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7’0 b 3—)Jb : Rotor-Gene Cycler D 2 2 7v 7'RT-PCR

S®70 ~3—)))

A7 b O—)LIZ Rotor-Gene™ Q. Rotor-Gene 3000, Rotor-Gene 6000 T Rotor-Gene
SYBR Green PCR Kit ZfEFH T 2/=bDED T,

KBRZBODIRADEEFIR

Rotor-Gene SYBR Green PCR Kitld. 95 COZEMR T v SE60CHT7Z—") >
J/ITOVRATr2aV- A7V TalBELER2ATYTH40) 0570
NI—IILTEARITBI LOICTFFAIENTINET,

B PCRRFTYANIFFTISCTTS5HDAFa1R—230%1THDT. HotStarTag®
Plus DNA Polymerase (2x Rotor-Gene SYBR Green PCR Master Mix [ICEH &N T
D) ZEMESEET,

B BREEZ25PICTDZEEHELET,

B 2xRotor-Gene SYBR Green PCR Master Mix |Z R IEHD Mg BE TEIZIAHT
<7FE&ELN,

EERFIREID EREIR

B 8T QuantiTect Primer Assay Z R S NSIH5Ed. &9 B Handbook 6
R—2 “Shipping and Storage” MERBRICHE DT, EARIICINZBREL I T,

BRIEFIR

1. 2xRotor-Gene SYBR Green PCR Master Mix (-20 C TR7ZMD15S) . 10x QuantiTect
Primer Assay. ¢(DNA7> 7L — I, RNase 7' —KZfEHRT D, FARERM
EED

2. RIIROTRWIVIRZRART D,

Y hREY—MPCRTHDIzD. RIEDEY ~77 Th#h S \d Rotor-Gene
A0Z—DTATZIVIRIZT U TIVEKETRATDREIIH Y EE A
7E ¢ 2x Rotor-Gene SYBR Green PCR Master Mix | SR IE &D Mg iR CEBR &
BHD LB BBEHLET,

E RN TDDNADEE (RHBMDRTREE) IFPCREVRBED10% %I
ABENEDITLE T,
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# 3. Rotor-Gene t# 1 5 —%FH =2 27 FRT-PCRORIG Y b7V T

%) BE/RI RIRE
2x Rotor-Gene SYBR Green 12.5 yl Ix

PCR Master Mix

10x QuantiTect Primer Assay 2.5yl 1x
cDNAF>TL— K BE <100 ng /Rt
(RTy T ATHM)

RNase 7)) —7K EE -
r—5IBE 25 pl -

3. REIVIREZREISEML., BYYEEEZPRF1—TICHET B,

4. RIEIVIREBZALEENZFNOPCRFI—TICDNATVTL— b (RiEH
121100 ng A TF) ZFMT B.

5. Rotor-GeneHf US5—%#RAIHKD>TITOATSLT D,

BXRRUARE, P I /T ORATravERBEDERT Y TH
L~_1‘I7&b\§3—o

&K 4. Rotor-Gene 1 U5 —&R =& 2 2T JRT-PCROY A U VT %M

27T B SR P
PCR #HASE ML 55 95°C K2 7T HotStarTaq Plus
27T DNA Polymerase % &%t
227V THAOU T
zit 58 95T

-0/ 107 60T BIEV ) IAAZITIED
IORT23a>m
HAEHE
TA DI 35~40 HAUINEIIDNAT > T L—

FBEKUY—5"y NERFD
KBS (CMRTF
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6. Rotor-Gene 1S5 —RICPCRF1—TE AN, TOIGSLERAY— T B,
#A723r PCREYEZBELUHEMERRT DI, BMBHERTZTHE
ST ENAIRET T, RERRMISERMTIS Rotor-Gene 1 05 —MDY 7 MO T 7IC$E
HINTWDBFRATY T TY, BEICRIDFRBBIRDTLIES 0,
X PCREMDT BIS. /Ny T 7—HEEEREICHKRTEL £ 9, Rotor-Gene
SYBR Green PCREEFEAZA\THESNET EBIS. ZOMOREEZRI\TESH
HEEIFIBEBDZENHIFT,

Rotor-Gene 1 2 5—DYV 7 rI 7Dty b7y 7IZEALTIE. ATV TITED
54 BH¥E#HD T TH 41 b www.giagen.com/literature/protocols @ protocol PCR106
ICB#EEIhTLHEY,
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ZOr3=)V: 227V 7RI-PCR (F&E 7O FO—)L)

AXTOMI=IE. BEAEDU IV A LBY—YILY A 25 —T QuantiFast™
SYBR Green PCR Kit = fEF 9 2/=60DEDTT,

KEBRZBODADEERIA

QuantiFast SYBR Green PCR Kitld, 95 COZEMRTY TEL60CHDTZ—"1) >
J/TORTr2a0- 2TV TeBEORIL2AT Y THA0) 0070
NI—ILTERITDLDICTTFAIENTNET,

PCRZTY /FIEFTISCTERDA F1X—23 0%{THE DT, HotStarTaq
Plus DNA Polymerase (2x QuantiFast SYBR Green PCR Master Mix [C& &1 T Ly
?) ZEMtstEE Y,

96V TIIVTOAYVIHAUT—ICELTIE. BRIEBEZ25 plICT DT E&HRE
LET, FrESU—TAI5—ICBALTIE. BRREBEZ20 plICTDIL%E
HBELET, 384V TIILTOVIHAIZ—ICBLTIE. BREEZ 10 plic
THILBMHERLIT,

2x QuantiFast SYBR Green PCR Master Mix |Z R INE&AD Mg* BE TEICIASHT
<FEELY

KEFBRDOE RSN

T QuantiTect Primer Assay Z A S NDIHEIS. &9 HEEEMR Handbook 6
~R—2 “Shipping and Storage” DELRRICHEDT. EARIICINAEBBRL T,
iCycler iQ°, Q5. MyiQZfERT %1558 | FEBDWEOIC Well Factor DAIE A
WETY . YATLRERYT AV IIZEDIEDDEEMIET DRI Well Fac-
toraEAL &7, HMIIHEICHBOI—TF—Y 17 ILdHDIHE
Handbook 55 X— (D Appendix E%& ZEL 72& 1Y,

BRIEFIRE

1.

2x QuantiFast SYBR Green PCR Master Mix (-20 ‘C CR7ZMDIHE). 10x QuantiTect
Primer Assay. ¢(DNAF> 7L — I, RNase 7' —KZEfEHT D, BARERM
ERH

RSO TRIEIVIREZRRT D,

RY RRY—KPCRIETHDI=D. RISDEY b7y ThHD M) IV A
LBY—=VIYAOS—DTOIS I IRICH TV EKEILRS T DDE
IHYEEA.

