Use this option for automated selection of the appropriate quencher for your target in your cycler instrument

software. Refer to the instructions for use for your cycler for more information regarding supported

guenchers. After the run has been completed, save the output file and import the generated cycler file into

your cycler instrument software.

Alternatively, the quencher can be left blank, if it is not required for the assay.

Note: The quenchers are listed in an editable menu. If the quencher you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the quencher as
required by the PCR cycling software. The last entered quenchers will be available for selection for future
experiments. For more details about editable menus, refer to the section Entering data.

6. Repeat the steps above until all individual targets of the mix have been defined.

7. Proceed with step 6 in Mixes step.

7.2.6.3 Controls/Standards step

This optional step is used to define controls and standard series. If you do not intend to use controls or
standards for the run, proceed by clicking Next.

The screen contains two tables: Controls and Standard series. Both tables have an Actions column with
interactive buttons to manage the controls and standard series.

Note: When distributing defined controls (NTC and NC) and standards to the output labware during the
run, the QlAgility will transfer the same volume as defined for samples/template in the later Samples
Labware step.
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Adding a control or standard series
1. Click on Add control or Add standard series.

2. The Add control or Add standard series dialog will open. For details, refer to Add control or Add
standard series, respectively.

3. The control will be added to the Controls table, and the standard series will be added to the
Standard series table.

4. Repeat steps 1-3 until all controls and standard series have been defined.

5.  Finally, click Next to proceed.
*Experimenlﬂ, X|

Liquids Define controls and standards
Controls
Mixes Seq.  |Name Reaction mix Target Target type Control type  |# of Replicates | Actions
12 |NTC Mix ic Ic NTC 2 [1m]

Controls | Standards ~ »
Samples / Labware
Assignment Output labware order
Worktable Standard series

Seq.  |Name Reaction mix Target Target type #of Replicates | Actions

Human Test

112 | Series Mix 5 x

e Male Test @

Controls / Standards step

The buttons in the Actions column of the Controls table and the Standard series table have the following
functions:

Button Action Description
To edit a control or The Edit control or Edit standard series dialog will open,
standard series displaying the values that have been entered in the Add control or
Add standard series dialog.
El To duplicate a control The Duplicate control or Duplicate standard series dialog will
or standard series open, displaying the values that have been entered for the original

control or standard series. The control or standard series names will
initially display as a copy of the control or standard series.

El To delete a control or Deletes the row in the Controls or Standard series table.
standard series

Changing the order of the output labware

You can change the order of the controls and standard series using the up and down arrows below each
table.
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Output labware order

Click on the up and down arrows to move the currently selected control or standard series up or down.

7.2.6.3.1 Add control

In the Add control dialog a new control can be defined. If you would like to change the values for an
existing control at a later timepoint, the Edit control dialog will open. Both dialogs show the values of a
control.

@ Add control

Control

NTC

Liguid
[ Water ¥ ]

Reaction mix

| @ aPCR Master Mix v

Control type

| NTC v|
Target

Add control dialog

1.  Enfer a control name in the Control name field. The name must be unique (not similar to the name
entered in the liquid screen). The name is used to refer to the control in later steps of the experiment
setup, e.g. in the Assignment step, and in the loading instructions of the Worktable step.
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2. Select the input liquid from the Liquid menu. The menu lists all liquids that have been defined with
liquid type Pos./neg. control or Diluent/Water. If a required liquid is not listed as expected, check if
the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Select the reaction mix from the Reaction mix menu. The menu lists all mixes that have been defined
with options as Final reaction mix (ready-made), Final reaction mix (system prepared), Final
reaction mix in output (ready-made) or Final reaction mix in output.

4. Select the control type using the drop-down menu in the Control type column:

Control type
Select control type. . L
Select control type. ..
PC
MC
MTC
Option Description
PC Is a positive control for the intended assay.
NTC Is a non-template control for the intended assay.
NC Is a negative control for the intended assay.

During run, the QIAgility will pipet the selected liquid to the output labware considering defined
replicates and the sample volume which will be defined in the Samples/Labware step.

5. If targets have been defined for the selected reaction mix, the software lists all defined targets in a
table below. Tick the box next to a target name if the target is valid for the control. Tick the box in the
table header if you want to select all targets.

Note: If you intend to save an output file after run for import info a cycler software, e.g. Rotor-Gene©
Q PCR cycler with Q-Rex software, always select all targets.

6. Ifthe PC control type has been chosen, you can specify a custom volume for the control. Tick the Use
specific volume box, type in a value in the Volume field, and select a diluent from the Diluent (used
to fill up to sample volume) drop-down menu.
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@ Add control

Control

|PC

Liguid

| water

Reaction mix

| @ aPCR Master Mix

Control type
P v
Target
[¥] Use specific volume
Volume Diluent {used to fill up to sample volume)

1ul | Diluent

')

_ s

Specifying control volume

7. Click OK to confirm and close the Add control dialog.

8. The control will be added to the Controls table.

7.2.6.3.2 Add standard series

In the Add standard series dialog a new standard series can be defined. If you would like to change the
values for an existing standard series at a later timepoint, the Edit standard series dialog will open. Both

dialogs show the values of a standard series. Define the basic properties of the standard series in the

General screen.
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Add standard series

Standard series name Tube type
Dilution Steps | Standard 161 | | Any available v
| Reaction mix [[] Use custom minimal volume for standard series.
E‘ @ 9FCR Master Mix [[] Use advanced pipetting parameters.

[ Use ready-made standard series

Standard stock liquid Diluent

| Standard 161 v | | Dient v

Target and stock concentration

Target Stock conc. Concentration unit

[ n'a v ?‘ [{:opies.l’pl 'r] IE'

Define Std. stock

Add standard series dialog - General

1. Entfer a name for the series in the Standard series name field.
2. Select labware from the Tube type drop-down menu.

3. Select a reaction (master) mix, or multiple mixes, from the Reaction mix table by ticking the box next to
the relevant mix.

4. Check the Use custom minimal volume for standard series option, if you intend to define a
minimal volume value for the standard series. Enter the volume in the Minimal volume per standard
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dilution field.

[#] Use custom minimal volume for standard series.

Minimal volume per standard dilution

5. Check the Use advanced pipetting parameters option, if you would like to define the number of mix
repetitions for preparing standards and distributing standards to the output plate. Enter the relevant
values in the Mix repetitions for preparing standards and Mix repetitions for distributing
standards to output plate fields.

Use advanced pipetting parameters.
Mix repetitions for preparing standards

1

Mix repetitions for distributing standards to output plate.

1

6. Check the option Use ready-made standard series, if standards for a user prepared standard series
have been defined in the Liquids step.

Uncheck the option if you plan to load one tube containing the standard stock and would like for the
QIAgility to automatically create the dilutions for the standard series during the run.

7. [If the option Use ready-made standard series has not been checked, select the appropriate liquid
from the Standard stock liquid menu. The menu lists all liquids that have been defined with liquid
type Standard. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

8. If the option Use ready-made standard series has not been checked, select the appropriate diluent
from the Diluent menu. The menu lists all liquids that have been defined with liquid type
Diluent/Water. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

9. Optional step. Define the stock concentration, if you intend to define the standards of the series with
their concentration. Otherwise, the standards of the series can be defined by dilution ratio, only.

If targets have been defined for the selected reaction mix, stock concentrations can be entered
individually per target. This information will then also be part of the report and the output file, which
can be saved after the run. If you intend to use the output file for import to a downstream instrument,
e.g. a PCR cycler, define the concentrations for all available targets. For targets with no stock
concentration, enter concentration value 0.
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Target and stock concentration

Target Stock conc. Concentration unit
Rl
[ Human v ] 20 [ ngul 'l'] IE
Rl
[ Select target... ¥ J [ Select a concentration T] IE
1 Select target...
Human
Male
I

Define Std. stock

Defining stock concentration per target.

If no targets have been defined for the mix, a common stock concentration can be defined, only.

Target and stock concentration
Target Stock conc. Concentration unit

nia L EIIJ-|‘ [ Select a concentration ¥ ] IE

Define Std. stock

Defining common stock, if no targets have been defined for the mix.

Click the Define Std. stock button to add a stock concentration. A new row is displayed in the Targets

table:

Column Description

Target Click the menu in the Targets field to select the appropriate target. If fargets
have been defined for the reaction mix, the menu lists all available targets.
Otherwise, N/A is selected.

Stock conc. Stock concentration.
This column is available only if the option Use ready-made standard
series has not been checked.
Enter the concentration that is present in the stock liquid for the target.

Concentration unit Click the menu in the Concentration unit field to select the concentration

unit for the target. This unit is used in the report and the output file, which
can be saved after run.
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10. Inthe dialog click Next to proceed to the Dilution steps screen.

7.2.6.33 Add standard series dilutions

Use the Dilution steps screen to define the dilution steps and dilution ratio for the serial dilution series. The

dilution steps are displayed in a table.

"

Add standard series

Define dilution sieps and dilution ratio for serial dilution series. In “Dilution ratio” column, the total dilution ratio
based on the standard stock is displayed, but QlAgility will prepare a serial dilution series.
A dilution rafio of 1:1 means “no dilution™.

Dilution Steps >

Dilution steps
[l Use Standard series stock as first standard

Dilution ratio between two standards (optional)

Add standard series dialog - Dilution steps

14| [ update dilution ratios |
Seq. | Name of standard Dilution ratio A
hl hl
1 Control DMA 1:1
2 Standard Series 1 1:4
Al hl
3 Standard Series 2 1:16
hl hl
4 Standard Series 3 1:64
" hl
5 Standard Series 4 1:256
A v
[ Ctandard Carice © 4 - 474
A == »
4 Back Fimish Cancel
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1. Select the number of dilution steps from the Dilution steps menu.
Dilution steps

(5]

LT e Gl fod wi

The number of rows in the table is dynamically correlated with the number of dilution steps you select in
this step.

Note: The number of dilution steps are listed in an editable menu. If the number you need is not listed,

you can type it info the menu field. For more details about editable menus, refer to the section Entering
data.

2.  If the option Use ready-made standard series has not been checked in the previous General
screen, the additional option Use Standard series stock as first standard is available. Check the
option in order to use the actual stock as the first standard. An additional row is automatically added
to the table, showing a dilution ratio of 1:1 (meaning "no dilution"). During the run the QlAgility will
directly use the stock as template for the reaction points of this standard.

Dilution steps

Lise Standard series stock as first standard

Dilution ratio between two standards (optional)

Update dilution ratios

| 5

Seq. Name of standard Dilution ratio

2 Standard Series 1

Option "Use standard series stock as first standard" selected.
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3. For each dilution step, if the option Use ready-made standard series has been checked in the
previous General screen, select the appropriate liquid from the corresponding menu in the Name of
standard cell.

Seq. MName of standard 1
-
1 || Gontrol DNA v |
2 || standard v |
3 [[ Select standard liquid... | 7 J
Select standard liquid...
4 Control DNA
Standard1 |
L Standard?
Standard3
6 Standard4 =
Standards
Standardd

Selecting the appropriate liquid for each standard for a user prepared standard series.

If the option Use ready-made standard series has not been checked in the previous General
screen, optionally, enter a meaningful name into the Name of standard cell. This is especially
important if you plan to define more than one standard series. The name must be unique. The name is
used to refer to the standard in later steps of the experiment setup, e.g., in the Assignment step, and in
the loading instructions of the Worktable step.

4. If an equal dilution ratio will be used throughout the standard series, define the dilution ratio in the
Dilution ratio field above the dilution steps and then click Update dilution ratios to apply it to the
series.

Dilution ratio between two standards (optional) Dilution ratio

1 Update dilution ratios 1]

Dilution ratio between two standards (optional)

14 Update dilution ratios
Seq. Name of standard Dilution ratio A
- L
- Al
2 Standard Series 1
hJ A
3 Standard Series 2

Entering the dilution ratio, e.g. 1:4
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Dilution ratio between two standards (optional)

1:4 [ Update dilution ratios ]
Seq. MName of standard
]
-
2 Standard Series 1 1:
-
3 Standard Series 2 1:

After button "Update dilution ratios" has been clicked.

Dilution ratio

Alternatively, for each dilution step, enter either a dilution ratio or a concentration for the respective

standard. The other value will be calculated automatically by the software.

Dilution ratio between two standards (optional)
Update dilution ratios

Name of standard Dilution ratic Concentration i... |1 4
Human -
~ hl
? ]
d Series 1 1:4 =
~ hl
d Series 2
N -
d Series 3 i
~ hl
d Series 4
h E——
e | Enter Concentr
‘ € L T

Entering dilution ratio for second dilution step.

In the Dilution ratio column the total dilution ratio based on the standard stock is displayed. However
— if the option Use ready-made standard series has not been checked — during the run the QlAgility
will prepare a standard dilution series using the previous standard to create the subsequent standard.

If several targets have been defined in the previous General screen, concentrations are listed
individually per target. If you enter one of the concentrations or the dilution ratio for a standard, all

other values will be calculated automatically by the software.
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Concentrationi... | Concentrationi...
Human Male
Al -
125 076375
Al hl
0.3125 01921875

bl |

0.078125 0.045046875

Rl -
0.01933125| 0.01201171875

a "
0.0043528125 | 0.0030029296872

lame of standard Dilution ratio

-

1:16
-

1:64
Rl

1:256
-

1:1024
hl

1: 4098

. | [

> b

Concentrations listed individually per target

Note: Concentration values for dilution steps are available only if stock concentration has been

defined in the previous General screen.

ik

=

[

Note: This step is optional if the option Use ready-made standard series has been checked and no
stock concentration has been defined in the previous General screen. If defined, this information will

be part of the report and the output file, which can be saved after the run to be used for importto a

downstream instrument, e.g., a PCR cycler.

In the dialog, click Finish to complete the definition of the standard series and to close the dialog.

Proceed with step 3 in Controls/Standards step.

7.2.6.4 Samples/Labware step

Use the Labware Selection screen to select the labware for sample input and run output and to define the
sample information (sample ID, concentration, description). Enter the sample IDs manually using the

Sample editor or add the sample information by importing it from a sample input file. The QlAgility Setup

Manager Software supports up to three input labwares.

The screen is split into two similar panels: define the input labware on the left side, and define the output

labware on the right side. Define the sample pipetting below the input labware panel.
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Note: For Generic PCR experiments, four positions are available on the worktable. You can use them in
different configurations, ie. you can use three input adapters and one output, two input and two output
adapters, or one input adapter and three output adapters.

*Experiment_0..

Liquids

Mixes

Controls / Standards
Assignment

Worktable

Define samples and labware
Input labware

@ Samples will be provided on one single plate or adapter
(O Samples will be provided on multiple plates or adapters (up to 3)

@ Use a new input labware and enter sample names
(O Load sample input from file

Load sample input from file. Il Secan barcade

Labware
[ ‘QIAGEN Elution Microlubes RS v ]

D Samples are covered with top-elute

Labware identifier
Input2_20190730_132026

Print barcode ..

D Auto-generate sample IDs for all samples

M Import data from GSV file

Sample Pipetting
Sample volume D Use custom pipetting parameters

10 2

Liquid class

Sample to output v

Edit parameters ...

e

Qutput labware

@ Distribute assay points lo single plate or adapter
(O Distribute assay points to multiple plates or adapters (up to 3)

@ Use a new output labware
(O Reuse a partially used output labware by loading an import file

Select file... W Scan barcode

Output labware type
[ QIAGEN 96 Well Microplate RE v

D Use cooling block D Qutput labware is pre-filled with reagenis

Labware identifier
Outputi_20190730_132014

] output Converter

Select

Print barcode

Samples / Labware step

Proceed as follows:

1.

labware.

Select the input labware and define the samples.

If the samples will be on a single plate or adapter, check the option Samples will be provided on
one single plate or adapter on the left side of the screen and follow the steps in Define an input

If the samples will be on several plates or adapters, check the option Samples will be provided on
multiple plates or adapters and follow the steps in Defining up to three input labware.

Select the output labware.

If the output will be on a single plate or adapter, select the Distribute assay points to single plate or
adapter option, and follow the steps in Define the output labware.

If the output will be on several plates or adapters, select the Distribute assay points to multiple

plates or adapters option, and follow the steps inDefine up to three output labware.

value must be specified in ul.

Sample Pipetting

Sample volume

ENNT

Ligquid class

Sample to output ¥ ]

D Use custom pipetting parameters

Edit parameters ...

Enter the sample volume for the run into the Sample volume field in the Sample pipetting panel. The
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4. The liguid class used for sample transfer is predefined by default.
If required, change the liquid class to be used for sample transfer by clicking the Liquid class drop-
down menu. It defines the pipetting and tip handling for distribution of samples from the input labware
to the output labware.

5. Optional: If required, use custom pipetting parameters for samples. If you tick the box, the Edit
parameters button becomes active. If you click the button, the Define advanced pipetting
parameters dialog opens, providing parameters for extra sample volume and mixing repetitions. For
a detailed description refer to Advanced sample pipetting.

Note: Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is
sufficient. Change the parameters only if you face any liquid level detection issues.

6. Click Next to proceed.
The next step is the Assignment step.

7.2.6.4.1 Define an input labware

Note: For Generic PCR experiments, four positions are available on the worktable. You can use them in
different configurations, ie. you can use three input adapters and one output, two input and two output
adapters, or one input adapter and three output adapters.

If the option Samples will be provided on one single plate or adapter has been selected, define the
input labware according to the following steps:

1.  If you would like to enter sample names manually, or, if you would like to auto-generate sample
names, select Use a new input labware and enter sample names and proceed to step 2.

If you would like to load a sample input file in csv format, select Use a new input labware and enter
sample names and proceed to step 2.

(-:-} Use a new input labware and enter sample names
C} Load sample input from file

If you would like to load a sample input file in a QIAGEN specific xml file format (QDEF), select Load
sample input from file and proceed to step 11.

If you would like to load a sample input file in txt format, select Load sample input from file and
proceed to step 11.

2.  Click on the Labware drop-down menu on the left side of the screen.

3. All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware
| 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapers; ¥ |

1.5 ml tapered tube (QHAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Choose other labware...
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4. Select your input labware from the drop-down list. If it is not listed, click Choose other labware to
open the Labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplale RE
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

5. Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

6. If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

7. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.
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10.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Define the sample names. Check the option Auto-generate sample IDs for all samples if you want
the software to automatically generate sample names for all positions on the labware. Alternatively,
click the Define samples button o enter the sample names manually. It is also possible to edit the

automatically generated sample names. For details about the sample editor refer to Edit samples.

[[] Auto-generate sample IDs for all samples

e i | Import data from CSV file... |

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: It is also possible to define sample names first and then to import concentration values only from
a csv file. In this case, define the sample names first, as described above, and then click Import data
from CSV file.

Proceed with step 2 in Samples/Labware step.

To define samples by using a sample input file in QIAGEN specific xml (QDEF) format, follow these steps:

11.

12.

13.

If the option Load sample input from file has been checked, the Load sample input from file and
Scan barcode buttons will be enabled.

(:) Use a new input labware and enter sample names
@) Load sample input from file

[ Load sample input from file... ] [ il Scan barcode ]

Note: Files in ixt format must adhere to the syntax described in File dialog.

Click the Load sample input from file button and select the desired sample file. For details, refer to

File dialog.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample information file also contains the labware type, it will automatically be selected in the
Labware drop-down menu. In this case, the software will automatically display the sample editor.
Proceed to step 16.

Note: This is only possible for files in QDEF format.
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Note: If the Labware selection is yellow, you are required to mark the labware or an appropriate
adapter as available in the Labware manager.

14. If the sample information file does not contain the labware type, select the labware manually from the
Labware drop-down menu. If it is not listed, click Choose other labware to open the Labware
browser.

® Labware browser

Filter options Labware
Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplate RE

Catalog number
v
( standard 96 el QIAGEN Elution Microtubes RS 19585

[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume -

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

15. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

16. Optional step: Edit the sample information. If the sample editor did not open automatically, click
Define samples to open it. Click OK to confirm the sample information and fo close the sample
editor.

For details about the sample editor, refer to Editing sample names.
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17.

18.

19.

20.

If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Proceed with step 2 in Samples/Labware step.
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7.2.6.4.2 Edit samples

To define samples manually:

1.  The Sample editor will be opened for the input labware indicated in the Labware identifier menu at
the top.

2.  If the samples have not yet been defined, for example, using the option Auto-generate sample IDs
for all samples, the Sample ID fields and the Labware identifier will be colored yellow to indicate
that this information is required.

@ Sample editor

Select an input labware identifier to enter, edit or view the samples provided on that labware

Labware identifier

| Input1_20161205_101257 v
Pos. | Sample D Conc. [ngipl] Description A
a1 ) ) '
3 T
A2
3 T
A3
3 3
Ad
3 S
A5
AB ) 3
AT ) 3
3 T
AB
3 T
B1
3 T
B2
3 3
B3
B4 L
BS
3 3
B6
B7 ) 3
B8 ) 3
c1 ) 3
3 T
c2
3 3
c3
ca b i v
[N > |

Note: If you are using more than one input plate, at least one sample must be defined on each plate.

3. Enter each sample ID and optionally, enter the concentration and sample description.

Alternatively, you can automatically generate sample IDs using the context menu. Select the relevant
cells in column Sample ID. Press and hold the SHIFT key and left-click to select multiple adjacent cells,
or press and hold the CTRL key and left-click to select multiple non-adjacent cells. Then right-click in
one of the selected cells to open the context menu and click on Auto-generate sample names. In
order to use a common prefix for all generated sample IDs you can enter the prefix in the first cell for
which you intend to generate sample IDs before selecting cells. Then right-click to open the context
menu and click on Auto-generate sample names.
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Copy Cirl+C

Paste Cirl+\

Auto-generate sample names

Note: For more details how to enter information into a table refer to the section Entering data.
Note: If you return later to the sample editor, samples that have already been assigned in the
Assignment step cannot be edited anymore. To edit those samples, remove their assignments first.

4. If you are using multiple input labware, select the next labware identifier from the Labware identifier
menu at the top, and then repeat steps 3 and 4.

5. If samples are defined for each defined labware, the Labware identifier field will no longer be
colored yellow, and the OK button will be enabled. If the Labware identifier field is yellow, that
means that samples have not been defined for at least one labware. Go back to step 4 and define at
least one sample for all labware.

6. Click OK to close the Sample editor.

726473 Defining up to three input labware

Note: For Generic PCR experiments, four positions are available on the worktable. You can use them in
different configurations, ie. you can use three input adapters and one output, two input and two output
adapters, or one input adapter and three output adapters.

If the option Samples will be provided on multiple plates or adapters (up to 3) has been selected, you
can define up to three input labware types.

Note: The first loaded input plate will be located in the C1 worktable position.
All defined input labware will be listed in the Sample input labware table. Initially, the table is empty.

Sample input labware
Seq Labware type Labware identifier

1 | QIAGEN Elution Microtube.. | Input1_20180430_172704 @ E
2 | QIAGEN Elution Microtube_. | Input2_20180430_172723 @

(~ToadSampienpdt from i WIS AT Rl Addnew. |

Define samples .. ] [ Import data from CSV file_..

Defining multiple input labware.
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1.  If you would like to enter sample names manually or if you would like to auto-generate sample names,
select Add new and proceed to step 3.

If you would like to load a sample input file in csv format, select Add new and proceed to step 3.

If you would like to load a sample input file in QIAGEN specific xml file format (QDEF), proceed to
step 2.

If you would like to load a sample input file in txt format, proceed to step 2.

Note: Files in txt format must adhere to the syntax described in File dialog.

2. Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog. Click Open to close the file dialog. The software will load the sample information from the
selected sample file.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample file does not contain the labware type, the Add new input labware dialog opens. In this
case, proceed with step 3. Otherwise, proceed with step 4.

The Add new input labware dialog opens. Follow the steps in Add input labware dialog.

The new labware will be listed in the Sample input labware table.

Repeat steps 1-4 until all input labware has been defined.

R

Define the sample names. The Define samples button will be colored yellow to indicate that this
information is required.

Click the Define samples button to enter sample names manually. It is also possible to edit the
automatically generated sample names. For details, refer to Editing sample names.

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: This step is optional if the sample names were already loaded from a file or automatically
generated.

7. Proceed with step 2 in Samples/Labware step.

The buttons in the right column of the Sample input labware table have the following functions:
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Button Action Description

To edit an input labware The Edit input labware dialog will open, displaying the values that
have been entered in the Add input labware dialog.

IEl To duplicate an input The Duplicate input labware dialog will open, displaying the
labware values that have been entered for the original input labware. The
input labware identifier will initially display as a copy of the input
labware.
IE' To delete an input Deletes the row in the Sample input labware table.
labware
72644 Define output labware

Note: For Generic PCR experiments, four positions are available on the worktable. You can use them in
different configurations, ie. you can use three input adapters and one output, two input and two output
adapters, or one input adapter and three output adapters.

If the Distribute assay points to single plate or adapter option has been selected, define the output
labware by following the steps below.

1. You can either Use a new output labware or Reuse a partially used output labware by loading
an import file. The option Use a new output labware will be selected by default and can be used
for most runs.

(=) Use a new output labware
C) Reuse a partially used output labware by loading an import file

In some cases, the sample input is limited, and one setup run is not sufficient to completely fill the
output labware. In these situations, you can perform more than one run to completely fill the output
labware. When doing this, the output file needs to be saved after the first run. Then, the output file from
the first run can be loaded and used as a starting point for the second run. All used positions from
previous runs will be blocked for usage in this run. Later in Assignment step, new samples will be
added without gap. After the second run, the information from both runs can be saved in the output
file. To set up the second run properly, you must indicate that you are reusing a partially used output
labware by loading an import file and also load the respective output file from the first run. In this case,
select the option Reuse a partially used output labware by loading an import file and proceed to
step 9.

2. Select the output labware from the Output labware type menu on the right. Click Choose other
labware to open the Labware browser.
Cutput labware type
[ Select output labware type... ¥ ]

Select output labware type... k
Choose other labware...
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® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

3. Optional: If you would like to use the cooling block for the output labware, check the option Use
cooling block next to the Output labware type.

4. If the output labware is already pre-filled with liquid or dried reagents, indicate this by selecting the
option Output labware is pre-filled with reagents. During the run, the QlAgility will consider this
information and, e.g., not reuse fips.

5. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

6. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.
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7. Optional: If the output file is going to be saved after the run for import to a downstream instrument,
e.g., a PCR cycler, and the downstream instrument expects the file in a certain format, check the box
next to Output converter to select a converter from the drop-down menu. The menu lists all
converters that are currently available in the directory for converters as specified in the User settings. If
no converter is available, None is the only entry in the list.

[l Dutput Converter

| Select.. v |

Select...
ABIT500_CwantiplexHyres xsht
ABITS00_SDS_wi_4 xsh
ABITS00_SDS w23 _HID_w1.2 xsh
CE Loading (AL).xslt
ConveriToCsv xsit
RGQO-SW_QREX xsht

Later, when saving the output file after the run, depending on the selected converter, the software also
creates a file in the format that is defined by the converter. Contact QIAGEN Technical Services if you
need another file format.

8. Proceed with step 3 in Samples/Labware step.

Alternatively, load a labware file for the output labware:

Note: It is required that you have saved the output file after the previous run of the output labware. If you
have not yet saved the file, open the corresponding experiment in parallel, navigate to the Run step and
click Save output file.

9. The Select file and Scan barcode buttons will be enabled if the Load existing output from file
option has been selected.

() Use an empty output labware
() Load existing output from file

L [l Scanbarcode .. |

10. Click the Select file button and select the desired labware file. For details, refer to File dialog.

Alternatively, click the Scan barcode button. In the Scan labware barcode dialog, scan the barcode
and confirm by clicking OK. For details, refer to Scan labware barcode dialog.

Using the information from the loaded file, the software will automatically select the output labware
type. In addition, the positions that were used with this labware for a previous run will be blocked.

Note: If the Output labware type selection is yellow, you are required to mark the labware or an
appropriate adapter as available in the Labware manager.

11. Proceed to step 3.

QlAgility User Manual 02/2022 7257



726.4.5 Define up to three output labware

Note: For Generic PCR experiments, four positions are available on the worktable. You can use them in
different configurations, ie. you can use three input adapters and one output, two input and two output
adapters, or one input adapter and three output adapters.

If the option Distribute assay points to multiple plates or adapters (up to 3) has been selected, you can
define up to three output labware types by following the steps below.

All defined output labware will be listed in the Output labware table. Initially, the table is empty.

Output labware

(:) Distribute assay points to single plate or adapter
.@) Distribute assay points to muliple plates or adapters (up to 3)

Cutput labware
Seq Labware type Labware identifier {T

i
-

1 | QIAGEN S-Block 96 Well Cutput1_20190729_141...

2 |Eppendorf twintec PCR PL._ | Quiput?_20190729_141._. | v/ |v»

S [D]| D]
x]|[x]|[x]

3 |QIAGEN S-Block 96 Well Cutput3d_20190729_141...

Load output labware from file... Il Scan barcode fdd new

Defining multiple output labware

1. I you would like to add output labware manually, click the Add new button and proceed to step 4.
If you would like to load an output labware file, proceed to step 2.

If you would like to provide output labware information by scanning a barcode, proceed to step 3.

2. Click the Load output labware from file button and select the desired file. For details, refer to File
dialog. Click Open to close the file dialog. The software will load the output information from the
selected file.

If the file does not contain the labware type, the Add new output labware dialog opens. In this case,
proceed fo step 4. Otherwise, proceed to step 5.

3. Click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The Add new output labware dialog opens. Follow the steps in Add output labware dialog.

The new labware will be listed in the Output labware table.

If the labware is to be used with the cooling block, the box in the 5 column will be ticked. If the
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labware is pre-filled with reagents, the box in the & column will be ficked. To change these settings,

edit the labware.

