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50 rxns 100 rxns 200 rxns 500 rxns
5xRT buffer 200 pl 400 pl 0.8 ml 2x1 ml 4°C
dNTP (10 mM) 40 ul 80 ul 160 pl 400 ul -20C
MMLYV Reverse Transcriptase (200 U/ul) 10 ul 20 pl 40 pl 100 pl -20C
Random N6 (100 uM) 250 pl 500 pl 1 ml 2.5ml 4°C
Gene specific RT primer (10 uM) 10 pl 20 pl 40 pl 100 pl 4C
Gene specific primer Set (10 uM) 20 pl 40 pl 80 ul 200 ul 4C
Gene specific probe (10 pM) ! 20 ul 40 ul 80 pl 200 pl 4°C
ROX reference dye (50x) 2 20 /100 pl -~ 40 pl/200 pl -~ 80 wl/400 ul -~ 200 pl/1 ml 4°C
2xReal-time PCR Master Mix? 0.5 ml 1 ml 2x1 ml 5x1 ml 4C
rTaq DNA polymerase (5 U/ul) 10 ul 20 pl 40 pl 100 ul -20°C
RNase free H.O 2x1.5 ml 2x1.5 ml 4x1.5 ml 10x1.5ml  4°C

1. Gene specific probe (10 uM) AIREFEIRF & LA [ TagMantREE, S FRICFAMPE L], 37 451d
BHQI %G A, HJF 2 H H Taq BEHI3°— 5> MBS 14, FEPCRISAE /K MERES, A= A=A
B BRI K N O0E S, 1E %0 i, ;

2. ROX Reference Dye s& H LARE IEFL 5 FL 2 18] 7= £ ) 96 e (5 5 R 22, 75 B Ad AR K £ ROX Reference
Dye & 1E 11X %% 5 Applied Biosystems 7000/7300/7500/7500 Fast/7900 Real-Time PCR System, HAt%E
ROX £ 1x (0.4 pl); 77 ZAE FH =K £ ROX Reference Dye % IE [ {1 #% 5 Applied Biosys-tems
Step One Plus Real-Time PCR SystemfIQuantStudio %51/, BLEROX LK ASx (2 ul). HoAl 5 AL
AT EROXKHE, ROX Reference Dye s Bl IR A7 5

3. HHEBLHM YO E EPCREMIR G, TR T RN AT KA, FL o JebhE 7 & 1 Master
Mix % A SYBRGreen 1 %64k}, TEBENRLE, MIREHEIRF & I Master Mix A E 26548, i
PAAN 75 SERE G ORAT
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&, RN RREL0MS ] pMIS 3 s 51 W) TAEWR . AE — bR IR R DR s e
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MMLVE, mESEEREAZPEHE, PP A%,

1. AT WA ERR e g A, BATEBCAT DU A H b R4 %519 Ceg.
10 pM 10 u) M B8 5Y) (eg. GAPHD RT 314710 pM 10 pl) 1B E, —2RFE1045 551
M 55 51 TAEW Ceg. 180 pl Rnase free HoO) , — YR I 53¢ Je b [l s 75 2 H B 2 K] A
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2. AWK, 0T EAEE, N SR g ERT-PCREME Z 5, 45 R F5E .

2. ARFIERB T 2MIEFERA R, AT UARIEZREREH H 15
2.1 BEHLG| PINGIR e 3¢ S N4 28 I il 2%
A. fEFCRNasef] B0 R & F BRI HEAT AR 1 -

Random N6 (100 uM) 25 uM 5ul
RNA Sample ! 1-3 pg 2 ul

B. I#70°C5 minj5, & EiFokéE b,
CIZ IR ALY 20 pl 30055 53 [ AR R VR A HARIRF) 5
Component  FinalCon.  Vollrsm

5% RT buffer 1x 4l
dNTP (10 mM) 0.375 mM 0.75 pl
RNase inhibitor (40 U/ul) 2 0.5 U/pl 0.25 ul
MMLYV Reverse Transcriptase (200 U/ul) 40U 0.2 ul
RNase Free H0 To 13 ul

'RNA #AR & 1] RIS LI A 75 M pug B3 pg skF L
2 RNase inhibitor HAE L T iAF, 1E& T H %

PRI SR S L 2 BT Z0RE ik 17 30 SRl A R MR 20, T P s e il i 7, 1A Semix
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Gene specific RT primer (1 puM) 60 nM 1.2l

RNA Sample! 1-3 g 2 ul
B. Ii#70°C, 5minj5, & EECFUKEG L
CAZ N RALLI20 pl 108 5% S AR FR TR A HAth i)
Component  FmlCon.  Vollrm

5% RT buffer 1x 4ul
dNTP (10 mM) 0.375 mM 0.75 pl
RNasin inhibitor (40 U/ul) 2 0.5 U/ul 0.25 ul
MMLYV Reverse Transcriptase (200 U/pl) ! 40U 0.2 ul
RNase Free H.O To 16.8 pl

'RNA Btk &0 AR LI FHEMMN g B3 g siE E 2
2 RNase inhibitor IEW FF A, HH 7 H &

Lo BEEATA RBt,  SONIR SRR dh 22 T 0K L
2. FERORS RN BT AURE B 1 SR AN A S R RITR ST, W] R TR AR SR R N B, TR
mix 1] IR A IRAT JLIR, B2 iR E 4 -

