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1. FRER | ARARRTFARCESES4S SRR FRE Component IN-SPTIT-OT  ZN-SPTIT-02  ZN-SPT17-05 1, HEERE—HECDNABHY
MR, 2xSYBR Green Premix EX-Taq 2.5 mL 5 mL 12.5 mL Component Volume OBt
ROX Reference | (50x ) ™ 100 pL 200 pL 500 pL Total RNA/mRNA™ 2-7pL (2~3ug ) 50 ng-5 g
2. NiFIBEEEcDNAGRMFERGReal Time RT-PCRRFE =
ROX Reference Il ( 50x ) 2 100 pL 200 pl 500 plL Oligo dT or Random Primer 6(0.5 pg/uL)? T uL o] —ik—h0A
NZMEs. bufferfifiSsREs MSFEMES. e T
DNase/RNase free ddH,O 2 mL 4 mL 10 mL 2% 7N RT Reaction Mix 10 pL
3 “_,uRNA‘* = , =23 7 DNA Remover (=] 3 oM, e
A= R LR AY NiE |, 5% nrg , 5 ® 1+ JERERIERE , EFRTApplied Biosystems 7500/7500 Fast Real Time PCR Script RT/RI znzyme Mix (v
B —pEcDNARIRERT EBRRNAEIR P EEAKIRRIDNAKEE., PR System , Agillent MX3000/3005P, gDNARemDve """"""""""""""""""""""""" e
ERcDNAZLESBERRIRERARNAFIETREZEI2XSYBR Green Mix
= - \ ,.-.—-—. = ® 2* AEIRERIEZRE , i&FATFApplied Biosystems 7000/7300/7700/7900/7900Fast/ DNase/RNase free ddH20O> to 20 pL FRIERNAK EERE
Dysts: Eret RIS S BB E RS e BPCRIGIS st T/asBR. . o b e R Aep e sosems IR PReeRRmefeeddndr el Fe——
StepOnePlus Real-Time PCR System,
]% M/"\-*ﬁ Total Volume 20 pL
® 3*ROX Reference IBREAIRISONE , UTFHIEAREARZAZERINROX
O A s 1B At : Thermal Cycler Dice Real Time System Il (CodeNo.TP950/TP970/TP980/TP990) ® 1* HEFFRNAFEEREN2~3ug, 1ZFHEFRARAXI50 ng-5 pgRiZBEINRISRNAR TR
4*\ le:ll:ltl:r_l'u*tu : Zgﬁtﬁu u :I:T_:a*tuzj_::_l:@téA &g_.l' li]ﬂ]r J*H 1/EJ Eﬂg : . : w%§
Thermal Cycler Dice Real Time System Lite ( Code No. TP700/TP760 ) A o
FrafEERNNEEFREXRCEEPCRY IB5 YA NS5 4, Fra5| Smart Cycler System/Smart Cycler Il System ( Cepheid )
YT I = éﬁﬁﬂéﬂa%ﬁ'ﬁzﬁﬂl’% , BBk E—, LightCycler96/480 System ( Roche ) ® 2* Oligo dT or Random Primer [AJLAEIE—HIIN, BAILARIESIRBILAEBS I
CFX96 Real-Time PCR System ( Bio-Rad ) 0.5~1 uL.
it - AEERIROXAYYEE | BHIEFNEMZES.
FEEOHSE - ZN-SP717 ® 3* J§ZDNase/RNase free ddH,ORMATR, (EARERZAEFH20 ul.
fEFFAG - w6, -20°C , fRR25E, - - :
A R R S R A R EERSIR AR 3. AURALESESSHIHEE/EREE specific primers B ERESRSIE  BF42 "CKABRTIFE30 min, B5ZIE—4EcDNA , FiDNase/RNase
T = e i O S s ] I835< ; BB E1H =0M1w , o . . —
" N | (FEEFRELFILFETRRR , TRAREEFER S IER ) free ddH,OIB=HEIRE ( CONARERS-105HR ) , {T/REQPCRIAL.
IILJ%E r_ﬂzm = ﬁﬂ@ *ﬁU\JIB ﬁﬁ ’ EIHT_I_;LE‘ ‘:J:I%El%mﬁ{ﬂ T%,U_'\,-ij( E’ﬂ Primers List /N-SP717-01 /N-SP717-02 /N-SP717-05
' ) ' ) ' i SHFEZAEHRRNA |, EIVSIBIEIRRNA, 1555314, DNase/RNase free ddH, 0584 (8
TNF-o Primer Mix 30 L 60 L 150 pL ML), 65°CRUES min , BETIKLWFES3 min , BURBMAFRRESIAR2 UL,
Ao ....A...Q = ___ _______ _ ______________________________________________________________________________________________
R E2BRY TNF-RE{& Primer Mix 30 L 60 L 150 pl B )
e o O G L S e 55 2. QPCRERMRZ: HEFFFHEFH20 pL
1. E—cDNAGKHS 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 5 HQ/HU 10 Hl— 20 Hl— >0 Hl— Bcl-2 Primer Mix 30 ul_ 60 ul_ 150 H'— ____________________________________________________________________________________________________________________________
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ cDNA 2 L
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 uL >0 pl Bad Primer Mix 30 ulL 60 L BouL e
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ Total Volume 20 pL
RN Remave 1Rk ZELHE S GSK-3 Primer Mix 30 pl 60 pL souL
------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------ ® 1* Primer MixA_LEE5 [¥IFF0 NS 1IRIFATRESY) | MEIYAIEET/ERE10 M,
DNase/RNase free ddH,O 250 L 500 L 2 mL T 30 L 60 1L 150 pl o = .

® 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,

TEER

1. EERIIERERSRNaseis , FIBEANEOE M TSLEN A

RNase-free,

U]

2~. JEEJ-EEEJ i_anJ,AEE’JRNA*%Hﬁ jjT manJuHH*ﬁim“EE f ﬁ&%i
RNAHEREMETF500 ng , #HEF2~3 g,

. BYPEISERERZE , HEFLEEFIRRNAEZERAEZDNase/RNase
free ddH,OLASMGRHE | AT B D ERESIFAR,

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

= EA
AFERXFBTR , ARTIRARSE
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