¥ © 2x QuantiFast SYBR Green PCR Master Mix |ZRIITEAD Mg> BE CXER &
WBHDZ LB BBEDLET,

D AMTDDNADEE (REMDRTRICH) IFPCRERBED 10%AIE
ZIENEDICLET,
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K5. B5&E2Z2T7 Y IRI-PCRORIEEY b7y

BE/RID

%O FrES)— 38401l

5% ) 0wy Y4a4053— TJOvy RBEEE
2x QuantiFast SYBR Green 12.5 pl 10 pl 5l 1x
PCR Master Mix

10x QuantiTect Primer Assay 2.5 l 2 pl 1l 1x
cDNAFT>TL—h EE e BE <100 ng,/
(Z7 T 4THM) =
RNase 71J —7K EE BE BE -
r—%IBE 25 pl 20 pl 10 pl -

3. RIEIVIRZRZICENML., BILEZPREZHDNITL—MIFE

EER

4. DNAFUTL—bt (IRIEEHEWI100 ngllTF) Z2RIEIYIRDADZEN
ZENDOPREZEHDMIYV TIVISHINT Do

5. ROIROTUPIWIALBY -V AIS—DTOISIVT%THES,
BARMRAARS, PZ—U2T /T ORTroavaEfiEhEITy JHh

IITENET
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F6.BE2ZT Y TRT-PCROY A DY) U IRMH

2Fv7 (5355 BE SVU7ERE aXAVbH

PCR#HASE M1 5% 95C == KR 27V 7T HotStarTagq

2579 =IRE— K Plus DNA Polymerase &
JEMEAE

2279 THAOV T

ZE 108 95T = 1=y

SRE— R

F==222 7 30# 60T ==/ HARIAAEITIED

IORT>23>m SRE—R

HArahE

TADIE 35~40 A TIEITDNAT >
TL—bhBLU05—7Y
MBI FDORIRE(MKTE

6. PCREBHDN\ETL—bEUFZIVIALBY =L 5—IZEY ML,
AoV ITOAISLBERT— T D,
A723ar  PCREMZRE LR ERRT D/-0OIC. RIERMIGRETZITA
SZENTBET Y, BIBRBRREMII) VIV A LAY VI TAOS—DV 7T
ROITICREEINTNDETRATY TTT, X—A—DFHRBEICRO>TL
1A%
I PCREMODOT EIE. /Ny T 7—HRERBEEICHKREL £ T, QuantiFast
SYBR Green PCREXZEZFHW\TELONIT EIE. MOHAFEICIOTEONE
CERBDAREMENHIET,

YALOS—DV IOz 7OEY F 7Y TICEALTIE. RTF Y TTEDHA RH#E
T 7H A b www.giagen.com/fastPCRICIBH TN TIVF T,
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ZOF3—)V: 225y 7R-PCR (27O bO—)V)
A 70 b O— LIS Applied Biosystems®. BioRad®/MJ Research. Cepheid®. Corbett/
QIAGEN. Eppendorf®, Roche® (LightCycler® 480). Stratagene®#t') 7L 5 A LsF
=< IV A 2= —"T QuantiTect SYBR Green PCR Kit %% (. \ld QuantiTect SYBR Green
PCR +UNG KitZER I 27=HbDENDTT, FrES)—H1I5— (il ; LightCycler
1.x. LightCycler 2.0) _E T QuantiTect SYBR Green PCR Kit 4 % (I QuantiTect SYBR
Green PCR +UNG Kit R T2 27w 7RT-PCRE{TASIBFIE. 12— 07O~
J—UcfE>TL 2SN,

KBRZBODIADEESIR

PCRZTY JIFETISCTISHDA >+ 1RX—23 %&{THE DT, HotStarTaq
DNA Polymerase (2x QuantiTect SYBR Green PCR Master Mix | Z7F ) & 5&E1%
ft=8F9d,

BE1S VDT &I threshold EZ R L £ 7,

ABI PRISM® 7000 % {5 F 9 % B |3 optical adhesive cover CPCR 7L — k&

EHTHZEABPEOLET., CORBEEATIRICIE. BREEN
25 pIFRBICHESBNESICLET,

KERFBAI DX RS

#&T QuantiTect Primer Assay ZEFA S NDIFEIE. &9 5B Handbook 6
~R—2 “Shipping and Storage” DFRERICHE DT, ERRIICINZBREL F T,
SmartCycler®> 2 7 LZERAT DBE © 12.5 pldD 2x QuantiTect SYBR Green
PCR Master Mix 33K 2.5 pl D 10x QuantiTect Primer Assay % F3 L\ T RIEED
BRIRBEN 25 PlIZEDELDICLET,

iCycler iQ. iQ5. MyiQZER T D155 | KERBROAHIC Well Factor DRITE A
WEBETT, DATLVPERYT AV IICEDIEDDEERIET DIEIC Well Fac-
torz2fERLET., FMIIRFICHBOLI -V —VZ17IHDNIRE
Handbook 55 X—2/, Appendix E&ZZE 2S00,
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BRIEFIE

1.

2x QuantiTect SYBR Green PCR Master Mix (-20 ‘C TIR7ZMD1I5E). 10x QuantiTect
Primer Assay. c(DNA7>7L— I, RNase 71) —KZfRL . § 2 DBEREII—
ICBDEDISENMT D,

R7IHODTRIEIVIREART D,

RY KR —KPCRIETH DO, RISDEY b7 ThHH DM TILEY A
LBRY—VIHTAOS—DTOIZ I IRICT U TIVEKEILRSTDDE
IIHYEE A

I Mg BEDEEIIMEDH Y B Ao 2x QuantiTect SYBR Green PCR Master
MixFRICBEICEBEINT LD RIEE 2.5 mMMD Mg AR CREDIERNES
n&9d.

ERMTDDNADEE (RHEMRTRIGE) IFPCRERBED 10%EEX
BNEDICLET,

K7.2Z27VTRI-PCRORIEEY b7y T

%) BE /R RIRE
2x QuantiTect SYBR Green PCR 25yl Ix
Master Mix*

10x QuantiTect Primer Assay 5l 1x
cDNAT>TL— |k BE <100 ng /RIS
(RTy T ATHM)

772 3> ¢ UracilNglycosylase 0.5 pl 0.5 unit,/ =&
RNase 71) —IK BE -
F—%IBE 50 pl -

* MgCl, DRASEEIZ 2.5 mM
" QuantiTect SYBR Green PCR +UNG Kit (2o

P50 pl A DRICEBEERT DIHEICIE. ZDERITE LT master mix 3K primer assay DRIEEN 1 5
LD EDICHAE LTS UNGIZ0.5unit. DNAT > FL— NI 100ng ATDF ETTHEAL 2

=,

3. RIEIVIRERZITSEMULTCPRF1—THDWITL—MIBEEZSD
x9 5,

4., ODNAFVTL—bF (IREHEVI100ngIUTF) ZRIEIVYIRDADLEEN
FNOPRF1—THBMID TIIZFEMT B,

5. RBIHOTUZINIALBY—ZIYAOS—DTOIZ IV T%TED,
BHEVAIRITORT a3y - ATV TTIRNET,
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#8.2Z27 Y JRT-PCROY A V) VIR

2Ty 7T BRR BE dXV b

UNG (#7>3Y) 25 50T Fyl)—F—/N—LT1

F)—7F ==L dUMP &= ¢ PCRED
2% 2 UNGHBRE

PCR #)HASE ML 1553 95T K27 7T HotStarTaq

27Fv7T DNA Polymerase % & £1t

3ZRFYTHA oYL

ZiE* 15%# 94T

Pty 2o 307 55T

IORTro38 30% 72T B IAALZITED

TA DIV 35~40 HATIEIIDNAT
L—hBXU05—5 b
BERFORERBEICKE

* SmartCycler ZBW\BIHBEII DT A U5 -DFEEFNAL T, ZHIFEEZ 1 BBICEET D &R
TY,

P EYAOS—DFMICIE L T BXRE Ty 713 ABIPRISM 7000 TI3R{E 307 . Applied Biosystems
73005 KV 7500 TlE 34 B TITENE T,