D. iIZTmRNAW SRR T: 42°C 45 4050, 85°C 5 408, 4 CIR-AF,
I P EATHR AL 50, N 215 3R I T i B )

W SRRV 85°C 5 4 Bl AR SRS cDNAF M B, DU B UK B A, Ja SEpT A B R oK L AT,
ANE K DNAFIBEE MUK _EFZE .
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VR ZIcDNA I H AR E2 pl(20 pik 2D 1F g EPCRIFAEMN . 11 R id #4514
TAERE 2 PR R S 5 RS, eDNA =Y A /E R H et iE B PCR g i 3t
[EREH . cDNAE AR, B T-20C, = RHNAERRE, KR EEG
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4. EFEPCR &M mix #%
1. ER AR T VR 20 I IE 25 0 1 2% Real-time PCR Master Mix. 50x ROX
Reference Dye. 5% AR 5E4VAAR, FTA AR FER7E & R albk LR
2. @IE T UK E 34T Real Time PCR W g 1 BC &) -

F—. YuklkEE PCR 20 MNAE R

2x Real-time PCR Master Mix (SYBR) 1x 10 pl

Gene specific Primer set (10 uM) ! 0.2 uM 0.4 ul
ROX reference dye (50x) Ix or 5% 04 pl/2pl
rTaq DNA polymerase (5 U/ul) 1U 0.2 ul

RT product 2 ul

RNase Free H,O To 20 ul

K. BAEEEE PCR20puRFE R

2x Real-time PCR Master Mix (FAM) 1% 10 ul

Gene specific Primer set (10 uM)! 0.2 uM 0.4 ul

Gene specific Probe (10 pM) 2 0.10 pM-0.20 pM 0.2 pl-0.4 pl
ROX reference dye(50x) 1x or 5x 0.4 pul/2pul
rTaq DNA polymerase (5 U/ul) 1U 0.2 ul

RT product 2 ul

RNase Free HO To 20 ul

GIMIZIREN0.2 uM AT BLEE R 2800 R b 34 R AP A 45 5. AT BLFE.1-0.5 pMIts B 1A T 2 -
PR AES, FTHNPCR MR R A SR EE ;s R AR 4 M, 7od 498D PCR

AR Z A B 5 VDS 5
EREMR R 2 KT HIA IR G %, RpgHm2@EAmnuE, SMENEHREEHFEAH
RO, B LURRE S TR R NS .




5. SERHER PCR RMNIERF

A (HEFD
AP 1x 95°C 3 min
95°C 12 sec
PCRJx hv 40x -
BR 62°C 40 sec KAk
B: (A[iE)
AP 1x 95°C 3 min
95°C 12 sec
PCR % M. 40x 62°C 30 sec
72°C 30 sec RE
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2. EHEESEEFENFHELNS
HIXTCHEE &, v S DR & 9 5 N Bl — SR 22 1 R o A S Uk i (1 2
PRo AT AR H A 22 D] R CHE ok 25 A #E A ik PR A CHELAS 21 IE AR i AHA R R ACt
PATHERFAEAT— A b AR HE AL L A 1 CHE AN BE K T B0E 730, U A% D ) CHELA
SCASEAE308 LA b, En] LG RS ] - 1 S M1 45 B RNA & .

3. &
B br L B AN AR #EAL ZE BRI ) Rk LE &
BEANFE AL RN R R 22 /D Bl 2-3 N E AL
= 1p BIERE =T FEE2
B A
LRES S S 11213 1|23 1|23
KRIEFES e =)
_ %:5 GAPDH P53 GAPDH P53 GAPDH P53
HEITRNEEE PCR R
NSRBI EA RN E Ctl 24.60 26.21 23.6 30.40 22.66 24.21
Pk R A AR v 2 R 7Y Ct2 24.31 26.15 23.40 30.35 22.56 24.60
CtiE Ct3 24.72 26.35 23.52 30.41 22.48 24.66
IMPORTANT

EREILFMCHEZE R AZEKRT0.5, AR E L L

F= KR ERE R BER 1 PR 2
ﬁ‘ﬁﬁi ﬁq *HBEIE# ﬁq GAPDH P53 GAPDH P53 GAPDH P53
=HAHTHE

Average Ct 24.54 26.24 23.51 30.39 24.49 22.56
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Sample 1 ACt= Ct ( P53 ) - Ct ( GAPDH)

HEH RIERE R B B 2
H b2 B 9~ 25 CHE IR % GAPDH P53 GAPDH P53 GAPDH P53
GAPDHHI CCOFS5fH, 5 Average Ct 24.54 26.24 23.51 30.39 24.49 22.56
B BRI ACHE
ACt - 1.70 - 6.88 - 1.93
AACt (samplel) = ACt (samplel) —ACt (calibrator])
BHE RIERE G B 1 R 2
PE AR RIACHE IR 2 KX IEFF GAPDH P53 GAPDH P53 GAPDH Ps3
1 ACTHE, HHEARZA
B R IAACTE Average Ct 24.54 26.24 23.51 30.39 24.49 22.56
ACt - 1.70 - 6.88 - 1.93
AACt - 0.00 - 5.18 - 0.23
Relative Expression Ratio (samplel) = 2 4t (samplel)
KRIEFE 5 R 1 P 2
GAPDH P53 GAPDH P53 GAPDH P53
BAE Average Ct  24.54 26.24 2351 30.39 24.49 22.56
HEMNRE LR ACt - 1.70 - 6.88 - 1.93
AACt - 0.00 - 5.18 - 0.23
2 -AACt - 1.00 - 0.027 - 0.85
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MEgw: 201203

Hif: 86-21-51320195

fEH: 86-21-51320295

E-mail: service@genepharma.com

M Hk: www.genepharma.com
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