January 2022
Creating a Rotor-Gene AssayManager® Assay Profile

Introduction

This guide describes the creation of a Rotor-Gene AssayManager assay profile in detail (only
available for the User Defined Test [UDT] mode). An example is used to illustrate a step-by-step guide

through the complete workflow.

Assay settings/parameters need to be developed using the Rotor-Gene® Q software as Rotor-Gene
AssayManager does not support this functionality. Afterwards, the .ret and .qut files of the Rotor-Gene
Q software can be imported into Rotor-Gene AssayManager to create an assay profile together with

additional settings and parameter values.

Assay example

Creation of an assay profile is shown for the following assay example:

RT-PCR for virus X

Quantitative assay, target virus X, using the green channel

Assay includes an internal control (IC), using the orange channel

Assay includes 4 Quantitation Standards (10,000 1U/ml, 1000 IU/ml, 100 IU/ml, 10 1U/ml)
Assay includes 1 no template control (NTC)

Assay setup is done manually in the example, not using the QlAsymphony AS for automated

assay setup
72-well rotor is used
Reaction volume is 50 pl

The assay must run exclusively, not combined with any other assay with a compatible cycling

profile, on Rotor-Gene Q 5plex cyclers

The result for target virus X is displayed in IU/ml by default, but is also convertible to 1U/pl

QIAGEN"®

Sample & Assay Technologies



B Itis not possible with Rotor-Gene AssayManager to change the rotor layout from run to run,

therefore the following rotor layout is defined:
B First: all samples

B Quantitation Standard 1 (QS 1)

B Qs2
B Qs3
" Qs4
B NTC

B The assay developer uses the following rules for analysis in this assay example:
® QS 1 must have a Cr in the green channel; if not the target will be set to invalid
® QS 2 must have a Crin the green channel
B NTC must have no Crin the green channel

B The Crfor QS 1 must be lower than 24; if not the target will be set to invalid

The standard curve for the virus X target has R > 0.99 (or “0,99”, depending on
language settings)

Note: This set of rules is given as an example to show the general concept.
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Define the general information

1. Log in to Rotor-Gene AssayManager in UDT mode as a user with the role “AssayDeveloper”.

2. Enter the “Development” environment.

3.  Click “New assay profile...”.

File Help

BB

QIAGEN Configuration n
Define general parameters for this assay profile
Profile name and status [operassay prome " | "New assay pronie |

Compatibility

Run Profile

Targets >

Samples

AUDAS

Core Analysis.

Assay & Sample
Analysis

New material number Hew APS

Save assay profile a5 Start testing assay profile

@ User Defined Test Mode

4.  The “Select plug-in” dialog appears.
5.  Select the UDT basic plug-in from the drop-down list and click “OK".
6.  All mandatory fields appear yellow.

File Help

» ¥ B T 4

Approval  Archive  Service  Configuration | Development

Define general parameters for this assay profile

General
OSSR | Promie name and staius ST Gy || Messanes

Enter an assay profile version higher
c ibil Assay name 2|

[ Assay is quantitative (2] wanssa o)
. [] Define sampie transfer and initial elution volume Enter a short name for the assay
Run Profile Shortmame  Profileversion (1-6 characters) (110002)
o o o

Enter the full assay name (up to 40

T Plug-in type Plugrin version > characters). (110001)
UDT basic 103
No malerial number configured
A\ Assay kits with any material number
Samples CGomment can be used. (110082)
AUDAS
Kit material number QiAsymphony import parameters
i Material number Assay parameter set name QIAGEN original
Assay & Sample
Analysis
e

Save assay profile as. Starl fesling assay profile

@ User Defined Test Mode
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10.

11.

12.

13.

Enter an assay name. (In this example, the assay name is “Assay Example”.)

Enter a short name for the assay to be displayed in the “Setup” and “Approval” environments.
The maximum allowed number of characters is 6. (In this example, the assay short name is
“Assay”.)

Enter a version for the assay profile in the “Profile version” field (e.g., 1.0.0).

Optional: A comment explaining assay details or history information of the assay profile can be

entered. (The example uses the “Comment” field for a version history.)
Optional: Enter a kit material number.