Repeat steps 1-5 until all labware has been defined.

Proceed with step 3 of the Samples/Labware step.

The buttons in the far right column of the Output labware table have the following functions:

Butto Action
n

I

labware

[x]

7.2.6.5

Edit the output labware

Duplicate the output

Delete the output labware

Description

were entered in the Add output labware dialog.

The Duplicate output labware dialog will open, displaying the

values that have been entered for the original output labware. The
output labware identifier will initially display as a copy of the input

labware.

Assignment step

Deletes the row in the Sample output labware table.

The Edit output labware dialog will open, displaying the values that

The Assignment step screen shows a graphic visualization of the input labware on the left and the output
labware on the right. It is designed to support flexible and intuitive assignment of sample-final reaction
(master) mix combinations to the output labware.

*PCR -experim... X |

Ll

Liquids
Input labware

Select input positions and reaction mixes. Press "Assign" to assign them to the output labware. Finally, press "Next".

Output labware

[ Inputi_20190625_152001

')

Outputi_20190626_152001

Input IG'aph: > Output {G—aph
Controls | Standards
12z : 4 8§ & 7T 8 8 10 1 12 1 2 3 4 5 & T 8 8§ 10 1 1z
Samples | Labware
- 900000000000 000000000 OCRSG®S
" 000000000000 000000000000
orkta ‘9000000000 OCOCFO c 00000000 OOOO
lorkiable
r 900000000000 000000000 OOOS
i 000000000000 9000000000 0OCO
r 9000000000000 900000000000
- 9000000000000 - 9000000000 OGPOSS
" 000000000000 0000000 000CQ®O
Reaciion mix Replicates Fipetting pattern Legend '\ Standard @ Blocked
| @ aPoR Master Mix 7] 1 % Control ) Mot Used
@ Sample & Buffer
Sample sequence
Assign Fill selected Remove assignment
) (e

admin admin

+1

Assignment step
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Input

The Graphic tab of the Input panel on the left side of the screen shows all sample positions on the input
labware that have been selected in the Input labware menu. The meaning of the different symbols is
described below:

Name Description

Sample Position for which a sample ID has been defined (either using the
Sample editor or from a sample file).

Empty position Position for which no sample IDs have been defined. The position
cannot be used for the run.

. Assigned sample The sample has already been selected once for assay setup on
output labware.

Selected sample Currently selected sample.

Note: It is possible to select samples and samples that have been
already assigned at the same time.

. Selected assigned sample  Currently selected, already assigned sample.

Note: It is possible fo use the same sample multiple times to create
reaction points on the output labware.

Use the List tab of the input panel to view or edit the sample definition again. You cannot edit sample IDs
that have already been assigned. You can change the sequence of samples for the input labware by
clicking the column header Pos. of the position column. This might be required to guarantee a certain
sample sequence on output labware, because this sequence is used when assigning selected samples to the
output labware.

If the option Samples will be provided on multiple plates or adapters has been selected, you can switch
between the different input labwares using the box above the Graphic and List tabs.

At the bottom of the panel is a menu that lists all final reaction (master) mixes defined in the Mixes step,
along with a Replicates menu, and a Sample sequence drop-down list.

In order to assign a sample for assay setup, select the sample position(s) and then the reaction (master) mix
you would like to assign to the selected sample(s). Then set the number of replicates. When you click the
Assign button, the selected samples and the reaction mix will be assigned to assay points created on the
output labware. Follow the procedure described in Assigning samples with reaction mixes to the output
labware.

Output

The Graphic tab of the Output panel on the right side of the screen shows a graphic visualization of the
output labware. The creation of assay points containing samples, standards, and controls depends on the
assignments you make in this step, and the output side will be updated when you confirm an assignment at
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the input side. The assay points are colored with the reaction mixes. Standards and controls are indicated by
an additional small symbol. If you hover with the mouse cursor over an output position, the software
displays the sample ID and the reaction mix for that position.

Assay points can be removed. For details, refer to Removing assay assignments.

The Sample sequence menu at the bottom of the output panel can be used to set the pipetting pattern to
either row by row or column by column.

It is possible to define blocked positions on the output labware by selecting the position(s) and then right-
clicking on it.

In order to fill up unused positions on the output labware, e.g., with a buffer for CE loading, select the
positions fo be filled on the output labware and then click Fill selected. In the upcoming dialog select the
liquid and the volume. For a detailed description refer to Fill empty output positions.

Use the List tab of the output panel to view the assay points that have been created.

Output Graphic List |

Pos.  Sample ID Reaction mix ik
A1 | Liver 1 @ oPCR MasterMix [I
B1 | Liver 9 @ oPCR MasterMix
c1 | Liver 17 @ oPCR MasterMix
01 |Lung 1 @ oPCR MasterMix
E1 Lung 9 . qPCR MasteriMix
F{ Lung 17 . gPCR MasterMix
G4 | Brain 1 @ oPCR MasterMix
H1 Brain 9 . qPCRH Masteriix
A2 | Brain 17 @ oPCR MasterMix
B2 |Liver 2 @ oPCR MasterMix
ca | Liver 10 @ oPCR MasterMix
Dz | Liver 13 @ oPCR MasterMix v

Pipetting pattern Legend g Standard (# Blocked

[ Il Column by Golumn Y ] "9 Contral () Not Usad

& Sample 7 Buffer
Fill selected... Remove assignment

The List tab of the Output panel
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7.2.6.5.1 Assigning samples with reaction mixes to the output labware

Proceed as follows:

1.

From the Input labware menu on the left side of the screen, select an input labware or standards and
controls that were defined in the previous Labware selection step. The software will display its defined
samples below in the Input panel.

From the Reaction mix menu, select the reaction (master) mix you want to assign. The menu lists all
final reaction (master) mixes that have been defined in the Mixes step.

Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

[ T R P I LR
=
-

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

From the Sample sequence drop-down list, select the sequence you want to use. You can choose
from row by row and column by column.

Sample sequence

= FRow by Row v ]

= Row by Row
lll Column by Column E

Note: The sample sequence determines the order of the pipetting of the samples:

e If Row by row is selected, the first sample that is pipetted is the first sample in the first row, followed
by its replicates, regardless of their placement on the output plate. The replicates are pipetted in the
order specified in the Pipetting pattern (see step 7). After the replicates are pipetted, the second
sample in the row and the second sample's replicates are pipetted and so on.

e If Column by column is selected, the first sample that is pipetted is the first sample in the first
column, followed by its replicates, regardless of their placement on the output plate. The replicates
are pipetted in the order specified in the Pipetting pattern (see step 7). After the replicates are
pipetted, the second sample in the column and the second sample's replicates are pipetted and so
on.

From the Input panel, select the sample position for which you would like to assign a reaction
(master) mix. Initially, all previously defined positions are selected.

Note: To select multiple samples, either press SHIFT and left-click with the mouse to select adjacent
positions, CTRL and left-click with the mouse to select multiple, non-adjacent positions. Selecting in a
rectangle is only possible on rectangular plates.

Click Assign.

The software creates assay points on the Output panel on the right side of the screen. The selected
reaction (master) mix is assigned to the selected samples. If you have selected more than one replicate,
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the sample positions are multiplied accordingly. The positioning of the created assay points on the
output side follows the selections made for the Pipetting pattern and the sequence of samples from
the sample sequence.

The samples are also listed in the List tab of the Input labware (in the List tab of the Input panel, you
can change the sequence of samples for the input labware by clicking the column header Pos. of the
position column or using the Sample sequence drop-down menu).

Note: The instrument follows a specified order when pipetting liquids. First, the master mix is pipetted,
followed by the standards and controls, and then the samples.
Repeat the steps above until all positions of the output side have been defined for the planned run.

If the QIAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

9. Close the lid.

10. Click Next to enter the worktable step. If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.

7.2.6.5.2 Removing assay assignments

To clear a position on the output side, follow these steps:

1. Select the desired position on the Output side. Selecting multiple positions is possible by pressing
SHIFT and left-clicking with the mouse to select adjacent positions or CTRL and left-clicking with the
mouse to select multiple, non-adjacent positions.

Note: If you select empty positions along with filled positions, you cannot remove their assignments. It
is only possible to remove assignments from multiple positions if all positions are filled.

2. Click Remove assignment. The assignment will be removed, and the sample position will be cleared
from the output side. Also, if the position was marked as filled with buffer, the position will be cleared.

Note: The software will remove all replicates of the desired sample(s).

7.2.6.5.3 Assigning standards and controls to the output labware

The QIAgility Setup Manager Software allows you to assign the positions of standards and controls on the
output plate.

Proceed as follows:

1. Select Standards and Controls from the Input labware drop-down list on the left side of the screen.

2. I you have defined one standard series, it will be automatically selected by the software, and a table
with dilution steps and dilution ratios will be shown.
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If you have defined multiple standard series, select one of them from the Select standard series drop-
down list.

Input labware
[ Standards and Controls L

[ Select standard series | ¥

Select standard series
Standard 651
Standard 161

A table with dilution steps and dilution ratios will appear.

| Standard 651 v
D Standard 651 Dilution Ratio Fy
[] standard 651 1:1 [I

]
[] standard Stand... | 1:5

-
[ | standard Stand... | 1:25

)

3. Tick the box next to one or more dilution steps in the table. To select all of them, tick the box in the
table header.

4. Select a mix from the Reaction mix drop-down list.

Reaction mi<
[ @ qPCR MasterMix v

5. Select the number of replicates from the Replicates drop-down list.

[ N PR O U
=
-

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.
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6. Click Assign.

7. Tick the box next fo one or more controls in the following table. To select all controls, tick the box in the
table header.

E Controls Type

& |nTC NTC

8. Select a mix from the Reaction mix drop-down list.

Reaction mix
[ @ aPCR MasterMix v

9. Select the number of replicates from the Replicates drop-down list.

[ T R P I LR
=
-

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

10. Click Assign.

11. Repeat steps 2 - 10 as needed, until you have defined all the positions for the planned run.

7.2.6.6 Worktable step

Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.

The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

The Worktable selector displays the status of each worktable position:
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e R1 (black border): worktable position for which the loading details are displayed.
e R1, C1, C2 (yellow): worktable positions that still need to be loaded.

R1

m m o Al, A2 (blue): worktable positions that have already been loaded.

e MIT, B1, B2 (greyed out): worktable positions that are not used for the run.
Worktable selector

Note: The run cannot be started if any worktable position remains yellow.

Find a step-by-step loading procedure below in this chapter.

The software displays the labware and required minimum volume of liquids to be loaded in a table located
in the middle of the screen. Displayed volumes include extra volumes required for liquid level detection and
pipetting. If several tubes need to be loaded to the workiable position, the table will display one row for
each tube. You must confirm that the labware has been loaded by checking the box in the Loaded column.
Alternatively, click Confirm all below the table to confirm that all labware and liquids have been loaded
onto the worktable position.

Click Print loading instruction to generate a PDF document with the loading instructions for the run.

M1 - Mix block
Pos. Content Tube Req.vol. Loaded
B Reaction mix (Mix) 1.5 mi tapered tube (QIAGEN) 0 i 7|
C |Reaction mix 1.5 ml tapered tube (QIAGEN) 295 pl el
D | Primer mix 1.5 ml tapered tube (QIAGEN) 246 pl el
E  Dilution buffer 1.5 ml tapered tube (QIAGEN) 157 ul 7|
|  Print loading instruction | [ Confirm all ]

Table of tubes to be loaded to the worktable position M1.

It is possible to change the tube type for a liquid to be loaded (with certain limitations, see below).

Tube

| 200 pl PCR tube (QIAGEN)
200 pl PCR tube (QIAGEN)

Click into a tube field to activate a drop-down menu. The drop-down menu provides a list of all tube types
that fit to the adapter position, that have also been marked as available in the laboratory in the Labware
Manager. Select one of the entries to change the tube type. Changing the tube type might result in a
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replanning of the worktable. Click outside the field if you do not want to change the tube type.

For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded. If
a cap color has been defined for a liquid in the Liquids step, the corresponding position is displayed with
that color.

Adapter: Reagent Block, 16 x 0.2 ml PCR, & x 2 ml Flat, & x 1.5 ml Tapered Tubes

ik
s
a1
A2
A |
&5
Ad
B J
A5
AE
c K
AT
-t
] L b
B
B2
E M
B3
v

B4

[ Calibrate labware ...

Schematic graphic for R1. Cap color has been defined for the liquid in position 1.

Click the Labware tab on the right to get an image and details about the input and output labware.

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling
block, the image will only show the tubes or plates and the adapter.
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Labware: 0.1 ml Strip Tube (QIAGEN)
Adapter: Rotor-Gene Q, 72 x 0.1 ml Strip Tubes Adapter

=
Catalog number E
981103 2
Mame
0.1 ml Strip Tube (QLAGEN) "
o
H
w

Catalog number
9018917

Mame
Rotor-Gene @, 72 x 0.1 ml Strip
Tubes Adapter

| Calibrate labware ...

Image and details for output labware
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For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on
the worktable. For details, refer to Loading tips.

50 pl Conductive Filtered Tips

1 2 3 4 ] 6 T

=]
-]
=
=
=
=
=
]

m

Set all tips (4] To available Set all selected tips | 4= To available
|E| To unavailable == | To unavailable

Interactive rack to define tip avilability.

If a labware type has not yet been calibrated on the required worktable position, you must first perform a
labware calibration. This will be indicated by a yellow Calibrate labware button.

Preparing the worktable

1. Optional step: Generate the loading instructions by clicking on Print loading instruction. A PDF will
be generated containing the loading instructions for the run. Use this option, if, for example, liquids
need to be prepared in another room.

2.  Open the instrument lid.

The worktable preparation starts with the positions for tip racks:

3. Check that the correct tip type is loaded and that the number of tips is sufficient. If not, load additional
tips. For details, refer to Loading tips.

Note: To ensure optimal fip pickup, it is important fo follow the instructions in Insert tips to tip rack
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holder.

4. Optional step: A yellow Calibrate labware button below the schematic indicates that the tip rack has
not yet been calibrated on the worktable position. It must be calibrated before the run can be started.

Click the Calibrate labware button. The software starts the calibration wizard. Follow the instructions
of the wizard. For details, refer to the sub-chapters of section Calibrate labware.

After the calibration steps have been completed, the workiable screen will be displayed again.

5.  Check that the interactive graphic on the right side of the screen shows that the tips available are the
same as the tips present on the fip rack on the worktable. If not, adjust the tip availability in the
interactive graphic. For details, refer fo Loading fips.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

6. To confirm that the tip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

Click Next to continue with the next worktable position.

8. Repeat steps 3-7 for all fip rack positions.

For worktable positions with reagents and empty labware:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

9. Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

10. Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.
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11.

12.

13.
14.

Perform the following steps for each row in the table:

e For reagents: Check that the correct amount of the listed liquid is provided in the correct tube type.
Load the tube in the correct position of the adapter. For orientation, refer to the graphic on the right
side of the screen.

e For empty labware: Place the labware in the correct position. For orientation, refer to the graphic on
the right side of the screen.

Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

Click Next to continue with the next worktable position.

Repeat steps 9-13 for all worktable positions with reagents and empty labware.

For worktable positions with samples:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

15.

16.

17.
18.
19.

20.

Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

Ensure that samples are loaded using the correct labware type.
Load the samples in the correct positions as displayed in the table.

Optional step: For sample tubes, click Validate sample loading to start sample loading validation
using a hand-held barcode scanner and proceed with steps 20-23. Otherwise, proceed to step 24.

Note: This button is only available if the corresponding option has been checked in the User settings
for Generic PCR experiments.

The software will highlight the first sample position in the table. During validation, scanning is the only
function available.

a
Note: To indicate that a user interaction is expected, a cursor with arrows in all four directions < wil
be displayed for the entire validation.
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21. Scan the barcode of the sample tube that has been loaded in the highlighted position.

22. If the barcode matches the sample's ID, the software highlights the next sample position in the table.
Proceed to step 21 for the next sample. If the barcode does not match the sample ID, a message is
displayed. Click Retry in the message to scan the barcode again. If the barcode matches, the sofiware
highlights the next sample position in the table. Proceed to step 21 for the next sample.

To stop validation, click Stop validating, or, if the barcode did not match, click Cancel in the
displayed message. In this case, proceed to step 24. There will be no documentation about sample
loading validation in the report.

23. If all sample positions have been scanned successfully, a message is displayed. The successful sample
loading validation will be documented in the report, which can be created after the run. Proceed to
step 25.

24. Check that the samples are placed in the positions as displayed in the table.

25. Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

26. Click Next to continue with the next worktable position.
27. Repeat steps 15-26 for all worktable positions with samples.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
1. Close the lid.
2. Ensure that the tip disposal box is empty.

3. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.

Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

4. The Run step will be displayed.
7267 Run step

The run progress can be monitored in the Run step. During the run, this is the only available step of the
experiment. A run can be paused or canceled at any time. After the run, several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return fo the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.
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7.2.6.7.1 Monitoring the run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their

progress are listed in a table. The tasks listed are different for different experiment setups.

The instrument icon in the main toolbar, as well as the progress indicator on the run step, show the overall

run progress.

Run progress

Task

Prepare standard series

Prepare mixes

Distribute mixes to output labware
Distribute controls to oulput labware
Distribute standards to output labware

Distribute samples to output labware

Cwerall progress

Progress

L]
[
—
—
—
—

|
Start ime
15:12

Run progress

Note: The displayed times are an approximation.

Approximate end time

15:18

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.

7.2.6.7.2 Pausing or canceling the run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.
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To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening
the lid, wait until the movement has finished.

When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23

H

Owerall progress

Start time Paused at esume
13:05 13:21

ﬂ

To resume the run

1.  Ensure that the lid is closed.
2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at
which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10
seconds. Before opening the lid, wait until the movement has finished.

7.2.6.7.3 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.
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After the run, several options are available in the right side of the Run step screen. The options will still be
available if you reopen the experiment later. It is still possible to create a report or to save the output file.

Run info

Operator
John Smith

Comment

Output labware

| Printbarcode... || Saveoutputfie.. |

Options after the run.
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Option

Comment

Save output file

Create report

Print barcode

Description

You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

An output file will be saved in a QIAGEN specific xml format, in particular the
QDEF format, containing information about the output labware, the run, and the
content of each labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file. Refer to User
settings to define a standard directory.

The file may serve as a sample input file for the Rotor-Gene Q operated with the
Q-Rex Software. The .xml file can also be used by an LIMS (Laboratory
Information Management System). A format description is available at
www.giagen.com/goto/QIAgility. You can find examples of output files in the
"Examples" folder provided with the software:
C:\Users\Public\QIAGEN\QIAgility\Examples.

If an output converter has been selected in the Samples/Labware step, the
software also creates a file in the format as defined by the output converter. This
file will have the same name as the .xml file (i.e., the same name entered in the
file dialog), but with another file extension (e.g., .ixt for the ABI cycler), and will
also be saved in the specified directory. In case the file extension is also .xml, the
file name will be enhanced. The available output converters can be found in the
output file converter directory, as specified in the User settings.

Contact QIAGEN Technical Services if you need another file format.

Note: Use this option also in case the sample input is limited, and one setup run
is not sufficient fo completely fill the output labware. In these situations, you can
perform more than one run to completely fill the output labware. Save the output
file after the first run. To set up the second run properly, indicate in the
Samples/Labware step that you are Reusing a partially used output labware
by loading an import file by selecting that option, and load the file from the first
run as a starting point for the output labware of the second run. After the second
run, the information from both runs can be saved in an output file.

A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

You can print a barcode for the output labware.

Note: The option is available only if a printer has been defined in the Global
Settings tab of the Configuration environment.

After the run has finished, follow these steps:

1.  Remove the labware from the worktable.

2.  Empty the tip disposal box.

3. Clean the worktable as described in section Cleaning the QlAgility.
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7.2.6.8 Report

The Generic PCR Plug-in offers two types of reports: a basic report that gives a short overview and an
advanced report that contains all the details.

The Basic report contains:
e General information

e Comment

e Reaction results

e Exceptions

e Detailed run information

The Advanced report contains:
e General information

e Comment

e Reaction results

e Exceptions/Pauses

e Sample information

e Worktable information

e Detailed run information

e Advanced instrument information

Descriptions of the sections that are part of both report types are provided below.

General information

Some general information is provided at the beginning the report. This includes information such as the
experiment file and the output file (if any has been saved), the instrument serial number, the software and
plug-in version that has been used for the run and the date, time and duration of the run.

Comment
The comment that has been entered on the Run screen.

QlAgility User Manual 02/2022 7277



Reaction results
For regular rectangular output plates, an overview graphic is shown, visualizing each position on the output
plate:

Symbol Description
ok The position was processed without any exceptions.
N warning The position was processed with exceptions that allowed further processing

(e.g., tip failure, liquid level detection error). These exceptions are listed in
the Exceptions chapter below.

L error The position could not be processed as required due to an exception that did
not allow further processing (i.e., the run was stopped due to an error). The
exception is listed in the Exceptions chapter below.

empty The position is empty. The position has not been used during the run.

not used This symbol is only used if an output file has been loaded as a starting point
for the output labware (e.g., when using several runs to fill the output
labware). The symbol represents a position that was not part of this run,
although it is not empty.

Reaction results
Input plate ID: Input1_20161205_104738 1234567881112

A
Input2_20161205_104747 B T
Output plate ID:  Output_20161205_103805 g
E )
F
G )
H
ok
© warning
@ ermor
empty

For your reference, the labware identifiers for input and output labware will be listed even if the graphic is
not shown. If multiple input labwares were used for the run, the labware identifiers will be listed in the same
order in which they were defined on the Labware selection step.
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A table listing the reaction result for each processed position on the output labware is shown:

Column
Output

Identifier

Type
Input

Actual content

Initial sample
conc. /Std conc.

xNA content

Flag

Description

The position on the output labware.
Specifies the sample ID or the name of the particular standard or control.
Sample, Standard or for controls, the Control type.

The corresponding position on the input labware. Valid for samples only. Empty for
standards and controls. If multiple input labwares were used for the run, the position
is enhanced by a short input labware reference (e.g., A1/11 refers to position A1 of
the 1st Input labware, where "I' indicates Input, and "1" indicates the 1st input
labware in the identifier list).

Lists the components, i.e., the liquids that have been transferred into the position
during the run.

For samples, the initial concentration is listed (only if the sample's concentration has
been entered in the sample editor or loaded with a sample input file); otherwise, this
is empty.

For standards, the concentration of the standard is listed. If standards have been
defined individually per target, the concentrations are enhanced by a short target

reference (e.g., (1) 5 ng/ul refers to the 1st target). A target legend is provided
below the table.

Always empty for controls or NTC.

For samples, the final concentration is listed (only if the sample's concentration has
been entered in the sample editor or loaded with a sample input file); otherwise, this

is empty.
For standards, the concentration of the standard is listed.

Always empty for controls or NTC.

Shows the status of the position: either ok, warning or error, corresponding to the
symbols of the graphic

Note: The table contains only those positions on the output labware that were subject to this run. Empty or
unused positions are listed for reference below the table.

Exceptions

This section lists all events, if any, in a table:
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Column
Exception

Position

User response

Description
The event that has been displayed during the run.

Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination," all
positions are listed that might not have been completed as a result of the
exception, especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in
the used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which might have impacted the output
positions D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table, even
though it is listed here as potentially affected by an exception, then you can trust
that the output position was completed successfully.

Example:

If the "not enough liquid" liquid level detection error occurs in the final reaction
(master) mix tube while serving the last output position with the mix, all output
positions that were designated to contain this final reaction (master) mix will be
listed here as potentially affected. However, most of these positions have already
been served successfully and will be flagged OK in the reaction results table. You
can trust an 'OK' flag in the reaction resulis table.

A short form, which option (button) of the message dialog has been pressed.

Note: The Basic report does not list pauses. If you want to have also pauses listed, use the Advanced

report, instead.

Detailed run information

This section lists experiment definitions and the task list of the run.

Defined mixes:
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Column Description

Name [Targets] Name of the mix. If defined, targets are listed additionally.

Input Lists the content of the mix per reaction.

Total volume The total volume of the mix, given in ul.

Liquid class The liquid class used to distribute the mix, including version number.

Advanced pipetting The advanced pipetting parameters that have been used for the mix: extra
parameters volumes, liquid class for mixing incl. version number, mix repetitions after the last

input liquid has been added.

Note: Advanced pipetting parameters are always listed. If they have not been
defined by user, the parameters inherited from the liquid class are shown.

Input liquids:

Column Description

Name Name of the liquid.

Lot number/Expiry date Lot number and expiry date, if defined for the liquid.

Liquid class The liquid class used to distribute the liquid, including version number.
Advanced pipetting The extra volumes that have been used for the liquid.

parameters

Note: Advanced pipetting parameters are always listed. If they have not been
defined by user, the parameters inherited from the liquid class are shown.

The definitions for sample pipetting:

Column Description

Volume Sample volume used for the run.

Liquid class The liquid class used fo distribute samples to the output labware, including
version number.

Advanced pipetting The advanced pipetting parameters that have been used for samples: extra

parameters volumes, mix repetitions after the sample has been distributed.

Note: Advanced pipetting parameters are always listed. If they have not been
defined by user, the parameters inherited from the liquid class are shown.

Standard series, if defined in the experiment:
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Column
Name [Mix]

Standards

Advanced pipetting
parameters

Description
Name of the standard series and the related reaction (master) mix.

Name of the standard and the concentration, if defined the related target is
listed.

The advanced pipetting parameters that have been used for samples: extra
volumes, mix repetitions after the sample has been distributed.

Note: Advanced pipetting parameters are always listed. If they have not been
defined by user, the parameters inherited from the liquid class are shown.

Finally, this section lists all tasks of the run as they were displayed in the Run step.

Descriptions of the sections that are only included in the Advanced report are below.

Exceptions/Pauses of the Advanced report

In contrast to Basic report, this section not only lists all events but also any pauses that may have occurred
during the run in a table:

Column
Exception

Position/Duration

User response

Description
The event or pause that has been displayed during run.

For an event:
Lists the positions that were affected by the exception.

First, the position is listed for which the exception occurred. After "Destination," all
positions are listed that might not have been completed as a result of the exception,
especially all potentially affected positions on the output labware.

The @ symbol is used to address positions. Consecutive positions are listed in the
used pipetting order.

Example:

"M1 @ A Destination: output labware @ D1-D8": The exception occurred on the
Mix block position M1 at position A, which might have impacted the output positions
D1-D8 (row-wise).

Note: If an output position is flagged OK in the reaction results table, even though
it is listed here as potentially affected by an exception, then you can trust that the
output position was completed successfully.

For a pause: the duration of the pause.

A short form, which option (button) of the message dialog has been pressed.
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Sample information

Lists the sample information for each input labware as it was entered in the sample editor, loaded by the
sample input file, or automatically generated by the software, together with the identifier of the input
labware.

Worktable information

Lists for each worktable position the liquids that have been placed there.

Note: For tip racks of the same tip type, the overall required, and the overall available number of tips is
shown, similar to the information in the worktable screens.

Advanced instrument information

This section lists information about HEPA filter usage, service due dates and volume calibration.

Note: The series numbers of the QlAgility and the pipettor head are part of section General information
at the beginning of the report.

7.2.6.9 Samples only experiments

The Generic PCR Plug-in allows to setup a run to distribute samples to the output labware, only.

Such experiments are created by clicking Generic PCR setup from the Home screen and then defined in
the Experiment environment of the software.

The experiment wizard has 7 steps that guide you through the run setup process. Use the Next and Back
buttons at the bottom to navigate between steps. The setup uses the screens for generic PCR setup. We
recommend that you familiarize yourself with the features of the generic PCR setup first.

To setup a run to distribute samples to the output labware, only:

1. Skip the Liquids step by clicking Next to proceed to the Mixes step.
Note: However, in the case that you need to define liquids for the run, follow the steps described in
Liguids step.

2. Inthe Mixes step add at least one mix. In general, follow the instructions described in Mixes step,
however, in the Add mix dialog select the option Final reaction mix already on output from the
General screen, to indicate that the mix will not be created nor distributed. The Target screen of the
Add mix dialog is optional in order to allow easy transfer of defined assay targets to respective PCR
cycling software.

Click Next to proceed.

3. Skip the Controls/Standards step by clicking Next to proceed to the Samples/Labware step.

Note: It is possible to use standards and controls in this workflow, too. In this case, define the needed
liquids in the Liquids step. For details on how to define standards and controls refer to
Controls/Standards step.
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4. Inthe Samples/Labware step follow the instructions described in Samples/Labware step. For the
output labware, the option Output labware is prefilled with reagents is preselected. Keep this
option selected, because pipetting behavior will be adjusted accordingly.

Click Next to proceed.

Note: It is recommended to use sample volumes of at least 5 ul, as it is technically not reliable to
transfer less than 5 ul volume into an empty labware.

In the Assignment step follow the instructions described in Assignment step.

If the QIAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

Close the lid.

8. Click Next to enter the worktable step. If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.

9. In the Worktable step, follow the loading instructions and the instructions to start the run described in
Worktable step.

10. Refer to Run for information about the Run step. After run, follow the instructions in Run completion.

An experiment can be saved at any time using the Save or Save as buttons in the button bar. You will be
given the opportunity to save your experiments as a template, but also reuse your definitions for similar
experiments. The file extension for generic PCR experiments is *.qsmrx, and for templates *.gsmrt
(Experiment, and Template, respectively). The file extension for generic PCR quick order templates is
*.qsmrqt (Quick Order Template).The Start run button will be disabled, as long as there are incomplete or
invalid steps, or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.2.7  Generic PCR setup with normalization experiments

The Generic PCR Plug-in enables easy and convenient gPCR setup including sample normalization.

