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ZO0M3—)0  BEFEESIUHMEYDEEHER
%Z HRM (C K V) B3t

A70 b O—JLIdRotor-Gene™ Q. Rotor-Gene 6000. LightCycler® 480 % Fi( /=38
ICRELENTINET, BHREEEHDVIIFBEOHRMEEZRB /- HRMEZTT B
70 b O—)LIE 9T www.giagen.com/Products/Type-itHRMPCRKit.aspx TAFE(N

er2ir&ds,
KRERDHDRANEEFIH
B REGHERER/DLEOHIC. N\YRTYIICEHOEERTO NI —ILICBT

WoTLEELY,

B 07pMDTSAV—REEBICERAL TS LS,

B Mg»BEHDWITZ— VT REDEBLIIBHES ) T Ao

B A7OMI-VICREDOHA 0V IRETEICERZBOFT,

B FHESI/IAMEVIEREBDEDICIIBERLEESE HRMBEREREN
WWBTY, EMICEAL TITHRMERITIEESE ) IV Y A LPCREEISHRTD
Y17 EZELLESL,

BRIEFIE

1.  2xHRMPCR Master Mix, 754 ¥ —i&#&. RNase 7'J—k, DNAF> 7L — b
HELUOAVPO—ILDNA (A T>3aV) “ERET B,
BEEMROSRWKDIC. FRAIICAREREISEMLEY,

2. R1 @BR=D) IH>TREIVIREZRART B,
ERTHELEMN—YIBEDIORELICHEDELDII. RIDI VIRERBRL
9,

RISty b7V IER (15~25C) TIHHEWET, =20, KHE, U
T DY MO—=IUSKETRASITDZEESBHLET,

3. RIEIVIORAEBREITEML. PCRF1—THBWIPCRTL— DD T)VIC
B)EEZENET D,

4. ZEODNATLTL—b (1~50 ng®% / LsDNABS L \E 1~ 50 pg D4
YIDNA. BH U TIVDOBEAZFBEICT D) 2B~4DPCRF1—THB Il
ISFmL. =EISEMT S,

IRTOY U TILDOCAENIOUTICHEDLSET+PEDDNAERTMLET,
CHAEN 3 A VI EER DT TIVIERLENTLES 0,
2 Typedt HRM PCR 70 h I— L& ST 1—F 1 2% 07/2009



< 1. 2x HRM PCR Master Mix ZF L \BI5E D RIGRK 7

BE2/10 RS
(3840 IV
5 BE/25 R+ TL—1) RICRE
REZYOR
2x HRM PCR 12.5 ¢l 5.0 pl Tx
Master Mix
10pM TS M7 — 1.75 4l 0.7 pl 0.7 pM forward
IYIRT primer
0.7 pM reverse
primer
RNase 7'1J) —K EE e _
DNAF>7L— b EE EE B © 1~50 ng
(RTYTATHM (2TORIT (ECTORIET DNA /= Jitx
E5E8) EB8E8) MED 1 ~50pg
DNA /it
(BRICCTRAEZ
Fu3)
=5 IVBE/RIG 25 pl* 10 pl -

*ERTDUTINEYALBY—VILT AT 25 pIUANDBRERIEEZVEL T DIBEEICIE. ZOEIC
IEUTVYRY—I Y IREZDMDRISERD DEZRET D0

P10 pM TS AV —3 W 21310 pM forward primer & 10 pM reverse primer TR I T 1\D,

5. K2 AR=2) HBWIIR3 (6R—2) ICROTUZIVEA LAY —7ILY
A105—DTOIZ I T%1THS,
FUTPINSYALBY—YI YA O0S—D1——~v 17 EFT VoL T
EBOEY MFPYTHEELLLITHEDODTLES L,