The material number for QIAGEN kits can be found on the kit label. If a material number is
entered in the assay profile and the configuration for the UDT mode is set to “Material number
required”, the operator must enter a material number when creating the work list. The software
then validates whether the selected assay fits the entered material number. No material number

is entered in the example.

If the assay is a quantitative assay, check the box “Assay is quantitative”. This example is for a

quantitative assay.

For quantitative assays, the software can display the concentration in the eluate and in the

original sample if a concentration factor is defined (see step 13).

To display the concentration in the sample, a concentration factor is required. To obtain the
concentration factor, check the box “Define sample transfer and initial elution volume” and enter
both values in the dialog boxes. For the example assay, the sample transfer volume is 200 pl

and the initial elution volume is 90 pl.

Note: If the QlAsymphony SP/AS is used upfront for sample preparation and assay setup, values

for these volumes can be found in the respective sample preparation or assay documentation.

If the QIAsymphony SP/AS is used upfront, enter the related Assay Parameter Set (APS) name
under “QlAsymphony import parameters” by clicking “New APS” and editing the name of the
APS. Use the Assay Parameter Set name and not the APS file name.

The QlAsymphony AS result file can be imported in the “Setup” environment and a
corresponding work list is automatically generated. The check box “QIAGEN original” allows

only QIAsymphony AS result files to be imported using the original APS from QIAGEN.

Note: This example is set up manually and not by the QlAsymphony AS, so no entries are

required in “QlAsymphony import parameters”.
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ol V4

figuraion | Development

Define general parameters for this assay profile

Core Analysis

Analysis

Assay & Sample

General
e >3 | Profile name and status
c Assay name
[ Assay Example |
Short name Profile version
Run Profile
oD
Plug-in type Plug-in version
Targets
UDT basic 103
S Comment
Version 1.0.0 inital version to be tested and
evalualed
AUDAS

S

[ Assay is quantitative

[¥ Define sample transfer and initial elution volume

Sample transfer volume  Initial elution volume
pi

Calculated concentration factor
22222

Kit material number
Material number

QlAsymphony import parameters

Assay parameter set name QIAGEN original

Ho material number configured
/N Assay kits with any material number
can be used. (110032)

Save assay profile as. Starl testing assay profie

User Defined Test Mode
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Define compaitibility settings

1. Select the “Compatibility” step.

2. Select the rotor type to be used for the assay. The example assay uses the 72-well rotor.

3.  Enter the reaction volume in pl by clicking “New volume” and entering the volume in the yellow

field. The example assay uses a reaction volume of 50 pl.

4.  Select “Cycling compaitibility to other assay profiles”.

If the assay is running exclusively without any other assay, select “Exclusive use only”.

If the assay is running with all assays which have compatible cycling profiles, select

“Restricted by cycling profile (default)”.

If the assay is running with all other assays defined with the same cycling group name,

select “Restricted by cycling group” and enter the name of the cycling group.

The example assay is “Exclusive use only”.

5.  Select the optical configuration of the cycler.

If the assay can run on every cycler, select “Unrestricted”.

If the assay can only run on certain cycler types, select “Restricted” and select the

cyclers.

The example assay can run on 5plex cyclers only.

General

S — > Rotor types Reaction vol (pl) «
- O —
[#] 72-Well Rotor
Lmlors ] Rotor-Dis 72
[ Rotor-Disc 100
Targets
AuDas Cycling compatibility to other assay profiles  Optical configuration
O (O Restricted by cycling profile (default) © Unrestricted Optical configuration a
2p
@ Exclusive use only D2ptex
(® Restricted ] 2plex HRM
Assay & Sample (O Restricted by cycling group P
Analysis 4 5plex
[] 5plex HRM v

@ User Defined Test Mode
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Define run profile

1. Select the “Run Profile” step.
2.  Click “Load .ret file”.

3. Browse for the .ret file generated during assay development in the Rotor-Gene Q software.

The .ret file contains the cycling profile. For instructions on creating and saving .ret files, refer

to Section 1.3.2.3.5, “Creating a .ret file”, in the Rotor-Gene AssayManager UDT Basic Plug-in

User Manual.

4.  Select the respective .ret file and click “Open”.

The parameters of the .ret file are imported and can be reviewed.