For pathogen testing and gene expression experiments using dedicated QIAGEN kits, refer to sections
Working with experiments for pathogen detection and Working with gene expression experiments,
respectively. For generic PCR setup experiments without sample normalization refer to section Generic PCR
experiments. For PCR setup with serial dilution experiments, refer to the PCR setup with serial dilution
experiments section. It is also possible to set up a run for sample normalization only. In this case, refer to
section Normalization only experiments.

Samples can be normalized based on mass or concentration. Ensure that the correct selection has been
made in the User settings for Generic PCR experiments before the experiment is created. Changing the
setting will take effect for new experiments, only.

New experiments for generic PCR setup, including sample normalization, are created by clicking Generic
PCR setup with Normalization from the Home screen, and then defined in the Experiment environment
of the software. When a new experiment is created, only the Liquids and Mixes step will be enabled,
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initially. Subsequent steps will become available, once the required information has been entered into the
Liquids and Mixes step. The Mixes step is highlighted in yellow as a visual reminder that required
information still needs to be entered. This is a general principle when working in the Experiment
environment.

The experiment wizard has 8 steps that guide you through the run setup process:
1. Liguids
Mixes

Controls/standards

Samples/Labware

Assignment

Normalization

Worktable

© N o 0w

Run

Use the Next and Back buttons at the bottom to navigate between steps.

An experiment can be saved at any time using the Save or Save as buttons in the button bar. You will be
given the opportunity to save your experiments as a template, but also reuse your definitions for similar
experiments. The file extension for generic PCR experiments is *.qsmrx, and for templates *.gsmrt
(Experiment, and Template, respectively). The file extension for generic PCR quick order templates is
*.qsmrqt (Quick Order Template).The Start run button will be disabled, as long as there are incomplete or
invalid steps, or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.2.7.1 Liquids step

The Liquids step is used to define all input liquids required for your PCR setup that are to be loaded onto
the instrument's worktable, besides your samples. These are, for example:

e all kinds of reagents, that will , e.g. be part of reaction (master) mixes
e all kinds of controls and standards (stock)
e all kinds of diluents/water

e ready-made reaction mixes, i.e., final reaction (master) mixes that have already been prepared by the
user and are ready to be used and distributed to the output labware by the QIAgility.

Detailed information for (final) reaction (master) mixes will be defined later in the Mixes step. Samples will
be defined later in the Samples/Labware step.

The Liquids step also includes information about the kit that is used during the run.
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20000 H
20009 —

Q N Service Configuration Instrument
PCRandnor... X [

Liquids > Define input liquids
Kit information Comment

Define required input liquids (reagents or ready-made reaction 5
Mixes (master) mix, Standards (stock) and controls) for assay setup Kit Name Lot number
Predefined liquid classes (LC) define the pipeffing/tip handling
task for liquid transfer (refer fo LC table in configuration N N
screen) Product number Kit expiry date
Controls | Standards LC-naming: Liguid fype + pipetfing destinationfintended use i
For more information, press F1 key when editing liquids.
Samples / Labware
Name Liquid type Liquid class Tube type Actions
Assignment |:| Wasser Diluent'Water Agqueous liquid to reaction (master) mix 5.0 ml flat-base tube (QIAGEN) lE‘ lz‘
|:| MasterMix Reagent Viscous liquid to reaction (master) mix 2.0 ml screw cap micro fube (Sarstedt) lE‘ lz‘
O T |:| Primeriix Reagent Primer-Probe or IC to reaction (master. 2.0 ml screw cap micro tube (Sarstedt) @ |Z|
Std Plasmid Standard Control or Sid. 1o output or for dilution 2.0 ml screw cap micro tube (Sarstedt
Worktable I i P ! : lE‘ lz‘
|:| Sid Plasmid 2 Standard Control or Sid. to output or for dilution 2.0 ml screw cap micro tube (Sarstedt) lE‘ lz‘
Run |:| Diluent DiluentWater Diluent for dilufion 5.0 ml flat-base tube (QIAGEN) [1m] [¢]
~ o]

admin admin = B

Liquids step

The screen lists all input liquids that have already been defined in a table. In addition, an optional Kit
information pane, as well as a comment field are available.

To define a new liquid:

Click the New liquid button below the table.
The Add liquid dialog opens.

1
2
3. Define the liquid as described in Add liquid dialog.
4

In the dialog, click OK to confirm your values and to close the dialog. The defined liquid will be listed as
a new row in the table in the Liquids screen.
Note: Repeat the step until all needed liquids are listed.

To specify kit information, enter the Kit Name, Lot number, Product number and Kit expiry date in the
Kit information pane.

Finally, click Next in the button bar to proceed to the Mixes step (Mixes step).

Note: The Next button is disabled, if a row in the table is highlighted in yellow. Click to open the Edit
liquid dialog. In the dialog, the field is highlighted in yellow, which indicates the necessity for user action. If
the field is not yellow anymore, click OK in the dialog to confirm the changes and to close it.
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The liquids in the table can be reordered using the buttons below the table:

1. Click the row of the liquid to be moved.

2. Click on the up and down arrows to move the currently selected row up or down.

Use this function for a better overview. The report will list the liquids in this order.

The buttons in the Actions column

Button Action

To edit a liquid

IEl To duplicate a liquid

IE' To delete a liquid

Actions

Sl

2|18 ] of the table have the following functions:
Description

The Edit liquid dialog will open, displaying the values that have
been entered in the Add liquid dialog.

If you intend to change the liquid later, e.g., the liquid has already
been used in a mix in the Mixes step, or, if the liquid is a ready-made
reaction mix and has already been assigned to samples in the
Assignment step, some restrictions apply. Not all values can be
changed. In this case, remove assignments or reaction mixes to
enable changes for defined input liquids.

The Duplicate liquid dialog will open, displaying the values that
have been entered for the original liquid. The liquid names will
initially display a copy of the liquid.

Deletes the row in the table.
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7.2.7.1.1 Add liquid dialog

In the Add liquid dialog a new input liquid can be defined. If you want to change the values for an existing
liquid later, the Edit liquid dialog will open. Both dialogs show the same values for a liquid.

Liquid name @ |I'|pUl |IqLIId

L Dilution buffer | (O Ready-made mix

Tube type ~ Cap color

| 1.5 ml tapered tube (QIAGEN) v |

Liquid class ~ Liquid type _
‘ Diluent for dilution v I | Diluent\Vater v ‘
Lot number Expiry date

L [ ——

[[] Define advanced pipetting parameters

oy

Add liquid dialog

1.  Define the name of the liquid. The name must be unique. The name is used to refer to the liquid in
later steps of the experiment setup, e.g. when defining reaction mixes, standards or controls, and in the
loading instructions of the Worktable step.

2. Define whether the liquid is an input liquid or a ready-made mix. Initially, the option Input liquid is
selected, because it fits to most liquids.
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Select the option Ready-made mix only, if the liquid is a final reaction/master mix that has already
been prepared by the user and is ready to be used and distributed to the output labware by the
QIAgility. In this case, in the Liquid type field the value Ready-made mix is automatically selected and
the liquid class menu is removed (the liquid class is defined later in the Mixes step). Additionally, when
entering the later Mixes step, the reaction (master) mix is already listed.

If the liquid is a mix that has already been prepared by the user, but will be part of a more complex
mix that will be created during the run by the QlAgility, select the option Input liquid.

3. Click Tube type to select the tube that will be used to place the liquid on the QlAgility. The tube types
used in the last experiment are listed at the top of the list. To select one of the listed tube types, click the
respective entry.

Tube type
Select. . v

Select. .

1.5 ml tapered tube (QIAGEN)
5.0 ml flat-base tube (QIAGEN)
Choose other labware._

Any available

Select the value Any available, if the liquid does not need to be provided in a special tube, e.g.
coming from a kit. In this case, later, during worktable planning, the software will automatically select a
tube of the required size, with minimal dead volume, from the list of available tubes that has been
defined in the Labware Manager. (To define available tubes in the Labware Manager, click
Configuration in the main tool bar, select the Labware Manager tab and then select the Tubes step.)
Use this option to give the software more flexibility during worktable planning.

If the required tube type is not listed, select the value Choose other labware to select a tube from the
Labware Browser.
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@ Labware browser

Filter options Labware

¢ Select the item that most closely malches the labware to be used.
ategory 1.5 mi tapered screw cap fube (QIAGEN)
Tubes v Catalog number
1.5 mi tapered tube (QIAGEN) 990552
2.0 mi self standing screw cap tube (QIAGEN)
200 pl PCR tube (QLAGEN)

5.0 mil flat-base tube (QIAGEN)

[#] Shows available labware only
Name

5.0 ml flat-base tube (QIAGEN)
[[] Advanced options

Dead Volume
26l

Labware adapter

Select the adapter to be used.

Reset filter | Apply filter

—

In the filter options, click Apply filter to show all available tubes. In the middle of the screen, select the
tube from the list at the top. Click OK to close the Labware browser.

The selected tube will be displayed and added to the Tube type drop-down menu.
Note: The labware category Tubes and the option Shows available labware only are preselected.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If you edit the liquid later and the Tube type is marked yellow, this indicates that the selected
tube type is no longer marked as available in the Labware Manager. Either select another available
tube type or make the tube available in the Labware Manager again.

4. Click Cap color to select the color of the tube's cap.

Cap color

5. Select the Liquid class that will be used to pipette the liquid during the run. Select the liquid class that

fits best.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred
e the destination or usage for the liquid/liquid group

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
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Classes step to get more details.

In case the same liquid will be used for different purposes (e.g. nuclease-free water used for setting up
a standard dilution series and for non-template control) it is highly recommended to define multiple
input liquids to allow precise definition of liquid class and liquid type.

Note: If you edit the liquid later and the Liquid class is marked yellow, this indicates that the selected
liquid class is no longer available, e.g. if the experiment was defined on another computer where a
customized liquid class was used. Select an available liquid class.

6. Select the Liquid type. The liquid type defines how the liquid will be used. In later steps during
experiment setup, the software uses the liquid type to present sub-sets of defined liquids for selection,
e.g. when defining controls or standards. In case a defined input liquid is not visible in later screens
(e.g. during control definition) check if the liquid type has been set correctly.

Liquid type Description
Reagent Use this type, if the liquid is a reagent that will be added to a

reaction/master mix, either to a final reaction mix or to an intermediate
reaction mix.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

Pos./neg. control Use this type, if the liquid is a positive or negative control (incl. NTCs).

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a control.

Standard Use this type, if the liquid is a single standard as part of a user prepared
standard series, or if the liquid is the standard stock for a standard series

that shall be created by the QlAgility.

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a standard series that shall be created by the

QlAgility.
Diluent/Water Use this type, if the liquid is a diluent or water.

Later in the experiment setup, a liquid of this type is available, e.g. for
content definition of a reaction/master mix in the Mixes step, or in the
Controls/Standards step as diluent for defining a control or standard series

that shall be created by the QlAgility.

Ready-made mix Use this type, if the liquid is a ready-made reaction/master mix prepared by
the user. This type is preselected by the software, if the option Ready-made
mix has been selected for the liquid.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

7. Optionally, enfer the Lot number and/or the Expiry date of the liquid for documentation purposes. If
entered, these data will be present in the report.

8. Optionally, define advanced pipetting parameters. If you tick the box, parameters become visible to
define extra volume for the liquid.

QlAgility User Manual 02/2022 7-291



During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is sufficient. In
contrast to absolute extra volume, the percentile extra volume shall cover sample amount depending
variations (e.g. volume loss per tip) and is a percentile addition of the transfer volume. However, if you face
any liquid level detection issues increase the percentile extra volume if issues are for higher sample amounts
only, or increase absolute extra volume if issues are not related to sample amount.

Define advanced pipetting parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume
9 pl and | 20 Yo

9. Inthe dialog, click OK to confirm your values and to close the dialog.
Otherwise, click Cancel to close the dialog and discard all values. In this case, no new liquid is
defined, or — in case of editing an existing liquid —the liquid is not changed.

7.27.2 Mixes step

The Mixes step is used to define all kinds of mixes that are used for an experiment. These are, for example:
e all variants of reaction (master) mixes, i.e., final reaction (master) mixes that

0 have already been prepared by the user and are ready to be used,

o will be generated by the QlAgility during run,

o and will be distributed to the output labware.

¢ all kinds of infermediate mixes. These are generic pre-mixes that will be used to create new (more
specific) reaction (master) mixes.

The screen lists all mixes that have already been defined in a table. User prepared reaction (master) mixes
are automatically listed, if the corresponding liquid has been defined in the previous Liquids step. The rows
for these mixes are initially highlighted in yellow to indicate that the mixes need further specification.
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*Experiment_0... X |

Liquids Define your mixes

Define reaction (master) mix(es) required for assay setup. Liquid class (pre-selected) defines the

" pipetting/tip handling task for distribufion of reaction (master) mix (refer to LC table in configuration

e > screen)

Adv. parameters: Mixing seftings for system-prepared reaction (master) mix(es) are predefined but

mixing repetition can be changed if required.
Controls / Standards For more information, press F1 key when editing mix(es).

Name Reaction mix | Input Volume | reaction [pl] Total valume / reaction [pl] | Liquid class Actions

Samples / Labware Fast Reaction Mix 75 R

I Mix v e 2e 10 Reaction (maste @
Assignment
Normalization
Worktable
Run

Mixes step

Defining a new mix or editing a listed mix:
1. To define a new mix, click the Add mix button. The Add new mix dialog opens.

To edit a listed mix, click in the Actions column in the corresponding table row. The Edit mix
dialog opens. It displays the values that have been entered before in the Add mix dialog or that have
been automatically pre-filled by the software for a ready-made reaction (master) mix.

Note: If no final reaction (master) mix has been defined, the Add mix button is highlighted in yellow to
indicate that the definition of a final reaction (master) mix is still missing.

2. Define the general properties of the mix. Details are described in Add new mix dialog.

In the dialog, click Next to proceed to the Input screen.

4. Inthe dialog Input screen define the volume per reaction and the content of the mix; as described
inAdd new mix dialog input.

5.  For final reaction/master mixes, the optional Target screen is available. This screen allows the user to
define target type and reports/quenchers. If defined, this information will be part of the report and the
output file, which can be saved after the run to be used for import into the next instrument, e.g. a
cycler. In this case, click Next to proceed to the Target screen. Details are described inAdd new mix

dialog target.
If you do not require target information in the report or for the next instrument, proceed.

6. Click Finish fo finish the definition of the mix and to close the dialog.

7. The defined mix will be listed in the table in the Mixes screen.

Repeat the steps above until all final reaction (master) mixes have been defined.

Finally, click Next in the button bar to proceed to the Controls/Standards step, described in
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Note: The Next button is disabled, if a row in the table is highlighted yellow. User prepared reaction

(master) mixes are initially highlighted yellow, if the volume per reaction has not yet been defined. Edi’r()
the mix and enter the volume per reaction in the Input screen of the dialog. The Next button is also
disabled, if the definition of a final reaction (master) mix is still missing.

The mixes in the table can be reordered using the buttons below the table. The report will list the
mixes in this order. An intermediate mix (generic pre-mix) needs to be listed before the (more specific)
reaction (master) mix of which it is part of. It will not be possible to move an intermediate mix below its
reaction (master) mix.

1. Select the row of the mix to be moved by clicking on it.

2. Click on the up and down arrows to move the currently selected row up or down.

Actions
. . 2] ][ %] . .
The buttons in the Actions column | 'I=—===! of the table have the following functions:
Button Action Description
To edit a mix The Edit mix dialog will open, displaying the values that have been

entered in the Add mix dialog.

If you intend to change a mix that is already in use as input for
another mix, or if it is a final reaction mix and has already been
assigned fo samples in the Assignment step, some restrictions apply.
Not all values can be changed anymore.

IEl To duplicate a mix The Duplicate mix dialog will open, displaying the values that have
been entered for the original mix. The mix name will initially display a
copy of the name of the original mix.

IE' To delete a mix Deletes the row in the table.

7.2.7.2.1 Add new mix dialog

In the Add new mix dialog a new mix can be defined. If you would like to change the values for an existing
mix later, the Edit mix dialog will open. Both dialogs show the values of a mix.

Define the basic properties of the mix in the General screen of the dialog.
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General
Name

- Test-mix. | @ Final reaction mix (ready-made)
Input O Intermediate mix (ready-made)
(O Final reaction mix already on output (ready-made)

Liquid class
| Reaction (master) mix (final) to output | v |

(i) Note: Make sure that ready-made mix is homogeneous and mixed manually and avoid foam.

] Define advanced parameters

Next : Cancel

Edit mix dialog
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Add new mix

Name
i | (®) Final reaction mix (system prepared)
Input O Intermediate mix (system prepared)
(O Final reaction mix already on output
Liquid class

Target

| Reaction (master) mix (final) to output | ¥ |

[[] Define advanced parameters

)

Add new mix dialog - General

1. Define the name of the mix. The name must be unique. The name is used to refer to the mix in later
steps of the experiment setup, e.g. when defining more specific mixes, and in the loading instructions
of the Worktable step.

For a ready-made mix, the name is already defined from the liquid dialog definition.

2.  Select the type of mix. For ready-made mixes and other mixes different options are available:

Option Description
Final reaction mix Only available for a mix that has been defined as a ready-made mix within
(ready-made) the Liquid step.

Use this option, if this mix has already been prepared by the user and is
ready to be used and distributed to the output labware by the QIAgility. In the
later Assignment step, the mix will be available for selection. Duringthe run,
the QlAgility will pipette the mix to the positions on the output labware as
assigned in the Assignment step.
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Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Intermediate mix (ready- Only available for a mix that has been defined as a ready-made mix within
made) the Liquid step.

Use this option if this mix has already been prepared by the user and will be
part of a more specific mix to be created during the run by the QlAgility.
During the run, the QlAgility will pipette the mix into the tube, where the more
specific mix is created.

Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Final reaction mix Only available for a mix that has been defined as a ready-made mix within
already on output the Liquid step.

(ready-made) Use this option only if this mix has already been distributed on the output

labware before the run. In the later Worktable step, you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

The volume of the reaction mix must be specified. This value will be used to
calculate the dispense height and the mixing volume.

If the option is selected, the Input screen of the dialog will be skipped.

Final reaction mix Use this option if during the run the mix will be created first by the QlAgility
(system prepared) and then distributed to the output labware.

Intermediate mix (system Use this option if this mix will be created by the QlAgility during the run, but

prepared) will be part of a more specific mix. During the run, the mix will be created
first by the QlAgility. Then the QlAgility will pipette the mix into the tube where
the more specific mix is created.

Final reaction mix Use this option only if this mix has already been distributed onto the output

already on output labware before the run. In the later Worktable step you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

If the option is selected, the Input screen of the dialog will be skipped.

3. The liquid class that will be used to distribute the reaction (master) mix during the run is preselected by
the software. Change the liquid class only if it is really required. In this case, select the Liquid class that
fits best fo transfer the reaction (master) mix.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred

e the destination or usage for the liquid/liquid group
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For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

4. Optionally, define advanced parameters. If you tick the box, additional parameters become visible to
define extra volume and mixing options.
For reaction (master) mixes that will be created by the QlAgility, mixing options are displayed. Mixing is
performed after the last reagent has been added to the reaction (master) mix, before the mix will be
transferred. The mixing settings are defined in the Liquid class for mixing. This liquid class is already
preselected by the software and should only be changed if really required. The Mixing repetitions —
which are pre-defined by the selected liquid class for mixing — can be increased, if needed. The mixing
cycles have been optimized to allow proper mixing for final reaction (master) mixes in which no pure
Enzyme has been added as reagent. If your setup uses large volume final reaction (master) mixes or
pure Enzymes as reagents, it is recommended to increase the mixing repetition to 15 or more.

Define advanced parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume Extra volume per reaction
39| Pl and 22|

Mix of system prepared final reaction mix:

Liquid class for mixing Repetitions (Min = 3)

| Mix of reaction (master) mix (final) v | 10

For ready-made reaction (master) mixes the QlAgility does not perform a mixing step before transfer to
output labware. Make sure the reaction (master) mix has been mixed properly before placing it onto

the QlAgility.

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases, displayed loading volume is sufficient. In
contrast to absolute Extra volume, the Extra volume per assignment shall cover sample amount
depending variations (e.g. volume loss per tip) and is added per single transfer. However, if you face any
liquid level detection issues, increase Extra volume per assignment if issues are for higher sample
amounts only, or increase absolute Extra volume if issues are not related to the sample amount.

5. Proceed with step 3 in Mixes step.
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7.27.2.2 Add new mix dialog input

The Input screen of the Add/Edit mix dialog lists all input liquids/reagents of the mix and their volume per
reaction in a table.

Add new mix

General

Contents of this mix

Define all liquids/reagents and volume per reaction for respective reaction (master) mix. All liquids defined as
reagents in “Liquids” screen can be selected.

It is recommended to sort the reagents of reaction (master) mix by volume per reaction, starting with highest
volume to ensure proper pipetting for final reaction mix. Use “Sort” button to automatically sort reagents

Target according to volume per reaction.
Seq. MName Volume / reaction [ul]
1 [ Reaction mix v 9 @
2 | primer mix v ” 9[x]

IE‘ v | Sort - Calculated reaction mix volume/reaction: 18 pl Add Input:_

Add new mix dialog - Input

For a ready-made mix (i.e., a user prepared mix), the input liquid is already defined from the liquid dialog
definition. Enter the volume per reaction in ul into the Volume/reaction field in the table. Left-click the field
and then enter the value. Initially, the field is highlighted in yellow to indicate that input is required.

For a system prepared mix, i.e., a mix that will be created by the QIAgility, define the composition of the
mix:

1. Click the Add input button below the table. A new row is added to the table. Initially, the fields are
highlighted in yellow to indicate that input is required.

2. Inthe Name field of the table, select the input liquid. The menu lists intermediate mixes and all liquids
that are of liquid type Reagent or Diluent/Water. If a required liquid is not listed as expected, check
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if the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Define the volume per reaction for the input liquid. Left-click the Volume/reaction field and then enter
the value. The total volume per reaction of the mix is displayed below the table. It summarizes the
volumes per reaction of the listed reagents. For not integer volumes, use a point as a decimal
delimiter.

Repeat steps 1-3, until all components of the mix are listed.

It is recommended to sort the reagents of the mix by volume per reaction, starting with the highest
volume, fo ensure proper pipetting for the final reaction mix. Later, during the run, the QlAgility will
pipette the reagents into the tube where the mix is created in the order listed in the table.

Click the Sort button below the table, to automatically sort the list by volume per reaction, starting with
the highest volume.

Alternatively, use the buttons below the table to sort the reagents individually. Left-click the row
of the reagent to be moved. Click on the up and down arrows to move the currently selected reagent

up or down.
Proceed with step 5 in Mixes step.

7.27.2.3 Add new mix dialog target

The Target screen of the Add/Edit mix dialog is optional. It is available for final reaction (master) mixes to
define all assay targets and allow easy transfer of defined targets to respective PCR cycling software. If
defined, targets are used in later steps for control, standard and sample definition. The information will also
be part of the report and the output file, which can be saved after the run to be used for importto a
downstream instrument, e.g. a PCR cycler.
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Add new mix

General

Define all assay targets to allow easy transfer of defined targets to respective PCR cycling software. I
Input defined, targets are used in later steps for control, standard and sample definition.

Target type: Test: Amplicon of interest (e.g., HIV); Reference: Amplicon used for data normalization (e.g.,
house-keeping gene used for delta Ct calculations); I1C: Internal control sequence to monitor assay
performance (e.g., inhibition of sample purification efficiency) — consider kit manual for assay-specific
Target > details
Reporter: Enter fluorescence dye name (e.g., FAM) per target.

Quencher: If applicable, enter guencher name (e.g.. TAMRA) per target.
Ensure correct notation (case sensitive) of reporter and quencher as reguired by the PCR cycling
software.

Target definition, optional (List the individual targets of the mix here.)

Target name Target type Reporter Quencher
Human ’ [Test |v| [ Fam v | [ None v | IE
Male ‘[Tes1 v| [ cys v | [ None v]@

b

IC

IC v || vic v]@

[ Addtarget |

Add new mix dialog - Target

If you do not need target information in the report or for the next instrument, proceed with step 6 in Mixes
step.

To define targets:

1. Click the Add target button in the dialog. A new row will be displayed in the table.

2. Click into the Target name field and enter the name of the target. The name must be unique. It must
be different to defined liquids, mixes, standards and controls.

3. Click on the menu in the Target type column and select a target type:
Target type

Test v

Test
Reference
IC

Target type Description
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Test Amplicon of interest (e.g., HIV)

Reference Amplicon used for data normalization (e.g., house-keeping gene used for delta
CT calculations)

IC Internal control sequence to monitor assay performance (e.g., inhibition of
sample purification efficiency) — consider kit manual for assay specific details)

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for
the target.

Note: To use the QlAgility Wizard in the Q-Rex software for the Rotor-Gene Q, check the flourophore
mapping in the Q-Rex software.

Reporter
| ]|
SYBR Green 1
SYBR Green |
Cys
Crnmson
ROX
SYBR
Green Yellow Orange
FAM JOE ROX
SYBRGREENT1 VIC CALFLUORRED610
SYBRGREEN!I HEX CY35
FLUORESCEIN TET TEXASRED
ALEXAFLUOR488 MAX ALEXAFLUOR568
CALFLUOR
GOLD540
YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUOR633 BOTHELLBLUE LIGHTCYCLERRED705
LIGHTCYCLERRED640 ALEXAFLUOR350
AMCAX
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Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

Note: Initially, the menu is empty.

5. Optional step: If applicable, click on the menu in the Quencher column and select an appropriate
quencher for the target.

Use this option for automated selection of the appropriate quencher for your target in your cycler instrument

software. Refer to the instructions for use for your cycler for more information regarding supported

guenchers. After the run has been completed, save the output file and import the generated cycler file into

your cycler instrument software.

Alternatively, the quencher can be left blank, if it is not required for the assay.

Note: The quenchers are listed in an editable menu. If the quencher you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the quencher as
required by the PCR cycling software. The last entered quenchers will be available for selection for future
experiments. For more details about editable menus, refer to the section Entering data.

6. Repeat the steps above until all individual targets of the mix have been defined.

7. Proceed with step 6 in Mixes step.

7.2.7.3 Controls/Standards step

This optional step is used to define controls and standard series. If you do not intend to use controls or
standards for the run, proceed by clicking Next.

The screen contains two tables: Controls and Standard series. Both tables have an Actions column with
interactive buttons to manage the controls and standard series.

Note: When distributing defined controls (NTC and NC) and standards to the output labware during the
run, the QlAgility will transfer the same volume as defined for samples/template in the later Samples
Labware step.

QlAgility User Manual 02/2022 7-303



Adding a control or standard series

1. Click on Add control or Add standard series.

2. The Add control or Add standard series dialog will open. For details, refer to Add control or Add

standard series, respectively.

3. The control will be added to the Controls table, and the standard series will be added to the

Standard series table.

4. Repeat steps 1-3 until all controls and standard series have been defined.

5.  Finally, click Next to proceed.

*Experiment_0... X ‘

Liguids Define controls and standards

Controls
Mixes Seq. |Name

11 Pos
Controls / Standards = > 22 NTC

Samples | Labware
Output labware order

Assignment

Standard series
Seq. |Reaction mix

Normalization

Worktable

Run

Output labware order

Reaction mix Target Target type Control type | # of Replicates |  Actions
oo 2
Mixx NTC 1 [um][]

Target Target type # of Replicates | Actions

Controls / Standards step

The buttons in the Actions column of the Controls table and the Standard series table have the following

functions:

Button Action

To edit a control or

standard series

IEl To duplicate a control
or standard series

IE' To delete a control or
standard series

Description

The Edit control or Edit standard series dialog will open,
displaying the values that have been entered in the Add control or
Add standard series dialog.

The Duplicate control or Duplicate standard series dialog will
open, displaying the values that have been entered for the original
control or standard series. The control or standard series names will
initially display as a copy of the control or standard series.

Deletes the row in the Controls or Standard series table.

Changing the order of the output labware

You can change the order of the controls and standard series using the up and down arrows below each

table.
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Output labware order

Click on the up and down arrows to move the currently selected control or standard series up or down.

7.2.7.3.1 Add control

In the Add control dialog a new control can be defined. If you would like to change the values for an
existing control at a later timepoint, the Edit control dialog will open. Both dialogs show the values of a
control.

@ Add control

Control

NTC

Liguid
[ Water ¥ ]

Reaction mix

| @ aPCR Master Mix v

Control type

| NTC v|
Target

Add control dialog

1.  Enfer a control name in the Control name field. The name must be unique (not similar to the name
entered in the liquid screen). The name is used to refer to the control in later steps of the experiment
setup, e.g. in the Assignment step, and in the loading instructions of the Worktable step.
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2. Select the input liquid from the Liquid menu. The menu lists all liquids that have been defined with
liquid type Pos./neg. control or Diluent/Water. If a required liquid is not listed as expected, check if
the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Select the reaction mix from the Reaction mix menu. The menu lists all mixes that have been defined
with options as Final reaction mix (ready-made), Final reaction mix (system prepared), Final
reaction mix in output (ready-made) or Final reaction mix in output.

4. Select the control type using the drop-down menu in the Control type column:

Control type
Select control type. . L
Select control type. ..
PC
MC
MTC
Option Description
PC Is a positive control for the intended assay.
NTC Is a non-template control for the intended assay.
NC Is a negative control for the intended assay.

During run, the QIAgility will pipet the selected liquid to the output labware considering defined
replicates and the sample volume which will be defined in the Samples/Labware step.

5. If targets have been defined for the selected reaction mix, the software lists all defined targets in a
table below. Tick the box next to a target name if the target is valid for the control. Tick the box in the
table header if you want to select all targets.