6. VZPIWIALBY—IIHAOS—ICPCRF1—THBdWMITL—brEEY H
LT. PRYA DY VT - TOJSLEZRY— L. RICHRMBEREITE S,

7. T—HIBRHETES,

UTZINEALPCREIVUHRM DT — 5 iT &Rt DRIIC. BTREICEREE
FRWNET, FHIS) 7L A LPCREBDVZ 17)b€’§*<7_éb\

FAEICREHE SN TWENW) P YA LBEYT VIV A O 5 — (I3 HRM BT
WTERNTREMED DY T,

Typedit HRM PCR /00 h O— )& RS T 1—F 1 >4 07/2009 3



2 2. Rotor-Gene Q &5 & U’ Rotor-Gene 6000 T HRM 2t ICEB{LBHD YA 21

>o7Oba—-i

27y 7T B mE X2k

PCR#NEAEME(E 55 95C HotStarTag® Plus DNA Polymerase
(FZDOmMER Ty TTHEMEAL
TN,

3RFYTHAOV T L e (YL G7AV D7 S
HZzRWVISEDHRELER
niEsnd,

zit 107 95C

Pl 2 30# 55C

IORFTroaYy 10# 72C Green channel CEMXENW AH %A
3582,
350 bp 3 T PCR |- B3,
350 bp % #% % PCREMTIZ
PCRE#H) 25 bpH7=W 1#D
IORT 3 EE%EEN
ERSE

A IV 40 10~50 ngODNAT > 7TL—k
F721F 10~ 50 pg D) DNA

45 1~9 ngDDNAT > FL—

F72lE 1 ~ 9 pg DA DNA

HRM 2% 65~95T* HHENWIAAICEET DEFMIS

0.1 CREk

HEERR Handbook 10 R—T %

P2}
= /E|'\:{o

N

* HRMBH § DR DPCREN Z EICHRZ ZTRODDVENH D, FRENDRIREREICHA/N-TD
65~95 COBEBBICHIEDTHRMBER Z1T8 5, T AVAEERDHRMBETERLSIIFRENDE
PCREMDE/NT ENSS5CEIVEECEART ELJES5 CHRIVEEEB THRMZITES 2 EN'FEE,

ZhUc & HRM BRI IC BB IS Z 2R 88

Typeit HRM PCR 700 h O—)L& RS T 1—F 1 >4 07/2009



- A A, —

Click on a cycle balow to modify it ©

Hold Insert after...
HFM Insert before....
Remove

Thiz cycle repeat: 40 |lima(31
Click on one of the steps below to modily . of press + of - to add and remove steps for this cycle,

Timed Step -
72 deg. 95 deg. for 10 zec:

10 seconds
Aecquiring to Cpeling A ! 2 for 10 sec:

on Green
I~ Long Range 55 deg. for 30 secs
™ Touchdown

B 1. Rotor-Gene ¥ 2 7 LTOEGFERBHAY AoV /70— VDTOTIS IV

BE : HotStarTaq Plus DNA Polymerase Z &4t 9 D7=HIC “hold” 27 T&95C. 50ty T2
(RIBR) e FAOIIRT Y AIFI5CTI0M, 55CTI08. 72CTI0MEAFERHL. 72CDRTY
TIZ& 0 T green channel T Cycling AICEAEIWRAAEITE S, Y1 IIVHERESTD ; RY—bRA K
ELTL0%MER, 3R 2288, HRM 7O N I—ILDTOIS 3 v IER2ITRY,

(MR "]

Click on & cycle below to modify it -

Eul? Insert after, .
clirn
Inset before. .
Remove

Ramp from  |E5 ﬁdsoveesln I‘Bﬁ_jdagm,
Risingby  [01 - deoree(s) each step.
Wit for IBG_ iz of pre-melt Htioning on first step,
Waitlor  [2 — seconds for each step afterwards.
Acquire to HREM |onHF|M
|~ Gain Oplinisafion
[V Optimise gain before melt on all tubes.

The gain giving hﬂg’ms{lﬁnemleselhml?ﬂ ﬁ
will be selected.