1 Rotor-Gene AssayManager

=8 7::}

File Help

¥ B T o

¥

Approval  Archive  Service  Configuration | Development

Define run profile for this assay profile

General
Information

‘Compatibility
Targets
Samples
AUDAS

Core Analysis

Assay & Sample
Analysis

Run profile

£} Automatic gain control
Mode - No automalic gain control
Temperature - 50 °C
) Channels
&) Channel : Green
Source : 470 nm
Detector : 510 nm
Predefined gain : 5 66566665666567
& Automatic gain settings (if enabled globally)
& Channel : Orange
Souree : 585 nm
Detector : 610 nm
Predefined gain : 9.33333333333333
Automatic gain settings (if enabled globally )
) Temperature profiles and acquisitions
& Hold
Temperature : 50 °C
Duration : 1800 sec
Denature - No
& Hold
Temperature : 95 °C
Duration - 900 sec
Denature - No
= Cycling - acquiring on : Green, Orange
Number of repetitions : 50
) Step - acquiting on - None
Temperalure : 95 °C
Duration : 30 sec
Long range - hold fime increment - 0 sec.
Long range - number of cycles - 0
Touch down -

decrement : 0 °C

A

[ Use auto-gain over all tubes of the assay

tart testing assay prof

M User Defined Test Mode

5. To use auto-gain over all tubes of the assay, check the box “Use auto-gain over all tubes of

assay”.

If this box is checked, the median fluorescence measured in all tubes of the assay is used to

optimize the gain settings.
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Define targets and internal controls

1. Select the “Targets” step.

The assay example includes a target, “Virus X”, and an internal control (IC). “Virus X" is

measured with the green channel and the IC is measured with the orange channel.

2. Click “New target” to define the first target.

Select a target type. (190084}

Select an acquisition for the target
(190085)

Enter  valid target name (1-50
characters). (110076)

| Newunit

o) NEE

3.  Select the type of target from the drop-down list.
B Select “IC” if the target is an internal control.
B Select “Quantitative” if the target is a quantitative target.
B Select “Qualitative” if the target is a qualitative target.
4.  Enter a target name.
This name is used to identify the result for this target in the approval. The target name is “Virus X"
in the example.
5.  Select a default unit to display the results.

The example assay uses the default unit IU/ml.

6.  Use the drop-down list to select the acquisition (channel) to measure the target.

The example assay uses the green acquisition channel for the target “Virus X”. Acquisitions are

retrieved from the loaded .ret file.
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7.  For the results of the currently defined target to be converted and displayed in alternative units,

click “New unit”, select the chosen unit, and enter a conversion factor.

The assay example uses IU/pl as another unit. The conversion factor from IU/ml to 1U/pl is
0.001 (if the operating system language settings are in English, be aware of other language
settings when entering parameters).

| 7 Rotor-Gene AssayManager e e ]

Type Other units Messages

‘ Quaniitative | ¥ | it Conv. factor @ To display the results in other units

e sl than the defaull unit, a comesponding
Wt | v ﬂ conversion factor neads 1o be

Target name defined. (110064)

Default unit

[1wmi [*]

Acquisition

| Green cycing 151ep2 | v|

8. Click “OK".
The target “Virus X" is defined.

9.  To define the internal control, click “New target”.
10. Select “IC” as the type.

11.  Enter the name of the internal control as target name. The name IC_VirusX is used in this example
assay.

12.  Select the acquisition (channel). The example assay IC uses the orange channel.

13. Click “OK”.

The targets for the example assay are now defined.
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& Rotor-Gene AssayManager
Help

Define targets and ICs for this assay profile

General

- Target definitions Messages
Name. Type Defaultunit | Addifional unit{s) | Measured in acquisition Actions A Not all targets support the same

Compatibility - = converison of default units into other
Virus X Quantitative  1UimI 107yl [0.001] Green Cycling 1 Step 2 | % units. Check the unit conversion.