6. PRF1—THBWITL—bEUZINIALBY—VIF1I5—ICkY b
LTHAoI 2 ITOI5L%ERT— T B,

= U BDENTICFH T Applied Biosystems 7500 DIFEIE. 0.2 IZFRESINTHY
5774 MDD “Manual Ct’ threshold % = S IR E&E () ; 0.02) 95
ZETT—IBTAEIIITEhNE T,

ZA7ar PCREYZBEE LHEMERRT D00, BBEHIERTZTR
ST ENFRETTY . RBRMIGEENIS ) ZILSY A LR —VILYAOZS—DV D
NOTPICREHINTWDBTATY TTY, A—H—DHBEICRK>TLE
=Y

FCPCREMOT EIZ. /Ny 77—k EBBREICKEL X I, QuantiTect

SYBR Green PCREEZFEZRI\TELNLT BT, thOHEICLI>TEON/=E
CERBDIREMENHUET,
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ZARI= RV ESU—HAIS-RAD2ZTY
7RT-PCR (B#7OF3—))
AT7OMI-UIFESY—HA2>— (il ; LightCycler 1.x. LightCycler2.0) T
QuantiTect SYBR Green PCR Kit &%\l QuantiTect SYBR Green PCR +UNG Kit % &3
IREHDEDTY, DU T7IVE A LBY—YILTA 2 Z— (LightCycler 480 %
2 4¢) LT QuantiTect SYBR Green PCR Kitd» % L\ (3 QuantiTect SYBR Green PCR
+UNG KitZB(\T 2 X TV FRTPCREZ{THSIBAICIZ. 9= 7O M d—JUIC
RDOTLEE 0,

KBRERDHDRADNEEFIH

B PCRZTY/FIETISCTTISADA > F1X—23 %17 D T, HotStarTaq
DNA Polymerase (2x QuantiTect SYBR Green PCR Master Mix [ZRINE ) % 5&
ML,

B T ZEMIC fitpoint” FZ AT DRICIE. BEIS DT Z &I noise band
ZEREILE 9,

KEFBRI DX RSN

B 8T QuantiTect Primer Assay Z R S N215EIE. F 9 &R Handbook 6
~R—2 “Shipping and Storage” DELRRICHEDT. EARIICINAEBBRL T,

BRIEFIR

1.  2xQuantiTect SYBR Green PCR Master Mix (-20 C CIR7ZM15S). 10x QuantiTect
Primer Assay. c(DNA7 > 7L — I, RNase 71) —KZfRL . §2 DBEREII—
ICBDEDISENMT D,

2. RIROTRIIVIRERHT D,
RY MR —KPCRIETH DO, RISDEY b7 ThHH DM TILEY A
LBY—VIHTAOS—DTOIZ IV IRICT U TIVEKEILRS T DDE
IIHEE A
I Mg BEDEEIINEDH Y B Ao 2x QuantiTect SYBR Green PCR Master
MixFRICBEICEBEINT L\ DRIBEE 2.5 mMD Mg BR CREDEENES
n&9d,
i ANMTDDNADEE (REMDRTREAK) ISPCRERBED10% A
ZIBENEDICLET,

12 QuantiTect Primer Assay 7O k=)L & NS TV a—F4>2 01/2009



K. FYESU—HYAU5—&RBIV22T7TY TRT-PRORIGEY b7V 7T

%) BE/RIb RIRRE
2x QuantiTect SYBR Green PCR 10 pl Ix
Master Mix*

10x QuantiTect Primer Assay 2yl Ix
cDNAT>TL— |k EE <100 ng/ RIS
(Z7w T4 THM)

772 3> ¢ Uracil-Nglycosylase 0.5 pl 0.5 unit,/ =&
RNase 71) —IK EE -
r—FIBE 20 pl* -

* MgCl, DEHEEIF 2.5 mM,
" QuantiTect SYBR Green PCR +UNG Kit (2o

P20 plF T ES ) —DERHYUICI100 plFr ES) —ZER T DS master mix & primer assay DEE %
S51EICEAEILTLEE e UNGIZ0.5 unit. DNAT > FL— KNI 100 ng A TDE E THEAL S0,

3. RWIVvIRERZIEMUL. PRFVESY—ICBIBEZDTT D,

4. RIEIVIRADADLEEPRFTES—IZDNATVTL—b (RIGHEY
100 ngATF) ZFMT %o

5. R10ICOTUZNIA LAY —VI YA 05—DTOIS IV T%TES,
LightCycler DV 7 F O T 7DIN—2 3 h 3.5 KU HIMEEICIE. R11ICEH
ENTUVD K SIC fluorescence gains &ty 9D,
BARURAAMITIRT a3y - ATV TTIENET,

6. PRFEVYESU—-ZUPINIALBY—VITAI5—IC&Y ML, Y10
VITAISLERT— TS,
A723r  PCREMZRBTE L HEMZRER T D/HOIC. RIBHIGBRTZTA
ST ENFIRETT ., RARMIRERITIS) 7ILY A LB —YILT A0S —DY 7T
FOTTPICBESNTNDHEIRT Y TTT, A—HA—DHRASBICKOTL
=0,
i PCREMODT EIF. /Ny T 7 — il EIBREICHKFEL £ QuantiTect
SYBR Green PCREEZRI\CTELON/=T EIF. MOHAEICKD>DTEONIE
ERBDAREMNH I T T,

QuantiTect Primer Assay 7O N J—)L&E NS TV 1—F 4 >4 01/2009 13



F£10. v ESV—HYA4U5—%2AV22T Y TRT-PCROY A V) 2 TRMH

2797 B BE SV7 AV B

UNG (#7>3Y) 29 50C 20C/# Fvl)—F—/—=L1:

Fl)—F—/N— dUMP ZZ ¢ PCREY)

bsls DI I %ZUNGH
BRZE

PCR#DHEAE ML 155 95C 20C/#  AXTvVIT

27T HotStarTaq DNA
Polymerase % &1L

3ZFYTHAOV VT

Zit 15# 94TC 2TC/®

=)0 20% 55C 2C/#®

IORTray 20# 72C 2C/® HAWIAALZITED

AT 35~40 T A 7IVEIT cDNA
TrTL—bBLD
=7y NERFD
HERBICKTE

K 11. LightCycler 1. xFHDEN/NF A —5H—

Fluorimeter gain Value

Channel 1 (F1) 15

Channel 2 (F2) 10

Channel 3 (F3) 10

Display mode (LightCycler 1.x) : fluorescence channel 1/1 (F1/1)

LightCycler/ 7 b D T 77/3—23 2 3.5 Z 1o l3ZNUAEDE DI fluorescence
channels FH D fluorimeter gain "EEIRICHAEISNE T, I—F—ICLD Y

TAITDREIIHY EB Ao
Display mode (LightCycler 2.0.x)

© channel settings 530/610

14 QuantiTect Primer Assay 7O k=)L & NS TV a—F4>2 01/2009



7’0k 3—JU : Rotor-Gene Cycler D 1 7y 7'RT-PCR

=® 70 M3—)b)

A 70Ok O—)LIZ Rotor-Gene Q. Rotor-Gene 3000. &%\l Rotor-Gene 6000 T
Rotor-Gene SYBR Green RT-PCR Kit Z R I D/=6bDED T,

KBRZBODIADEEFIR

Rotor-Gene SYBR Green RT-PCR Kitld. 95 COEM T v TE60CHDT7Z—"1)
VOIS TORT YA ATV TR EDER2RTYTHAOV D TT
AOMI-IVTERIDEDICTT I SN TNE T,

PEERIGE. RTPCROPCRR TV FI3E9d .95 CTS59DAFa1N—3
> %171 > T. HotStarTag Plus DNA Polymerase (2x Rotor-Gene SYBR Green
RT-PCR Master Mix ICEBENTI\D) ZEMHILESEET,

Rotor-Gene RT Mix|Z LD ARFZLREDNABRY TS 4V —5 1~ — DR AR
<I=HIZ. IRNTORIGREITKETEY 7Y TLET,

BIRBBZE25 PICTDIEEHELIT,

2x Rotor-Gene SYBR Green RT-PCR Master Mix | iR INiEAHD Mg* RETHEICIH D
T<lfZEh,

KERFBAI DX RS

T QuantiTect Primer Assay ZEFA S NDIFEIF. &9 5B Handbook 6
~R—2 “Shipping and Storage” DFREBICHED T, ERRIICINZBREL F T,

BRIEFIE

1.