2. Rotor-Gene > 27 LATHOHRMBITA 705 I 05
1. R2UICEHSINTVWBEDIEBEGFEERFTDLDICHA 2o 7OMNI—-IVETOISIVTT
%, HRMBIRICEBL T3, S0 T%65~95CII. BELRIIZR TV THW 01 CEARICEY hT 2,

Typedit HRM PCR /00 h O— )& RS T 1—F 1 >4 07/2009 5



% 3. LightCycler 480 T HRMEZRICE @ FEAD Yo J 7O M-IV

25797 B RS

BE

aAVB

PCR #HASEME1E 5%

IZRFYTHAOUIY

B4 10%
== 307%
IORT3Y 107

YA IIVE 45

50

HRM
1%

B 1%

95°C

95°C
55T
72C

65T *
95T *

40C

B2 #wHT7r—vY bz
i#3R : SYBR® Green |/HRM Dye
HotStarTaq Plus DNA
Polymerase (& Z DMELZ T T
THEMtEND,

BEE: ChoDHA40) 0 I%
HZRAWIEEDHRBELER
nEsND,

“single” TEIEENYIAAZ
1782,
350 bp & TDPCREYICFHE,
350 bp Zi#h % % PCREY Tl
PCR 41 25 bp 7= 1) 1 10
TORT 3 EEZEM
95,
10~50 ngMDNAT> 7L —k
F7213 10~ 50 pg DMEEHI DNA
1~9ngdDDNAT>TL—h
F7213 1 ~9 pg DAY DNA
BEITE— I © Melting curve

B A A Z T D,
SUTEE  0.02C/#
B 251 1A
HRM#& T &5 > T Lz mH

E BB IUARCBLTIRRDT V TREEHRET Do

* HRMERHT S DRI DPCREN Z L ICHRZ T TRODIDENH D, PRSNDRRERZICH/N—TD
65~95 COBEMBICHIEDTHRMBER Z1T8 5, T AVAEERDHRMBEITERLSIIFRENDE
PCREMDE/NT ENSS5CEIVEECEART ELJES5CHRIVEEEB THRMZITES 2 EN'FEE,

ZhUc &L HRM BRI IC BB E Z 2R 88

6 Typeit HRM PCR 700 h O—)L& RS T 1—F 1 >4 07/2009



= SampleFrobe

Mono Color Hydrolysis Probe / UPL Probe ————

[l Ivuai color Eydrolysia Probe / UPL Probe | Programs
; Multi Color Hpdrolysia Peobe : : | Cycles ysis Made

Monc Color HybProbe [EY None -
—{muic: Color HybFrobe !

3. LightCycler 480 TOHRMEEIRA 70535
“Detection Format” Mi&3R : SYBR Green |/HRM Dye
3 : EvaGreen BRIEHEADF ¥ R IVEBIRL TLVEWMES., BXBEDETHBRESNDIZEN'HD,

C o Protoc .

Dutection Format [570% Green 1/ HEN Dye j- Mﬂn]u MIII Reaction Voluma [= =]

Calor Comp 1D [ Lot Ho | Tost 1D |

[ [— T —
Initial activation step 1 None -

L ! m _gene Butations r_‘_y_l:.‘llnu i ?5 i Qlll_l_l\: lt_ll:n_( iom =
HRN 1 S|Mmelting Curves =
Cooling 1 Z{wone -

S“Tﬂlﬂl'@| Step Size (') | Step Delay (cycles)

=0 o

Bl 4. LightCycler 480 > 2 7 LTOBEIEFERBINAY 1o /7O a—0 70953105

3 BEEIEhhimmiss DT 4 —V Y RTA YTy b D, BEE : HotStarTaq Plus DNA Polymerase % 5E 169
DI=DICRMDERLZ T T%95T, 00:05:00 (543) ICtY ~9D (KiER). YA 0 VI2TY T
|, 95CT00:00:10 (10#). 55CT00:00:30 (30#). 72CT00:00:10 (10%) #AI\D, 72TD
27 T D “Acquisiion Mode” |3 “Single” %3&ES, B VI HMERETD; 25— RAV LT
45% M. FHMIIRIZSR, 2TV T TN/ SAREZRKIKES D, HRM 7O M-I TO
IS5 I0T%RS5IIRT . HHMOBEY Y TILESHLIEWNEEIF. BROY A ZIL0#EIC40CT00:00:01
%) 2Anhd RETR.

