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1

. EFREE  ARFERTAR AT SE RS SIEIEIRIE TR, omponent AN-SPST7-O1 - ZN-SPST /02 ZN-SPS 17705 1. HEERE—HEcDNASHE
2xSYBR Green Premix EX-Taq 2.5 mL 5 mL 12.5 mL Component Volume Comment
S I e B Ay = = _ = =
2. FEAIBBEE—mcDNAGRRZEFRIEReal Time RT-PCRATE ROX Reference | (50x ) © 100 pL 200 pl >00 pL Total RNA/mRNA™ 2=/ pL (2~3pg ) 50 ng-5 g
HIEMES. bufferflfSFRMS IWFEZMMABS, 00
ROX Reference Il ( 50x ) " 100 pL 200 pL 500 pL Oligo dT or Random Primer 6(0.5 pg/uL)? 1 ul B —i%—h0\
3. ZI—(FZE?:ILJ]:IEEHH EI’J;uRNA%*EHﬁ ! %%U}TﬁEJJHTQDNA Remover Zj—:,.f_\... DNase/RNase free ddH,O 2 mL 4 mL 10 mL 2% 7N RT Reaction Mix 10 pL
= —5EcDNABNEIE SRNASENy P EEAEZEFIDNAME T ol
o — 5k WNIEERESGS U HKIRAY FReE., WERsR ® 1+ H{ERERIENE | AT Applied 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*: SHSHUESERERERSCERPCRIBTSMIHTBEIRE
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. FRES  ARFEESTETFE S AXAE AT (=SEEs 54 GHE ® 3*ROX Reference IGREAIAISONE , UTFNEARMARAZERNROX
S Thermal Cycler Dice Real Time System Ill (CodeNo.TP950/TP970/TP980/TP990) ® 1* HEFRNAREREN2~3Ug, ZEHERIARAIS0 ng-5 UgRIZEEMNAISRNARITS
BRGNS RS CEBPCRY 183 I%Eﬁp’ﬂﬁ% 9, B S 14 1 SR e -
Thermal Cycler Dice Real Time System Lite ( Code No. TP700/TP760 ) SIS
YA R I g?ﬂ%ﬁ'ﬁfﬁ I, BBKSRTEE—, Smart Cycler System/Smart Cycler Il System ( Cepheid )
LightCycler96/480 System ( Roche ) ® 2* Oligo dT or Random Primer BILUMEE—FIOA, ERILMBESSIRER2AESITIAN
CFX96 Real-Time PCR System ( Bio-Rad ) 0.5~1 L,
FEERE : ZN-SP517 L )
i  AEERINROXAIHEE , WFIEPARMEZAES.
fEFRM - BE |, -20°C , fRER25E, ® 3* iFEDNase/RNase free ddH,ORNAFFR, EIRREZAFRH20 uL,
FRFIBIRGERTEBI AL R R R R R | BRI IR SRR o |
—— j _ _ — - 3. AT 5SS IHIER specific primers BLLERBESRSIE , BETF42 “CKARTESE30 min, SFI5—4EDNA , F§DNase/RNase
f/LJ:FT_I- _ﬂlTJ 1 Xﬂ% )\JzE’; 3 ,.II'_, I HHT_I_IEJ _:_FIE_J%J\&L. }%J\: A E’ﬂ (Zﬁﬁﬁx%éﬁﬁ FFETIORE %&B{FEHEE@F%KZE%J%}EUHA ) free ddHEOiﬁﬁﬁﬁfﬁ ( CDNA?E%3~1U{E%E) T .;,I;QPCRﬁ,\_\L,
Fal,
Pri List - - - - - -
rimers Lis /N-SP517-01 /N-SP517-02 /N-SP517-05 ST SZUBIRRNA , EIVSEIGIBIRRNA, 8465314, DNase/RNase free ddH,0%EB2 (8
TNF-o Primer Mix 30 L 60 L 150 pL ML), 65°CRUES min , BETIKLWFES3 min , BURBMAFRRESIAR2 UL,
371 |-Er 4 S o L
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. SB—5EcDNAGMKAS Caspase8 Primer Mix 30 pL 60 pL 150 pL
____________________________________________________________________________________________________________________________ Component Volume Comment
____________________________________________________________________________________________________________________________ 2xSYBR Green Premix EX-Taq 10 pL
Oligo dT Primer (0.5 pg/uL) 10 pL 20 pL o0 pL Bax Primer Mix 30 ulL 60 L 50w 5
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ 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 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
SC”F}J[ RT/RI ZNZyme Mix 10 H'— 20 I-»ll— >0 |-1|— Bad Primer Mix 30 Hl— 60 Hl— 150 Hl— ____________________________________________________________________________________________________________________________
________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________________ Total Volume 20 pL
gDNA Remove! 10 pl 20 pl SO GSK-3 Primer Mix 30 pL 60 ul /B0l
--------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------------- ® 1* Primer Mix9_E575 [#FF0 NS [YIRIFATIREY) , MEIIAIEET/ERE10 uM,
DNase/RNase free ddH,O 250 pL 500 pL 2 mL ERPRE DYt EE N 30 pl. 60 Ll 150 L

® 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.
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