2x Rotor-Gene SYBR Green RT-PCR Master Mix (<20 C CIRZMDIES) . 10x QuantiTect
Primer Assay. RNA7> 7L — I, RNase 7' — K&K T D, B2 DEHEER
L. KEIZE<L, Rotor-Gene RT Mix |[IfEFRERITIC-20 CHSEUEH L. KEIC
BE. FRHZIZT<IC-20CICREY,

KNI >TRIEIVIREZRART S,

RIS Yo ZARPIEIT TV aKEICBINTHEET,

iE © 2x Rotor-Gene SYBR Green RT-PCR Master Mix | ZFAIEAD Mg? BE TR
BAEBHDIEEBIPBEHLET,

QuantiTect Primer Assay 7O N J—)L&E NS TV 1—F 4 >4 01/2009 15



% 12. Rotor-Gene 1 U 5 —&RA I\ =@iE 1 27 FRT-PCROKIEEY b7y T

%) BE/RI RIRE
2x Rotor-Gene SYBR Green RT-PCR 12.5 Ix
Master Mix
10x QuantiTect Primer Assay 2.5yl 1x
Rotor-Gene RT Mix 0.25 i -
RNAF>T7L—h EE <10 ng /Rt
(RTy T ATHM)
RNase 71) —IK BE -
F—%IBE 25 pl -
3. RWIvIRERZICENL, BILEEPRF1I—TICFET D,
KETFI—TERSLET,
4. RWIVIVRZZCE42DOPRFI—TIZRNATVTL— b (REH7=1) 10 ng
ATF) Z&md %o
5. Rotor-Genet 1 U 5—%&KI13IZHDODTTOIS LT D, Rotor-Geneth 1 &
S—DTOISIVIDE. YU TINEKETRSET D,
BAMWRAKI, P2V T/TORTroavaldahtic 2Ty 7Hh
G AT Sy I
16 QuantiTect Primer Assay 7O k=)L & NS TV a—F4>2 01/2009



& 13. Rotor-Gene 1 5 —&HI\V=E&E 1 25 JRT-PCROY A U 1) &M

A7v7 B BE aXV b

FHEERIG 109 55C

PCR #)HASE ML 55 95°C K2 7T HotStarTaq Plus

o DNA Polymerase % & 41
PEERICDIE T cDNAT
TL—bDEMETED

22FYTHA YT

Z4 5% 95T

T_—=I2T/ 10% 60T B AAZITED

IORT>3a>m

HArEHLE

A DIV 35~40 YA TIVEIIRNAT > TL—

BFRUY—7"y NELGFDFEIR
B KTF

6. Rotor-Genet 1 ZS—RICPCRF1—T AN, YA o) 5 TO55 L%

29_ I\g-éo

A7 a2 RT-PCREYDEE & HFEMEDTHER I,

RhAR R ARER T 21778 D

—
—

EICKYUTAIEET Y, RARHIIGAEITII Rotor-Gene A 05 —DV 7 h D T 7ITH
HENTWDIBHRTYTTY, EBICHMIDBMBZIRDTLIES 0,

JE D RT-PCREMDT BIE. /Ny 77— R EIEREICMKZEL £ 9, Rotor-Gene

SYBR Green RTPCREFEZA N\ CTEONT EIE. ZOMDEEZANTED
NoBEEISRRBDZENHIET,

Rotor-Gene 1 2S5—DYV I b T 7Dty b7y TICEALTIE. ZFVvTTED

HA R’ = TH A | www.giagen.com/literature/protocols @ protocol PCR107 |25

gIncuhxd,

QuantiTect Primer Assay 7O N J—)L&E NS TV 1—F 4 >4 01/2009
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03—V 1 Z2FY7R-PCR (BH&FE 7O M3—)V)
70O b O—)UI3 QuantiFast SYBR Green RT-PCR Kit & IFEAED!) 7L A LsF
Y=V AOZ—CTHERTDHDEDTT,

KEBRZKODADEERIA

QuantiFast SYBR Green RT-PCR Kitld. 95 CHDEMR T v TE60CHTZ—1)
VO TORT YAV ATY TEBBEDE2RTY THA0) 2 TT
OMI—-ILTERTDEDICTHTA ENTNE T,

WIRERIGE. RTPCROPCRR TV FIFY. 95CTE5HDA F1X— 3
> %1778 2T, HotStarTaq Plus DNA Polymerase (2x QuantiFast SYBR Green
RT-PCR Master Mix [CEENTL\D) ZEHESEET,

QuantiFast RT Mix IC LD ARTEH DNABEL TS A V—5 1V — DR %R
CT=DIZ. TRTORBKISKETEY M 7Y TLET,

6V TIVTAYVIHAIT—ICELTIE. BRBEZ25 PICTD EEH#E
LEd, FrES—HA0F—ICBLTIE. &REBEE20 plICTEIEE
WRLET, 3840 T)L70VIOTA0T—ICBLTIE. RIEBEE% 10 plic
ITHIEHMHERLET,

2x QuantiFast SYBR Green RT-PCR Master Mix | iR INEAHD Mg* RETHEICIH D
T<lfEE,

KRR D RS

#&T QuantiTect Primer Assay & fEF S NDIHE T, &9 5258 Handbook 6
~R—2 “Shipping and Storage” DERBRICAEDT. EARIICCNZBBRLET,
iCycler iQ. Q5. MyiQZERT BIBE 1 FEBRDADI Well Factor DRIE HY
BETY, DATLPERY T AV IIZELDIEDDEEMIET DBEIC Well Factor
EERLEY, FMIHBICHBOI—F—VZ17ILH D \FEER Hand-
book 55—, Appendix EZ TEL/EE 0,

BRIEFIE

1.