Type-it HRM PCR 700 F I—)L& RS TILS1—F 1 >4 07/2009 7



Geeen I/ HRN Dye

=loo:00:01 |

5. LightCycler 480 COHRMBETRA OS5 305

3 EBIEhhimmiss D7 A=V Y N TA Ty b9 D, R4lICREIhTWSroU 70 N—)b
A TOT53I009 %, HRMBIRICEL TlE65 CHELU95CT00:00:01 (1#) ZFERAT S, “Acquisi-
tion Mode” D “Continuous” T 1#¥/=+) 25 acquisitions ICLT. T /&EE%0.02°C/slZ9 D, HRMD
BY T ESHLIZNBEIE. BEOY A JILD%EIZ40TCT00:00:01 (1#) 2#ANnD (RiER).

8 Type-it HRM PCR 700 h I—)L& RS TS 1—F 1 >4 07/2009



70O bM3—Jl : HRMIZ &K S SNP 24

A 70~ O—)UId Rotor-Gene Q. Rotor-Gene 6000, LightCycler 480 % F3( \/=3EE& |
BELINTNET, BHREEESSIUFBEDOHRMEEZ B\ /- HRMEETE 'O
r OI—)UI3 9 NT www.qgiagen.com/Products/Type-itHRMPCRKit.aspx T AF /=72
PEXR

EREBRDHDADESEE

B RBARBEESLEHIC. N\YRTYIICRBOEELTO N IR
HOTLEEL,

0.7 IMD TS AV —BEEZICEALT LS,

Mg” BEH D27 =~ S REDEELIIVESY £ A.

ATO P I-IUCRBOY A0 U IRBTRICEREBHET.
ERBUT ) 5AE I RBEBBHICIIBEREEE HRMBRIFRE A
WETT, HMICEL TIEHRMBRITHAETE | 7L 5 1 L PCREBISHAHD
TIATINETE LS,

R{EFIR

1.  2xHRMPCR Master Mix, 754 ¥ —i&#&. RNase 7'J—k, DNAF> 7L — b
HEUOYPO—-ILDNA (FT>3aYy) wERET B,
BEEMROSHWKDIC. FRAIICAREREISEMLEY,

2. R4 (OR—2) ICRODTRIBIVIREZRRT S,
ERTHELRMN—YIBEDI0O%ELICEDELDIC. RIDI VIRERBEL
9,

RISty b7y TEER (15~25TC) TIHHEWET, =20, BEE, Y
T, D MO—=IUSKETRESITDZEESBHLET,

3. RIEIVORAEREITEML. PCRF1—THBIPCRTL— DD TIVIC
BEEREDET D,

4. ZEODNATLTL—b (1~50 ng®% / LsDNABHS L \E 1~ 50 pg D4
YIDNA. EY U TIVDBEZRAEBICT D) 24 DPRF1—THDWID IV
ISFmML. REISEMI S,

IRCOYTINDCAENBOLATICHE DL DB +IEDDNAZRMLET,
CHEN 3T A VIMNEREDH > TIVFERLENTLIZE 0,

Typedit HRM PCR /00 h O— )& RS T 1—F 1 >4 07/2009 9



4. 2x HRM PCR Master Mix ZFH L \BI5E D RIGE S

B8,/ 10 pl RIS
(384 )V
D% BE/25 pIRIG* AR RIERE
RItIvIR
2x HRM PCR 12.5 ! 5.0l Tx
Master Mix
10MTZ 17— 1.75 0.7 0.7 pM forward
IYoRT primer
0.7 pM reverse
primer
RNase 7'J) —K BE BE -
DNAF > T L— k T B8 BRS¢ 1 ~ 50 ng
(Z7 T 4THM) (FNTD (IXTOD DNA /It
RIS CEE) RISCZE) LM 1~50 pg
DNA /[ Ji&
(BERISTRE%
FAu®)
F—5IBE /RIt 25 pl* 10 pl -