(190087)

T 1G_VinusX InternalCo._ |- - Orange Cycling 1 Step 2 n

Targets. >

Samples

AUDAS

Core Analysis

Assay & Sample
Analysis

=
e

User Defined Test Mode
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Define samples, standards and controls

1. Select the “Samples” step.

The example assay uses a standard curve of 4 quantitation standards. In addition, an NTC is
required. The rotor layout needs to be defined in Rotor-Gene AssayManager so that the rules
defined in the “Assay & Sample Analysis” step can be applied. The layout order for the example

assay is as follows:

B All test samples first

B Qs
" Qs2
B Qs3
" Qs4
B NTC.

2.  Click “New sample” to define all test samples first.

Messages

At least one target needs ta be
assigned to a sample. (190110

Select a samplelcontrol fype

(110028)

Enter a valid number of tubes (1 -
100) (230108)

Enter a valid sample name (1-40
charzcters), (110029)

=

Select “Test” from the “Sample or control type” drop-down list.

4.  Select “Style” (color and line) by clicking on the respective fields.
The test samples for the assay example are displayed in blue.

5.  Enter 1 for “# tubes” if the sample is not divided into several tubes and all targets are measured
in one tube.

The assay example has one target, “Virus X", and the target IC. Both are measured in the same

tube. The samples are not split.
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6. To dllow identical sample IDs for the work list, check the box “Allow identical names for

replicates”.
Note: While it is possible to have samples with identical names, there is no support for handling
of replicates in Rotor-Gene AssayManager.

7.  Click “New target”. Select the target “Virus X” from the “Name” drop-down list and enter 1 for
“Tube position”.
Note: Always enter 1 if “# tubes” is equal to 1.

8.  Click “New target” again, select “IC_VirusX” from the “Name” drop-down list, and enter 1 for
“Tube position”.

=
.
IG_MiusX | v | |-

[ Allow identical names for repiicates

Row pos. v Newtarget

9.  Click “OK".

All information for the test samples (Virus X and IC_VirusX) is entered.
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Define test samples and controls for this assay profile

G
e Sample definitions Messages

Style | Sample name Sample or control type |# tubes | Targets Given cone. Tube. |Actions

- Define at least one negative control
Compatibility n Test Sampls Tom___ Test 1 ViusX 'EER (190111)
IC_VirusX - 1 Define at least two standards with
[2] diferent concentrations for the
Run Profile quantitafive farget Virus X (190118}
Targets
Samples >

AUDAS

Core Analysis.

ssay & Sample

A
Analysis

@ User Defined Test Mode

The next position (control or standard) of the rotor layout can now be defined.

This is QS 1 for the example assay.

10.
11.
12.
13.

14.
15.
16.

17.
18.
19.
20.

21.

22.

Click “New sample”.

Select “Quantification Standard” from the “Sample or control type” drop-down list.
Enter the standard name “QS 1” in the “Sample name” field.

Select color and line style.

The example assay uses the color red for the quantitation standards.

Enter 1 for the number of tubes in the”# tubes” field.
Click “New target”. Select target “Virus X”, and enter 1 for “Tube position”.

Enter the given concentration for the standard in the previously defined default unit. (Click near
the check box to enter the value.)

The example assay uses QS 1 with 10,000 1U/ml.

Click “New target”. Select target ”IC_VirusX” and enter 1 for “Tube position”.
Click “OK".
Click the “Duplicate sample” button in the QS 1 row.

Change the name of the standard to QS 2 and change the given concentration value to
1000 IU/ml. Click “OK".

Repeat steps 19 and 20 for QS 3 and QS 4, entering 100 IU/ml and 10 IU/ml respectively.

All information for the quantitation standards has now been entered. The NTC can now be

defined.

Click “New sample”.
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23. Select “Non-template Control” for “Sample or control type” from the drop-down list.
24. Enter the name “NTC” in the “Sample name” field.
25. Select color and line style.

The example assay uses black and a broken line for the NTC.

26. Enter 1 for number of tubes in the”# tubes” field.

27. Click “New target”. Select target “Virus X”, and enter 1 for “Tube position”.
28. Click “New target”. Select target “IC_VirusX” and enter 1 for “Tube position”.
29. Click “OK".