Note: If you intend to save an output file after run for import info a cycler software, e.g. Rotor-Gene©
Q PCR cycler with Q-Rex software, always select all targets.

6. Ifthe PC control type has been chosen, you can specify a custom volume for the control. Tick the Use
specific volume box, type in a value in the Volume field, and select a diluent from the Diluent (used
to fill up to sample volume) drop-down menu.
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@ Add control

Control

|PC

Liguid

| water

Reaction mix

| @ aPCR Master Mix

Control type
P v
Target
[¥] Use specific volume
Volume Diluent {used to fill up to sample volume)

1ul | Diluent

')

_ s

Specifying control volume

7. Click OK to confirm and close the Add control dialog.

8. The control will be added to the Controls table.

72732 Add standard series

In the Add standard series dialog a new standard series can be defined. If you would like to change the
values for an existing standard series at a later timepoint, the Edit standard series dialog will open. Both

dialogs show the values of a standard series. Define the basic properties of the standard series in the

General screen.
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Add standard series

Standard series name Tube type
Dilution Steps | Standard 161 | | Any available v
| Reaction mix [[] Use custom minimal volume for standard series.
E‘ @ 9FCR Master Mix [[] Use advanced pipetting parameters.

[ Use ready-made standard series

Standard stock liquid Diluent

| Standard 161 v | | Dient v

Target and stock concentration

Target Stock conc. Concentration unit

[ n'a v ?‘ [{:opies.l’pl 'r] IE'

Define Std. stock

Add standard series dialog - General

1. Entfer a name for the series in the Standard series name field.
2. Select labware from the Tube type drop-down menu.

3. Select a reaction (master) mix, or multiple mixes, from the Reaction mix table by ticking the box next to
the relevant mix.

4. Check the Use custom minimal volume for standard series option, if you intend to define a
minimal volume value for the standard series. Enter the volume in the Minimal volume per standard
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dilution field.

[#] Use custom minimal volume for standard series.

Minimal volume per standard dilution

5. Check the Use advanced pipetting parameters option, if you would like to define the number of mix
repetitions for preparing standards and distributing standards to the output plate. Enter the relevant
values in the Mix repetitions for preparing standards and Mix repetitions for distributing
standards to output plate fields.

Use advanced pipetting parameters.
Mix repetitions for preparing standards

1

Mix repetitions for distributing standards to output plate.

1

6. Check the option Use ready-made standard series, if standards for a user prepared standard series
have been defined in the Liquids step.

Uncheck the option if you plan to load one tube containing the standard stock and would like for the
QIAgility to automatically create the dilutions for the standard series during the run.

7. [If the option Use ready-made standard series has not been checked, select the appropriate liquid
from the Standard stock liquid menu. The menu lists all liquids that have been defined with liquid
type Standard. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

8. If the option Use ready-made standard series has not been checked, select the appropriate diluent
from the Diluent menu. The menu lists all liquids that have been defined with liquid type
Diluent/Water. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

9. Optional step. Define the stock concentration, if you intend to define the standards of the series with
their concentration. Otherwise, the standards of the series can be defined by dilution ratio, only.

If targets have been defined for the selected reaction mix, stock concentrations can be entered
individually per target. This information will then also be part of the report and the output file, which
can be saved after the run. If you intend to use the output file for import to a downstream instrument,
e.g. a PCR cycler, define the concentrations for all available targets. For targets with no stock
concentration, enter concentration value 0.
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Target and stock concentration

Target Stock conc. Concentration unit
Rl
[ Human v ] 20 [ ngul 'l'] IE
Rl
[ Select target... ¥ J [ Select a concentration T] IE
1 Select target...
Human
Male
I

Define Std. stock

Defining stock concentration per target.

If no targets have been defined for the mix, a common stock concentration can be defined, only.

Target and stock concentration
Target Stock conc. Concentration unit

nia L EIIJ-|‘ [ Select a concentration ¥ ] IE

Define Std. stock

Defining common stock, if no targets have been defined for the mix.

Click the Define Std. stock button to add a stock concentration. A new row is displayed in the Targets

table:

Column Description

Target Click the menu in the Targets field to select the appropriate target. If fargets
have been defined for the reaction mix, the menu lists all available targets.
Otherwise, N/A is selected.

Stock conc. Stock concentration.
This column is available only if the option Use ready-made standard
series has not been checked.
Enter the concentration that is present in the stock liquid for the target.

Concentration unit Click the menu in the Concentration unit field to select the concentration

unit for the target. This unit is used in the report and the output file, which
can be saved after run.
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10. Inthe dialog click Next to proceed to the Dilution steps screen.

72733 Add standard series dilutions

Use the Dilution steps screen to define the dilution steps and dilution ratio for the serial dilution series. The

dilution steps are displayed in a table.

"

Add standard series

Define dilution sieps and dilution ratio for serial dilution series. In “Dilution ratio” column, the total dilution ratio
based on the standard stock is displayed, but QlAgility will prepare a serial dilution series.
A dilution rafio of 1:1 means “no dilution™.

Dilution Steps >

Dilution steps
[l Use Standard series stock as first standard

Dilution ratio between two standards (optional)

Add standard series dialog - Dilution steps

14| [ update dilution ratios |
Seq. | Name of standard Dilution ratio A
hl hl
1 Control DMA 1:1
2 Standard Series 1 1:4
Al hl
3 Standard Series 2 1:16
hl hl
4 Standard Series 3 1:64
" hl
5 Standard Series 4 1:256
A v
[ Ctandard Carice © 4 - 474
A == »
4 Back Fimish Cancel
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1. Select the number of dilution steps from the Dilution steps menu.
Dilution steps

(5]

LT e Gl fod wi

The number of rows in the table is dynamically correlated with the number of dilution steps you select in
this step.

Note: The number of dilution steps are listed in an editable menu. If the number you need is not listed,

you can type it info the menu field. For more details about editable menus, refer to the section Entering
data.

2.  If the option Use ready-made standard series has not been checked in the previous General
screen, the additional option Use Standard series stock as first standard is available. Check the
option in order to use the actual stock as the first standard. An additional row is automatically added
to the table, showing a dilution ratio of 1:1 (meaning "no dilution"). During the run the QlAgility will
directly use the stock as template for the reaction points of this standard.

Dilution steps

Lise Standard series stock as first standard

Dilution ratio between two standards (optional)

Update dilution ratios

| 5

Seq. Name of standard Dilution ratio

2 Standard Series 1

Option "Use standard series stock as first standard" selected.
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3. For each dilution step, if the option Use ready-made standard series has been checked in the
previous General screen, select the appropriate liquid from the corresponding menu in the Name of
standard cell.

Seq. MName of standard 1
-
1 || Gontrol DNA v |
2 || standard v |
3 [[ Select standard liquid... | 7 J
Select standard liquid...
4 Control DNA
Standard1 |
L Standard?
Standard3
6 Standard4 =
Standards
Standardd

Selecting the appropriate liquid for each standard for a user prepared standard series.

If the option Use ready-made standard series has not been checked in the previous General
screen, optionally, enter a meaningful name into the Name of standard cell. This is especially
important if you plan to define more than one standard series. The name must be unique. The name is
used to refer to the standard in later steps of the experiment setup, e.g., in the Assignment step, and in
the loading instructions of the Worktable step.

4. If an equal dilution ratio will be used throughout the standard series, define the dilution ratio in the
Dilution ratio field above the dilution steps and then click Update dilution ratios to apply it to the
series.

Dilution ratio between two standards (optional) Dilution ratio

1 Update dilution ratios 1]

Dilution ratio between two standards (optional)

14 Update dilution ratios
Seq. Name of standard Dilution ratio A
- L
- Al
2 Standard Series 1
hJ A
3 Standard Series 2

Entering the dilution ratio, e.g. 1:4
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Dilution ratio between two standards (optional)

1:4 [ Update dilution ratios ]
Seq. MName of standard
]
-
2 Standard Series 1 1:
-
3 Standard Series 2 1:

After button "Update dilution ratios" has been clicked.

Dilution ratio

Alternatively, for each dilution step, enter either a dilution ratio or a concentration for the respective

standard. The other value will be calculated automatically by the software.

Dilution ratio between two standards (optional)
Update dilution ratios

Name of standard Dilution ratic Concentration i... |1 4
Human -
~ hl
? ]
d Series 1 1:4 =
~ hl
d Series 2
N -
d Series 3 i
~ hl
d Series 4
h E——
e | Enter Concentr
‘ € L T

Entering dilution ratio for second dilution step.

In the Dilution ratio column the total dilution ratio based on the standard stock is displayed. However
— if the option Use ready-made standard series has not been checked — during the run the QlAgility
will prepare a standard dilution series using the previous standard to create the subsequent standard.

If several targets have been defined in the previous General screen, concentrations are listed
individually per target. If you enter one of the concentrations or the dilution ratio for a standard, all

other values will be calculated automatically by the software.
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Concentrationi... | Concentrationi...
Human Male
Al -
125 076375
Al hl
0.3125 01921875

bl |

0.078125 0.045046875

Rl -
0.01933125| 0.01201171875

a "
0.0043528125 | 0.0030029296872

lame of standard Dilution ratio

-

1:16
-

1:64
Rl

1:256
-

1:1024
hl

1: 4098

. | [

> b

Concentrations listed individually per target

Note: Concentration values for dilution steps are available only if stock concentration has been

defined in the previous General screen.

ik

=

[

Note: This step is optional if the option Use ready-made standard series has been checked and no
stock concentration has been defined in the previous General screen. If defined, this information will

be part of the report and the output file, which can be saved after the run to be used for importto a

downstream instrument, e.g., a PCR cycler.

In the dialog, click Finish to complete the definition of the standard series and to close the dialog.

Proceed with step 3 in Controls & standards steps with normalization.

7.2.7.4 Samples/Labware step

Use the Labware Selection screen to select the labware for sample input and run output and to define the
sample information (sample ID, concentration, description). Enter the sample IDs manually using the

Sample editor or add the sample information by importing it from a sample input file. The QlAgility Setup

Manager Software supports up to three input labwares.

The screen is split into two similar panels: define the input labware on the left side, and define the output

labware on the right side. Define the sample pipetting below the input labware panel.
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*Experiment 0. %

=)

Liquids

Controls | Standards

‘Samples [ Labware >

Assignment

Normalization

Define samples and labware

Input labware

—2  Output labware

@ Samples will be provided on one single plate or adapter
O Samples will be provided on multiple plates or adapters (up to 2)

@ Use a new input labware and enter sample names
O Load sample input from file

Load sample input from file... I Scan barcode

Labware
[ ‘QIAGEN Elution Microtubes RS v

D Samples are covered with top-elute

Labweare identifier

@ Distribute assay points to single plate or adapter
O Distribute assay points to mulfiple plates or adapters (up to 2)

@ Use a new output labware
O Reuse a partially used output labware by loading an import file

Select file... N Scan barcode ...

Output labware type
[ QIAGEN 96 Well Microplate RB v ]

[[] Use cooling block ~ [] Output labware is pre-filled with reagents

Labware identifier

Worktabl
o . ‘ Input1_20190730_125953 ‘ Print barcode ... | Qutput1_20190730_130019 | Print barcode
D Auto-generate sample IDs for all samples ] Output Converter
Run
W Import data from CSV file... Selecl...
Sample Pipetting
Sample volume Liquid class [JUse custom pipetting parameters

Edit parameters

O ——

Samples / Labware step

Proceed as follows:

—_

Select the input labware and define the samples.

If the samples will be on a single plate or adapter, check the option Samples will be provided on
one single plate or adapter on the left side of the screen and follow the steps in Define an input
labware.

If the samples will be on several plates or adapters, check the option Samples will be provided on
multiple plates or adapters and follow the steps in Defining up to two input labware.

2.  Select the output labware.

If the output will be on a single plate or adapter, select the Distribute assay points to single plate or
adapter option, and follow the steps in Define output labware.

If the output will be on several plates or adapters, select the Distribute assay points to multiple
plates or adapters option, and follow the steps inDefine up to two output labware.

3. Enfer the sample volume for the run into the Sample volume field in the Sample pipetting panel. The
value must be specified in ul.

Sample Pipetting

Sample volume D Use custom pipetting parameters

ENNT

Ligquid class

[ Sample to output ¥ ] Edit parameters ...

4. The liguid class used for sample transfer is predefined by default.
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If required, change the liquid class to be used for sample transfer by clicking the Liquid class drop-
down menu. It defines the pipetting and tip handling for distribution of samples from the input labware
to the output labware.

5. Optional: If required, use custom pipetting parameters for samples. If you tick the box, the Edit
parameters button becomes active. If you click the button, the Define advanced pipetting
parameters dialog opens, providing parameters for extra sample volume and mixing repetitions. For
a detailed description refer to Advanced sample pipetting.

Note: Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is
sufficient. Change the parameters only if you face any liquid level detection issues.

6. Click Next to proceed.
The next step is the Assignment step.

7.2.7.4.1 Define an input labware

If the option Samples will be provided on one single plate or adapter has been selected, define the
input labware according to the following steps:

1.  If you would like to enter sample names manually, or, if you would like to auto-generate sample
names, select Use a new input labware and enter sample names and proceed to step 2.

If you would like to load a sample input file in csv format, select Use a new input labware and enter
sample names and proceed to step 2.

@ Use a new input labware and enter sample names
(:} Load sample input from file

If you would like to load a sample input file in a QIAGEN specific xml file format (QDEF), select Load
sample input from file and proceed to step 11.

If you would like to load a sample input file in txt format, select Load sample input from file and
proceed to step 11.

2.  Click on the Labware drop-down menu on the left side of the screen.

3. All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware
| 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapers; ¥ |

1.5 ml tapered tube (QHAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Choose other labware...
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4. Select your input labware from the drop-down list. If it is not listed, click Choose other labware to
open the Labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplale RE
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

5. Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

6. If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

7. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.
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10.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Define the sample names. Check the option Auto-generate sample IDs for all samples if you want
the software to automatically generate sample names for all positions on the labware. Alternatively,
click the Define samples button o enter the sample names manually. It is also possible to edit the
automatically generated sample names. For details about the sample editor refer to Edit samples.

[] Auto-generate sample 1Ds for all samples

M |  Import data from CSV file.. |

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: It is also possible to define sample names first and then to import concentration values only from
a csv file. In this case, define the sample names first, as described above, and then click Import data

from CSV file.

Proceed with step 2 in Samples/Labware step.

To define samples by using a sample input file in QIAGEN specific xml (QDEF) format, follow these steps:

11.

12.

13.

If the option Load sample input from file has been checked, the Load sample input from file and
Scan barcode buttons will be enabled.

(0) Use a new input labware and enter sample names

.@) Load sample input from file

[ Load sample input from file... ] [ NNl Scan barcode ]

Note: Files in txt format must adhere to the syntax described in File dialog.

Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample information file also contains the labware type, it will automatically be selected in the
Labware drop-down menu. In this case, the software will automatically display the sample editor.
Proceed to step 16.

Note: This is only possible for files in QDEF format.
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Note: If the Labware selection is yellow, you are required to mark the labware or an appropriate
adapter as available in the Labware manager.

14. If the sample information file does not contain the labware type, select the labware manually from the
Labware drop-down menu. If it is not listed, click Choose other labware to open the Labware
browser.

® Labware browser

Filter options Labware
Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplate RE

Catalog number
v
( standard 96 el QIAGEN Elution Microtubes RS 19585

[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume -

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

15. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

16. Optional step: Edit the sample information. If the sample editor did not open automatically, click
Define samples to open it. Click OK to confirm the sample information and fo close the sample
editor.

For details about the sample editor, refer to Edit samples.
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17.

18.

19.

20.

If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Proceed with step 2 in Samples/Labware step.
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7.2.7.4.2 Edit samples

To define samples manually:

1.  The Sample editor will be opened for the input labware indicated in the Labware identifier menu at
the top.

2.  If the samples have not yet been defined, for example, using the option Auto-generate sample IDs
for all samples, the Sample ID fields and the Labware identifier will be colored yellow to indicate
that this information is required.

@ Sample editor

Select an input labware identifier to enter, edit or view the samples provided on that labware

Labware identifier

| Input1_20161205_101257 v
Pos. | Sample D Conc. [ngipl] Description A
a1 ) ) '
3 T
A2
3 T
A3
3 3
Ad
3 S
A5
AB ) 3
AT ) 3
3 T
AB
3 T
B1
3 T
B2
3 3
B3
B4 L
BS
3 3
B6
B7 ) 3
B8 ) 3
c1 ) 3
3 T
c2
3 3
c3
ca b i v
[N > |

Note: If you are using more than one input plate, at least one sample must be defined on each plate.

3. Enter each sample ID and optionally, enter the concentration and sample description.

Alternatively, you can automatically generate sample IDs using the context menu. Select the relevant
cells in column Sample ID. Press and hold the SHIFT key and left-click to select multiple adjacent cells,
or press and hold the CTRL key and left-click to select multiple non-adjacent cells. Then right-click in
one of the selected cells to open the context menu and click on Auto-generate sample names. In
order to use a common prefix for all generated sample IDs you can enter the prefix in the first cell for
which you intend to generate sample IDs before selecting cells. Then right-click to open the context
menu and click on Auto-generate sample names.
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Copy Cirl+C

Paste Cirl+\

Auto-generate sample names

Note: For more details how to enter information into a table refer to the section Entering data.

Note: If you return later to the sample editor, samples that have already been assigned in the
Assignment step cannot be edited anymore. To edit those samples, remove their assignments first.

4. If you are using multiple input labware, select the next labware identifier from the Labware identifier
menu at the top, and then repeat steps 3 and 4.

5. If samples are defined for each defined labware, the Labware identifier field will no longer be
colored yellow, and the OK button will be enabled. If the Labware identifier field is yellow, that
means that samples have not been defined for at least one labware. Go back to step 4 and define at
least one sample for all labware.

6. Click OK to close the Sample editor.

72743 Defining up to two input labware

If the option Samples will be provided on multiple plates or adapters (up to 2) has been selected, you
can define up to two input labware types.

All defined input labware will be listed in the Sample input labware table. Initially, the table is empty.

Sample input labware
Seq Labware type Labware identifier

1 | QIAGEN Elution Microtube.. | Input1_20180430_172704 @ E
2 | QIAGEN Elution Microtube_. | Input2_20180430_172723 @

(~ToadSampienpdt from i WIS AT Rl Addnew. |

Define samples .. ] [ Import data from CSV file_..

Defining multiple input labware.

1. If you would like to enter sample names manually or if you would like to auto-generate sample names,
select Add new and proceed to step 3.

If you would like to load a sample input file in csv format, select Add new and proceed to step 3.
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If you would like to load a sample input file in QIAGEN specific xml file format (QDEF), proceed to
step 2.

If you would like to load a sample input file in txt format, proceed to step 2.

Note: Files in txt format must adhere to the syntax described in File dialog.

Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog. Click Open to close the file dialog. The software will load the sample information from the
selected sample file.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample file does not contain the labware type, the Add new input labware dialog opens. In this
case, proceed with step 3. Otherwise, proceed with step 4.

The Add new input labware dialog opens. Follow the steps in Add input labware dialog.

The new labware will be listed in the Sample input labware table.
Repeat steps 1-4 until all input labware has been defined.

Define the sample names. The Define samples button will be colored yellow to indicate that this
information is required.

Click the Define samples button to enter sample names manually. It is also possible to edit the
automatically generated sample names. For details, refer to Editing sample names.

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: This step is optional if the sample names were already loaded from a file or automatically
generated.

Proceed with step 2 in Samples/Labware step.

The buttons in the right column of the Sample input labware table have the following functions:

Button Action Description

=]

%]

To edit an input labware The Edit input labware dialog will open, displaying the values that
have been entered in the Add input labware dialog.

To duplicate an input The Duplicate input labware dialog will open, displaying the

labware values that have been entered for the original input labware. The
input labware identifier will initially display as a copy of the input
labware.

To delete an input Deletes the row in the Sample input labware table.

labware
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7.2.7.4.4 Define output labware

If the Distribute assay points to single plate or adapter option has been selected, define the output
labware by following the steps below.

1. You can either Use a new output labware or Reuse a partially used output labware by loading
an import file. The option Use a new output labware will be selected by default and can be used
for most runs.

(8) Use a new ouiput labware
(:) Reuse a partially used output labware by loading an impaort file

In some cases, the sample input is limited, and one setup run is not sufficient to completely fill the
output labware. In these situations, you can perform more than one run to completely fill the output
labware. When doing this, the output file needs to be saved after the first run. Then, the output file from
the first run can be loaded and used as a starting point for the second run. All used positions from
previous runs will be blocked for usage in this run. Later in Assignment step, new samples will be
added without gap. After the second run, the information from both runs can be saved in the output
file. To set up the second run properly, you must indicate that you are reusing a partially used output
labware by loading an import file and also load the respective output file from the first run. In this case,
select the option Reuse a partially used output labware by loading an import file and proceed to
step 9.

2.  Select the output labware from the Output labware type menu on the right. Click Choose other
labware to open the Labware browser.
Cutput labware type
[ Select output labware type... L ]

Select output labware type. .. -
Choose other labware. .
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® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

3. Optional: If you would like to use the cooling block for the output labware, check the option Use
cooling block next to the Output labware type.

4. If the output labware is already pre-filled with liquid or dried reagents, indicate this by selecting the
option Output labware is pre-filled with reagents. During the run, the QlAgility will consider this
information and, e.g., not reuse fips.

5. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

6. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.
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7. Optional: If the output file is going to be saved after the run for import to a downstream instrument,
e.g., a PCR cycler, and the downstream instrument expects the file in a certain format, check the box
next to Output converter to select a converter from the drop-down menu. The menu lists all
converters that are currently available in the directory for converters as specified in the User settings. If
no converter is available, None is the only entry in the list.

[l Dutput Converter

| Select.. v |

Select...
ABIT500_CwantiplexHyres xsht
ABITS00_SDS_wi_4 xsh
ABITS00_SDS w23 _HID_w1.2 xsh
CE Loading (AL).xslt
ConveriToCsv xsit
RGQO-SW_QREX xsht

Later, when saving the output file after the run, depending on the selected converter, the software also
creates a file in the format that is defined by the converter. Contact QIAGEN Technical Services if you
need another file format.

8. Proceed with step 3 in Samples/Labware step.

Alternatively, load a labware file for the output labware:

Note: It is required that you have saved the output file after the previous run of the output labware. If you
have not yet saved the file, open the corresponding experiment in parallel, navigate to the Run step and
click Save output file.

9. The Select file and Scan barcode buttons will be enabled if the Load existing output from file
option has been selected.

() Use an empty output labware
() Load existing output from file

L [l Scanbarcode .. |

10. Click the Select file button and select the desired labware file. For details, refer to File dialog.

Alternatively, click the Scan barcode button. In the Scan labware barcode dialog, scan the barcode
and confirm by clicking OK. For details, refer to Scan labware barcode dialog.

Using the information from the loaded file, the software will automatically select the output labware
type. In addition, the positions that were used with this labware for a previous run will be blocked.

Note: If the Output labware type selection is yellow, you are required to mark the labware or an
appropriate adapter as available in the Labware manager.

11. Proceed to step 3.
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72745 Define up to two output labware

If the option Distribute assay points to multiple plates or adapters (up to 2) has been selected, you can
define up to two output labware types.

All defined output labware will be listed in the Output labware table. Initially, the table is empty.

Output labware

(:) Distribute azsay points to single plate or adapter
@. Distribute agsay points to mulliple plates or adapters (up to 2)

Output labware
S5eq Labware type Labware identifier ?Z;-} i

Ly

1  Eppendorf twintec PCR PL... | Quiput1_20190730_102... | |+

%]
%]

] [®]

2 |QIAGEN S-Block 96 Well Output2_20190730_102...

Load output labware from file... Nl Scan barcode Add new

Defining multiple output labware

1. I you would like to add output labware manually, click the Add new button and proceed to step 4.
If you would like to load an output labware file, proceed to step 2.

If you would like to provide output labware information by scanning a barcode, proceed to step 3.

2. Click the Load output labware from file button and select the desired file. For details, refer to File
dialog. Click Open to close the file dialog. The software will load the output information from the
selected file.

If the file does not contain the labware type, the Add new output labware dialog opens. In this case,
proceed fo step 4. Otherwise, proceed to step 5.

3. Click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The Add new output labware dialog opens. Follow the steps in Add output labware dialog.

The new labware will be listed in the Output labware table.

If the labware is to be used with the cooling block, the box in the 5 column will be ticked. If the

labware is pre-filled with reagents, the box in the & column will be ficked. To change these settings,
edit the labware.
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6.
7.

The buttons in the far right column of the Output labware table have the following functions:

Butto Action
n

IE Duplicate the output

labware

7.27.5

Edit the output labware

Delete the output labware

Repeat steps 1-5 until all labware has been defined.

Proceed with step 3 of the Samples/Labware step.

Description

were entered in the Add output labware dialog.

The Duplicate output labware dialog will open, displaying the

values that have been entered for the original output labware. The
output labware identifier will initially display as a copy of the input

labware.

Assignment step

Deletes the row in the Sample output labware table.

The Edit output labware dialog will open, displaying the values that

The Assignment step screen shows a graphic visualization of the input labware on the left and the output
labware on the right. It is designed to support flexible and intuitive assignment of sample-final reaction
(master) mix combinations to the output labware.

*PCRandnor . % | ‘ [ ‘
Liquids. Select input positions and reaction mixes. Press "Assign" to assign them to the output labware. Finally, press "Next".
Input labware Output labware
— Inputi_20190626_151657 v ] Output1_20190626_151657

Input I Graphic >  Output { Graphi
Controls | Standards
1 2 3 4 5 & 7 g 8 i 1oz 1 2 3 4 5 3 7 8 9 10 11 12
Samples | Labware . - .
- 9000000000 O 00000000
000000000 ) 00000000
S ‘000000000 900000000
r 900000000 N N NN NN NN NS
Workiable E.........T c 00000000
A X JoX X JoX X Xo " 00000000
G..-‘,.J..-__.-..j.l‘.l c 00000000
L N RON N NON N R& N N N NN N NONS
Reaction mix Replicates Pipetting pattern Legend 'Y Standard @ Blocked
[.qPCR MasteMix ‘] [ 1 .l 1l Column by Column v @ Control ) Mot Used
@ Sample ) Buffer
Sample sequence ‘Warning: Input plate pipetting
— — ]

admin admin

Input

Assignment step

+1
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The Graphic tab of the Input panel on the left side of the screen shows all sample positions on the input
labware that have been selected in the Input labware menu. The meaning of the different symbols is
described below:

Name Description

Sample Position for which a sample ID has been defined (either using the
Sample editor or from a sample file).

Empty position Position for which no sample IDs have been defined. The position
cannot be used for the run.

. Assigned sample The sample has already been selected once for assay setup on
output labware.

Selected sample Currently selected sample.

Note: It is possible to select samples and samples that have been
already assigned at the same time.

. Selected assigned sample  Currently selected, already assigned sample.

Note: It is possible to use the same sample multiple times to create
reaction points on the output labware.

Use the List tab of the input panel to view or edit the sample definition again. You cannot edit sample IDs
that have already been assigned. You can change the sequence of samples for the input labware by
clicking the column header Pos. of the position column. This might be required to guarantee a certain
sample sequence on output labware, because this sequence is used when assigning selected samples to the
output labware.

If the option Samples will be provided on multiple plates or adapters has been selected, you can switch
between the different input labwares using the box above the Graphic and List tabs.

At the bottom of the panel is a menu that lists all final reaction (master) mixes defined in the Mixes step,
along with a Replicates menu, and a Sample sequence drop-down list.

In order to assign a sample for assay setup, select the sample position(s) and then the reaction (master) mix
you would like to assign to the selected sample(s). Then set the number of replicates. When you click the
Assign button, the selected samples and the reaction mix will be assigned to assay points created on the
output labware. Follow the procedure described in Assigning samples with reaction mixes to the output
labware.

Output

The Graphic tab of the Output panel on the right side of the screen shows a graphic visualization of the
output labware. The creation of assay points containing samples, standards, and controls depends on the
assignments you make in this step, and the output side will be updated when you confirm an assignment at
the input side. The assay points are colored with the reaction mixes. Standards and controls are indicated by
an additional small symbol. If you hover with the mouse cursor over an output position, the software
displays the sample ID and the reaction mix for that position.

Assay points can be removed. For details, refer to Removing assay assignments.
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The Sample sequence menu at the bottom of the output panel can be used to set the pipetting pattern to
either row by row or column by column.

Furthermore, it is possible to define blocked positions on the output labware by selecting the position(s) and
then right-clicking on it.

In order to fill up unused positions on the output labware, e.g., with a buffer for CE loading, select the
positions fo be filled on the output labware and then click Fill selected. In the upcoming dialog select the
liquid and the volume. For a detailed description refer to Fill empty output positions.

Use the List tab of the output panel to view the assay points that have been created.

Output Graphic List |
Pos. | Sample ID Reaction mix
A1 | Liver 1 @ oPCR MasterMix
B1 | Liver9d @ oPCR MasterMix
c1 | Liver 17 @ oPCR MasterMix
D1 | Lung 1 . gPCR MasterMix
E4 | Lung 9 . qPCR MasterMix
F1 | Lung 17 . qPCR MasterMix
G4 | Brain 1 . qPCR MasterMix
H4 | Brain 9 . qPCR MasterMix
A2 | Brain 17 @ oPCR MasterMix
g2 | Liver2 @ oPCR MasterMix
c2 | Liver 10 @ oPCR MasterMix
D2 | Liver 13 @ oPCR MasterMix
Pipetting pattern Legend g Standard # Blocked
[ Il Column by Column Y ] u‘ Control ) Mot Used
@ Sample ) Buffer
Fill selected. .. Remove assignment
The List tab of the Output panel
72751 Assigning samples with reaction mixes to the output labware

Proceed as follows:

N

1. From the Input labware menu on the left side of the screen, select an input labware or standards and
controls that were defined in the previous Labware selection step. The software will display its defined
samples below in the Input panel.
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2. From the Reaction mix menu, select the reaction (master) mix you want to assign. The menu lists all
final reaction (master) mixes that have been defined in the Mixes step.

3. Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

LN e G fod =k
=
. |

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

4. From the Sample sequence drop-down list, select the sequence you want to use. You can choose
from row by row and column by column.

Sample sequence

= Row by Row v ]
= Row by Row
lll Column by Column E

Note: The sample sequence determines the order of the pipetting of the samples:

e If Row by row is selected, the first sample that is pipetted is the first sample in the first row, followed
by its replicates, regardless of their placement on the output plate. The replicates are pipetted in the
order specified in the Pipetting pattern (see step 7). After the replicates are pipetted, the second
sample in the row and the second sample's replicates are pipetted and so on.

e If Column by column is selected, the first sample that is pipetted is the first sample in the first
column, followed by its replicates, regardless of their placement on the output plate. The replicates
are pipetted in the order specified in the Pipetting pattern (see step 7). After the replicates are
pipetted, the second sample in the column and the second sample's replicates are pipetted and so
on.

5. From the Input panel, select the sample position for which you would like to assign a reaction
(master) mix. Initially, all previously defined positions are selected.
Note: To select multiple samples, either press SHIFT and left-click with the mouse to select adjacent
positions, CTRL and left-click with the mouse to select multiple, non-adjacent positions. Selecting in a
rectangle is only possible on rectangular plates.

6. Click Assign.

7. The software creates assay points on the Output panel on the right side of the screen. The selected
reaction (master) mix is assigned to the selected samples. If you have selected more than one replicate,
the sample positions are multiplied accordingly. The positioning of the created assay points on the
output side follows the selections made for the Pipetting pattern and the sequence of samples from
the sample sequence.

The samples are also listed in the List tab of the Input labware (in the List tab of the Input panel, you
can change the sequence of samples for the input labware by clicking the column header Pos. of the
position column or using the Sample sequence drop-down menu).
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Note: The instrument follows a specified order when pipetting liquids. First, the master mix is pipetted,
followed by the standards and controls, and then the samples.

8. Repeat the steps above until all positions of the output side have been defined for the planned run.

7.2.7.5.2 Removing assay assignments

To clear a position on the output side, follow these steps:

1. Select the desired position on the Output side. Selecting multiple positions is possible by pressing
SHIFT and left-clicking with the mouse to select adjacent positions or CTRL and left-clicking with the
mouse to select multiple, non-adjacent positions.

Note: If you select empty positions along with filled positions, you cannot remove their assignments. It
is only possible to remove assignments from multiple positions if all positions are filled.

2. Click Remove assignment. The assignment will be removed, and the sample position will be cleared
from the output side. Also, if the position was marked as filled with buffer, the position will be cleared.

Note: The software will remove all replicates of the desired sample(s).

72753 Assigning standards and controls to the output labware

The QIAgility Setup Manager Software allows you to assign the positions of standards and controls on the
output plate.

Proceed as follows:

1.  Select Standards and Controls from the Input labware drop-down list on the left side of the screen.
2. I you have defined one standard series, it will be automatically selected by the software, and a table
with dilution steps and dilution ratios will be shown.
If you have defined multiple standard series, select one of them from the Select standard series drop-
down list.
Input labware
[ Standards and Controls L

[ Select standard series L

Select standard series
Standard 651
Standard 161
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0

A table with dilution steps and dilution ratios will appear.

| Standard 651 v |
D Standard 651 Dilution Ratio 'y
|:|‘ Standard 651 1:1 [I

]
[] standard Stand... | 1:5

-

[ | standard Stand... | 1:25

)

Tick the box next to one or more dilution steps in the table. To select all of them, tick the box in the
table header.

Select a mix from the Reaction mix drop-down list.

Reaction mi<
[ @ qPCR MasterMix v

Select the number of replicates from the Replicates drop-down list.

LN e G fod =k
=
|

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

Click Assign.

Tick the box next to one or more controls in the following table. To select all controls, tick the box in the
table header.

E Controls Type

]

NTC NTC

Select a mix from the Reaction mix drop-down list.

Reaction mi<
[ @ qPCR MasterMix v

Select the number of replicates from the Replicates drop-down list.
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Note: The replicates menu is an editable menu. If you want o work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

10. Click Assign.
11. Repeat steps 2 - 10 as needed, until you have defined all the positions for the planned run.

7.2.7.6 Normalization step

In the Normalization step define the parameters for normalization. The QIAgility Setup Manager Software
provides the option to normalize samples based on sample mass or sample concentration. When
normalizing fo a specific concentration, the sample will be diluted to the chosen target value and afterwards
transferred to the output labware. In case normalization of a sample is not directly possible in the output
position, the sample will be pre-diluted on a dilution labware. The software pre-calculates for each sample,
if the target can be reached. Based on this calculation you can decide, if you want fo include or exclude
samples.

To configure if normalization is based on target sample mass or sample concentration, click Configuration
in the main tool bar, click the Settings tab and then select the Generic PCR user settings step. For details
refer o seftings.

*Experiment Q... * |

Liquids Define normalization parameters

Normalization parameters

Mixes Target sample mass in output plate Max. sample vol. used for pre-dilution Within configuration, it can be defined if normalization for the assay is based on
01 30| i target mass or concentration. In case normalization of sample is not directly
ng H possible In output well, the sample will be pre-diluted on a dilution labware.
Controls / Standards oil Max sample vol. used for pre-dilution’: Maximal template vol. used in dilution
iluent labware (doesn't affect template vol. used for final assay)
Water v | Only input liquids defined as diluent / water can be selected as diluent.
Samples / Labware o Advanced pipetting parameiers (change only if required) Liquid classes for
Diluticn labware normalization and no. of mixes after addition of template to dilution buffer are
Labuw preselected.
Assignment abware Iax. vol. in dilution well: Restricts volume to guarantee homogenous mixing.
1.5 mi tapered tube (QIAGEN) /32 X 1.5 mi Flip-Cap, ¥ | Min. vol. in dilution well: Used to guarantee proper pipetting of dil. sample.
. Min diluent / sample transfer volume: Guarantees proper pipetting of diluent or
- Labware identifier sample. In case data reveal non-homogeneous mixing or inaccurate pipetting,
Hog > Dilution_1_20180502_215959 Print barcode parameters can be adjusted
Worktable [] Advanced pipetting parameters
Run
View dilution details...

Normalization step

To define sample normalization:

1.  Enfer the Target sample mass or concentration that shall be reached in the output labware.

QlAgility User Manual 02/2022 7-335



Note: When normalizing to target sample mass, the unit is predefined as "ng".

2.  Enfer info the field Max. sample vol. used for pre-dilution the maximal sample volume that shall be
used in maximum for pre-dilution, e.i. the maximal femplate volume that will be used in the dilution

labware to pre-dilute a sample.
Note: The higher the maximal sample volume for pre-dilution is set, the more flexible the software can
calculate possible normalization strategies.

3. Click Diluent to select the diluent that shall be used for sample normalization. The menu lists all liquids
that have been defined with liquid type Diluent/Water in the Liquids step. If a required liquid is not
listed as expected, check if the liquid has already been defined in the Liquid step and if the correct
liquid type has been selected.

4. Click Labware to select the labware that shall be used to pre-dilute samples. All previously selected

labware types will be listed. The Choose other labware option will be listed last. Select your dilution
labware from the drop-down list. If it is not listed, click Choose other labware to open the Labware

browser.
Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used
Category QIAGEN 96 Well Microplate RE
Catalog number

| Standard 9 Well T QIAGEN Elution Microtubes RS 19585

[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well

[] Advanced options ¥
Dead Volume 4

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.
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5. Optional: If you would like to use the cooling block for the dilution labware, check the option Cooling
block required next to Labware.

6. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

7. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

8. Optional: Define advanced pipetting parameters. If you tick the box, parameters become visible. In
case the initial sample concentration is too high or too near to target, parameters can be adjusted.

Advanced pipetting parameters

Liquid class for pipetting diluent onto dilution labware

| Diluent to dilution v |
Liquid class for pipetting sample onto dilution labware No. of mix repetitions on dilution labware
| Sample for dilution v | 7
Max. volume in dilution well Min. volume in dilution well Min. diluent transfer volume Min. sample transfer volume
1400 | pl 20/ pl o pl 2 ul
Option Description

Liquid class for pipetting diluent onto  Preselected.

dilution labware Defines the pipetting and tip handling for pipetting the diluent

to the dilution labware.

Liquid class for pipetting sample onto  Preselected.

dilution labware Defines the pipetting and tip handling for pipetting the sample

to the dilution labware. Sample (template) will be pipetted
after the diluent has been distributed.

No. of mix repetitions on dilution The value is predefined by the selected liquid class.

labware Defines the mix repetitions after the sample (template) has

been added to the diluent on the dilution labware.

Mix repetitions have been developed to guarantee proper
mixing of water based diluents and samples for the default
value of maximal volume in dilution well. In case maximal
volume in dilution well is manually increased, it is
recommended fo increase mix repetitions.

Max. volume in dilution well Predefined.
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Restricts the volume in the dilution positions in order to
guarantee homogeneous mixing.

In case the maximal volume in dilution well is manually
iincreased, it is recommende fo increase mix repetitions. If the
total volume of the selected dilution labware is smaller than
the setting of this parameter, the total volume of the dilution
labware will be used.

Min. volume in dilution well Predefined.

Ensures proper creation of pre-dilution and pipetting of the
diluted sample to the output labware.

Min. diluent transfer volume Predefined.

Guarantees presize pipetting of diluent for pre-dilution. A
sefting < 2ul is not recommended.

Min. sample transfer volume Predefined.

Guarantees presize pipetting of sample (template) for pre-
dilution. A setting < 1 ul is not recommended.

9. Click View dilution details to open a list with the results of pre-calculation for the samples. The button
is colored yellow, if the normalization target will not be reached for all samples.

Follow the steps described in Dilution details.

10. [If the QlAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected
with the software (indicated by the instrument icon at the upper right corner of the screen).

11. Close the lid.

12. Click Next to enter the worktable step. If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.
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7.2.7.6.1 Dilution details

The dialog lists the normalization pre-calculation for all samples. It is possible to enter individual
normalization targets for output positions.

@ View dilution details

Include Exclude Pos.  Sample ID Target mass Qutput Pos. |Labware ldentifier Orig.Con... |Dilution strategy E:ﬁ:::mph A
@ 3 O " A1 |Liver 1 50 Al Output1_20190626_151857 518 | Dilution uses 1 dilution position. 2
@ 9 O " B1 |Liver2 50 B2 Output!_20190626_151857 475 | Dilution uses 1 dilution position. 2
@ 3 O " o1 |Liver3 50 C3 Output1_20190626_151657 440 | Dilution uses 1 dilution position. 2
@ 4 O | D1 |Liver 4 50 D4 Outputi_20190626_151657 438 Dilution uses 1 dilufion position. 2
@ 1 O " E1 | Livers 50 ES Ouiputi_20190626_151657 439 Dilution uses 1 dilufion position. 2
@ N O " F1 |Livers 50 F& Ouiput1_20190626_ 151857 668 | Dilution uses 1 dilution position. 2
@ 9 O " &1 |Liver7 50 D7 Output1_20190626_151857 580 | Dilution uses 1 dilution position. 2
@ 9 O " H1  Livers 50 B& Output!_20190626_151857 668 | Dilution uses 1 dilution position. 2
@ 3 O T A2 |Liver9 50 B1 Output1_20190626_151657 433 | Dilution uses 1 dilution position. 2
@ 4 O | B2 |Liver 10 50 G2 Outputi_20190626_151657 548 | Dilution uses 1 dilution position. 2

7 R R Orig. concentration too low.
@ O C2  Liver 11 50 D3 Output1_20190626_151857 2| Reachable mass in output = 16 8
ng.
@ 9 O " D2 | Liver 12 50 E4 Output!_20190626_151857 457 | Dilution uses 1 dilution position. 2
@ 9 O | E2 |Liver 13 50 F5 Outputl_20190626_151657 430 Dilution uses 1 dilufion position. 2
@ 1 O "l F2 | Liver 14 50 GE Ouiputi_20190626_151657 492 Dilution uses 1 dilufion position. 2
@ 3 O " @2 |Liver 15 50 E7 Ouiput1_20190626_ 151857 470 | Dilution uses 1 dilution position. 2
@ N O " HZ  Liver 16 50 C& Output1_20190626_151857 494 | Dilution uses 1 dilution position. 2
@ 9 O Y A3 |Liver 17 50 1 Output!_20190626_151857 521 | Dilution uses 1 dilution position. 2
@ 9 O " B3 | Liver 18 50 o2 Output1_20190626_151657 468 | Dilution uses 1 dilution position. 2
- 7 ~ B £ e 400 :n‘ F2 Mot IAANEIE AC4A8CT AZE | Nilutiam nzae A dildian nee s o v
Include all

Reasons why a sample cannot be diluted: Too less / high original conc. or original conc. is foo near to target for chosen normalization parameter. Manually included
sample will be transferred undiluted to final azsay well using user-defined sample volume. Excluded sample will be unassigned and won't be pipetted at all. If sample-
specific target mass or concentration is required, change target value accordingly.

- T

Dilution details

1. Check the calculation. Find a description of the table columns, below.

2.  Optional: You can enter an individual normalization target for positions on the output labware. Click
info the Target mass / concentration field of the corresponding output position row and enter the
new target value. The calculation for this position will automatically be updated.

3. For each sample that has yellow colored columns Include/Exclude, decide whether you want to
include the sample into the run or not. Check the corresponding option. The sample position will no
longer be colored yellow. To include all samples, click the Include all button below the table. For
details refer to the description of the Include and Exclude columns, below.

4. Optional: Samples that have no yellow color indication in Include/Exclude column do not have any
restrictions in regards to normalization, but can also be excluded, if needed.

QlAgility User Manual 02/2022 7-339



5. If no sample has yellow colored Include/Exclude column, the OK button will be enabled.

6. Click OK to confirm your selections and to close the dialog.

Proceed with step 10 in Normalization step.

The table contains all samples from the input labware. Samples that have not been previously assigned in
the Assignemt step are listed last.

Column Description
Include If checked, the sample will be included in the run.

All samples, previously assigned in the Assignment step, which have no
restriction to reach the normalization target, are automatically included.
Otherwise, the columns Include/Exclude are highlighted in yellow to indicate that
a decision by the user is required.

Check the option to include the sample.

Exclude If checked, the sample will not be used in the run and will be automatically
unassigned.

All samples, previously assigned in the Assignment step, which have a restriction
to reach the normalization target, are marked in yellow to indicate that a
decision (include or exclude) by the user is required.

After confirming the dialog with OK, the sample gets automatically unassigned.
The following positions on the output labware will be filled up according to the
selected Pipetting pattern and Pipetting order from the Assignment step.

Pos. The sample position on the input labware.
Sample ID The sample ID.

If the sample ID is too long, it is cut off. To view the whole sample ID, hover the
mouse over the field.

Target mass/ The normalization target. Initially, the value that has been entered into the
Target conc. Normalization step is shown.

However, you can edit the value if you need an individual normalization target
for the corresponding output position. If no target value has been entered, or if
the target value is too high or too low, the field is highlighted in yellow to
indicate that a valid target needs to be entered.

Output pos. The position on the output labware.

Orig. conc. The original sample concentration as imported from the sample input file or
entered in the sample editor.

Dilution strategy The dilution strategy is automatically selected by the software and cannot be
changed by the user.

If the normalization target cannot be reached, the reason is listed. Decide
whether to include or exclude the sample. For details, refer to the description
below.
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Note: It is possible to influence the dilution strategies by changing normalization
parameters. The software always used the dilution strategy for which the lowest
reagent volumes are required.

Used sample volume The sample volume used during normalization.

The dilution strategy depends on

e the value for the normalization target

e the original concentration of the sample

e the setting for maximum volume to be used for pre-dilution of a sample in the dilution labware

e the setting for minimum volume in the dilution well

e the sample volume for the run as specified in Samples/Labware

e the selected dilution labware (total volume and among of dilution positions)

e the maximum volume allowed in the dilution labware (advanced pipetting parameters for normalization)

e the minimum sample transfer volume (advanced pipetting parameters for normalization)

e the minimum diluent transfer volume (advanced pipetting parameters for normalization)

Dilution strategy
Dilution in output position.

Dilution uses 1 dilution position.

Dilution uses 2 dilution positions.

Dilution uses Tdilution position and
output position.

Original concentration too high.

Original concentration too low.

Description

It is sufficient to dilute the sample directly in the output position within
the defined sample volume for the assay setup.

The sample will be diluted in one position of the dilution labware.
Then the defined sample volume for the run will be transferred from
the dilution labware to the output labware position.

The sample will be diluted using two positions of the dilution
labware. Then the defined sample volume for the run will be
transferred from the second dilution position on the dilution labware
to the output labware position.

The sample will be pre-diluted in one position of the dilution
labware. The last dilution step will be performed in the output
position within the defined sample volume for the assay setup.

The sample cannot be normalized to the given normalization target,
because the original sample concentration is too high. The required
dilution ratio cannot be created using the defined normalization
parameters. Additionally, the mass/concentration that could be
reached if you decide to include the sample, is listed. In this case the
sample will be diluted to this value.

The original sample concentration is lower than the normalization
target. Additionally, the mass/concentration that could be reached if
you decide to include the sample, is listed. In this case the sample will

QlAgility User Manual 02/2022

7-341



be used undiluted.

Original concentration too close to  The sample cannot be normalized to the given normalization target,

target. because the defined normalization parameters do not allow such a
small sample dilution ratio. Additionally, the mass/concentration that
could be reached if you decide to include the sample, is listed. In this
case the sample will be used undiluted. Otherwise, the normalization
parameters have to be changed (e.g., increase the Max. sample
volume used for pre-dilution value).

7277 Worktable step
Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.

The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

The Worktable selector displays the status of each worktable position:

-m m e R1 (black border): worktable position for which the loading details are displayed.

e R1, C1, C2 (yellow): worktable positions that still need to be loaded.
R1

lm la o Al, A2 (blue): worktable positions that have already been loaded.

e MIT, B1, B2 (greyed out): worktable positions that are not used for the run.
Worktable selector

Note: The run cannot be started if any worktable position remains yellow.

Find a step-by-step loading procedure below in this chapter.

The software displays the labware and required minimum volume of liquids to be loaded in a table located
in the middle of the screen. Displayed volumes include extra volumes required for liquid level detection and
pipetting. If several tubes need to be loaded to the workiable position, the table will display one row for
each tube. You must confirm that the labware has been loaded by checking the box in the Loaded column.
Alternatively, click Confirm all below the table to confirm that all labware and liquids have been loaded
onto the worktable position.

Click Print loading instruction to generate a PDF document with the loading instructions for the run.
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M1 - Mix block

Pos. Content Tube Req.vol. Loaded
B | Reaction mix (Mix) 1.5 mil tapered lube (QHAGEMN) 0wl
C | Reaction mix 1.5 ml tapered fube (QIAGEN) 295l
D | Primer mix 1.5 mi tapered tube (QIAGEN) 246 pl
E | Dilution buffer 1.5 ml tapered lube (QHAGEMN) 157 pl
| Print loading instruction | | Confirm all |

Table of tubes to be loaded to the worktable position M1.

It is possible to change the tube type for a liquid to be loaded (with certain limitations, see below).

Tube

| 200 ul PCR tube (QIAGEN) v
200 pl PCR tube (QIAGEN)

Click into a tube field to activate a drop-down menu. The drop-down menu provides a list of all tube types
that fit to the adapter position, that have also been marked as available in the laboratory in the Labware
Manager. Select one of the entries to change the tube type. Changing the tube type might result in a
replanning of the worktable. Click outside the field if you do not want to change the tube type.

For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded. If
a cap color has been defined for a liquid in the Liquids step, the corresponding position is displayed with
that color.
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Adapter Reagent Block, 16 x 0.2 ml PCR, & x 2 ml Flat, & x 1.5 ml Tapered Tubes

[ Calibrate labware ... ]

Schematic graphic for R1. Cap color has been defined for the liquid in position 1.

Click the Labware tab on the right to get an image and details about the input and output labware.

A1

A2

A3

&4

45

&E

AT

AF

B

B2

B3

B4

| 2

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling
block, the image will only show the tubes or plates and the adapter.
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Labware: 0.1 ml Strip Tube (QIAGEN)
Adapter: Rotor-Gene Q, 72 x 0.1 ml Strip Tubes Adapter

=
Catalog number E
981103 2
Mame
0.1 ml Strip Tube (QLAGEN) "
o
H
w

Catalog number
9018917

Mame
Rotor-Gene @, 72 x 0.1 ml Strip
Tubes Adapter

| Calibrate labware ...

Image and details for output labware
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For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on
the worktable. For details, refer to Loading tips.

50 pl Conductive Filtered Tips

1 2 3 4 ] 6 T

=]

a o N

=
]

A 0000
B 00 0O
c 0000
D 00 0O
E 0000
F 00 0O
& 0000
H 00 0O
Set all tips [4] To available Set all selected tips || To available

|E| To unavailable = To unavailable

Interactive rack to define tip avilability.

If a labware type has not yet been calibrated on the required worktable position, you must first perform a
labware calibration. This will be indicated by a yellow Calibrate labware button.

Preparing the worktable

1. Optional step: Generate the loading instructions by clicking on Print loading instruction. A PDF will
be generated containing the loading instructions for the run. Use this option, if, for example, liquids
need to be prepared in another room.

2.  Open the instrument lid.

The worktable preparation starts with the positions for tip racks:

3. Check that the correct tip type is loaded and that the number of tips is sufficient. If not, load additional
tips. For details, refer to Loading tips.

Note: To ensure optimal fip pickup, it is important fo follow the instructions in Insert tips to tip rack
holder.
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4. Optional step: A yellow Calibrate labware button below the schematic indicates that the tip rack has
not yet been calibrated on the worktable position. It must be calibrated before the run can be started.

Click the Calibrate labware button. The software starts the calibration wizard. Follow the instructions
of the wizard. For details, refer to the sub-chapters of section Calibrate labware.

After the calibration steps have been completed, the workiable screen will be displayed again.

5.  Check that the interactive graphic on the right side of the screen shows that the tips available are the
same as the tips present on the fip rack on the worktable. If not, adjust the tip availability in the
interactive graphic. For details, refer fo Loading fips.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

6. To confirm that the tip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

Click Next to continue with the next worktable position.

8. Repeat steps 3-7 for all fip rack positions.

For worktable positions with reagents and empty labware:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

9. Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

10. Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.
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11.

12.

13.
14.

Perform the following steps for each row in the table:

e For reagents: Check that the correct amount of the listed liquid is provided in the correct tube type.
Load the tube in the correct position of the adapter. For orientation, refer to the graphic on the right
side of the screen.

e For empty labware: Place the labware in the correct position. For orientation, refer to the graphic on
the right side of the screen.

Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

Click Next to continue with the next worktable position.

Repeat steps 9-13 for all worktable positions with reagents and empty labware.

For worktable positions with samples:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

15.

16.

17.
18.
19.

20.

Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

Ensure that samples are loaded using the correct labware type.
Load the samples in the correct positions as displayed in the table.

Optional step: For sample tubes, click Validate sample loading to start sample loading validation
using a hand-held barcode scanner and proceed with steps 20-23. Otherwise, proceed to step 24.

Note: This button is only available if the corresponding option has been checked in the User settings
for Generic PCR experiments.

The software will highlight the first sample position in the table. During validation, scanning is the only
function available.

a
Note: To indicate that a user interaction is expected, a cursor with arrows in all four directions < wil
be displayed for the entire validation.
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21. Scan the barcode of the sample tube that has been loaded in the highlighted position.

22. If the barcode matches the sample's ID, the software highlights the next sample position in the table.
Proceed to step 21 for the next sample. If the barcode does not match the sample ID, a message is
displayed. Click Retry in the message to scan the barcode again. If the barcode matches, the sofiware
highlights the next sample position in the table. Proceed to step 21 for the next sample.

To stop validation, click Stop validating, or, if the barcode did not match, click Cancel in the
displayed message. In this case, proceed to step 24. There will be no documentation about sample
loading validation in the report.

23. If all sample positions have been scanned successfully, a message is displayed. The successful sample
loading validation will be documented in the report, which can be created after the run. Proceed to
step 25.

24. Check that the samples are placed in the positions as displayed in the table.

25. Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

26. Click Next to continue with the next worktable position.
27. Repeat steps 15-26 for all worktable positions with samples.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
1. Close the lid.
2. Ensure that the tip disposal box is empty.

3. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.

Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

4. The Run step will be displayed.
7.27.8 Run step

The run progress can be monitored in the Run step. During the run, this is the only available step of the
experiment. A run can be paused or canceled at any time. After the run, several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return fo the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.
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7.2.7.8.1 Monitoring the run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their

progress are listed in a table. The tasks listed are different for different experiment setups.

The instrument icon in the main toolbar, as well as the progress indicator on the run step, show the overall

run progress.

Run progress

Task

Prepare dilution plate

Prepare mixes

Distribute mixes to output labware
Distribute controls to output labware
Distribute dilution liguid to output labware

Distribute samples to output labware

Owverall progress

Progress

-

—

|
Start time
15:12

Run tasks

Note: The displayed times are an approximation.

Approximate end time

15:16

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.

7.2.7.8.2 Pausing or canceling the run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.
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To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening
the lid, wait until the movement has finished.

When a run is paused, the Pause button will change its label fo Resume.

Owerall progress

Start time Approximate end time
13:05 13:23

H

Owerall progress

Start time Paused at esume
13:05 13:21

ﬂ

To resume the run

1.  Ensure that the lid is closed.
2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at
which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. If you clicked OK, the instrument will complete the current movement, which may take up to 10
seconds. Before opening the lid, wait until the movement has finished.

7.2.7.8.3 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.
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After the run, several options are available in the right side of the Run step screen. The options will still be
available if you reopen the experiment later. It is still possible to create a report or to save the output file.

Run info

Operator
John Smith

Comment

Output labware

| Prntbarcode... ||  Save output file ..

| =save dilution plate .. |

Options after the run.

QlAgility User Manual 02/2022 7-352



Option
Comment

Save output file

Create report

Save dilution plate

Print barcode

Description

You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

An output file will be saved in a QIAGEN specific xml format, in particular the
QDEF format, containing information about the output labware, the run, and the
content of each labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file. Refer to User
settings to define a standard directory.

The file may serve as a sample input file for the Rotor-Gene Q operated with the
Q-Rex Software. The .xml file can also be used by an LIMS (Laboratory
Information Management System). A format description is available at
www.giagen.com/goto/QIAgility. You can find examples of output files in the
"Examples" folder provided with the software:
C:\Users\Public\QIAGEN\QIAgility\Examples.

If an output converter has been selected in the Samples/Labware step, the
software also creates a file in the format as defined by the output converter. This
file will have the same name as the .xml file (i.e., the same name entered in the
file dialog), but with another file extension (e.g., .ixt for the ABI cycler), and will
also be saved in the specified directory. In case the file extension is also .xml, the
file name will be enhanced. The available output converters can be found in the
output file converter directory, as specified in the User settings.

Contact QIAGEN Technical Services if you need another file format.

Note: Use this option also in case the sample input is limited, and one setup run
is not sufficient fo completely fill the output labware. In these situations, you can
perform more than one run to completely fill the output labware. Save the output
file after the first run. To set up the second run properly, indicate in the
Samples/Labware step that you are Reusing a partially used output labware
by loading an import file by selecting that option, and load the file from the first
run as a starting point for the output labware of the second run. After the second
run, the information from both runs can be saved in an output file.

A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

A file will be saved in a QIAGEN specific xml format, in particular the QDEF
format, containing information about the dilution labware and the content of
each labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file.
You can print a barcode for the output labware.

Note: The option is available only if a printer has been defined in the Global
Settings tab of the Configuration environment.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.
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2.  Empty the tip disposal box.

3. Clean the worktable as described in section Cleaning the QlAgility.

7279 Report

The Generic PCR Plug-in offers two types of reports: a basic report that gives a short overview and an
advanced report that contains all the details.

The Basic report contfains:
e General information

e Comment

e Reaction results

e Exceptions

e Detailed run information (incl. dilution labware)

The Advanced report contains:

e General information

e Comment

e Reaction results

e Exceptions/Pauses

e Sample information (incl. dilution strategy)

e Worktable information

e Detailed run information (incl. dilution labware)

e Advanced instrument information

The sections of both report types are described in Report. Additionally, the report contains information
about normalization parameters and dilution labware (both report types). Information about the dilution
strategies used for the samples is available in the Advanced report, section Sample information.

Additional information is described below.

Detailed run information

In addition to the information described in Report, this section contains further information for both report
types. It lists the normalization parameters as defined in the Normalization step, and contains a table that
describes the dilution labware:
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Column Description

Dilution position The position on the dilution labware.

Identifier Specifies the sample ID of the originating sample.

Type Sample.

Input The corresponding position on the input labware. If multiple input labwares were
used for the run, the position is enhanced by the input labware identifier.

Actual content Lists the volume and the components.

Concentration The sample concentration in the dilution labware position.

Flag Shows the status of the position: either ok, warning or error.

Sample information

The normalization strategy for each sample is provided, in addition.

7.2.8  PCR setup with serial dilution experiments

The Generic PCR Plug-in enables easy and convenient gPCR setup including serial dilution.