*ERTDUTIVEY A LAY VI T AT —025 pIUANDERRRICEZVEL T DIBEEICIE. ZOEIC
ISUTVYRY—I VI REZDMDRISERD DEZRET D,

T 10 M TS A4V —3 W 21310 pM forward primer & 10 pM reverse primer TR I N T1\D,

x5 (1MIR=2) HBIK6 (1AR—=D) ICHOD>TIUZIVIALBY—7IL
YAOS—DTOATIS I I%TED,
FUTPINGALBY—YI A0S —D1——~v 17 EFT VoL T
HEBOLY M7V TEELLITHEODTLIES 0,
UPIEALBY—YI YA OS5—ICPCRF1—THBWNITL—bEEY B
LT. PRYAOUVT - TOATGSLERI— L. RICHRMEERZITHE D,
F—IBRIREITES,

7S A LPCRELVUHRM DT — Y @i &R d DE1IC. BITHICEKESE
TE0NET, EFMS) IV A LPCREEDVY 17 I ETELIES 0,

FASRICEREHINTWNEWI TS A LBY—=VILY A 75— (I HRM B2
NWTERNTREMEN DY T,

10

Typeit HRM PCR 700 h O—)L& RS T 1—F 1 >4 07/2009



& 5. Rotor-Gene Q 35 & U Rotor-Gene 6000 T SNP D HRM Bt ICE#{LEH D
Yao)rs7ara—-i

2797 B mE X2k

PCRNEREM L 55 95C HotStarTaq Plus DNA Polymerase
(ST DOmMER T TTHEMAL
TN,

227y THAO) 0T BE: Ino0Y1o) 0 I%
HZzRWISEDHRELER
hEsNnd,

zit 108 95C

=020/ 30# 55C Green channel CEHILHW A A%

IORTroay 17755, 200 bp ETOHPCREYD

ICBi®, 200 bp%#iZ 3 PCRE
MTISPCREN 25 bp izl
1BWOITORT o a Bz
SN IER

A OIVER 40 10~50 ngMDNAT > TL—
F7213 10~ 50 pg DA DNA

45 1~9ng®DDNAT> 7L —hk
F72lF 1 ~9 pg DM DNA
HRM 2% 65~95TC* WAENIAALZITIED,
0.1 CrrR

* HRMBH § DR DPCREN Z EICHRZ T RODVENH D, FRENDRIREREICA/N-TD
65~95 COBERBICHIEDTHRMBERZ1T8 5, T AVAEERDOHRMBTERLSIIFRENDE
PCREMDE/NT ENDSS5CEIVEECEAT ELJE5CHIVEERIETHRMZTE D 2 EA AL,
ZhUS LY HRMERITIC B E SIS Z 2R 88,

Typeit HRM PCR 700 F I—JL& RS T 1—F 1 >4 07/2009 11



g ——-

Click on a cycle below to modify it
|H01d Insert after .
HRM Inseit before...

Remave
Thiz cycle repeats 40 |Iine[s].

Click on one of the steps balow to modify &, of press + of - to add and remove steps for this cycle.