File Help

Define test samples and controls for this assay profile
General
e Sample definitions
style | sample name Sample or control type |#tubes | Targets | Given conc. Tube. |Actions
S [] Test Sample Tem_. Test 1 ViusX . 1 EER
IC_VinssX . 1
Run Profile B —|os1 Quantification Stand. 1) ViusX | 10000 IWiml 1
x
we | EEEHR
W — 052 Quantification Stand 1 ViusX | 1000 IU/ml 1
Targets x
e | EER
B — 053 Quantification Stand 1 ViusX | 100 juimi 1 %
Samples > IC_VirusX | - 1 .
B —|os4 Quantification Stand. 1 ViusX 40 Wiml 1
x
Auons e JHEEEHR
W e NTG Non-tempiate Gontrol 1) ViisX - 1
X
e | EER
Core Analysis
Assay & Sample
Analysis

TesiTest  =[f

M User Defined Test Mode ~ .

All information for the samples, quantitation standards, and NTC has now been entered.

AUDAS analysis

AUDAS (Automated Data Scan) is not available in UDT mode.
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Define core analysis

A .qut file is loaded to assign the analysis seftings for each acquisition. The .qut file contains the

analysis data for a specific target.

1. Select the “Core Analysis” step.

2. Select the target “Virus X” to import the .qut file with core analysis parameters for this target.
The .qut files can be exported from Rotor-Gene Q software. (For more information, refer to
Section 1.3.2.3.4, “Creating a .qut file”, in the Rotor-Gene AssayManager UDT Basic Plug-in
User Manual) “Virus X" is selected for the example assay.

3.  Click “Load .qut file”.

The “Browse” dialog opens.

Note: The .qut files can be exported from Rotor-Gene Q software. (For more information, refer
to Section 1.3.2.3.4, “Creating a .qut file”, in the Rotor-Gene AssayManager UDT Basic Plug-
in User Manual.)

4. Browse for the .qut file to be loaded and select the file.

The parameters for target virus X are displayed.

Select the target “IC_VirusX” and load the respective .qut file.

6.  The crop cycles set value is not defined by loading the .qut file. Check the “Crop cycles” box if

cycles are to be cropped, and enter the required values.

“Crop cycles” is not required for the example assay.

Define analysis parameters for each target

General
- Core analysis parameters

Information
compuiy | 100 ez
Teraets Virus X
e Value
1C_ViusX
Run Profile =1 Fiter Light
Leftthreshold 1
. Fluorescence hreshold 005
“ Ignared first cycles 0
NTC threshold 0
Samples Reaction efiiciency fhreshold. B
Slope comection
AUDAS Dynamic tube v

oy > [ Crop cycles

Assay & Sample
Analysis

Copy seffings fo ...
oK

M User Defined Test Mode
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Define assay and sample analysis rules

Note: In the assay and sample analysis step, rules can be defined for each control and test sample.
A rule defines the circumstances whereby a control or sample is considered to be valid. The checkbox
in the “Inv.” column determines whether breaking the rule makes the target invalid. If a rule fails,
Rotor-Gene AssayManager sets the respective flag in the “Approval” environment. If “Inv.” is activated

and a rule is defined in this way, the target result will be “INVALID".

Note: The rules given in this example are only for demonstrating to users how to edit these rules. It is
the responsibility of the assay developer to define the rules specific for the developed assay.
Information about the rules used in the example assay and sample analysis, together with examples
of their application, can be found in Section 1.3.2.3.1 of the Rofor-Gene AssayManager UDT Basic
Plug-in User Manual.

1. Click the “Assay & Sample Andlysis” step.

The rules are entered in 6 panels labeled A, B, C, D, E, and F.

Section A: Rules specific for targets and IC in standards and controls
The example assay requires the following set of rules for standards and controls:

QS 1 has a Cr (for target “Virus X”); if not, the target “Virus X" is marked as invalid
QS 2 has a Cr (for target “Virus X"
NTC does not have a Cr (for target “Virus X”)

QS 1: Crmust be lower than 24 (for target “Virus X"); if not, the results are marked as invalid