2x QuantiFast SYBR Green RT-PCR Master Mix (20 C TIR7ZMDISE) . 10x QuantiTect
Primer Assay. RNA7>7L— I, RNase 7') —K&BRT D, B4 DALR%ER
L. KEIZEL. QuantiFast RT Mix (SERAERIC-20 CHASEIUHL. KEIZ
BE. FAZIIIC-20CICRY,

KRUICHOTRIEI VI RZRHT B,

RIS 2y 0 ZBEBPITH O TIVEKEICBWNVTHEEZT,

7E ¢ 2x QuantiFast SYBR Green RT-PCR Master Mix | SR AIE & D Mg* iR E TEER
ZiHBD I EEBBEDLIT,

18
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#14. 5&F1 27V IJRI-PCRORIEEY b7y T

BE/ R

%O FrES)— 38401l
5% ) 0wy Y4a4053— TJOvy RBEEE
2x QuantiFast SYBR Green 12.5 pl 10 pl 5l 1x
RT-PCR Master Mix
10x QuantiTect Primer Assay 2.5 l 2 pl 1l 1x
QuantiFast RT Mix 0.25 yl 0.2 pl 0.1l -
RNAT>T7L—h EE BEE BEE <10ng/
(RT Y T ATHM) i
RNase 7)) —7K EE BEE BE -
r—%IBE 25 pl 20 pl 10 pl -

3. RIEIVIRZRL2ISENML., BILEEZPREZHD NI TL—MIHE

EX-T
PCREBEHDIMNITL— b EKEICBNTHEZT,

4. RNATVTL—b (RIEHE=D10nglATF) 2RI IV IZRDADZENEN

DPCREZEH DIV TIVICHMT B,

5. RIS5ICROTUPNIALBY - YA O5S—DTOTS IV T%TES,
UZNWEIA LAY =YV AOS—DTOISIIDE. YTV EKET

F®ET D,

HARMAARS, PZ—U2T/ TORTroavaEiEhERIT Yy JHh

IITENET,
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F15. 5% 1 27 Y TR-PCROY A V) U TF M4

2Ty 7T B BE SVT7EE XV
FEERERIG 10453 50C
PCR#DHERAE ML 553 95°C &S/ KTV TT
27T SIRE— R HotStarTaq Plus DNA
Polymerase M3EM1L.
PIEERICDIRT
cDNAFT>TL—tD
BHZETED
227y THA YT
Zit 10# 95C &&/
SEE—-F
7= 7/ 30% 60C &’&/ B IABZITED
IORT>3>m SERE—
HAEHE
A OIVE 35~40 T AT IVEIIRNA
TUTL—bBEXV
=7 MEETD
HRBICMHTEF
6. PCRE#RHDWITL—bEUTPIVIALBY—VILTALO5—ICEY ML,

YA OV ITAISLERT—NT D,

ZA73ar RTPCREVOEEHFEUORERIS. BEMIEERTEZTHEDZ
EICKYEIRET T, mBRERIREEMTISY) VIV A LAY —VINTAOZ—DV 7
ROTPICBEHINTWDBRIART Y T T, A—H—OHAZRIE>TLE
IR

7 RT-PCREMDT (ELS. /Ny 77— SBBREICKEZEL £ T, QuantiFast
SYBR Green RTPCREEZAH\TEHEONIT EIZ. MOHAEICKI>TEONS:
BEREDAREEN DY FT,

YA O9S5S—DV IOz 70EY F 7Y TICEBLTIE. RFYTZTEDHA RH
1 744 b www.giagen.com/FastPCR ICIEHEH = h Tl vF T,

20

QuantiTect Primer Assay 7O k=)L & NS TV a—F4>2 01/2009



ZOR3—=I)L: 1 X7V 7R-PCR (270 FO—))
A 70O~ 3O— LIS Applied Biosystems. Bio-Rad/MJ Research. Cepheid. Corbett/
QIAGEN. Eppendorf. Roche (LightCycler 480). Stratagene#t®') 7% 1 IsF
=3IV A 2= —7T QuantiTect SYBR Green PCR KitZER T 2/=HDEDTY,
FrES)—Y1405— (6, LightCycler 1.x. LightCycler 2.0) T QuantiTect
SYBR Green RT-PCRKit 2 T 1 27 FRT-PCRE{THDIFHICIE. 24—
A~d—-hcfE>TSES N,

KEREZWHDHDIBDEESEIF

B PiIEERIGE. RT-PCR DPCRZTY 3FFTISCTTISHDA F1X—27
2% {72 T. HotStarTag DNA Polymerase (2x QuantiTect SYBR Green RT-PCR
Master Mix ICEENT\D) ZFEIELSEFT,

B  QuantiTect RT Mix ICEDARTREH DNABEY TS A Y—5 1Y — DK%
<leHI. IRTORBRITKETEY MY TLET,

B BESVOERNTT &I thresholdEZRAEL FT,

B ABIPRISM 7000 % {EF 9 2 k(I3 optical adhesive cover TPCR 7/ L— N & %%
THIEEPBOLEY, COMBEERTDRICIT. RIBBEN'25 plRE
[CEBRENEDICLET,

B A7 32 0OUNGHLIE (FEER Handbook 54 X—U8H8) #{TH OIS, #
BEMHUNGCDAZEFEAL TS0\,

EERFRBIDERSIR

B #HT QuantiTect Primer Assay ZER S NDIHBEIE. & 9 5B Handbook 6
~R—2 “Shipping and Storage” DEXARICAEDT. ERRIICCNZEBBRL T,

B Smart Cycler > 2 7 LZERTBIHBE © 12.5 plD 2x QuantiTect SYBR Green RT-
PCR Master Mix. 2.5 pl D 10x QuantiTect Primer Assay 30U 0.25 pl QuantiTect
RT MixZFWTRISBEDREBEZ 25 plIcLE T, SOICEEREERICATY
3203 TIEHMERTRET I

B iCyderiQ. iQ5. MyiQZERT BIHE | FERBRDAHIC Well Factor DRIE HYE
BTY, DATLRERY T4 U IICELDIEDDEEFHIET DRI Well Factor
HEBLET, FHISHEBIHBOI——V 17 &HD U \IEEER Hand-
book 55— Appendix EZ ZEL/2E 0,

®REFIE

1.  2x QuantiTect SYBR Green RT-PCR Master Mix (20 C TIRTZMDIES) . 10x QuantiTect
Primer Assay. RNAT > 7L — I, RNase 71 —K&EBET D, B2 DBERER
fMU. KEIZEL . QuantiTect RT Mix |IERERIIC-20CHASEWUHL. KEIC
BE. HHAZIITI<IC20CIZRY,
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KRI6ICKODTRIEI VIR ZHART B,

RS2y o ZBEAIGH > TIVEKEICBWVTHEET,

I Mg BREDOEENMIIDEDLY B A 2x QuantiTect SYBR Green RT-PCR
Master Mix RICEEICE FN T\ DRIGRE 2.5 mMDMg* /B8R CREDIERN
BonEd,

xK16. 1257 Y TRI-PCRORIGEY b7y T

5% ) BE /RI BRIRRE
2x QuantiTect SYBR Green RT-PCR 25yl 1x
Master Mix*

10x QuantiTect Primer Assay 5l 1x
QuantiTect RT Mix 0.5l 0.5 pl/ &It
RNAT> 7L — kK BE <10 ng /RI&
(RTy T ATHM)

773> ¢ UracilNglycosylase (UNG) . BE 1~ 2 units / =I&
BRI

RNase 71) —7k BE -
F—%IBE 50 pl” -

* MgCl, DERAEREIS 2.5 mM,

T 50 Pl AADRIEEZFER T DIHBEICIE. ZDEITIE L T master mix. primer assay. RTmix DEIEHZE LS
BLWEDICIhoDEZER/EL T2y (B b—FILEN25 plDIFE. 12.5 plD master mix, 2.5 pl
D primer assay. 0.25 plMDRT mix ZfEM) . UNG(E1~2 unit, RNAT > 7FL— NI 10 ng AT D& £ER
LTS,

RIEIVORERLIZIVIZALTPRF1—THBWMITL— MIBLEE
ZNx9 B,

F1—THDNMITL— MIKETHRSLE T,

RNAF>TL—b (<10ng /RiS) ZRIEIYIZDADE%2DPCRF1—
THDIDU TIVITHEMT B,

AT AVDUNGRIEZITESBE. T 7L E 103U K EICHELT
<7zEbve

RI7ICROTITZIVIALBY -V F1O5—DTOIS IV T%TES,
UZWNEIA LAY —SIVYAO5—DTOISIIDE. Y TIaEKET
F®%59 5,

HARVRAAIT VAT 23y - A7 Y TTHENET,
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KI17Z.IRTIVTPROY A0 TR

A7v7 B BE aXV b

FHEERIG 309 50C

PCR #)HASE ML 1553 95T K2 T 7T HotStarTaq DNA
2Fv7T Polymerase D &41k.