Timed Step |
95 deg. for 10 secs

I LongRange 55 deg. for 30 secs

B 6. Rotor-Gene 27 LTD SNPEEI Y A o) 570 - DTOISI 0T

EZ : HotStarTaq Plus DNA Polymerase & &L T 272612 “hold” 27 T&95T. 543ty hTD
(RER) e ATV IRTYTIFISTTIOR, 55CTI0BEFEAL. 55CDRT Y TITHBINT
green channel T Cycling AICEHXIWIABZZITE D, A VIBEREHITD  A5—MRAFELTL0%
B, SMIIRSESR, HRM 7O N I—ILDTOIS IV TERT7 IR Y,

12 Typeit HRM PCR 700 h O—)L& RS T 1—F 1 >4 07/2009



A e

Chick on a cycle below to modify it .
Hold Insert after...
Insest before...
Remove |

Rampfiom [§5 ] degreesto [ =] degrees,
Risingby [0.1 =] degresis) each step,

Watior [0 seconds of premek condiioning on fist step,
Watfor 2 =] seconds for each step afterwards.
Acquieto  HAML  |onHAM

~Gain Optimisation——————————————————— —

| ¥ Optinise gain before mek on al ubes.
wflmuwmmmﬁi{

7. Rotor-Gene > 27 LTHOHRMBITA 705 I 05
RéERSICRHINTNWDY A2 IT7ORNI—ILETOTSIVT95, HRMERICEBLTIE. S
TH65~95CIZ, BELRIIZRRT Y THIz 01 CRARICEY N9 5,

Type-it HRM PCR 700 h I—)L& RS TS a—F 1 24 07/2009 13



# 6. LightCycler480 TMD SNP D HRM Bt ICZBLBAD YA o) 70O0 M d—)b
A7V 7 B BE aXV b

EE RET7A-VYbZE
i#3R : SYBR Green I/HRM Dye

PCRFDEREM 1L 559 95C HotStarTaq Plus DNA
Polymerase (& Z DMELZ T T
THEMtEND,

227y THA OV BEE: ChoDHA40) 0 I%
HZRAWIEEDHRBELER
hEsNnD,

Rl 10% 95°C

7= I/ 30% 55C “single” EJCHRVAA%E

IORT3Y 137755, 200 bp ZTDPCREHD
=318

200 bp % #% 3 PCREM T
PCRE) 25 bp H7=4) 17D
IORTa V% ER.
A OIVER 45 10~50 ng®ODNAT > 7TL—k
F7=13 10~ 50 pg D) DNA
50 1 ~9 ng®DNAT > FL— k
F721d 1 ~ 9 pg DM DNA
HRM BRITE— R : Melting curve
1% 65T+
95T * B AL Z T D,
SUTRE  0.02C/ %
B 25BN AA
BE 1% 40C HRM#R T &> T IL & SBH)

E BB IUAANCELTIERDT VY TREERET Do

* HRMERHT S BRI D PCREN C L ICRIRE ZTARDDIDENH D, PRSNDRREREICHN-TD
65~95 CORBEMRIFICHIZDTHRMEEZ1T8 5, T AVRERDHRMERERN SIIFHREhD2
PCREMDENT ENDSSCERIVEEERAT ELUE S CHIVEEHEBTHRM ZTE 5 Z AT EE,
InUISE Y HRM BRI IC D E LIS Z iR A8,

14 Typeit HRM PCR 700 h I— L& RS T 1—F 1 >4 07/2009



Setup

Dotection Format (Cmomiaey Biocksico [~ Plaww 1o | Reaction Valume [5 =]
Color Comp 10| 01 b b Test 10 |

Color Hydrolysis Probe / UPL Probe

A | pual Color Hydrolysis Probe / UPL Probe | Programs
I:M! Muley Color Hydrolysis Probe 1 5 Mode
(Cl

Mopo Color HybProbe |1 Nore
Hulci Color HEFl'DhE - - e
[ 8. LightCycler 480 TOHRMEEIRA 70535
“Detection Format” (D3&#R : SYBR Green |/HRM Dye
i 1 EvaGreen BRIRHADF ¥+ 7 I)VEREIRL TULEEGE. BABEDETARESND I ENHD,