Define assay and sample analysis rules for this assay profile

General

e Messages
a
Compatibility A: Rules specific for targets and IC in standards and controls g::;jl'éf‘(gﬁﬁé;‘““ Eekclibe
Standard or con._ | Target or IC Rule Parameters | Fiag if rule fails inv.
N Section C, QS 2: Please select the
Run Profile [es1 v | [viusx 7] [Hesact [v] no_ct_peecten | | | B behavior. (570168)
[es2 v ] | [virus x v] [Hasact [v] NO_CT_DETECTED | [] n Section C, Q5 3: Please select the
T behavior. (S70169)
[nte v | [Visx 7| [Hasmoct [v] unexeecten o | [ [ Seclion C, OS 4: Please select Ihe
Al behavior. (570169)
Samples [os1 v ]| [Vinsx v] [et= v] 2 CT_ABOVE_ACC... @ B
Section C, NTC: Please select the
behavior. (570169)
Section D: Please select Ihe
behaviar. (S70170)
Core Analysis B: Rules for standard curve
Target or IC Rule Parameters | Flag if rule fails nv. Section F: Please select the
behavicr. (570166)
Assay & Sample
Analysis

C: Analysis rules for standards and controls
Standard or control | Rule v

M User Defined Test Mode
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To enter this set of rules in panel A: Rules specific for targets and IC in standards and controls:

2.  Enter the rule for QS 1.
B Click “New rule”
B Select the Quantitation Standard QS 1
B Select the target (“Virus X")
B Select the rule “Has a Ct”
B Check the box “Inv.” (Invalidate)
3. Enter the rule for QS 2.
B Click “New rule”
B Select the Quantitation Standard QS 2
B Select the target (“Virus X")
B Select the rule “Has a Ct”
4.  Enter the rule for NTC.
B Click “New rule”
B Select the control NTC
B Select the target (“Virus X"
B Select the rule “Has no Ct”
5.  Enter the parameter rule for QS 1.
B Click “New rule”
B Select the Quantitation Standard QS 1
B Select the target (“Virus X")
B Select the rule “Ct <”
B Enter the parameter “24"

B Check the box “Inv.” (Invalidate)

Section B: Rules for standard curve
The example assay requires the following rule for the standard curve:
For target “Virus X, R must be greater than 0.99.
1. Click “New rule” for panel B: Rules for standard curve.
B Select target “Virus X"
B Select rule “R >”

B Enter the value 0.99 (take care when entering parameters as the delimiter will vary with

the language settings of the operating system)
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Define assay and sample analysis rules for this assay profile

General
Information

‘Compatibility
Run Profile
Targets
Samples
AUDAS

Core Analysis

Assay & Sample
Analysis

A: Rules specific for targets and IC in standards and controls

Parameters | Flag if rule fails Inv.

no_ct_oetecten | & |EY

no_ct_oetecten | [ B3

Standard or con... Target or IC Rule

=X v | | [virus x v]| [Hasact [
[os2 v | s x v| [Hasact v
(nme v | | [virus x v] [Hasnoct
[as1 v || [viusx v [c< v

]
]

v " unexpECTED € | [ [ %]
]

B: Rules for standard curve
Target or IC Rule

24 CT_ABOVE_ACC... @ | %]

Parameters | Flag If rule fails Inv.

[ virus x v] [rR>

v] TDDiLESsicDR,, mfl x |

C: Analysis rules for standards and controls
Standard or control | Rule

Messages

Section G, QS 1: Please select the
behavior. (570169)

Section C, QS 2: Please select fhe
behavior. (570169)

Section G, 05 3: Please select fhe
behavior. (570169)

Section C, QS 4: Please select fhe
behavior. (570169)

Section G, NTC: Please select the
behavior. (570169)

Section D: Please select the
behavior. (570170)

Section F: Please select the
behavior. (570166)

@ User Defined Test Mode

Section C: Analysis rules for standards and controls

Section C defines the influence of individual targets with an invalid flag on the validity of the complete

standard or control. For a detailed description of this rule, refer to Section 1.3.2.3.1 in the Rofor-

Gene AssayManager UDT Basic Plug-in User Manual.

The example assay uses the strictest rule for all quantitation standards and controls.

1.  Enter the rule for QS 1.

Select “Invalidate if at least one target is invalid or if one IC has no signal and no other target

in the same tube has a signal” for Quantitation Standard QS 1.

