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FmmiE st 2. PCR#ES TR MR R S5
1

. Fﬁ:ﬁﬁﬁ : zlgi:—[tﬁu.-ﬁuj _Fi%}'%iﬁ*ﬁ : *H_-ﬂza _EE%*H%{-U 5'_‘%.; Component ZN-SP516-01 ZN-5P516-02 ZN-5P516-05 1. "'fﬁ%ﬁ%—iﬁcDNAAEJZ
2xSYBR Green Premix EX-Taq 2.5 mL 5 mL 12.5 mL Component Volume Comment
2. AidFIE —5EcDNAS =Real Time RT-PCREFE = v oacoon fcan o s e mame
. 7_|§].itﬁj ﬁlé% %L E’E& Egi‘m s ROX Reference | ( 50x ) * 100 pL 200 pL 500 pL Total RNA/mRNA™ 2-7pL (2~3ug ) 50 ng-5 g
il ML e T e Tl ] s v e I ———————————
ROX Reference Il ( 50x ) 23 100 pL 200 pL 500 pL Oligo dT or Random Primer 6(0.5 ug/uL)* 1L B _i&—h0A
3\ ZFFZ:?:LJ]:IEEHH H,J;u.RNA%*EW ’ %%U}??EDDTQ DNA Remover EA DNase/RNase free ddH,O 2 mL 4 mL 10 mL 2% 7N RT Reaction Mix 10 plL
=—aEcDNABSEIR SRNAEIR P EEZABISERNDNAKEE. & T
EJZE: L NELERESGS U HEEJEE’J FReE., WERsR ® 1+ FERERRTLE , ERTFApplied Biosystems 7500/7500 Fast Real Time PCR Script RT/RI znzyme Mix 1L
JaR9cDNAZ I #mRE G RIn] RN FIEHE2r92xSYBR Green Mix System , Agillent MX3000/3005P, gDNARemWE """"""""""""""""""""""""" 1 uL """"""""""""""""""""""""""
Lmrra*: SESTHUSSEREERSSCERPCRENEWHHTREERERE.
BT 0 2* AERERIERR , iEFTApplied Biosystems 7000/7300/7700/7900/7900Fast/ DNase/RNase free ddH203* to 20 plL MRIERNAMKE R
step@nellus Regl-Time PCRSYSIEm., e e e S P e e e R 7 TS R T e T S T B e S S e S e T B
Total Volume 20 pL
4. FEER A EERTETFeEESXEATAET - BE/EABIERT ® 3*ROX Reference IREEAIRISOMS , I THNBERARMEARAZEEROROX ________ E ;—--
il ERENNESEERAATEEPCRY G5 1IN NE51% , FiEG51Y Thermal Cycler Dice Real Time System 1l (CodeNo.TP950/TP970/TP980,/TP990) ® 1* HEFERNAFEREN2~3g, ZFERIEZAII50 ng-5 pgFRiZBEIRBIERNAKTS
L ERIAHEE P Thermal Cycler Dice Real Time System Lite ( Code No. TP700/TP760 ) SIS
T IBr- eI E T R R | BBIKSEHR—, Smart Cycler System/Smart Cycler Il System ( Cepheid )
LightCycler96/480 System ( Roche ) ® 2* Oligo dT or Random Primer BILMEIE—FAON, R LMRIESCERIEM2FRESIII0N
CFX96 Real-Time PCR System ( Bio-Rad ) 0.5~1 L,
EE RS : ZN-SP516 L )
i  AEERINROXAIHEE , WFIEPARMEZAES.
BTESEAYE : B, -20°C |, (RR25, ® 3* J@%DNase/RNase free ddH,ORAFR, FARRELZAFRA20 L,
AR RIS RO R SR RN B | BEOSIRAURIERTR o o |
S SR IR RS e P T A T LR 3. AT ASHEB{ER@ELE specific primers B LRESRIE  BT42 "CKARTEE30 min, 535 —4%cDNA , FiDNase/RNase
pUES LTI = B S | R EAETFEE N MEE NEER s a e - -
ol o (AFEFRFLFIHFTERAIGER , TFRAREE B REH SRR ) SO TSN § SRS DEING.) £ o S,
Ml
W iAo . .
P List i . s : - -
rimers Lis ZN-SP516-01 ZN-SP516-02 ZN-SP516-05 SIFEZASIRRNA | EVSEISIEIRRNA, 4SS 4. DNase/RNase free ddH OEE4 (8
Caspase3 Primer Mix 30 ul 60 L 150 pL ML), 65°CRUEIS min , BET K EFES min , BUEBMAFRRRESAR2 L.
= X L .
],:EtﬁUJIL___aEJZ Caspase2 Primer Mix 30 pL 60 uL 150 pL . .
e O S G L S s 55 2. QPCRERMRZ: HEFFFHEFH20 pL
1. SB—5EcDNAGMKAS Caspase8 Primer Mix 30 pL 60 pL 150 pL
____________________________________________________________________________________________________________________________ Component Volume Comment
____________________________________________________________________________________________________________________________ 2xSYBR Green Premix EX-Taq 10 pL
O“gﬂ dT Primer (05 HQ/IJU 10 H'— 20 IJL 50 IJL Bax Primer Mix 30 HL 60 HL 150 HL ____________________________________________________________________________________________________________________________
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ Primer Mix1* 1yl 10 umol/L F/R
Random Primer 5(0 > HQ/HU 10 pL 20 L >0 uL Bcl-2 Primer Mix 30 pL 60 pL 150l
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ cDNA 2 ul
2x/N RT Reaction Mix 100 pL 200 pL 500 pL 30 ul 60 ul Lo T T e e e
______________________________________________________________________________________________________________________________ BchLPrlmeerxl_ll_lH DNase/RNase free ddH,O? 7 uL
script RT/RI znzyme Mix 10 pl 20 pl >0 plL TNE Primer Mix 30 ulL 60 L BouL e
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ Total Volume 20 pL
gDNA Remove! 10 pl 20 pl SO FoxO1 Primer Mix 30 pL 60 ul /B0l
-------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------- ® 1* Primer Mix8_EiF5 [#FF0 75 [#IRNFATIEESY) | MEIAIEET/ERE10 uM,
DNase/RNase free ddH,O 250 pL 500 . 2 mL ——— 30 L 60 1L 150 L > . " = =H