Progras

[ R Pratocol I

Datection Format [SvER Geeen 1/ fad Dye j- Block Size [ Plate 10 [ Reaction Volume [= =]
Calor Camp 10 | mu-] 'n-b_]
Initial activation step ) =Hone -
. M MRN SNF cycling 45 Quant -
Lo 1 =jMelting Curves -
Cooling 1 Z|Wane ¥
P ————

.rss Zwane =[00:00:10 2a.a - =0 = [ =0 -]
. 55 Zisingle 00:00:30 zl2-2 = o o =0 -]
C—

Cuarview
i
i
(1 T RTYT) ToeE [EE] [EFR mk'a e (-3 TR EE (F-T5]

B19. LightCycler 480 > 2 7 LTM SNPERIfAY A o) o7 ra—DTOIS5 I 0T

3 BEEIEhhimmiss DT 4 —V Y RTA YTy b D, BEE : HotStarTaq Plus DNA Polymerase % 5E 169
DI=DICRMDEHLZ Ty T%95TC, 00:05:00 (543) lCtY ~9D (KiER). Y40 I2TY T
IZ1F95CT00:00:10 (10#) HEKV55TCTT00:00:30 (30%) ZA\D, 55CDRTY TMDH “Acquisi-
tion Mode” (3 “Single” %3S, A VI HMEREETD  RY—MRA 2 MELTA5%ER, #illldRoe%
S, 27V T TR BHREEZRKAICHET D, HHM 7O M I—ILDTOISI VIR I10ICRY,
HRM DY > TV ESHIL - WNMEEIE. BEBOY A ZILDEIZ40CT00:00:01 (18) ZAND (RER).

Type-it HRM PCR 700 F I—)L& RS TILS1—F 1 >4 07/2009 15



10. LightCycler 480 CTOHRMEETA 705 I 05

L BEIEhhmmiss DT F =V Y FTA YTy M2, HOICERHINTWD Yoy J7ON—)LE
TOU53209%, HRMBITICEL T3 65 CH KLUV 95CT00:00:01 (1#) ZEMAT D, “Acquisition
Mode” @ “Continuous” T 1#27=4) 25 acquisitionsICLT. > F&EEZ0.02C/sICZF D, HRMDEY
VIWESHLIEMEEI. BBDY A 2ILDEIZ40CT00:00:01 (1#) AAND (RER),

16 Type-it HRM PCR 700 h I—)L& RS TS 1—F 1 >4 07/2009



N | Ve Rl 27

X2k

PCRH»BMIHRM T I HILATE N, R BHELY. $DMIPCRT I IFILAENT
Rtichd

a)

b)

e)

ARG
BED>TLD
HotStarTaq Plus DNA
Polymerase HYEME1L
SNTLVEL

EXYTFAUITIT—,

HDNIHEDAN
=n

D775 A LEEIRT

BHZ TV ThEED
Thd. BN

PCRENZEAYEL

A —hDDNA
ToT7L—MIEE

BIC7OMI—IVICRBEEINTLDEBLEAD
YA 0 D IRETHRDD,

ORI EEINTNDESIC. 1oV T
7042 LI HotStarTaq Plus DNA Polymerase 5141
27V T (95T, 59) hEFEFNTND I L&HER
ERSE

ToAT BT T — NaBAEEEDEREY
RERMEFIVITD, TSAV—REETETD
B DEEME IS ZEEERR Handbook 30 X—2 Appendix C
2RI D, BEVYEAZTE D,

U754 LERICEL T, ERFERT7O NI
TIE72CHOIORTaY - ATV TT, SNPT
A=) TRE7Z-UT/TORTa3 V%R
AEOET=ZT Y TTEHAEMIIAANITEHNTIND
CEBHERT Do
ZO7ORI—NVICEBHEINTNWD TSAV—RE
EEATD, TOAV—REEZRDDEOHEMIIRE
F8HR Handbook 30 X—/ Appendix CZZHR 9 D,
YTV ER) R TR - BT 2 EA&BITD,
RAE - BREDRVUBRLZBITDEDICHET DN
ER-E