2.  Repeat this step for all quantitation standards and NTC.
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& Rotor-Gene AssayManager la|@]| =7

File Help

EN

juration | Development

Define assay and sample analysis rules for this assay profile

General
Information Messages
a
Section D: Please select i
Compatibility C: Analysis rules for standards and controls. ponavior GT01TD)
Standard or confrol | Rule
= Section F- Please select he

Run Profile as 1 [Invaldate if atleast one target is invald or if one IC has no signal and no ofher farget. | 7 | S

052 | [Invabdat i atteast one argel s nvabd o ane 1G s o sgnal and no onertargel| v |
T 53 | [1nvabdate  ateastone targe s mvabd o1 i on IC s o signaland no ol targel_| ¥ |

ass [Invalidate if atleast one target is invald of if ane IG has o signal and no ofher fargel. | 7 |
Samples NG [ [invaiiate if at least one target is invaid o f one IC has no signal and no olher farget_ v |
AuDAS

D: Analysis rules for the assay

Core Analysi o testsample if atleast is invaiid

O Invaiidale a certain target in svery test sample i extemal cantrol containing that target s
Assay & Sample invalid
Analysis O Invalidate only targets with no signal in the test samples if any posilive control (normal positive conrols,

positive exiraction contrais or quantification standards) containing that target is invalid
O Never invalidate samples

E: Rules specific for targets and IC in test samples
TargetoriC Rule Paramaters Flag if rule fails nv.

IR

& Toat Mode

Section D: Analysis rules for the assay

These rules define the consequences of any “invalid” results for standards and controls due to the
rules described in Section C. Further details about the rules can be found in Section 1.3.2.3.1 of the

Rotor-Gene AssayManager UDT Basic Plug-in User Manual.
The example assay uses the rule:
Activate: “Invalidate every test sample if at least one external control is invalid”.

1. Select the appropriate radio button in panel D: Analysis rules for the assay.

1 Rotor-Gene AssayManager [P . W T e
File Help

W

Configuration | Development

Define assay and sample analysis rules for this assay profile
General
Information Miessapes
4
Section F: Pl fect th
Compatibility C: Analysis rules for standards and controls behavior (570168)
Standard or control | Rule
p— s 1 | nvaligate if at least one target is invalid or if one IC has no signal and no olher target. .| v |
Qas2 [ Invalidate if at least ane target is invalid or if ane IC has no signal and no other target... v |
Targets. as3 [ Invalidate if at least one target is invalid or if one IC has no signal and no ofher target | v |
as4 Invalidate if at least one target is invalid or if one IC has no signal and no ofher target..| ¥
Samples NTC Invalidate if at least one target is invalid of if one I has no signal and no other target. .| v
AUDAS
D: Analysis rules for the assay
Core Analysis @ Invalidate every test sample if at least one external control is invalid
(O Invalidate a certain target in every test sample if a comesponding extemal contral containing that target is
Assay & Sample invalid
Analysis Q Invalidate only targets with no signal in the test samples if any positive control (normal positive controls
posilive extraction controls or quantification standards) containing that targe is invalid
© Never invalidate samples
E: Rules specific for targets and IC in test samples f
Targetoric Rule Farameters Flag if rule fails inv.
v |
Save assay profile as. “Start testing sssay profie
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Section E: Rules specific for targets and IC in test samples

In this section, analysis rules specific for targets and internal control in the test samples can be defined.
Further details about the rules can be found in Section 1.3.2.3.1 of the Rofor-Gene AssayManager
UDT Basic Plug-in User Manual.

The example assay uses the rule:

If the internal control is negative, a flag is displayed for the internal control target in the “Approval”

environment. This functions as a warning to users that samples are not automatically invalidated.

& Rotor-Gene AssayManager = 8 %
File Help
» ¥ B OIT ow W
Setup  Approval  Amhive  Service  Configuration | Development
Define assay and sample analysis rules for this assay profile

General §
Information ST

T — "
Compatibiity © Invalidate 2 certain target in every test sample if 3 comesponding extemal control containing that target is

invali

© Invalidate enly targets with no signal in the test samples if any positive: control (nermal positive controls.
Run Profile posilive exiraction controls or quantification standards) containing that target is invalid

© Never invalidate samples
Targets
O E: Rules specific for fargets and IC in test samples

= Targetor IC Rule Parameters Flag if rule fails .