For pathogen testing and gene expression experiments using dedicated QIAGEN kits, refer to sections
Working with experiments for pathogen detection and Working with gene expression experiments,
respectively. For generic PCR setup experiments without sample normalization, refer to section Generic PCR
experiments. For generic PCR setup experiments with sample normalization, refer to the Generic PCR setup
with normalization experiments. It is also possible to set up a run for sample normalization only. In this case,
refer to section Normalization only experiments.

New experiments for generic PCR setup with serial dilution, are created by clicking PCR Setup with Serial
Dilution from the Home screen, and then defined in the Experiment environment of the software. When a
new experiment is created, only the Liquids and Mixes step will be enabled, initially. Subsequent steps will
become available, once the required information has been entered into the Liquids and Mixes step. The
Mixes step is highlighted in yellow as a visual reminder that required information still needs to be entered.
This is a general principle when working in the Experiment environment.

The experiment wizard has eight steps that will guide you through the setup process:
1. Liguids
. Mixes

. Controls/Standards

2
3
4. Samples/Labware
5. Assignment

QlAgility User Manual 02/2022 7-355



6. Dilution
7. Worktable
8. Run

Use the Next and Back buttons at the bottom to navigate between steps.

An experiment can be saved at any time using the Save or Save as buttons in the button bar. You will be
given the opportunity to save your experiments as a template, but also reuse your definitions for similar
experiments. The file extension for generic PCR experiments is *.qsmrx, and for templates *.gsmrt
(Experiment, and Template, respectively). The file extension for generic PCR quick order templates is
*.qsmrqt (Quick Order Template).The Start run bution will be disabled, as long as there are incomplete or
invalid steps, or missing data entries.

For more information about templates and experiments refer to the Experiments and templates concept.

7.2.8.1 Liquids step

The Liquids step is used to define all input liquids required for your PCR setup that are to be loaded onto
the instrument's worktable, besides your samples. These are, for example:

e all kinds of reagents, that will , e.g. be part of reaction (master) mixes
e all kinds of controls and standards (stock)
e all kinds of diluents/water

e ready-made reaction mixes, i.e., final reaction (master) mixes that have already been prepared by the
user and are ready to be used and distributed to the output labware by the QIAgility.

Detailed information for (final) reaction (master) mixes will be defined later in the Mixes step. Samples will
be defined later in the Samples/Labware step.

The Liquids step also includes information about the kit that is used during the run.
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ase
00000 ‘ .[}n H
00000 =
LAGEN Experiment = Service  Configuration Instrument
*Experiment_0... % )
___

Liquids b Define input liquids
Kit information Comment

Define required input liquids (reagents or ready-made reaction
Mixes (master) mix, Slandards (stock) and conirols) for assay setup Kit Name Lot number
Predefined liquid classes (LC) define the pipetting/ip handling

task for liquid transfer (refer to LC table in configurafion

screen) Product number Kit expiry date
Controls | Standards LC-naming: Liquid fype + pipetting destination/intended use S

For more information, press F1 key when editing liquids.

Samples | Labware

Mame Liquid type Liquid class Tube type
Assignment I Water Diluent/Water Aqueous liquid to reaction (master) mix 5.0 ml flat-base tube (QIAGEMN)
|:| Mastermix Reagent Viscous liquid to reaction (master) mix 2.0 ml screw cap micro tube (Sarstedt) lE‘ E
I |:| Primer Mix Reagent Primer-Probe or IC to reaction (master... | 2.0 ml screw cap micro tube (Sarstedt) lE‘ E
Standard 1 Standard Control or Std. to output or for dilution 2.0 mi screw cap micro tube (Sarstedt
Worktable |:| P P ! ; @
|:| Standard 2 Standard Control or Std. to output or for dilution 2.0 ml screw cap micro tube (Sarstedt) lE‘ E
Run [] oient Diluent/Water  Diluent far dilution 5.0 mi flat-base fube (QUAGEN) [1m][x]

A

admin admin

The screen lists all input liquids that have already been defined in a table. In addition, an optional Kit
information pane, as well as a comment field are available.

To define a new liquid:

1. Click the New liquid button below the table.

2. The Add liquid dialog opens.

3. Define the liquid as described in Add liquid dialog.
4

In the dialog, click OK to confirm your values and to close the dialog. The defined liquid will be listed as
a new row in the table in the Liquids screen.
Note: Repeat the step until all needed liquids are listed.

To specify kit information, enter the Kit Name, Lot number, Product number and Kit expiry date in the
Kit information pane.

Finally, click Next in the button bar to proceed to the Mixes step (Mixes step).

Note: The Next button is disabled, if a row in the table is highlighted in yellow. Click to open the Edit
liquid dialog. In the dialog, the field is highlighted in yellow, which indicates the necessity for user action. If
the field is not yellow anymore, click OK in the dialog to confirm the changes and to close it.

The liquids in the table can be reordered using the buttons below the table:

1. Click the row of the liquid to be moved.
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2. Click on the up and down arrows to move the currently selected row up or down.

Use this function for a better overview. The report will list the liquids in this order.

Actions
. . 2] ][ %] . .
The buttons in the Actions column | 'I=—====! of the table have the following functions:
Button Action Description
To edit a liquid The Edit liquid dialog will open, displaying the values that have

been entered in the Add liquid dialog.

If you intend to change the liquid later, e.g., the liquid has already
been used in a mix in the Mixes step, or, if the liquid is a ready-made
reaction mix and has already been assigned to samples in the
Assignment step, some restrictions apply. Not all values can be
changed. In this case, remove assignments or reaction mixes to
enable changes for defined input liquids.

IEl To duplicate a liquid The Duplicate liquid dialog will open, displaying the values that
have been entered for the original liquid. The liquid names will
initially display a copy of the liquid.

IE' To delete a liquid Deletes the row in the table.

QlAgility User Manual 02/2022

7-358



7.2.8.1.1 Add liquid dialog

In the Add liquid dialog a new input liquid can be defined. If you want to change the values for an existing
liquid later, the Edit liquid dialog will open. Both dialogs show the same values for a liquid.

Liquid name @ |I'|pUl |IqLIId

L Dilution buffer | (O Ready-made mix

Tube type ~ Cap color

| 1.5 ml tapered tube (QIAGEN) v |

Liquid class ~ Liquid type _
‘ Diluent for dilution v I | Diluent\Vater v ‘
Lot number Expiry date

L [ ——

[[] Define advanced pipetting parameters

oy

Add liquid dialog

1.  Define the name of the liquid. The name must be unique. The name is used to refer to the liquid in
later steps of the experiment setup, e.g. when defining reaction mixes, standards or controls, and in the
loading instructions of the Worktable step.

2. Define whether the liquid is an input liquid or a ready-made mix. Initially, the option Input liquid is
selected, because it fits to most liquids.
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Select the option Ready-made mix only, if the liquid is a final reaction/master mix that has already
been prepared by the user and is ready to be used and distributed to the output labware by the
QIAgility. In this case, in the Liquid type field the value Ready-made mix is automatically selected and
the liquid class menu is removed (the liquid class is defined later in the Mixes step). Additionally, when
entering the later Mixes step, the reaction (master) mix is already listed.

If the liquid is a mix that has already been prepared by the user, but will be part of a more complex
mix that will be created during the run by the QlAgility, select the option Input liquid.

3. Click Tube type to select the tube that will be used to place the liquid on the QlAgility. The tube types
used in the last experiment are listed at the top of the list. To select one of the listed tube types, click the
respective entry.

Tube type
Select. . v

Select. .

1.5 ml tapered tube (QIAGEN)
5.0 ml flat-base tube (QIAGEN)
Choose other labware._

Any available

Select the value Any available, if the liquid does not need to be provided in a special tube, e.g.
coming from a kit. In this case, later, during worktable planning, the software will automatically select a
tube of the required size, with minimal dead volume, from the list of available tubes that has been
defined in the Labware Manager. (To define available tubes in the Labware Manager, click
Configuration in the main tool bar, select the Labware Manager tab and then select the Tubes step.)
Use this option to give the software more flexibility during worktable planning.

If the required tube type is not listed, select the value Choose other labware to select a tube from the
Labware Browser.
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@ Labware browser

Filter options Labware

¢ Select the item that most closely malches the labware to be used.
ategory 1.5 mi tapered screw cap fube (QIAGEN)
Tubes v Catalog number
1.5 mi tapered tube (QIAGEN) 990552
2.0 mi self standing screw cap tube (QIAGEN)
200 pl PCR tube (QLAGEN)

5.0 mil flat-base tube (QIAGEN)

[#] Shows available labware only
Name

5.0 ml flat-base tube (QIAGEN)
[[] Advanced options

Dead Volume
26l

Labware adapter

Select the adapter to be used.

Reset filter | Apply filter

—

In the filter options, click Apply filter to show all available tubes. In the middle of the screen, select the
tube from the list at the top. Click OK to close the Labware browser.

The selected tube will be displayed and added to the Tube type drop-down menu.
Note: The labware category Tubes and the option Shows available labware only are preselected.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If you edit the liquid later and the Tube type is marked yellow, this indicates that the selected
tube type is no longer marked as available in the Labware Manager. Either select another available
tube type or make the tube available in the Labware Manager again.

4. Click Cap color to select the color of the tube's cap.

Cap color

5. Select the Liquid class that will be used to pipette the liquid during the run. Select the liquid class that

fits best.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred
e the destination or usage for the liquid/liquid group

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid

QlAgility User Manual 02/2022 7-361



Classes step to get more details.

In case the same liquid will be used for different purposes (e.g. nuclease-free water used for setting up
a standard dilution series and for non-template control) it is highly recommended to define multiple
input liquids to allow precise definition of liquid class and liquid type.

Note: If you edit the liquid later and the Liquid class is marked yellow, this indicates that the selected
liquid class is no longer available, e.g. if the experiment was defined on another computer where a
customized liquid class was used. Select an available liquid class.

6. Select the Liquid type. The liquid type defines how the liquid will be used. In later steps during
experiment setup, the software uses the liquid type to present sub-sets of defined liquids for selection,
e.g. when defining controls or standards. In case a defined input liquid is not visible in later screens
(e.g. during control definition) check if the liquid type has been set correctly.

Liquid type Description
Reagent Use this type, if the liquid is a reagent that will be added to a

reaction/master mix, either to a final reaction mix or to an intermediate
reaction mix.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

Pos./neg. control Use this type, if the liquid is a positive or negative control (incl. NTCs).

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a control.

Standard Use this type, if the liquid is a single standard as part of a user prepared
standard series, or if the liquid is the standard stock for a standard series

that shall be created by the QlAgility.

Later in the Controls/Standards step, a liquid of this type is available for
selection while defining a standard series that shall be created by the

QlAgility.
Diluent/Water Use this type, if the liquid is a diluent or water.

Later in the experiment setup, a liquid of this type is available, e.g. for
content definition of a reaction/master mix in the Mixes step, or in the
Controls/Standards step as diluent for defining a control or standard series

that shall be created by the QlAgility.

Ready-made mix Use this type, if the liquid is a ready-made reaction/master mix prepared by
the user. This type is preselected by the software, if the option Ready-made
mix has been selected for the liquid.

Later in the Mixes step, when you define the content for a mix, a liquid of
this type is available for selection.

7. Optionally, enfer the Lot number and/or the Expiry date of the liquid for documentation purposes. If
entered, these data will be present in the report.

8. Optionally, define advanced pipetting parameters. If you tick the box, parameters become visible to
define extra volume for the liquid.
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During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is sufficient. In
contrast to absolute extra volume, the percentile extra volume shall cover sample amount depending
variations (e.g. volume loss per tip) and is a percentile addition of the transfer volume. However, if you face
any liquid level detection issues increase the percentile extra volume if issues are for higher sample amounts
only, or increase absolute extra volume if issues are not related to sample amount.

Define advanced pipetting parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume
9 pl and | 20 Yo

9. Inthe dialog, click OK to confirm your values and to close the dialog.
Otherwise, click Cancel to close the dialog and discard all values. In this case, no new liquid is
defined, or — in case of editing an existing liquid —the liquid is not changed.

7.2.8.2 Mixes step

The Mixes step is used to define all kinds of mixes that are used for an experiment. These are, for example:
e all variants of reaction (master) mixes, i.e., final reaction (master) mixes that

0 have already been prepared by the user and are ready to be used,

o will be generated by the QlAgility during run,

o and will be distributed to the output labware.

e all kinds of infermediate mixes. These are generic pre-mixes that will be used to create new (more
specific) reaction (master) mixes.

The screen lists all mixes that have already been defined in a table. User prepared reaction (master) mixes
are automatically listed, if the corresponding liquid has been defined in the previous Liquids step. The rows
for these mixes are initially highlighted in yellow to indicate that the mixes need further specification.
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Instrument

’ExperimenL 0.. x| [PZd Experiment 0...

Define your mixes

Define reaction (master) mix(es) required for assay setup. Liquid class (pre-selectad) defines the

pipetting/tip handiing task for distribufion of reaction (master) mix (refer fo LC table in configuration

sereen).

Adv parameters: Mixing seltings for system-prepared reaction (master) mix(es) are predefined but

mixing repetiion can be changed if required
Controls | Standards For more information, press F1 key when ediling mix(es)

Name Reaction mix | Input Volume | reaction [ul] Total volume / reaction [pl] | Liquid class Actions

Samples | Labware Water 10

I Master Mix v Maslermix 20 32 Reaclion (maste. .. @ E

Primer Mix 2
Assignment
Dilution
Worktable
Run
===

admin admin

Defining a new mix or editing a listed mix:
1. To define a new mix, click the Add mix button. The Add new mix dialog opens.

To edit a listed mix, click in the Actions column in the corresponding table row. The Edit mix
dialog opens. It displays the values that have been entered before in the Add mix dialog or that have
been automatically pre-filled by the software for a ready-made reaction (master) mix.

Note: If no final reaction (master) mix has been defined, the Add mix button is highlighted in yellow to
indicate that the definition of a final reaction (master) mix is still missing.

2. Define the general properties of the mix. Details are described in Add new mix dialog.

In the dialog, click Next to proceed to the Input screen.

4. Inthe dialog Input screen define the volume per reaction and the content of the mix; as described
inAdd new mix dialog input.

5. For final reaction/master mixes, the optional Target screen is available. This screen allows the user to
define target type and reports/quenchers. If defined, this information will be part of the report and the
output file, which can be saved after the run to be used for import into the next instrument, e.g. a
cycler. In this case, click Next to proceed to the Target screen. Details are described inAdd new mix
dialog target.

If you do not require target information in the report or for the next instrument, proceed.

o

Click Finish to finish the definition of the mix and to close the dialog.

7. The defined mix will be listed in the table in the Mixes screen.

Repeat the steps above until all final reaction (master) mixes have been defined.
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Finally, click Next in the button bar to proceed to the Controls/Standards step, described in
Note: The Next button is disabled, if a row in the table is highlighted yellow. User prepared reaction

(master) mixes are initially highlighted yellow, if the volume per reaction has not yet been defined. Edi’r()
the mix and enter the volume per reaction in the Input screen of the dialog. The Next button is also
disabled, if the definition of a final reaction (master) mix is still missing.

The mixes in the table can be reordered using the buttons below the table. The report will list the
mixes in this order. An intermediate mix (generic pre-mix) needs to be listed before the (more specific)
reaction (master) mix of which it is part of. It will not be possible to move an intermediate mix below its
reaction (master) mix.

1. Select the row of the mix to be moved by clicking on it.

2. Click on the up and down arrows to move the currently selected row up or down.

Actions
The buttons in the Actions column EHE' of the table have the following functions:
Button Action Description
To edit a mix The Edit mix dialog will open, displaying the values that have been

entered in the Add mix dialog.

If you intend to change a mix that is already in use as input for
another mix, or if it is a final reaction mix and has already been
assigned fo samples in the Assignment step, some restrictions apply.
Not all values can be changed anymore.

IEl To duplicate a mix The Duplicate mix dialog will open, displaying the values that have
been entered for the original mix. The mix name will initially display a
copy of the name of the original mix.

IE' To delete a mix Deletes the row in the table.

7.2.8.2.1 Add new mix dialog

In the Add new mix dialog a new mix can be defined. If you would like to change the values for an existing
mix later, the Edit mix dialog will open. Both dialogs show the values of a mix.

Define the basic properties of the mix in the General screen of the dialog.
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General
Name

- Test-mix. | @ Final reaction mix (ready-made)
Input O Intermediate mix (ready-made)
(O Final reaction mix already on output (ready-made)

Liquid class
| Reaction (master) mix (final) to output | v |

(i) Note: Make sure that ready-made mix is homogeneous and mixed manually and avoid foam.

] Define advanced parameters

Next : Cancel

Edit mix dialog
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Add new mix

Name
i | (®) Final reaction mix (system prepared)
Input O Intermediate mix (system prepared)
(O Final reaction mix already on output
Liquid class

Target

| Reaction (master) mix (final) to output | ¥ |

[[] Define advanced parameters

)

Add new mix dialog - General

1. Define the name of the mix. The name must be unique. The name is used to refer to the mix in later
steps of the experiment setup, e.g. when defining more specific mixes, and in the loading instructions
of the Worktable step.

For a ready-made mix, the name is already defined from the liquid dialog definition.

2.  Select the type of mix. For ready-made mixes and other mixes different options are available:

Option Description
Final reaction mix Only available for a mix that has been defined as a ready-made mix within
(ready-made) the Liquid step.

Use this option, if this mix has already been prepared by the user and is
ready to be used and distributed to the output labware by the QIAgility. In the
later Assignment step, the mix will be available for selection. Duringthe run,
the QlAgility will pipette the mix to the positions on the output labware as
assigned in the Assignment step.
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Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Intermediate mix (ready- Only available for a mix that has been defined as a ready-made mix within
made) the Liquid step.

Use this option if this mix has already been prepared by the user and will be
part of a more specific mix to be created during the run by the QlAgility.
During the run, the QlAgility will pipette the mix into the tube, where the more
specific mix is created.

Ensure that the reaction (master) mix is homogenously mixed before it is
loaded on the QlAgility as QIAgility will not perform any mixing steps.

Final reaction mix Only available for a mix that has been defined as a ready-made mix within
already on output the Liquid step.

(ready-made) Use this option only if this mix has already been distributed on the output

labware before the run. In the later Worktable step, you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

The volume of the reaction mix must be specified. This value will be used to
calculate the dispense height and the mixing volume.

If the option is selected, the Input screen of the dialog will be skipped.

Final reaction mix Use this option if during the run the mix will be created first by the QlAgility
(system prepared) and then distributed to the output labware.

Intermediate mix (system Use this option if this mix will be created by the QlAgility during the run, but

prepared) will be part of a more specific mix. During the run, the mix will be created
first by the QlAgility. Then the QlAgility will pipette the mix into the tube where
the more specific mix is created.

Final reaction mix Use this option only if this mix has already been distributed onto the output

already on output labware before the run. In the later Worktable step you will not be prompted
to load a tube with this ready-made mix. Instead, during the run, the QlAgility
will not pipette the mix, but assume that the positions on the output labware
already contain the mix. Output positions will be defined in the later
Assignment step.

If the option is selected, the Input screen of the dialog will be skipped.

3. The liquid class that will be used to distribute the reaction (master) mix during the run is preselected by
the software. Change the liquid class only if it is really required. In this case, select the Liquid class that
fits best fo transfer the reaction (master) mix.

Liquid classes defined by QIAGEN define the pipetting and tip handling for respective liquid transfers. The
names of the liquid classes contain information about:

e the liquid or liquid group fo be transferred

e the destination or usage for the liquid/liquid group
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For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

4. Optionally, define advanced parameters. If you tick the box, additional parameters become visible to
define extra volume and mixing options.
For reaction (master) mixes that will be created by the QlAgility, mixing options are displayed. Mixing is
performed after the last reagent has been added to the reaction (master) mix, before the mix will be
transferred. The mixing settings are defined in the Liquid class for mixing. This liquid class is already
preselected by the software and should only be changed if really required. The Mixing repetitions —
which are pre-defined by the selected liquid class for mixing — can be increased, if needed. The mixing
cycles have been optimized to allow proper mixing for final reaction (master) mixes in which no pure
Enzyme has been added as reagent. If your setup uses large volume final reaction (master) mixes or
pure Enzymes as reagents, it is recommended to increase the mixing repetition to 15 or more.

Define advanced parameters

Extra volume - to guarantee proper pipetting and liquid level detection:

Extra volume Extra volume per reaction
39| Pl and 22|

Mix of system prepared final reaction mix:

Liquid class for mixing Repetitions (Min = 3)

| Mix of reaction (master) mix (final) v | 10

For ready-made reaction (master) mixes the QlAgility does not perform a mixing step before transfer to
output labware. Make sure the reaction (master) mix has been mixed properly before placing it onto

the QlAgility.

For information about a liquid class, hover the mouse over a liquid class name to get a short explanation,
or click Configuration in the main tool bar, select the Settings tab and then select the Generic PCR Liquid
Classes step to get more details.

During worktable planning, the QIAgility Setup Manager Software calculates the required volume for each
liquid. Extra volumes required for proper pipetting/liquid level detection are predefined and shall only be
changed if required.

Extra volumes are set conservatively. Therefore, in most cases, displayed loading volume is sufficient. In
contrast to absolute Extra volume, the Extra volume per assignment shall cover sample amount
depending variations (e.g. volume loss per tip) and is added per single transfer. However, if you face any
liquid level detection issues, increase Extra volume per assignment if issues are for higher sample
amounts only, or increase absolute Extra volume if issues are not related to the sample amount.

5. Proceed with step 3 in Mixes step.
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7.2.8.2.2 Add new mix dialog input

The Input screen of the Add/Edit mix dialog lists all input liquids/reagents of the mix and their volume per
reaction in a table.

Add new mix

General

Contents of this mix

Define all liquids/reagents and volume per reaction for respective reaction (master) mix. All liquids defined as
reagents in “Liquids” screen can be selected.

It is recommended to sort the reagents of reaction (master) mix by volume per reaction, starting with highest
volume to ensure proper pipetting for final reaction mix. Use “Sort” button to automatically sort reagents

Target according to volume per reaction.
Seq. MName Volume / reaction [ul]
1 [ Reaction mix v 9 @
2 | primer mix v ” 9[x]

IE‘ v | Sort - Calculated reaction mix volume/reaction: 18 pl Add Input:_

Add new mix dialog - Input

For a ready-made mix (i.e., a user prepared mix), the input liquid is already defined from the liquid dialog
definition. Enter the volume per reaction in ul into the Volume/reaction field in the table. Left-click the field
and then enter the value. Initially, the field is highlighted in yellow to indicate that input is required.

For a system prepared mix, i.e., a mix that will be created by the QIAgility, define the composition of the
mix:

1. Click the Add input button below the table. A new row is added to the table. Initially, the fields are
highlighted in yellow to indicate that input is required.

2. Inthe Name field of the table, select the input liquid. The menu lists intermediate mixes and all liquids
that are of liquid type Reagent or Diluent/Water. If a required liquid is not listed as expected, check
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if the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Define the volume per reaction for the input liquid. Left-click the Volume/reaction field and then enter
the value. The total volume per reaction of the mix is displayed below the table. It summarizes the
volumes per reaction of the listed reagents. For not integer volumes, use a point as a decimal
delimiter.

Repeat steps 1-3, until all components of the mix are listed.

It is recommended to sort the reagents of the mix by volume per reaction, starting with the highest
volume, fo ensure proper pipetting for the final reaction mix. Later, during the run, the QlAgility will
pipette the reagents into the tube where the mix is created in the order listed in the table.

Click the Sort button below the table, to automatically sort the list by volume per reaction, starting with
the highest volume.

Alternatively, use the buttons below the table to sort the reagents individually. Left-click the row
of the reagent to be moved. Click on the up and down arrows to move the currently selected reagent

up or down.

Proceed with step 5 in Mixes step.

7.2.8.2.3 Add new mix dialog target

The Target screen of the Add/Edit mix dialog is optional. It is available for final reaction (master) mixes to
define all assay targets and allow easy transfer of defined targets to respective PCR cycling software. If
defined, targets are used in later steps for control, standard and sample definition. The information will also
be part of the report and the output file, which can be saved after the run to be used for importto a
downstream instrument, e.g. a PCR cycler.
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Add new mix

General

Define all assay targets to allow easy transfer of defined targets to respective PCR cycling software. I
Input defined, targets are used in later steps for control, standard and sample definition.

Target type: Test: Amplicon of interest (e.g., HIV); Reference: Amplicon used for data normalization (e.g.,
house-keeping gene used for delta Ct calculations); I1C: Internal control sequence to monitor assay
performance (e.g., inhibition of sample purification efficiency) — consider kit manual for assay-specific
Target > details
Reporter: Enter fluorescence dye name (e.g., FAM) per target.

Quencher: If applicable, enter guencher name (e.g.. TAMRA) per target.
Ensure correct notation (case sensitive) of reporter and quencher as reguired by the PCR cycling
software.

Target definition, optional (List the individual targets of the mix here.)

Target name Target type Reporter Quencher
Human ’ [Test |v| [ Fam v | [ None v | IE
Male ‘[Tes1 v| [ cys v | [ None v]@

b

IC

IC v || vic v]@

[ Addtarget |

Add new mix dialog - Target

If you do not need target information in the report or for the next instrument, proceed with step 6 in Mixes
step.

To define targets:

1. Click the Add target button in the dialog. A new row will be displayed in the table.

2. Click into the Target name field and enter the name of the target. The name must be unique. It must
be different to defined liquids, mixes, standards and controls.

3. Click on the menu in the Target type column and select a target type:
Target type

Test v

Test
Reference
IC

Target type Description
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Test Amplicon of interest (e.g., HIV)

Reference Amplicon used for data normalization (e.g., house-keeping gene used for delta
CT calculations)

IC Internal control sequence to monitor assay performance (e.g., inhibition of
sample purification efficiency) — consider kit manual for assay specific details)

4. Optional step: Click on the menu in the Reporter column and select an appropriate reporter dye for
the target.

Note: To use the QlAgility Wizard in the Q-Rex software for the Rotor-Gene Q, check the flourophore
mapping in the Q-Rex software.

Reporter
| ]|
SYBR Green 1
SYBR Green |
Cys
Crnmson
ROX
SYBR
Green Yellow Orange
FAM JOE ROX
SYBRGREENT1 VIC CALFLUORRED610
SYBRGREEN!I HEX CY35
FLUORESCEIN TET TEXASRED
ALEXAFLUOR488 MAX ALEXAFLUOR568
CALFLUOR
GOLD540
YAKIMAYELLOW
Red Blue Crimson
CY5 MARINABLUE QUASAR705
QUASAR670 EDANS ALEXAFLUOR680
ALEXAFLUOR633 BOTHELLBLUE LIGHTCYCLERRED705
LIGHTCYCLERRED640 ALEXAFLUOR350
AMCAX

QlAgility User Manual 02/2022

7-373



Use this option for automated selection of the appropriate acquisition channel (fluorescence dye name,
e.g., FAM) for your target in your cycler instrument software. Refer to the instructions for use for your cycler
for more information regarding supported reporter dyes. After the run has been completed, save the output
file and import the generated cycler file into your cycler instrument software.

Alternatively, the reporter can be left blank. In this case, the acquisition channel has to be selected manually
in the cycler's instrument software.

Previously used reporters are listed in an editable menu. If the reporter you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the reporter as required
by the PCR cycling software, e.g. in case of FAMTM, enter FAM, not FAM TM; when using SYBR Green | and
RGQ PCR cycler with Q-Rex software, enter SYBR Green 1. The last entered reporters will be available for
selection for future experiments. For more details about editable menus, refer to the section Entering data.

Note: Initially, the menu is empty.

5. Optional step: If applicable, click on the menu in the Quencher column and select an appropriate
quencher for the target.

Use this option for automated selection of the appropriate quencher for your target in your cycler instrument

software. Refer to the instructions for use for your cycler for more information regarding supported

guenchers. After the run has been completed, save the output file and import the generated cycler file into

your cycler instrument software.

Alternatively, the quencher can be left blank, if it is not required for the assay.

Note: The quenchers are listed in an editable menu. If the quencher you need is not listed, or if the list is
empty, you can type it info the menu field. Ensure correct notation (case sensitive) of the quencher as
required by the PCR cycling software. The last entered quenchers will be available for selection for future
experiments. For more details about editable menus, refer to the section Entering data.

6. Repeat the steps above until all individual targets of the mix have been defined.

7. Proceed with step 6 in Mixes step.

7.2.8.3 Controls/Standards step

This optional step is used to define controls and standard series. If you do not intend to use controls or
standards for the run, proceed by clicking Next.

The screen contains two tables: Controls and Standard series. Both tables have an Actions column with
interactive buttons to manage the controls and standard series.

Note: When distributing defined controls (NTC and NC) and standards to the output labware during the
run, the QlAgility will transfer the same volume as defined for samples/template in the later Samples
Labware step.

QlAgility User Manual 02/2022 7374



Adding a control or standard series
1. Click on Add control or Add standard series.

2. The Add control or Add standard series dialog will open. For details, refer to Add control or Add
standard series, respectively.

3. The control will be added to the Controls table, and the standard series will be added to the
Standard series table.

4. Repeat steps 1-3 until all controls and standard series have been defined.

Finally, click Next to proceed.