BEERICDIRT. cDNAT
TL—bDEMETED

IRFYTHA0) T

T 15% 94°C

T_—=)>TJ 307 55T

IoRFroast 30%® 72C I ABEITED

TAUIE 35~40 YA OIEIIRNAT > TL— b
HBKRUY—7 MEGFOEIR
SICKE

* SmartCycler ZBW\BIHBEII DT A U5 -DFEEFNAL T, ZHIFEEZ 1 BBICEET D &R
TY,

T YT RYITICEY, SHRHZT Y T13ABI PRISM 7000 TIZBE 3018, Applied Biosystems 730035
KU7500 Cla 34 BB TIRET,

6. PRF1—THBWITL—bEUZINIALBY—VIF1I5—ICkY b
LTHAoI 2 ITOI5L%ERT— T B,

= U BDENTICFH T Applied Biosystems 7500 ZFER I 518515, 0.2(25%
EESNTWDFTT7AHIL D “Manual Ct’ thresholdE% & B IC1E<SERE (B
0.02) §2Z&TT—IEBMNBEIIITRONET,

Z723ar  RTPCREYODEEEHEUDOHERIL. BBRMEERTZTREDZ
CICKUABETY . RBRBIRERNIE ) PILY A LTIV A0S —DY 7
NOTPICREHINTWDBITATY TTY, A—H—DHBEICKOTL
=Y

3 © RTPCREMDT ElF. /Ny 77— R EIBEEICHKREZEL 9. QuantiTect
SYBR Green RT-PCREEEZHINCELNLT BT, tOEAREICLO>TEONE
EEELDIEMENHIET,
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ZARI=: FYESU—HAIS—-RADIZTY
ZRI-PCR (FRFET7OMI—I)

AT7ORI-IVEF Y ESU—HAT5— (] ; LightCycler 1.x. LightCycler 2.0) T
QuantiTect SYBR Green RT-PCR Kit Z R D7=HDEHDTY, D) 7T 1 LR
Y=V 12— (lightCycler 480 Z=%) LT QuantiTect SYBR Green RT-PCR Kit
ZRT1 27y JRTPCRZTHESHBEICIE. 21 R—2D 7O Ma—)LIZRE>TL
TS

EREWRODIBDEESIR

B PEERIGHE. RTPCROPCRRTY I3FFTISCTISHDAF1XRX—23
2% {72 T HotStarTag DNA Polymerase (2x QuantiTect SYBR Green RT-PCR
Master Mix ICEENTLVD) ZFMHE(ESEET,

B QuantiTect RT Mix ICEDARTE2E DNAEGHR N TS AV —5 1< — DR %R
T=DIZ. TRTORERKISKETEY M 7Y TLET,

B T-ZEMAIC “fitpoint” EZEEAITDIRICIE. BEIS VDOHENT I noise
band ZFREIL 9,

B F72 32 OUNGHLIE (3B Handbook 54 X—I8H8) #{TH DRI,
BREMUNGCODAZFERL TS0,

KEFBRIDOE RSN

B 8T QuantiTect Primer Assay Z R S N215EIE. F 9 &R Handbook 6
~R—2 “Shipping and Storage” DELRRICHEDT. EARIICINEBBRL I,

BRIEFIR

1. 2x QuantiTect SYBR Green RT-PCR Master Mix (20 C TIR7ZMDISH) . 10x QuantiTect
Primer Assay. RNA7> 7L — I RNase 7') —K&BRT D, B~ DBEHE%ER
L. KEIZEL . QuantiTect RT Mix IZERAERIIC-20 CHSERJHL. KEIZ
BE., EAEZIEI<IC20CICRY .

2. RBIRO>TRLIVIRZRART D,
RISy o ZRERPIEIPCRFVES ) —ZFRSBL TS,
D Mg¥i ?@Eﬁ'ﬂﬁ IMEDHY T A. 2x QuantiTect SYBR Green RT-PCR
Master Mix RICEEICE FN T\ DRIGRE 2.5 mMDMg* /B8R CREDIERN
Bsonxd,
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K18. FYESU—HBALU5—2RIVE1 X7 Y TRT-PRORIGEY F 7V T

%) BE/RIL RIZRE
2x QuantiTect SYBR Green RT-PCR 10 pl Ix
Master Mix*

10x QuantiTect Primer Assay 2yl Ix
QuantiTect RT Mix 0.2 pl 0.2 pl /&It
RNATF>TL— bk EE <10 ng/RIi&
(RT v T ATHM)

777232 ¢ UracilNglycosylase (UNG) . BEE 1~ 2 units /&>
Bl

RNase 7)) —7K EE -
r—5IBE 20 pl’ -

* MgCl, DERAIREIS 2.5 mM,

P20 plFPES ) —DRHUIZT00 plF+ ES) —ZHERAT D3, master mix & primer assay. RT mixD
AR SEICHEL T EE 0 UNGIET ~2 unitt RNAT > FL—MI10 ngATDE EERALTL
1AW

3. RWIVvIRERZIEMUL. PRFVTESY—ICBIBEZDTT D,
FrES)—IRBLTLZS0,

4. RNATVTL—Fh (<10ng/RIt) ZRIGIYVIZADADT=E42DPCRF* v E
SU—IZHMYT B,

AT 3 VDOUNGREBAEFTRIBEICIE. BALEPCRFTES ) —IZH>
TNadbBEEH107EHEY 2,

5. RO TUZINIALBY—VIYA05—DTOIS IV T%TES,
LightCycler DV 7 F O T 7DIN—2 30 h 3.5 KU HIMEEICIE. F20IZ5EH
ENTL D &K DI fluorescence gainsZtzy F§D, UTZIVT A LEY—7IVY
A05—DTOAIS IV T%FTEIET. PRFVYESU—%2R5T D,
HHARAMITIZT a3y - A7V TTHIRNET,
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F19. FYESV—HA4U5—2AW1RT Y TRT-PROY A TRMH

2Ty 7T B BE SV7 AV B

ZEEERIG 2043 50C 20C/#

PCR#DHEAE ML 155 95C 20C/# KTV TT

27T HotStarTaq DNA
Polymerase (DSEIEAL.
PEERICDIRT

DNATF>TL— kD
BHZETED

3ZFYTHAOV VT

Z 15% 94C 2TC/®

=)0 20% 55C 2C/®

IORT3Y 20# 72C 2C/® HARIRABZZITED
YA TIVE 35~40 T AT IVEIIRNA

TrTL—bBLD
=7y NERFD

HERBICKTE
2% 20. LightCycler 1.x FHDEN/NS A —5H—
Fluorimeter gain Value
Channel 1 (F1) 15
Channel 2 (F2) 10
Channel 3 (F3) 10