Vius X_IC v |[Hasact v NO_CT_DETECTED E3
AUDAS [ JI[ ] il x |
Core Analysis
Assay & Sample o,
—

3

F: Analysis rules for test samples

Select analysis rule

(Invalidate if at least one target is invalid or if ane IC has no signal and na oiher target in the same fube ha... v |

v
‘Save assay profile as. "Star testing assay pronie
- iy User Defined Test Mode e Y]

1. Click “New rule” for panel E: Rules specific for targets and IC in fest samples.
Select “Virus X_IC” as target.

Choose the rule “Has a Ct".

P 0D

Do not activate the “Inv.” checkbox.
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Section F: Analysis rules for test samples

Section F defines the influence of individual targets with an invalid flag on the validity of the complete
sample. “Individual targets” in this context means all specific targets and internal controls (IC). Further
details about the rules can be found in Section 1.3.2.3.1 of the Rotor-Gene AssayManager UDT Basic
Plug-in User Manual.

The example assay uses the most stringent rule for test samples:

“Invalidate if at least one target is invalid or if one IC has no signal and no other target in the same

III

tube has a signa

1. Select “Invalidate if at least one target is invalid or if one IC has no signal and no other target
in the same tube has a signal” in panel F: Analysis rules for test samples.
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Testing an assay profile

An assay profile currently in the development process can be tested by performing a virtual analysis
of a previously finished PCR experiment. The current assay profile can be tested using real experiment
data.

A .rex file (containing raw experiment data and sample data) from an experiment performed with the

Rotor-Gene Q software or Rotor-Gene AssayManager can be loaded.

IMPORTANT: The .rex file must include the same sample layout as defined in the assay profile to be
tested.

The data of the .rex file are analyzed with the currently developed assay profile — specifically the
rules and parameters defined in the “Core Analysis” and “Assay & Sample Analysis” sub tabs. Raw
data, processed data, and the standard curve can be checked and compared to the results generated

by the assay profile.

1. Click “Start testing assay profile” in the button bar of the “Development” environment.

The screen to test assay profiles is opened.

F - - — I
1 Rotor-Gene AssayManager - o e = | =
File Help
R e R = o
| Experment oo e Foy
v/ Plots and information
Raw data Processed data Standard curve
f
i
¥ Results
Standards / controls
Pos. |[]| [Style |SampleiD Status |Type | Tarpets ct Result Flags
Samples
Fos [[5] | [swie [sampiein Status [Type  [Targets o Result Fisgs
Show IC
i User Defined Test Mode

2.  Click “Load .rex file”.
The “Select .rex file to load” dialog opens.
Change to the directory containing the .rex file, select the file, and click “OK”.
4.  Click “Apply” to start the analysis process using the currently developed assay profile.

Raw experiment data from the .rex file are analyzed using the assay profile. The results are

presented in the “Plots and information” area and the “Results” table.

5.  Review the data.
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Saving the assay profile

1. Click “Save assay profile as..."
| |
|

@ User Defined Test Mode

Note: The option to save the assay profile is located in the Assay Profile Editor. If the assay is
currently being tested using the Assay Profile Tester, click “Back to editor” to access the Assay

Profile Editor again.

7 Rotor-Gene AssayManager

File Help

Experiment Load rex file Apply

2. If the assay profile is not final and you want to save the current status, do not activate the

checkbox. If the assay profile is final, activate the checkbox “Assay profile is final”.
Click “OK".
Choose a location to save the file and enter a file name.

Click “OK".

A U S

If the assay profile is final and available for routine use, import the assay profile to the
Rotor-Gene AssayManager database in the “Configuration” environment. A user with

administrator privileges is required to import the assay profile.
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For up-to-date licensing information and product-specific disclaimers, see the respective QIAGEN kit

handbook or user manual. QIAGEN kit handbooks and user manuals are available at

www.giagen.com or can be requested from QIAGEN Technical Services or your local distributor.

Trademarks: QIAGEN®, Rotor-Gene®, Rotor-Gene AssayManager® (QIAGEN Group). 01/2022.
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