00000 H
[ 111 1] =
QIAGEN Home i Servic Configuration Instrument
E *PCR -experim... [
Liquids. Define controls and standards
Controls
Mixes Seq.  Name Reaction mix Target Target type Control type Actions
LE Master Mix NTC (1] []
Controls | Standards >
Samples / Labware
" Output e oxter [ ] [V [ Fodconio |
Dilufion Standard series
Seq.  Name Reaction mix Target Target type Tube type Actions
1-3 | Standard 1 Master Mix Any available
Worktable @ |Z|
48 Standard 2 Master Mix Any available @ E
Run
Output labware order | A | | Add standard serics
R ——— el oo

admin admin = B

Controls / Standards step

The buttons in the Actions column of the Controls table and the Standard series table have the following
functions:
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Button Action Description

To edit a control or The Edit control or Edit standard series dialog will open,
standard series displaying the values that have been entered in the Add control or
Add standard series dialog.
El To duplicate a control The Duplicate control or Duplicate standard series dialog will
or standard series open, displaying the values that have been entered for the original

control or standard series. The control or standard series names will
initially display as a copy of the control or standard series.

IE' To delete a control or Deletes the row in the Controls or Standard series table.
standard series

Changing the order of the output labware

You can change the order of the controls and standard series using the up and down arrows below each
table.

Output labware order

Click on the up and down arrows to move the currently selected control or standard series up or down.

7.2.8.3.1 Add control

In the Add control dialog a new control can be defined. If you would like to change the values for an
existing control at a later timepoint, the Edit control dialog will open. Both dialogs show the values of a
control.
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Reaction mix

[ @ oFCR Master Mix v]

Control type

| NTC v |
Target

Add control dialog

1.  Enfer a control name in the Control name field. The name must be unique (not similar to the name
entered in the liquid screen). The name is used to refer o the control in later steps of the experiment
setup, e.g. in the Assignment step, and in the loading instructions of the Worktable step.
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2. Select the input liquid from the Liquid menu. The menu lists all liquids that have been defined with
liquid type Pos./neg. control or Diluent/Water. If a required liquid is not listed as expected, check if
the liquid has already been defined in the Liquid step and if the correct liquid type has been selected.

3. Select the reaction mix from the Reaction mix menu. The menu lists all mixes that have been defined
with options as Final reaction mix (ready-made), Final reaction mix (system prepared), Final
reaction mix in output (ready-made) or Final reaction mix in output.

4. Select the control type using the drop-down menu in the Control type column:

Control type
Select control type. . L
Select control type. ..
PC
MC
MTC
Option Description
PC Is a positive control for the intended assay.
NTC Is a non-template control for the intended assay.
NC Is a negative control for the intended assay.

During run, the QIAgility will pipet the selected liquid to the output labware considering defined
replicates and the sample volume which will be defined in the Samples/Labware step.

5. If targets have been defined for the selected reaction mix, the software lists all defined targets in a
table below. Tick the box next to a target name if the target is valid for the control. Tick the box in the
table header if you want to select all targets.

Note: If you intend to save an output file after run for import info a cycler software, e.g. Rotor-Gene©
Q PCR cycler with Q-Rex software, always select all targets.

6. Ifthe PC control type has been chosen, you can specify a custom volume for the control. Tick the Use
specific volume box, type in a value in the Volume field, and select a diluent from the Diluent (used
to fill up to sample volume) drop-down menu.
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@ Add control

Control

|PC

Liguid

| water

Reaction mix

| @ aPCR Master Mix

Control type
P v
Target
[¥] Use specific volume
Volume Diluent {used to fill up to sample volume)

1ul | Diluent

')

_ s

Specifying control volume

7. Click OK to confirm and close the Add control dialog.

8. The control will be added to the Controls table.

7.2.832 Add standard series

In the Add standard series dialog a new standard series can be defined. If you would like to change the
values for an existing standard series at a later timepoint, the Edit standard series dialog will open. Both

dialogs show the values of a standard series. Define the basic properties of the standard series in the

General screen.
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Add standard series

Standard series name Tube type
Dilution Steps | Standard 161 | | Any available v
| Reaction mix [[] Use custom minimal volume for standard series.
E‘ @ 9FCR Master Mix [[] Use advanced pipetting parameters.

[ Use ready-made standard series

Standard stock liquid Diluent

| Standard 161 v | | Dient v

Target and stock concentration

Target Stock conc. Concentration unit

[ n'a v ?‘ [{:opies.l’pl 'r] IE'

Define Std. stock

Add standard series dialog - General

1. Entfer a name for the series in the Standard series name field.
2. Select labware from the Tube type drop-down menu.

3. Select a reaction (master) mix, or multiple mixes, from the Reaction mix table by ticking the box next to
the relevant mix.

4. Check the Use custom minimal volume for standard series option, if you intend to define a
minimal volume value for the standard series. Enter the volume in the Minimal volume per standard
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dilution field.

[#] Use custom minimal volume for standard series.

Minimal volume per standard dilution

5. Check the Use advanced pipetting parameters option, if you would like to define the number of mix
repetitions for preparing standards and distributing standards to the output plate. Enter the relevant
values in the Mix repetitions for preparing standards and Mix repetitions for distributing
standards to output plate fields.

Use advanced pipetting parameters.
Mix repetitions for preparing standards

1

Mix repetitions for distributing standards to output plate.

1

6. Check the option Use ready-made standard series, if standards for a user prepared standard series
have been defined in the Liquids step.

Uncheck the option if you plan to load one tube containing the standard stock and would like for the
QIAgility to automatically create the dilutions for the standard series during the run.

7. [If the option Use ready-made standard series has not been checked, select the appropriate liquid
from the Standard stock liquid menu. The menu lists all liquids that have been defined with liquid
type Standard. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

8. If the option Use ready-made standard series has not been checked, select the appropriate diluent
from the Diluent menu. The menu lists all liquids that have been defined with liquid type
Diluent/Water. If a required liquid is not listed as expected, check if the liquid has already been
defined in the Liquid step and if the correct liquid type has been selected.

9. Optional step. Define the stock concentration, if you intend to define the standards of the series with
their concentration. Otherwise, the standards of the series can be defined by dilution ratio, only.

If targets have been defined for the selected reaction mix, stock concentrations can be entered
individually per target. This information will then also be part of the report and the output file, which
can be saved after the run. If you intend to use the output file for import to a downstream instrument,
e.g. a PCR cycler, define the concentrations for all available targets. For targets with no stock
concentration, enter concentration value 0.
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Target and stock concentration

Target Stock conc. Concentration unit
Rl
[ Human v ] 20 [ ngul 'l'] IE
Rl
[ Select target... ¥ J [ Select a concentration T] IE
1 Select target...
Human
Male
I

Define Std. stock

Defining stock concentration per target.

If no targets have been defined for the mix, a common stock concentration can be defined, only.

Target and stock concentration
Target Stock conc. Concentration unit

nia L EIIJ-|‘ [ Select a concentration ¥ ] IE

Define Std. stock

Defining common stock, if no targets have been defined for the mix.

Click the Define Std. stock button to add a stock concentration. A new row is displayed in the Targets

table:

Column Description

Target Click the menu in the Targets field to select the appropriate target. If fargets
have been defined for the reaction mix, the menu lists all available targets.
Otherwise, N/A is selected.

Stock conc. Stock concentration.
This column is available only if the option Use ready-made standard
series has not been checked.
Enter the concentration that is present in the stock liquid for the target.

Concentration unit Click the menu in the Concentration unit field to select the concentration

unit for the target. This unit is used in the report and the output file, which
can be saved after run.
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10. Inthe dialog click Next to proceed to the Dilution steps screen.

7.2.833 Add standard series - dilutions

Use the Dilution steps screen to define the dilution steps and dilution ratio for the serial dilution series. The
dilution steps are displayed in a table.

"

Add standard series

Define dilution sieps and dilution ratio for serial dilution series. In “Dilution ratio” column, the total dilution ratio
based on the standard stock is displayed, but QlAgility will prepare a serial dilution series.
L A dilution ratio of 1-1 means “no dilution”.
Dilution Steps >
Dilution steps
[l Use Standard series stock as first standard
Dilution ratio between two standards (optional)
14| [ update dilution ratios |
Seq. | Name of standard Dilution ratio A
hl hl
1 Control DNA 1:1
2 Standard Series 1 1:4
Al hl
3 Standard Series 2 1:16
hl hl
4 Standard Series 3 1:64
" hl
5 Standard Series 4 1:256
A v
R CHandard Cariae © 4 - 4074
4SS »
4 Back Fimish Cancel

Add standard series dialog - Dilution steps
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1. Select the number of dilution steps from the Dilution steps menu.
Dilution steps

(5]

LT e Gl fod wi

The number of rows in the table is dynamically correlated with the number of dilution steps you select in
this step.

Note: The number of dilution steps are listed in an editable menu. If the number you need is not listed,

you can type it info the menu field. For more details about editable menus, refer to the section Entering
data.

2.  If the option Use ready-made standard series has not been checked in the previous General
screen, the additional option Use Standard series stock as first standard is available. Check the
option in order to use the actual stock as the first standard. An additional row is automatically added
to the table, showing a dilution ratio of 1:1 (meaning "no dilution"). During the run the QlAgility will
directly use the stock as template for the reaction points of this standard.

Dilution steps

Lise Standard series stock as first standard

Dilution ratio between two standards (optional)

Update dilution ratios

| 5

Seq. Name of standard Dilution ratio

2 Standard Series 1

Option "Use standard series stock as first standard" selected.
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3. For each dilution step, if the option Use ready-made standard series has been checked in the
previous General screen, select the appropriate liquid from the corresponding menu in the Name of
standard cell.

Seq. MName of standard 1
-
1 || Gontrol DNA v |
2 || standard v |
3 [[ Select standard liquid... | 7 J
Select standard liquid...
4 Control DNA
Standard1 |
L Standard?
Standard3
6 Standard4 =
Standards
Standardd

Selecting the appropriate liquid for each standard for a user prepared standard series.

If the option Use ready-made standard series has not been checked in the previous General
screen, optionally, enter a meaningful name into the Name of standard cell. This is especially
important if you plan to define more than one standard series. The name must be unique. The name is
used to refer to the standard in later steps of the experiment setup, e.g., in the Assignment step, and in
the loading instructions of the Worktable step.

4. If an equal dilution ratio will be used throughout the standard series, define the dilution ratio in the
Dilution ratio field above the dilution steps and then click Update dilution ratios to apply it to the
series.

Dilution ratio between two standards (optional) Dilution ratio

1 Update dilution ratios 1]

Dilution ratio between two standards (optional)

14 Update dilution ratios
Seq. Name of standard Dilution ratio A
- L
- Al
2 Standard Series 1
hJ A
3 Standard Series 2

Entering the dilution ratio, e.g. 1:4
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Dilution ratio between two standards (optional)

1:4 [ Update dilution ratios ]
Seq. MName of standard
]
-
2 Standard Series 1 1:
-
3 Standard Series 2 1:

After button "Update dilution ratios" has been clicked.

Dilution ratio

Alternatively, for each dilution step, enter either a dilution ratio or a concentration for the respective

standard. The other value will be calculated automatically by the software.

Dilution ratio between two standards (optional)
Update dilution ratios

Name of standard Dilution ratic Concentration i... |1 4
Human -
~ hl
? ]
d Series 1 1:4 =
~ hl
d Series 2
N -
d Series 3 i
~ hl
d Series 4
h E——
e | Enter Concentr
‘ € L T

Entering dilution ratio for second dilution step.

In the Dilution ratio column the total dilution ratio based on the standard stock is displayed. However
— if the option Use ready-made standard series has not been checked — during the run the QlAgility
will prepare a standard dilution series using the previous standard to create the subsequent standard.

If several targets have been defined in the previous General screen, concentrations are listed
individually per target. If you enter one of the concentrations or the dilution ratio for a standard, all

other values will be calculated automatically by the software.
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Concentrationi... | Concentrationi...
Human Male
Al -
125 076375
Al hl
0.3125 01921875

bl |

0.078125 0.045046875

Rl -
0.01933125| 0.01201171875

a "
0.0043528125 | 0.0030029296872

lame of standard Dilution ratio

-

1:16
-

1:64
Rl

1:256
-

1:1024
hl

1: 4098

. | [

> b

Concentrations listed individually per target

Note: Concentration values for dilution steps are available only if stock concentration has been

defined in the previous General screen.

ik

=

[

Note: This step is optional if the option Use ready-made standard series has been checked and no
stock concentration has been defined in the previous General screen. If defined, this information will

be part of the report and the output file, which can be saved after the run to be used for importto a

downstream instrument, e.g., a PCR cycler.

In the dialog, click Finish to complete the definition of the standard series and to close the dialog.

Proceed with step 3 in Controls/Standards step.

7.2.84 Samples/Labware step

Use the Labware Selection screen to select the labware for sample input and run output and to define the
sample information (sample ID, concentration, description). Enter the sample IDs manually using the

Sample editor or add the sample information by importing it from a sample input file. The QlAgility Setup

Manager Software supports up to three input labwares.

The screen is split into two similar panels: define the input labware on the left side, and define the output

labware on the right side. Define the sample pipetting below the input labware panel.
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)

Instrument

Controls / Standards

Samples / Labware >

Define samples and labware

Input labware

-

Output labware

@ Samples will be provided on one single plate or adapter
O Samples will be provided on multiple plates or adapters (up to 2)

@ Use a new input |labware and enter sample names
O Load sample input from file

Load sample input from file W Scan barcode

@ Distribute assay points to single plate or adapter
O Distribute assay points to multiple plates or adapters (up to 2)

@ Use a new output labware
O Reuse a partially used output labware by loading an import file

Select file Ml Scan barcode

Assignment
Labware Output labware type
[ QIAGEN Elution Microtubes CL v [ Eppendorf twin.tec PCR Plate 96 semi-skirted / 96-Well Plate ¥
Dilution [] Samples are covered with top-elute [[]Use cooling block ] Output labware is pre-filled with reagents
S Labware identifier Labware identifier
SR Inputi_20190830_081354 Print barcode Output1_20190830_081414 Print barcode ...
[ Auto-generate sample IDs for all samples D Output Converter
Run
m Import data from CSV file... Select
Sample Pipetting
Sample velume Liquid class [ Use custom pipstting parameters
8 p Sampie to output v Edit parameters ...
R ——— el oo

Samples / Labware step

Proceed as follows:

1.

Select the input labware and define the samples.

admin admin

If the samples will be on a single plate or adapter, check the option Samples will be provided on
one single plate or adapter on the left side of the screen and follow the steps in Define input
labware.

+1

If the samples will be on several plates or adapters, check the option Samples will be provided on
multiple plates or adapters and follow the steps in Defining up to two input labware.

Select the output labware.

If the output will be on a single plate or adapter, select the Distribute assay points to single plate or
adapter option, and follow the steps in Define output labware.

If the output will be on several plates or adapters, select the Distribute assay points to multiple
plates or adapters option, and follow the steps inDefine up to two output labware.

Enter the sample volume for the run into the Sample volume field in the Sample pipetting panel. The

value must be specified in ul.
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Sample Pipetting

Sample volume Liguid class D Use custom pipetting parameters

& B [ Sample to output ¥ ] Edit parameters ...

4. The liquid class used for sample transfer is predefined by default.
If required, change the liquid class to be used for sample transfer by clicking the Liquid class drop-
down menu. It defines the pipetting and tip handling for distribution of samples from the input labware
to the output labware.

5. To define sample dilutions, click the Define dilutions button. The Define/Edit sample dilution
series dialog will open. For details, refer to Define sample dilution series.

6. Optional: If required, use custom pipetting parameters for samples. If you tick the box, the Edit
parameters button becomes active. If you click the button, the Define advanced pipetting
parameters dialog opens, providing parameters for extra sample volume and mixing repetitions. For
a detailed description refer to Advanced sample pipetting.

7. Note: Extra volumes are set conservatively. Therefore, in most cases displayed loading volume is
sufficient. Change the parameters only if you face any liquid level detection issues.

8. Click Next to proceed.
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7.2.8.4.1 Define/Edit sample dilution series dialog

The Define/Edit sample dilution series dialog is used for defining and editing dilution steps and the
dilution ratio for serial dilution series.

@ Define / Edit sample dilution series

Define dilution steps and dilution ratio for serial dilution series. In
“Dilution ratio” column, the fotal dilution ratio based on the sample is
digplayed, but Qlagility will prepare a senal dilution series.

A dilution rafic of 1:1 means “no dilution”.

Diluent
[ Water L J ]

Dilution steps
[] Inclede non diluted samples to PCR =etup

Dilution ratio between two dilutions (optional)

1:2 | Update dilution ratios
Seq. Dilution ratio
1 [1:2 A
2 [1:4 )

1. Select a diluent from the Diluent drop-down menu.

2. Select the number of dilution steps from the Dilution steps drop-down list.
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Dilution steps
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Note: The Dilution steps menu is an editable menu. If you want to work with more than 10 steps, just
type the number into the field. For details about editable menus, refer to Entering data.

3. To include non-diluted samples in the setup, tick the box next to Include non diluted samples to PCR
setup.

4. To specify the dilution ratio, type in a ratio in the Dilution ratio between two dilutions (optional)
field and click the Update dilution ratios button, or type in a ratio for each sequence in the Dilution
ratio column.

5. Click OK and proceed with step 6 in_Samples/Labware step.

7.2.8.4.2 Define input labware

If the option Samples will be provided on one single plate or adapter has been selected, define the
input labware according to the following steps:

1. If you would like to enter sample names manually, or, if you would like to auto-generate sample
names, select Use a new input labware and enter sample names and proceed to step 2.

If you would like to load a sample input file in csv format, select Use a new input labware and enter
sample names and proceed to step 2.

@ Use a new input labware and enter sample names
(:} Load sample input from file

If you would like to load a sample input file in a QIAGEN specific xml file format (QDEF), select Load
sample input from file and proceed to step 11.

If you would like to load a sample input file in txt format, select Load sample input from file and
proceed to step 11.

2.  Click on the Labware drop-down menu on the left side of the screen.

3. All previously selected labware types will be listed. The Choose other labware option will be listed
last.

Labware

| 1.5 ml tapered tube (QIAGEN) / 32 x 1.5 ml Flip-Cap Tapers; ¥ |

1.5 ml tapered tube (QHAGEM) / 32 x 1.5 ml Flip-Cap Tapered-Base Tubes
Choose other labware...
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4. Select your input labware from the drop-down list. If it is not listed, click Choose other labware to
open the Labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplale RE
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

5. Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

6. If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

7. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.
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10.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Define the sample names. Check the option Auto-generate sample IDs for all samples if you want
the software to automatically generate sample names for all positions on the labware. Alternatively,
click the Define samples button o enter the sample names manually. It is also possible to edit the
automatically generated sample names. For details about the sample editor refer to Edit samples.

[] Auto-generate sample 1Ds for all samples

M |  Import data from CSV file.. |

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: It is also possible to define sample names first and then to import concentration values only from
a csv file. In this case, define the sample names first, as described above, and then click Import data

from CSV file.

Proceed with step 2 in Samples/Labware step.

To define samples by using a sample input file in QIAGEN specific xml (QDEF) format, follow these steps:

11.

12.

13.

If the option Load sample input from file has been checked, the Load sample input from file and
Scan barcode buttons will be enabled.

(0) Use a new input labware and enter sample names

.@) Load sample input from file

[ Load sample input from file... ] [ NNl Scan barcode ]

Note: Files in txt format must adhere to the syntax described in File dialog.

Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample information file also contains the labware type, it will automatically be selected in the
Labware drop-down menu. In this case, the software will automatically display the sample editor.
Proceed to step 16.

Note: This is only possible for files in QDEF format.
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Note: If the Labware selection is yellow, you are required to mark the labware or an appropriate
adapter as available in the Labware manager.

14. If the sample information file does not contain the labware type, select the labware manually from the
Labware drop-down menu. If it is not listed, click Choose other labware to open the Labware
browser.

® Labware browser

Filter options Labware
Select the item that most closely matches the labware fo be used

Category QIAGEN 96 Well Microplate RE

Catalog number
v
( standard 96 el QIAGEN Elution Microtubes RS 19585

[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume -

40 pl

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

15. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

16. Optional step: Edit the sample information. If the sample editor did not open automatically, click
Define samples to open it. Click OK to confirm the sample information and fo close the sample
editor.

For details about the sample editor, refer to Edit samples.
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17.

18.

19.

20.

If your samples are covered with TopElute Fluid (to prevent samples from evaporation), indicate this
using the corresponding check box. The QIAgility will pipet the samples accordingly.

Note: Whenever you select another labware, this option will become unchecked again.

Optional step: If you would like to use the cooling block for the input labware, check the option Use
cooling block next to Labware.

Note: Whenever you select another labware, this option will become unchecked again. If the newly
selected labware cannot be used with the cooling block, the option will be disabled.

Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

Proceed with step 2 in Samples/Labware step.
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7.2.8.4.3 Edit samples

To define samples manually:

1.  The Sample editor will be opened for the input labware indicated in the Labware identifier menu at
the top.

2.  If the samples have not yet been defined, for example, using the option Auto-generate sample IDs
for all samples, the Sample ID fields and the Labware identifier will be colored yellow to indicate
that this information is required.

@ Sample editor

Select an input labware identifier to enter, edit or view the samples provided on that labware

Labware identifier

| Input1_20161205_101257 v
Pos. | Sample D Conc. [ngipl] Description A
a1 ) ) '
3 T
A2
3 T
A3
3 3
Ad
3 S
A5
AB ) 3
AT ) 3
3 T
AB
3 T
B1
3 T
B2
3 3
B3
B4 L
BS
3 3
B6
B7 ) 3
B8 ) 3
c1 ) 3
3 T
c2
3 3
c3
ca b i v
[N > |

Note: If you are using more than one input plate, at least one sample must be defined on each plate.

3. Enter each sample ID and optionally, enter the concentration and sample description.

Alternatively, you can automatically generate sample IDs using the context menu. Select the relevant
cells in column Sample ID. Press and hold the SHIFT key and left-click to select multiple adjacent cells,
or press and hold the CTRL key and left-click to select multiple non-adjacent cells. Then right-click in
one of the selected cells to open the context menu and click on Auto-generate sample names. In
order to use a common prefix for all generated sample IDs you can enter the prefix in the first cell for
which you intend to generate sample IDs before selecting cells. Then right-click to open the context
menu and click on Auto-generate sample names.
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Copy Cirl+C

Paste Cirl+\

Auto-generate sample names

Note: For more details how to enter information into a table refer to the section Entering data.

Note: If you return later to the sample editor, samples that have already been assigned in the
Assignment step cannot be edited anymore. To edit those samples, remove their assignments first.

4. If you are using multiple input labware, select the next labware identifier from the Labware identifier
menu at the top, and then repeat steps 3 and 4.

5. If samples are defined for each defined labware, the Labware identifier field will no longer be
colored yellow, and the OK button will be enabled. If the Labware identifier field is yellow, that
means that samples have not been defined for at least one labware. Go back to step 4 and define at
least one sample for all labware.

6. Click OK to close the Sample editor.
7.2.8.4.4 Define up to two input labware

If the option Samples will be provided on multiple plates or adapters (up to 2) has been selected, you
can define up to two input labware types.

All defined input labware will be listed in the Sample input labware table. Initially, the table is empty.

Sample input labware
Seq Labware type Labware identifier

1 | QIAGEN Elution Microtube.. | Input1_20180430_172704 @ E
2 | QIAGEN Elution Microtube_. | Input2_20180430_172723 @

(~ToadSampienpdt from i WIS AT Rl Addnew. |

Define samples .. ] [ Import data from CSV file_..

Defining multiple input labware.

1. If you would like to enter sample names manually or if you would like to auto-generate sample names,
select Add new and proceed to step 3.

If you would like to load a sample input file in csv format, select Add new and proceed to step 3.

If you would like to load a sample input file in QIAGEN specific xml file format (QDEF), proceed to
step 2.
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U

7.

If you would like to load a sample input file in txt format, proceed to step 2.

Note: Files in txt format must adhere to the syntax described in File dialog.

Click the Load sample input from file button and select the desired sample file. For details, refer to
File dialog. Click Open to close the file dialog. The software will load the sample information from the
selected sample file.

Alternatively, if you would like to load the sample information based on the barcode on the labware,
click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

The software will load the sample information from the sample file.

If the sample file does not contain the labware type, the Add new input labware dialog opens. In this
case, proceed with step 3. Otherwise, proceed with step 4.

The Add new input labware dialog opens. Follow the steps in Add input labware dialog.

The new labware will be listed in the Sample input labware table.
Repeat steps 1-4 until all input labware has been defined.

Define the sample names. The Define samples button will be colored yellow to indicate that this
information is required.

Click the Define samples button to enter sample names manually. It is also possible to edit the
automatically generated sample names. For details, refer to Editing sample names.

Alternatively, to load sample data from a file in csv format, click Import data from CSV file. The
Import data dialog opens. Follow the steps in Import data dialog.

Note: This step is optional if the sample names were already loaded from a file or automatically
generated.

Proceed with step 2 in Samples/Labware step.

The buttons in the right column of the Sample input labware table have the following functions:

Button Action Description

=]

%]

To edit an input labware The Edit input labware dialog will open, displaying the values that
have been entered in the Add input labware dialog.

To duplicate an input The Duplicate input labware dialog will open, displaying the

labware values that have been entered for the original input labware. The
input labware identifier will initially display as a copy of the input
labware.

To delete an input Deletes the row in the Sample input labware table.

labware
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7.2.8.4.5 Define output labware

If the Distribute assay points to single plate or adapter option has been selected, define the output
labware by following the steps below.

1. You can either Use a new output labware or Reuse a partially used output labware by loading
an import file. The option Use a new output labware will be selected by default and can be used
for most runs.

(8) Use a new ouiput labware
(:) Reuse a partially used output labware by loading an impaort file

In some cases, the sample input is limited, and one setup run is not sufficient to completely fill the
output labware. In these situations, you can perform more than one run to completely fill the output
labware. When doing this, the output file needs to be saved after the first run. Then, the output file from
the first run can be loaded and used as a starting point for the second run. All used positions from
previous runs will be blocked for usage in this run. Later in Assignment step, new samples will be
added without gap. After the second run, the information from both runs can be saved in the output
file. To set up the second run properly, you must indicate that you are reusing a partially used output
labware by loading an import file and also load the respective output file from the first run. In this case,
select the option Reuse a partially used output labware by loading an import file and proceed to
step 9.

2.  Select the output labware from the Output labware type menu on the right. Click Choose other
labware to open the Labware browser.
Cutput labware type
[ Select output labware type... L ]

Select output labware type. .. -
Choose other labware. .
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® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB
[ Standard 95 Well v Catalog number

QIAGEN Elution Microiubes RS 19585
[#] Shows available labvware only QIAGEN S-Block 96 Well Name g
QIAGEN 5-Block 96 Well
[] Advanced options ¥
Dead Volume ’

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

Note: If the selection is yellow, you are required to mark the labware or an appropriate adapter as
available in the Labware manager.

3. Optional: If you would like to use the cooling block for the output labware, check the option Use
cooling block next to the Output labware type.

4. If the output labware is already pre-filled with liquid or dried reagents, indicate this by selecting the
option Output labware is pre-filled with reagents. During the run, the QlAgility will consider this
information and, e.g., not reuse fips.

5. Optional: If you would like to change the labware identifier that was automatically generated by the
software, you can edit it in the Labware identifier field. This identifier will be used in the report and in
the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

6. Optional: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.
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7. Optional: If the output file is going to be saved after the run for import to a downstream instrument,
e.g., a PCR cycler, and the downstream instrument expects the file in a certain format, check the box
next to Output converter to select a converter from the drop-down menu. The menu lists all
converters that are currently available in the directory for converters as specified in the User settings. If
no converter is available, None is the only entry in the list.

[l Dutput Converter

| Select.. v |

Select...
ABIT500_CwantiplexHyres xsht
ABITS00_SDS_wi_4 xsh
ABITS00_SDS w23 _HID_w1.2 xsh
CE Loading (AL).xslt
ConveriToCsv xsit
RGQO-SW_QREX xsht

Later, when saving the output file after the run, depending on the selected converter, the software also
creates a file in the format that is defined by the converter. Contact QIAGEN Technical Services if you
need another file format.

8. Proceed with Step 3 of the Samples/Labware step.

Alternatively, load a labware file for the output labware:

Note: It is required that you have saved the output file after the previous run of the output labware. If you
have not yet saved the file, open the corresponding experiment in parallel, navigate to the Run step and
click Save output file.

9. The Select file and Scan barcode buttons will be enabled if the Load existing output from file
option has been selected.

() Use an empty output labware
() Load existing output from file

L [l Scanbarcode .. |

10. Click the Select file button and select the desired labware file. For details, refer to File dialog.

Alternatively, click the Scan barcode button. In the Scan labware barcode dialog, scan the barcode
and confirm by clicking OK. For details, refer to Scan labware barcode dialog.

Using the information from the loaded file, the software will automatically select the output labware
type. In addition, the positions that were used with this labware for a previous run will be blocked.

Note: If the Output labware type selection is yellow, you are required to mark the labware or an
appropriate adapter as available in the Labware manager.

11. Proceed to step 3.
72846 Define up to two output labware

If the option Distribute assay points to multiple plates or adapters (up to 2) has been selected, you can
define up to two output labware types.

All defined output labware will be listed in the Output labware table. Initially, the table is empty.
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Output labware

{:} Distnbute assay points to single plate or adapter
(E} Distribute assay points to mulliple plates or adapters (up to 2)

Dutput labware
Seq Labware type Labware identifier 1*-"'-} i

1 |Eppendorf twin tec PCR P | Qutput1_20190730_102... | v

> B

E
%]

2 | QIAGEN S-Block 96 Well Cutput2_20190730_102...

Load output labware from file... Il Scan barcode Add new

Defining multiple output labware

1. I you would like to add output labware manually, click the Add new button and proceed to step 4.
If you would like to load an output labware file, proceed to step 2.

If you would like to provide output labware information by scanning a barcode, proceed to step 3.