Display mode (LightCycler 1.x) : fluorescence channel 1/1 (F1/1)
LightCycler/ 7 b D T 77/3—23 2 3.5 Z 1o l3ZNUAEDE DI fluorescence
channels FH D fluorimeter gain "EEIRICHAEISNE T, I—F—ICLD Y
TAVITDREIIHI T A,

Display mode (LightCycler 2.0.x) : channel seftings 530/610
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6. PRFVYESU—ZUZIVIALBY—VITFAI5—IY L. 1D
20705 LEZRI— T D,
LightCycler 1 xB XUV 2.0 &AL TL\DIEE. “seek sample” 7O XHDE
EAS0CICRESNTNDZEEBRLTLLZE 0,
ZF723a : RIPCREMODEE LFRMEDHERIS. BMEMIRRITEZTEDC
EIZKVTIBET Y, JBEREIRERENTIZ) VIV Y A LAY —VYIL YA O5—DV 7T
ROTTPICREINTNDEFTRT Y TTT, A—H—DRPSBICHOTLE
S
i D RTPCREMDT BIF. /Ny 77— R EBREICHKEZL & T, QuantiTect
SYBR Green RT-PCREEAZHI\TCELNLT BT, tOEAREICLO>TELONE
BERGDITREMNDHIET,
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STV aA—FTAVIHAR

X2k

PCREYIH LY,

a)

b)

c)

PCR77 =—1) »JB5E
8T ED

TORT 3 S
HYE

EXRYTF4TIT—
FrFEEOANT

PCREVMDZEEIEND. T5AV—F AV —DH%ERT

Rotor-Gene 4 f /S —REE 7O FI—IL BR—=
ENSNR=D) PO/ ITUORFarvE
HASHE-EBEIZ10BICEELTND I EAHER
95,

BEJORMI-I (6R—TE18R—D) 1 7Z—1)
O/ TIORFT 3 /é%HJ}ébﬂr_H#FEJ ;30%’1‘
ICERELTW\DZ EAHERT D,

BEITORI—I OR=JE2IR=) 1 7Z—1)

VOBBIS30MICEREL TS Z L& HER ?50

4‘—171:7')—"7407 FFH”-’E?“EI Fa—JL (12
R=TEUR=) . — VIS 20 #0125
ELTWDZ EAHESR 3‘50

Rotor-Genet f VS —REE 7O FI—IL BR—=
ENSR=D) 1 7= I /ST ORT a3 v%E
HAGHEEBIT10ICEELTNVDZ & AR
RN

SE7OMI—I (6R—=TE18R=D) : 7Z—1)
DO/ TORT o3 EEAE bﬂtlﬁlaﬁ 3305?]‘
ICBRELTCNBD I EEHERT D,

BETORI—I (OR=JE2IR=)  TURT
oA VEFEIF30RICEHREL TSI EAHER
%, Applied Biosystems 73004>7500 Cld LTI X7~
23 VFE%E 34129 D,
FrESU—BYAOS—HEEZETOMI—IL (12
R=DEUR=D) | TUVRTaVFEBIZ208
ICBRELTCND I EEZHERT D,
TSAV—PRNAT VL —haSARLEHEDEE
PREFGEF T VI TD, RIIPCREZPUET,
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X2k

d)  Hotstart DNA
polymerase AYEMETL
SNTLVEN

e) HotStarTaq DNA
Polymerase S&I%1bA*
ByEs &7V 7
RT-PCR 70 ~I—)L)

P PESRICODERED
EFETHLN
(1 27y JRT-PCR
JOra—Ib)

Rotor-Gene  f U S—F@ETO b I—IL BX—
ENR=2) YAV ITOTSLDRADIC
HotStarTaq Plus DNA Polymerase ;&M (95CT5
) LTWDI %R,
BER7OMI—IL (6R=JE18R=D)  H A
21) 207072 LDO&AIC HotStarTag Plus DNA
Polymerase Z &1t (95CTS5H/E) LTWhWdZ &
=T,
BETORI—IL (9. 12, 21, 24R=2) A D
') > T00 5 LAD&IC HotStarTaq DNA Polymerase
ZiE e (95 CTI1573/@) LTS L%,
Rotor-Gene 4 V S—RHB/EZO FO—)L (15—
) ! HotStarTaq Plus DNA Polymerase (DJEMALETIC
FaERKE (50CTI10R) ARTLTWSIEE
=
S&E7ORMI—I (18X—2) : HotStarTaq Plus DNA
Polymerase MEMALRIICEEE R (50 CT1053)
NRET LTINS &AM,
ZEZ£70MI—=) (21 RX—2) : HotStarTaqg DNA
Polymerase MiEMALRIISEES RIS (50 CT30757)
T LTSI &R, SmartCycler ¥ X7 AT
IIHIEERINZE S50C. 20 B TITRD I LN ke,
FrESU—HAOS—BABEETOMI—IL (24X—
) @ HotStarTaq DNA Polymerase (D3E 4L H | ¥ Ex
BRI (50CT209) ARETLTNDI &AM,
Rotor-Gene 4 V S—RHB/EZO FO—)L (15—
D) WEERISIISS CEERET D,
BESIUEETORI-IL (18R—JE2IR—
D) EEERINIIS0CEHEET D,
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X2k

g)

RT Mix DEHYEY) T/
Ly (1 25 FRTPCR
JOsd—)b)

RT Mix & 2x RT-PCR
Master Mix DEIEH
EL <AL

(1 25 7RT-PCR
Jak3a—-)
=4y NEGFH
B RO HERH T
EIRL TR

RNAICRSEN B D

RNAAAR+53
A IEHDE N

Rotor-Gene f UV S—H/EZO b I—IL (15—
D) 1 RISE 25 pl&H7=1) 0.25 pl D Rotor-Gene RT Mix
ZFERAL TSI &R,

BEZ7OMI—IL (18R=2) CFIALTWDYA
72 —IZ851E L7z QuantiFast RT MixE2Z&ER L T
DHHERTD (19— K£14),
EBZ70O0RMI-L 21R=2)  RIGRKRS0 plHzw
0.5 pl® QuantiTect RT MixZFERA L TW\DZ & &
o SmartCycler > 27 LATIE, 25 plDRISHEHT=Y
0.25 pl® QuantiTect RT MixZEAL T2 &%

=
aito

FrESU—HYA/OS—BEETOMI—IL (24
R—=2) 120 plDOREERET=Y 0.2 pldD QuantiTect
RT MixZ R L TL\D Z & & 1SR,

RT Mix & 2x RT-PCR Master Mix DEEZR(IIEIZ 1 © 50
TRITNIEE DG (FIZIE0.1 plDRT Mix (233 L
T 5 plD2x RT-PCR Master Mix) o

BERDETFHEBRADOMEKCEBCERT SN
EDNERANRD, £ www.ncbi.nlm.nih.gov T “Uni-
Gene” T—HIN—AZEU., BGLFE2EANT
‘Go” &V YUT D, BIFD') A MHRREIND,
B)EEGTFZT )Y I LT, ROR—DIZRRS
N “Expression Profile” =0) w0925 E k47548
BCTOETCTHERZWERTED,

RNADRE., DEESITTIWENZE, fE. X
URERGEFIT VIS (FEEHR Handbook 48
R—=2, Appendix AZMR), BEFIFEICIE. RNAD
2Ny IBRZEHLU<SEBBIICERT D, FiLLER
BT RTPCRZAEVIRT,

AJEE/L S RTPCR TERAT S RNADEEIZ®NT,
AN =BT,
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X2k

m) PCR7 = -\ EE
hETES

n) RHEDFREHNGZ(N

o) MBHITvVTH
BED>TID

p) RGBT AOIN%E
BRI
QuantiTect Primer
Assay h' 73 fi#

Applied Biosystems. Bio-Rad.