T T7L—bEL02 FO-/LDNADRE. RE
FMH. BEICDNWTFIVITD,

DERIBEICIE. ANV IBRERNTDNAT YT
L— bOBEHEREZBHERT D, ILLEREZ
RWTT7vEAZBETHE D,
RBILERZEDICIIPCRIEAEMEDMRNAIRE
hWBETHD, BUBRBEEERNTTTILDD
BERZERRT Do

BT T — bDRBES SOFEMRICER L IHE.
INY T 77— BRODIRTH XL T7—E (RNase/
DNase) 7')—TilrnidEoigiy,

Typeit HRM PCR 700 F I—JL& RS T 1—F 1 >4 07/2009 17



X2k

g DNAFYTL—FA T TL—REEPCRYAVIIVEAERTO S-S
R+oHdNIDEE HHINTWDHEEICHDIEETFIVITD (K]

~6)o AREIESDNAT Y TL— hEEEPT,
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Trademarks: QIAGEN®, HotStarTag® Type-it™ (QIAGEN Group); Rotor-Gene™ (Corbett Research Pty Lid); LightCycler® (Roche Group); SYBR® (Molecular
Probes, Inc.).

The purchase of this product includes a limited, non+ransferable license under U.S. patent No. 5,871,908 and all continuations and divisional, and corre-
sponding claims in patents and patent applications outside the United States, owned by Roche Diagnostics GmbH, for internal research use or for non-in
vitro diagnostics application with authorized reagents with regard to Melting Curve Analysis. No right is conveyed, expressly, by implication or estoppel,
under any other patent or patent claims owned by Roche Diagnostics GmbH, or by any other Party.

The purchase price of this product includes a limited, nonransferable immunity from suit under U.S. Patents Nos. 5,994,056 and 6,171,785 and corre-
sponding patent claims outside the United States, owned by Roche Molecular Systems, Inc. or F. Hoffmann-La Roche Ltd (Roche), to use only this amount
of the product for dsDNA-binding dye processes covered by said patents solely for the purchaser's own internal research. This product is also a Licensed
dsDNA Dye Binding Kit for use with service sublicenses available from Applied Biosystems. No right under any other patent claims (such as apparatus or
system claims in U.S. Patent No. 6,814,934) and no right fo use this product for any other purpose or for commercial services of any kind, including with-
out limitation reporting the results of purchaser's activities for a fee or other commercial consideration, is hereby granted expressly, by implication or by
estoppel. This product is for research use only. Diagnostic uses require a separate license from Roche. Further information on purchasing licenses may be
obtained by contacting the Director of Licensing, Applied Biosystems, 850 Lincoln Centre Drive, Foster City, California 94404, USA.

This product is provided under an agreement between BIOTIUM, INC. and QIAGEN and the manufacture, use, sale or import of this product is subject to
one or more of U.S. Patent Nos., application Nos. and corresponding international equivalents, owned by BIOTIUM and ALLELOGIC. The purchase of
this product conveys to the buyer the non-ransferable right to use the purchased amount of the product and components of the product in research con-
ducted by the buyer, where such research does not include testing, analysis or screening services for any third party in return for compensation on a per
test basis. The buyer cannot sell or otherwise transfer (a) this product (b) its components or (c) materials made using this product or its components to a
third party or otherwise use this product or its components or materials made using this product or its components for Commercial Purposes. Commercial
Purposes means any activity by a party for consideration and may include, but is not limited to: (1) use of the product or its components in manufacturing;
(2) use of the product or its components to provide a service, information, or data; (3) use of the product or its components for therapeutic, diagnostic or
prophylactic purposes; or (4) resale of the product or its components, whether or not such product or its components are resold for use in research. For
information on purchasing a license to this product for purposes other than research, contact BIOTIUM, INC., Business Development, 3423 Investment
Blvd, Suite 8, Hayward, CA 94545 Tel: 510-265-1027, Fax: 510-265-1352.
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