2. Click the Load output labware from file button and select the desired file. For details, refer to File
dialog. Click Open to close the file dialog. The software will load the output information from the
selected file.

If the file does not contain the labware type, the Add new output labware dialog opens. In this case,
proceed to step 4. Otherwise, proceed to step 5.

3. Click the Scan barcode button. The Scan labware barcode dialog opens. Scan the labware barcode
and click OK to confirm. For details, refer to Scan labware barcode dialog.

4. The Add new output labware dialog opens. Follow the steps in Add output labware dialog.

The new labware will be listed in the Output labware table.

If the labware is to be used with the cooling block, the box in the # column will be ticked. If the

labware is pre-filled with reagents, the box in the & column will be ficked. To change these settings,
edit the labware.

6. Repeat steps 1-5 until all labware has been defined.

Proceed with step 3 of the Samples/Labware step.

The buttons in the far right column of the Output labware table have the following functions:
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Butto Action Description

I

The Edit output labware dialog will open, displaying the values that
were entered in the Add output labware dialog.

Edit the output labware

The Duplicate output labware dialog will open, displaying the
values that have been entered for the original output labware. The
output labware identifier will initially display as a copy of the input
labware.

Duplicate the output
labware

Delete the output labware  Deletes the row in the Sample output labware table.

7.2.8.5 Assignment step

The Assignment step screen shows a graphic visualization of the input labware on the left and the output
labware on the right. It is designed to support flexible and intuitive assignment of sample-final reaction
(master) mix combinations to the output labware.

Service  Configuration Instrument
Liquids. Select input positions and reaction mixes. Press "Assign” to assign them to the output labware. Finally, press "Next".
Input labware Output labware
Mixes Inputi_20190830_081354 v l Qutputi_20190830_081414
Input [ renic List ~»  Output [ renie
Controls / Standards
1.2 @ 4 6 & 7T 8 8 W0 # 12 1 2 3 4 5 €& T &8 8§ 10 # 12
Samples / Labware n
r 9000 000000000
) *0000000C
c c O
Dilution
D ]
Worktable E E
F F
Run
G G
H H
Reaction mix Replicates Fipetting pattern Legend 'Y Standard @ Blocked
I @ Master Mix v ] 1 v = Row by Row v @ Control ) Mot Used
@ Sample ) Buffer
Sample sequence
S —
(IR W— el o
admin admin =+
Assignment step
Input
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The Graphic tab of the Input panel on the left side of the screen shows all sample positions on the input
labware that have been selected in the Input labware menu. The meaning of the different symbols is
described below:

Name Description

Sample Position for which a sample ID has been defined (either using the
Sample editor or from a sample file).

Empty position Position for which no sample IDs have been defined. The position
cannot be used for the run.

. Assigned sample The sample has already been selected once for assay setup on
output labware.

Selected sample Currently selected sample.

Note: It is possible to select samples and samples that have been
already assigned at the same time.

. Selected assigned sample  Currently selected, already assigned sample.

Note: It is possible to use the same sample multiple times to create
reaction points on the output labware.

Use the List tab of the input panel to view or edit the sample definition again. You cannot edit sample IDs
that have already been assigned. You can change the sequence of samples for the input labware by
clicking the column header Pos. of the position column. This might be required to guarantee a certain
sample sequence on output labware, because this sequence is used when assigning selected samples to the
output labware.

If the option Samples will be provided on multiple plates or adapters has been selected, you can switch
between the different input labwares using the box above the Graphic and List tabs.

At the bottom of the panel is a menu that lists all final reaction (master) mixes defined in the Mixes step,
along with a Replicates menu, and a Sample sequence drop-down list.

In order to assign a sample for assay setup, select the sample position(s) and then the reaction (master) mix
you would like to assign to the selected sample(s). Then set the number of replicates. When you click the
Assign button, the selected samples and the reaction mix will be assigned to assay points created on the
output labware. Follow the procedure described in Assigning samples with reaction mixes to the output
labware.

Output

The Graphic tab of the Output panel on the right side of the screen shows a graphic visualization of the
output labware. The creation of assay points containing samples, standards, and controls depends on the
assignments you make in this step, and the output side will be updated when you confirm an assignment at
the input side. The assay points are colored with the reaction mixes. Standards and controls are indicated by
an additional small symbol. If you hover with the mouse cursor over an output position, the software
displays the sample ID and the reaction mix for that position.

Assay points can be removed. For details, refer to Removing assay assignments.
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The Sample sequence menu at the bottom of the output panel can be used to set the pipetting pattern to
either row by row or column by column.

It is possible to drag assigned samples, controls and standards within the output labware if a specific layout
is required. Blocked positions cannot be used. If you drag a sample, control or standard to a position that is
already in use, the respective sample/control/standard at that position and all following are automatically
shifted to the next position, depending on the defined pipetting pattern.

Furthermore, it is possible to define blocked positions on the output labware by selecting the position(s) and
then right-click on it.

In order to fill up unused positions on the output labware, e.g., with a buffer for CE loading, select the
positions fo be filled on the output labware and then click Fill selected. In the upcoming dialog select the
liquid and the volume. For a detailed description refer to Fill empty output positions.

Use the List tab of the output panel fo view the assay points that have been created.

Output Graphic List |

Pos.  Sample ID Reaction mix ik
A1 | Liver 1 @ oPCR MasterMix [I
B1 | Liver 9 @ oPCR MasterMix
c1 | Liver 17 @ oPCR MasterMix
01 |Lung 1 @ oPCR MasterMix
E1 Lung 9 . qPCR MasteriMix
F{ Lung 17 . gPCR MasterMix
G4 | Brain 1 @ oPCR MasterMix
H1 Brain 9 . qPCRH Masteriix
A2 | Brain 17 @ oPCR MasterMix
B2 |Liver 2 @ oPCR MasterMix
ca | Liver 10 @ oPCR MasterMix
Dz | Liver 13 @ oPCR MasterMix v

Pipetting pattern Legend g Standard (# Blocked

[ Il Column by Golumn Y ] "9 Contral () Not Usad

& Sample 7 Buffer
Fill selected... Remove assignment

The List tab of the Output panel
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7.2.8.5.1 Assigning samples with reaction mixes to the output labware

Proceed as follows:

1.

From the Input labware menu on the left side of the screen, select an input labware or standards and
controls that were defined in the previous Labware selection step. The software will display its defined
samples below in the Input panel.

From the Reaction mix menu, select the reaction (master) mix you want to assign. The menu lists all
final reaction (master) mixes that have been defined in the Mixes step.

Click on the down arrow of the Replicates drop-down menu to define the number of replicates:

[ T R P I LR
=
-

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

From the Sample sequence drop-down list, select the sequence you want to use. You can choose
from row by row and column by column.

Sample sequence

= FRow by Row v ]

= Row by Row
lll Column by Column E

Note: The sample sequence determines the order of the pipetting of the samples:

e If Row by row is selected, the first sample that is pipetted is the first sample in the first row, followed
by its replicates, regardless of their placement on the output plate. The replicates are pipetted in the
order specified in the Pipetting pattern (see step 7). After the replicates are pipetted, the second
sample in the row and the second sample's replicates are pipetted and so on.

e If Column by column is selected, the first sample that is pipetted is the first sample in the first
column, followed by its replicates, regardless of their placement on the output plate. The replicates
are pipetted in the order specified in the Pipetting pattern (see step 7). After the replicates are
pipetted, the second sample in the column and the second sample's replicates are pipetted and so
on.

From the Input panel, select the sample position for which you would like to assign a reaction
(master) mix. Initially, all previously defined positions are selected.

Note: To select multiple samples, either press SHIFT and left-click with the mouse to select adjacent
positions, CTRL and left-click with the mouse to select multiple, non-adjacent positions. Selecting in a
rectangle is only possible on rectangular plates.

Click Assign.

The software creates assay points on the Output panel on the right side of the screen. The selected
reaction (master) mix is assigned to the selected samples. If you have selected more than one replicate,
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the sample positions are multiplied accordingly. The positioning of the created assay points on the
output side follows the selections made for the Pipetting pattern and the sequence of samples from
the sample sequence.

The samples are also listed in the List tab of the Input labware (in the List tab of the Input panel, you
can change the sequence of samples for the input labware by clicking the column header Pos. of the
position column or using the Sample sequence drop-down menu).

Note: The instrument follows a specified order when pipetting liquids. First, the master mix is pipetted,
followed by the standards and controls, and then the samples.

8. Repeat the steps above until all positions of the output side have been defined for the planned run.

7.2.8.5.2 Removing assay assignments

To clear a position on the output side, follow these steps:

1. Select the desired position on the Output side. Selecting multiple positions is possible by pressing
SHIFT and left-clicking with the mouse to select adjacent positions or CTRL and left-clicking with the
mouse to select multiple, non-adjacent positions.

Note: If you select empty positions along with filled positions, you cannot remove their assignments. It
is only possible to remove assignments from multiple positions if all positions are filled.

2. Click Remove assignment. The assignment will be removed, and the sample position will be cleared
from the output side. Also, if the position was marked as filled with buffer, the position will be cleared.

Note: The software will remove all replicates of the desired sample(s).
7.2.8.5.3 Assigning standards and controls to the output labware

The QIAgility Setup Manager Software allows you to assign the positions of standards and controls on the
output plate.

Proceed as follows:

1.  Select Standards and Controls from the Input labware drop-down list on the left side of the screen.

2. I you have defined one standard series, it will be automatically selected by the software, and a table
with dilution steps and dilution ratios will be shown.
If you have defined multiple standard series, select one of them from the Select standard series drop-
down list.
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Input labware
[ Standards and Controls L

[ Select standard series | ¥
Select standard series

Standard 651
Standard 161

A table with dilution steps and dilution ratios will appear.

| Standard 651 v
D Standard 651 Dilution Ratio Fs
[] standard 651 1:1 u

]
[] standard Stand... | 1:5

-
[ | standard Stand... | 1:25

)

Tick the box next to one or more dilution steps in the table. To select all of them, tick the box in the
table header.

Select a mix from the Reaction mix drop-down list.

Reaction mi<
[ @ qPCR MasterMix v

Select the number of replicates from the Replicates drop-down list.

i

[ N PR O U

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

Click Assign.

Tick the box next to one or more controls in the following table. To select all controls, tick the box in the
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table header.

E Controls Type

el

= e NTC

8. Select a mix from the Reaction mix drop-down list.

Reaction mix
[ @ aPCR MasterMix v

9.  Select the number of replicates from the Replicates drop-down list.

[ T R P I LR
=
|

Note: The replicates menu is an editable menu. If you want to work with more than 5 replicates, just
type the number into the field. For details about editable menus, refer to Entering data.

10. Click Assign.

11. Repeat steps 2 - 10 as needed, until you have defined all the positions for the planned run.
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7.2.8.6 Dilution step

The Dilution step screen shows a summary of the dilution ratios defined in the Samples/Labware step and
allows you to specify dilution labware.

-

Instrument

Liguids Dilution Parameters

The following dilution ratios have been defined on the Samples / Labware screen:

Mixes Seq. Dilution ratio
1 1:2
Controls / Standards
2 1:4
Samples / Labware
Assignment

Dilution labware

Dilution > Labuare
[ QIAGEN S-Block 96 Well v

Labware identfier
[ Dilution_1_z0190830_142817 | Print barcode

Worktable

Run [] Advanced pipetting parameters

R ——— el oo

admin admin =+

To choose the labware, proceed with the steps below:
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1.  Select the labware from the Labware drop-down menu. If it is not listed, click Choose other labware
to open the Labware browser.

® Labware browser

Filter options

Labware

Select the item that most closely matches the labware fo be used

QIAGEN 96 Well Microplate RB

Catalog number
v
( standard 96 el QIAGEN Elution Microtubes RS 19585

[#] Shows available labvware only QIAGEN 5-Block 95 Well N
QIAGEN 5-Block 96 Well
[] Advanced options
Dead Volume -

40 pl

Category

Al

- Labware adapter
Al
Select the adapler fo be used.

Resetfiter | [ Apply fiter

N —

In the filter options, select the labware category from the Category drop-down menu. Select the option
Shows available labware only. Use Apply filter to show all available labware for the selected
category. In the middle of the screen, select the input labware from the list at the top. If the labware
requires an adapter, then select the adapter below. Click OK to close the Labware browser.

The selected labware will be displayed and added to the Labware drop-down menu.

Note: For more details about the Labware browser, refer to the section Using the labware browser.

2. Optional step: If you would like to change the labware identifier that was automatically generated by
the software, you can edit it in the Labware identifier field. This identifier will be used in the report
and in the sample output file.

Note: Whenever you select another labware, this identifier will be automatically generated again by
the software.

3. Optional step: Click the Print barcode button to print a barcode of the labware identifier.

Note: This option is only available if a printer has been defined in the Global Settings tab of the
Configuration environment.

To define advanced pipetting parameters, tick the box next to Advanced pipetting parameters.
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E Advanced pipetting parameters

Liquid class for pipetting diluent onto dilution labware

[ Diluent to dilution v

Liquid class for pipetting sample onto dilution labware Mo. of mix repetitions on dilution labware

[ Sample for dilution v ] T

Mazx. volume in dilution well Min. volume in dilution well Min. diluent transfer volume Min. sample transfer volume
1650 pl 20| pl 5| ul 2(pl

You can specify the liquid class for pipetting the diluent or the sample onto dilution labware, the number of
mix repetitions on the dilution labware, the maximal and minimal volumes in the dilution well, the minimal
diluent transfer volume, and the minimal sample transfer volume.

If the QlAgility instrument is not yet connected, switch it on now. Wait until the instrument has connected with
the software (indicated by the instrument icon at the upper right corner of the screen).

Close the lid.
Click Next to enter the worktable step. If the instrument has not been used before, it will initialize.

Note: While entering the Worktable step, the software automatically plans the worktable and checks
the instrument calibration status. This may take some time. Worktable planning is repeated every time
you enter the Worktable step.

7.2.8.7 Worktable step
Note: The instrument must be switched on and connected to the software before entering the Worktable
step.

While entering the Worktable step, the software automatically plans the worktable and checks the
instrument calibration status.

The Worktable step supports you in loading the worktable, step-by-step, for each worktable position.

The Worktable selector at the top shows a visualization of the worktable positions to be loaded. To
navigate, use the Next and Back buttons, or just click on a position in the Worktable selector.

The Worktable selector displays the status of each worktable position:

@ @ e R1 (black border): worktable position for which the loading details are displayed.

e R1, C1, C2 (yellow): worktable positions that still need to be loaded.
R1

m [m e A1, A2 (blue): worktable positions that have already been loaded.

e MIT, BT, B2 (greyed out): worktable positions that are not used for the run.
Worktable selector

Note: The run cannot be started if any worktable position remains yellow.

Find a step-by-step loading procedure below in this chapter.

The software displays the labware and required minimum volume of liquids to be loaded in a table located
in the middle of the screen. Displayed volumes include extra volumes required for liquid level detection and
pipetting. If several tubes need to be loaded to the worktable position, the table will display one row for
each tube. You must confirm that the labware has been loaded by checking the box in the Loaded column.
Alternatively, click Confirm all below the table to confirm that all labware and liquids have been loaded
onto the worktable position.
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Click Print loading instruction to generate a PDF document with the loading instructions for the run.

M1 - Mix block
Pos. Content Tube Req.vol. Loaded
B Reaction mix (Mix) 1.5 ml tapered tube (QIAGEN) 0l
C Reaction mix 1.5 ml tapered fube (QIAGEN) 295 pl
D | Primer mix 1.5 ml tapered tube (QIAGEN) 246 pl
E | Dilution buffer 1.5 ml tapered fube (QIAGEN) 157 pl
|  Print loading instruction | [ Confirm all ]

Table of tubes to be loaded to the worktable position M1.

It is possible to change the tube type for a liquid to be loaded (with certain limitations, see below).

Tube

| 200 pl PCR tube (QIAGEN)
200 pl PCR tube (QIAGEN)

Click into a tube field to activate a drop-down menu. The drop-down menu provides a list of all tube types
that fit fo the adapter position, that have also been marked as available in the laboratory in the Labware

Manager. Select one of the entries to change the tube type. Changing the tube type might result in a
replanning of the worktable. Click outside the field if you do not want to change the tube type.

For better orientation, a schematic graphic at the right of the screen highlights the positions to be loaded. If
a cap color has been defined for a liquid in the Liquids step, the corresponding position is displayed with

that color.
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Adapter Reagent Block, 16 x 0.2 ml PCR, & x 2 ml Flat, & x 1.5 ml Tapered Tubes

[ Calibrate labware ...

Schematic graphic for R1. Cap color has been defined for the liquid in position 1.

Click the Labware tab on the right to get an image and details about the input and output labware.

A1

A2

A3

&4

45

&E

AT

AF

B

B2

B3

B4

| 2

Note: In the image, the cooling block is not shown. If tubes or plates are used with an adapter and cooling
block, the image will only show the tubes or plates and the adapter.
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Labware: 0.1 ml Strip Tube (QIAGEN)
Adapter: Rotor-Gene Q, 72 x 0.1 ml Strip Tubes Adapter

=
Catalog number E
981103 2
Mame
0.1 ml Strip Tube (QLAGEN) "
o
H
w

Catalog number
9018917

Mame
Rotor-Gene @, 72 x 0.1 ml Strip
Tubes Adapter

| Calibrate labware ...

Image and details for output labware
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For tip rack positions, an interactive rack is displayed. The software tracks the tip usage during operation
and displays the tip availability accordingly. However, the software cannot detect whether tip racks have
been replaced or removed in the meantime. Therefore, you must set singular, multiple or all tips To
available or To unavailable in the interactive tip rack, according to the available tips on the tip rack on
the worktable. For details, refer to Loading tips.

50 pl Conductive Filtered Tips

1 2 3 4 ] 6 T

=]
-]
=
=
=
=
=
]

m

Set all tips (4] To available Set all selected tips | 4= To available
|E| To unavailable == | To unavailable

Interactive rack to define tip avilability.

If a labware type has not yet been calibrated on the required worktable position, you must first perform a
labware calibration. This will be indicated by a yellow Calibrate labware button.

Preparing the worktable

1. Optional step: Generate the loading instructions by clicking on Print loading instruction. A PDF will
be generated containing the loading instructions for the run. Use this option, if, for example, liquids
need to be prepared in another room.

2.  Open the instrument lid.

The worktable preparation starts with the positions for tip racks:

3. Check that the correct tip type is loaded and that the number of tips is sufficient. If not, load additional
tips. For details, refer to Loading tips.

Note: To ensure optimal fip pickup, it is important fo follow the instructions in Insert tips to tip rack
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holder.

4. Optional step: A yellow Calibrate labware button below the schematic indicates that the tip rack has
not yet been calibrated on the worktable position. It must be calibrated before the run can be started.

Click the Calibrate labware button. The software starts the calibration wizard. Follow the instructions
of the wizard. For details, refer to the sub-chapters of section Calibrate labware.

After the calibration steps have been completed, the workiable screen will be displayed again.

5.  Check that the interactive graphic on the right side of the screen shows that the tips available are the
same as the tips present on the fip rack on the worktable. If not, adjust the tip availability in the
interactive graphic. For details, refer fo Loading fips.

Note: For an accurate run, the software requires that the actual tips on the worktable are the same as
those displayed in the interactive graphic.

6. To confirm that the tip rack has been loaded, either check the box next to Loaded in the table or click
on Confirm all to confirm. Refer to Loading tips for information about how to indicate that the tip rack
should not be loaded for the run.

Click Next to continue with the next worktable position.

8. Repeat steps 3-7 for all fip rack positions.

For worktable positions with reagents and empty labware:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

9. Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

10. Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.
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11.

12.

13.
14.

Perform the following steps for each row in the table:

e For reagents: Check that the correct amount of the listed liquid is provided in the correct tube type.
Load the tube in the correct position of the adapter. For orientation, refer to the graphic on the right
side of the screen.

e For empty labware: Place the labware in the correct position. For orientation, refer to the graphic on
the right side of the screen.

Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

Click Next to continue with the next worktable position.

Repeat steps 9-13 for all worktable positions with reagents and empty labware.

For worktable positions with samples:

Note: To ensure run accuracy, it is important to follow the instructions in Loading adapters and labware
and Loading reagents and samples.

15.

16.

17.
18.
19.

20.

Optional step: A yellow Calibrate labware button below the schematic indicates that the required
labware has not yet been calibrated on the worktable position. The labware must be calibrated before
the run can be started.

Before clicking the button, remove all filled labware from the worktable position. Then click the
Calibrate labware button. The software automatically prepares a labware calibration worklist
containing all labware that is required for that worktable position for the current run and starts the
labware calibration wizard. Follow the instructions of the wizard. For details, refer to the sub-chapters
of section Calibrate labware.

After the calibration steps have been completed, the worktable screen will be displayed again. Load
(or reload) all positions that are displayed in the table as described in the next steps. Tip rack loading
has to be checked and confirmed again.

Note: Ensure that you have the empty labware available for the calibration.

Optional step: If an adapter is required for this worktable position, the adapter name will be
displayed above the graphic on the right side of the screen. Load the adapter to the worktable
position.

Ensure that samples are loaded using the correct labware type.
Load the samples in the correct positions as displayed in the table.

Optional step: For sample tubes, click Validate sample loading to start sample loading validation
using a hand-held barcode scanner and proceed with steps 20-23. Otherwise, proceed to step 24.

Note: This button is only available if the corresponding option has been checked in the User settings
for Generic PCR experiments.

The software will highlight the first sample position in the table. During validation, scanning is the only
function available.

a
Note: To indicate that a user interaction is expected, a cursor with arrows in all four directions < wil
be displayed for the entire validation.
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21. Scan the barcode of the sample tube that has been loaded in the highlighted position.

22. If the barcode matches the sample's ID, the software highlights the next sample position in the table.
Proceed to step 21 for the next sample. If the barcode does not match the sample ID, a message is
displayed. Click Retry in the message to scan the barcode again. If the barcode matches, the sofiware
highlights the next sample position in the table. Proceed to step 21 for the next sample.

To stop validation, click Stop validating, or, if the barcode did not match, click Cancel in the
displayed message. In this case, proceed to step 24. There will be no documentation about sample
loading validation in the report.

23. If all sample positions have been scanned successfully, a message is displayed. The successful sample
loading validation will be documented in the report, which can be created after the run. Proceed to
step 25.

24. Check that the samples are placed in the positions as displayed in the table.

25. Confirm that the position has been loaded by checking the box in the Loaded column, or click
Confirm all to confirm all positions.

26. Click Next to continue with the next worktable position.
27. Repeat steps 15-26 for all worktable positions with samples.

After you have confirmed that all worktable positions have been loaded, the Start run button will be
activated.

Note: If any labware has not yet been calibrated, or if the loading of any position has not yet been
confirmed, the run cannot be started, and the Start run button will remain deactivated. The software will
indicate the affected worktable position with a yellow button in the worktable selector.

Starting the run
1. Close the lid.
2. Ensure that the tip disposal box is empty.

3. Click the Start run button to start the run. The software automatically saves the experiment and then
starts the actual run.

Note: If you have not yet saved the experiment, you will be prompted to enter an experiment name and
to select the directory where the experiment should be saved.

4. The Run step will be displayed.
7.2.8.8 Run step

The run progress can be monitored in the Run step. During the run, this is the only available step of the
experiment. A run can be paused or canceled at any time. After the run, several options are provided.

During a run, it is possible to set up and save another experiment. However, only one experiment can be
run at the same time. Therefore, the worktable screen and the run screen will not be available while the
current run is still in progress. While preparing the next experiment, you can return fo the run page at any
time by selecting the experiment's tab in the Experiment environment or by clicking the instrument icon.
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7.2.8.8.1 Monitoring the run

The run progress can be monitored in the Run step of the Experiment environment. Single tasks and their
progress are listed in a table. The tasks listed are different for different experiment setups.

The instrument icon in the main toolbar, as well as the progress indicator on the run step, show the overall
run progress.

Task Progress

Prepare standard series

Prepare dilufion plate

Prepare mixes

Distribute mixes fo output labware
Distribute controls to output labware

Distribute standards to output labware

Distribute samples to output labware

Crverall progress

. ____________________________________________________________________________________________________;
Start time Approximate end time
14:52 14:57

Run progress

Note: The displayed times are an approximation.

The name of the operator and a comment field are displayed on the right. This comment field will be part
of the report. You may enter the comment during or after the run.
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7.2.8.8.2 Pausing or canceling the run

A run can be paused or canceled at any time from the Run step of the Experiment environment.

Every pause of a run will be recorded and listed in the Exceptions section of the report.

To pause a run

1. Click the Pause button.

2. The instrument will complete the current movement, which may take up to 10 seconds. Before opening
the lid, wait until the movement has finished.

When a run is paused, the Pause button will change its label to Resume.

Owerall progress

Start time Approvimate end time
13:05 132:23

H

Cwerall progress

Start time Paused at esume
13:05 13:21

ﬂ

To resume the run

1.  Ensure that the lid is closed.
2. Click the Resume button.

3. The Resume button will change back to Pause. The run continues.

If a run is stopped, it cannot be continued or recovered. It is not possible to restart the run from the point at
which it was stopped.

To stop a run

1. Click the Stop button in the button bar.

2. A confirmation message will be displayed asking whether you really want to stop the run now. Click
OK to confirm to stop the run now. Otherwise, click Cancel to keep the run running.

3. [fyou clicked OK, the instrument will complete the current movement, which may take up to 10
seconds. Before opening the lid, wait until the movement has finished.
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7.2.8.8.3 Run completion

After the run has finished, the progress indicator bar on the run screen shows the run completion time, and
the progress indicator below the instrument icon disappears. If a noftification has been configured in the
plug-in user settings, a sound or e-mail notification occurs.

After the run, several options are available in the right side of the Run step screen. The options will still be
available if you reopen the experiment later. It is still possible to create a report or to save the output file.
Run info
Operator
admin admin

Comment

Output labware

Print barcode ... [ Save output file ...

Save dilution plate ... |

Options after the run.
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Option
Comment

Save output file

Create report

Save dilution plate

Description

You can enfer a comment info the Comment field. It will be part of the report.
You may enter the comment already during the run.

An output file will be saved in a QIAGEN specific xml format, in particular the
QDEF format, containing information about the output labware, the run, and the
content of each labware position, e.g., the sample ID.

A file dialog opens to select directory and file name of the .xml file. Refer to User
settings to define a standard directory.

The file may serve as a sample input file for the Rotor-Gene Q operated with the
Q-Rex Software. The .xml file can also be used by an LIMS (Laboratory
Information Management System). A format description is available at
www.giagen.com/goto/QIAgility. You can find examples of output files in the
"Examples" folder provided with the software:
C:\Users\Public\QIAGEN\QIAgility\Examples.

If an output converter has been selected in the Samples/Labware step, the
software also creates a file in the format as defined by the output converter. This
file will have the same name as the .xml file (i.e., the same name entered in the
file dialog), but with another file extension (e.g., .ixt for the ABI cycler), and will
also be saved in the specified directory. In case the file extension is also .xml, the
file name will be enhanced. The available output converters can be found in the
output file converter directory, as specified in the User settings.

Contact QIAGEN Technical Services if you need another file format.

Note: Use this option also in case the sample input is limited, and one setup run
is not sufficient fo completely fill the output labware. In these situations, you can
perform more than one run to completely fill the output labware. Save the output
file after the first run. To set up the second run properly, indicate in the
Samples/Labware step that you are Reusing a partially used output labware
by loading an import file by selecting that option, and load the file from the first
run as a starting point for the output labware of the second run. After the second
run, the information from both runs can be saved in an output file.

A report can be created for documentation purposes. Refer to the user settings to
configure the report options.

You can save an XML file with the contents of the dilution labware.

After the run has finished, follow these steps:

1. Remove the labware from the worktable.

2.  Empty the tip disposal box.

3. Clean the worktable as described in section Cleaning the QlAgility.
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7.2.9  Other workflow experiments

The Generic PCR Plug-in provides further workflows:

Normalization only

Prepare reaction (master) mix

Prepare and distribute reaction (master) mix

Prepare standards

7.2.10 Normalization only experiments

Use this workflow if samples will be normalized
and transferred to the output labware without
transferring the reaction (master) mix.

Use this workflow if only a reaction (master) mix
will be created for later reuse.

Use this workflow if a reaction (master) mix will be
created and transferred to the output labware
without transferring the samples.

Use this workflow if only standards will be created
for future use.

The Generic PCR Plug-in enables easy and convenient setup of runs for sample normalization only.

For generic PCR setup experiments, including sample normalization, refer to section Generic PCR with

normalization experiments.

Samples can be normalized based on mass or concentration. Ensure that the correct selection has been
made in the User settings for Generic PCR experiments before the experiment is created. Changing the

setting will take effect for new experiments, only.

New experiments for sample normalization only are created by clicking Other workflows from the Home
screen and then selecting Normalization only. The experiment will then be defined in the Experiment
environment of the software. When a new experiment is created, only the Liquids and the
Samples/Labware step will be enabled initially. Subsequent steps will become available once the required
information has been entered into the Liquids and Samples/Labware step. The Samples/Labware step is
highlighted in yellow as a visual reminder that required information still needs to be entered. This is a
general principle when working in the Experiment environment.

The experiment wizard has 6 steps that guide you through the run setup process:

Liguids

Samples/Labware

Assignment

Normalization

Worktable

S T o

Run
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Use the Next and Back buttons at the bottom to navigate between steps.

An experiment can be saved at any time using the Save or Save as buttons in the button bar. You will be
given the opportunity to save your experiments as a template, but also reuse your definitions for similar
experiments. The file extension for generic PCR experiments is *.qsmrx, and for templates *.gsmrt
(Experiment, and Template, respec