9 BESLBETF IR
W/ T4 L5 —EER

Rotor-Gene ¥ f V/ S—RE/EZ7O FI—IL BR—=T
ENSNR=D) TP —-YT/SITORT 3 0%m
HAEDLERXT v A 60 CTITHOI=Hh &SR,
BEJORMI-I UR—TE18R—) 1 7Z—1)
VO ITORT v ERBEDEERTY TR
60 C TR D= &R,

EBETOMI—IL (9, 12, 21, 24R—2) 1 P —
> REIFS5 CICEREL TS Z & =R,
YA I TATS LATEIEBENBESINTLND
NEFIVoT D,

Rotor-Genet# f / S—RB/EZO M-IV BR—=T
EI5R=)  EPCRYAMOINDTF )T /T
ORTFooavaFELEIT Y THRICE S
HAMTEHONTINDZ EAERT D,
BETOMI—IL (6X—UE18K—)  ZPCRY
AONDT =)0/ TORTra>vaiRAE
b7y THRICEEBRBEDITEDN TS Z &
“MERT D,

BEZTONI—IL (9. 12, 21, 24X—2) : &PCR
YA OINDIORT o avyRTy ST BREN
TRbN=hHERT D,

ZHRYT7 2T I R4S T QuantiTect Primer
Assay DEEDTIEEMAETF TV 09D, HMICEALTIE
www.giagen.com/literature/protocols/pdf/PCRO3.pdf
T7ONI—ILESHE, 20 plDA#EE L 7= QuantiTect
Primer Assay (& 2,

Corbett/QIAGEN. Stratagene > 27 LMD :
ELWMEHTF v RIVASRESNTND A, /1
SYBRGreen [ [CIELWW T 1)L —ZEIRL TL\DH\E
RIS,

Applied Biosystems 7300 & 7500 (D :

r)  QuantiTect Kit =R (/=
BFICIBIE S T ILAY
BEjfRH I A0

T 774 MDD “Manual Ct" thresholdf80.2 K VKLY
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LightCycler 1.x &5 XU 20D :
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Trademarks: QIAGEN®, HotStarTaq®, QuantiFast™, QuantiTect® (QIAGEN Group); Rotor-Gene™ (Corbett Research); ABI PRISM®, Applied Biosystems®
(Applera Corporation or its subsidiaries); LightCycler®, Roche® (Roche Group); Bio-Rad®, iCycler iQ® (Bio-Rad Laboratories, Inc.); Eppendorf® (Eppendorf
AG); Cepheid®, SmartCycler® (Cepheid); Stratagene® (Stratagene); SYBR® (Molecular Probes, Inc.).

NOTICE TO PURCHASER: DISCLAIMER OF LICENSE

This product (QuantiTect Primer Assays) is compatible for use in realtime PCR methodologies, including 5' nuclease processes and dsDNA-binding dye
processes claimed in patents owned by Roche Molecular Systems, Inc., F. Hoffmann-La Roche Ltd, and Applera Corporation. No right to perform any of
these patented processes is conveyed, expressly, by implication or by estoppel fo the purchaser by the purchase of this product. A license to use these
patented processes for the purchaserAfs own internal research accompanies the purchase of certain reagents of Applied Biosystems and other licensed
suppliers, or is available from Applied Biosystems. 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.

The purchase price of this product (Rotor-Gene SYBR Green Kits, QuantiFast SYBR Green Kits, and QuantiTect SYBR Green Kits) includes a limited,
non-ransferable immunity from suit under U.S. Patents Nos. 5,994,056 and 6,171,785 and corresponding 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 purchaserAfs 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 to use this product for any other purpose or for commercial services of any kind, including without limitation reporting the results
of purchaserAfs 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.

NOTICE TO PURCHASER: LIMITED LICENSE

The purchase price of this product (Rotor-Gene SYBR Green RT-PCR Kit, QuantiFast SYBR Green RT-PCR Kit, and QuantiTect SYBR Green RT-PCR Kit)
includes a limited, non-ransferable license under U.S. Patents Nos. 5,407,800, 5,322,770, 5,310,652 and corresponding patent claims outside th
United States, owned by Roche Molecular Systems, Inc. or F. Hoffmann-La Roche Ltd (Roche), to use only this amount of product solely for the purch
aserAfs own internal research. No right under any other patent claims (such as apparatus or system claims) and no right to use this product for any other
purpose or for commercial services of any kind, including without limitation reporting the results of purchaserAfs 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.

NOTICE TO PURCHASER: LIMITED LICENSE.

This product (QuantiTect SYBR Green Kits) or its use is covered by at least one claim of U.S. Pat. Nos. 5,035,996; 5,945,313; 6,287,823; or 6,518,026,
owned by Invitrogen Corporation. 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 conducted by the buyer (whether the buyer is an academic or for-profit entity). The buyer cannot sell or otherwise
transfer (a) this product, (b) its components, or (c) materials made by the employment of this product or its components to a third party or otherwise use this
product or its components or materials made by the employment of this product or its components for Commercial Purposes. Commercial Purposes means
any activity for which a party receives or is due fo receive 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. The buyer cannot use this product or its components or materials made using this product or its components for therapeutic, diagnostic or
prophylactic purposes. Further information on purchasing licenses under the above patents may be obtained by contacting the Licensing Department,
Invitrogen Corporation, 1600 Faraday Avenue, Carlsbad, CA 92008. Email: outlicensing@invitrogen.com.

The purchase of this product (Rotor-Gene SYBR Green Kits, QuantiFast SYBR Green Kits, and QuantiTect SYBR Green Kits) includes a limited, nontransferable
license under U.S. Patent No. 5,871,908 and all continuations and divisionals, and corresponding claims in patents and paten applications outside the
United States, owned by Roche Diagnostics GmbH, for infernal research use or for non-in vitro diagnostics applications 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 QIAGEN silver logo is exclusively licensed to Corbett Research.

NOTICE TO PURCHASER:

The purchase of this product (Rotor-Gene Q, Rotor-Disc) includes a limited, non-ransferable license to certain patents (see details below) surrounding rapid
polymerase chain reaction (PCR) methods and instrumentation, the use of SYBR Green | in PCR reactions, melting curve analysis, analysis methods of DNA
melting data, specifically high resolution melting (HRM) and others.

The purchase of this product (Rotor-Gene Q, Rotor-Disc) includes a limited, non-ransferable license to one or more of US Patents Nos 6,787,338;
7,238,321;7,081,226; 6,174,670; 6,245,514; 6,569,627; 6,303,305; 6,503,720; 5,871,908; 6,691,041; 7,387,887; and U.S. Patent Applications
Nos. 2003-0224434 and 2006-0019253 and all continuations and divisionals, and corresponding claims in patents and patent applications outside the
United States, owned by the University of Utah Research Foundation, Idaho Technology, Inc., and/or Roche Diagnostics GmbH, for infernal research use or
for non-in vitro diagnostics applications. No right is conveyed, expressly, by implication or estoppel, for any reagent or kit, or under any other patent or
patent claims owned by the University of Utah Research Foundation, Idaho Technology, Inc., and/or Roche Diagnostics GmbH, or by any other Party. For
information on purchasing licences for in-itro diagnostics applications or reagents, contact Roche Molecular Systems, 4300 Hacienda Drive, Pleasanton, CA
94588, USA.
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