® 2* HFERTIEEEZERINROX , NIDNase/RNase free ddH,Of0A6.6 pL,

® 1* gDNA RemovefFRIEKENEEDNA, M REIERERFRERZEDNA, BXAZK
fBcDNAFRIESEDNA,

3. QPCRMN&A44: HEFFERMIT X

QPCR stage Temperature Times Cycles
Preincubation 94 °C 30s 1
94 °C 35
Amplification™ 40
o] I Gty 59 5
98 °C 10 s
Melting 65 °C 60 s 1
98 °C 10 s

® 1* ARIEPCRIENAVSRIE, A mIEFER2ZET 18,

@ 23* R X EFREEFIR EER A 2REGRIEHEEER S RFIE, S dtemmigE
B, B2OBESEX,

g g S —

Te=In
1. PEZIEREZERHSRNasei5 , FiBFEANEOE RIRLEBMN A

RNase-free,

2. Rr]gefs, i_anJ_.l_ﬁEE’JRNA*EHﬁ TR |=J;HHH*@$MEE ) ﬁ&gi
RNAHEREMETF500 ng , #HEF2~3 g,

. BVERFAEREZH , EEFIEHIFRRNAIRR K DNase/RNase
free ddH,OLASMGRHE | AT B D ERESIFAR,

4. fig. bufferRBZM5IYRTEERRE G  MABNYKES S
BIREY , (FARNSAS £IEKE LEEE.

of:/2
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