iR -REEHERMN(RT-PCR)
HEHER-RBEHEHE/RMN (Reverse Transcription-Polymerase Chain Reaction, RT-PCR)
RRIERE: REEBREAEFRIZ RNA, LIEHRT mRNA {E/tEMR, A Oligo (dT)
BRRELS Y7 PR e R R e RAk cDNA, BLL cDNA J9t&tiiift s PCR 18, M3kEERY
BEREFEUERFRIA. RT-PCR i RNA #@URIREIHRS TN EER, F—ERAHME
RNA B AT BE. AT ER T ST EEAHE R SRENBRIER. Gh cDNA
REt. 193 RNA BEERRS.
et
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« dNTP ;BE¥
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o FE—hE DNA ERRFIE
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http://www.biomart.cn/experiment/430/457/459/31434.htm
http://www.biomart.cn/experiment/66.htm
http://www.biomart.cn/product/%E7%BB%84%E7%BB%87%E6%88%96%E7%BB%86%E8%83%9E%E6%A0%B7%E5%93%81
http://www.biomart.cn/reagent/RNA%E6%8F%90%E5%8F%96%E8%AF%95%E5%89%82
http://www.biomart.cn/reagent/dNTP+%E6%B7%B7%E5%90%88%E7%89%A9
http://www.biomart.cn/reagent/Taq+DNA%E8%81%9A%E5%90%88%E9%85%B6
http://www.biomart.cn/reagent/%E7%AC%AC%E4%B8%80%E9%93%BEcDNA%E5%90%88%E6%88%90%E8%AF%95%E5%89%82%E7%9B%92
http://www.biomart.cn/equipment/%E7%A6%BB%E5%BF%83%E7%AE%A1
http://www.biomart.cn/equipment/%E7%A6%BB%E5%BF%83%E6%9C%BA
http://www.biomart.cn/equipment/%E6%B0%B4%E6%B5%B4%E9%94%85
http://www.biomart.cn/equipment/PCR%E7%AE%A1

o EEIKX

o EREGDITRS

Wit R-REEEHERMN (Reverse Transcription-Polymerase Chain Reaction, RT-PCR)
RIER : REVERSBIEFRIE RNA, LIEART mRNA fE915EHR, KA Oligo (dT)
SERELS YR R REE R AL cDNA, BLL cDNA &R T PCR 1Y, MikEERY
BEREHENERERIE. RT-PCR & RNA GURREMRES TN EER, F—2IRAME
RNA BB AT e, ZAEZR T S TEENERSY. SRINBIER. 55 cDNA
wRet. 1932 RNA BR0ERERER.

—. REREBAYEE

1. Money BRMMFERSE (MMLV) RERES: BiERIRAGEEN, RNAEE H EMHAEN
15, REIFRREN 37°C,

2. BriEMIRERS (AMV) REREE: BRARAEEEA RNA B8 H &1t &EIFA
mE/9 42°C,

3. Thermus thermophilus, Thermus flavus SEEAHEYIIPGEEMERFERES | 1£ Mn2+
FHET, RFERRESR RNA, LUERR RNA SR RiE,

4. MMLV [#&RE8AY RNase H-3835(K: &7 Superscript # SuperScriptIl, Ltff
B H BRI BRI MY RNA %A cDNA, IX—FHEARIFNS “REMN. (KRR
HRREMER mRNA BEIRE RIS cDNA,

—. &% cDNA S|{rYiEF


http://www.biomart.cn/equipment/%E7%94%B5%E6%B3%B3%E4%BB%AA
http://www.biomart.cn/equipment/%E5%87%9D%E8%83%B6%E5%9B%BE%E5%83%8F%E5%88%86%E6%9E%90%E7%B3%BB%E7%BB%9F

1. BEVIRERAS|: Z45E mRNA HTFEEERERBERIFNFFIMETENESK

FoURT, BISRFAREH ERAKRS X — S RA0S sk e mRNA, FIFT5ERS, iR

ZATE RNA oF2aB782 7 <(DNA $—i5&tR, PCR 59T 1B P2 F I TR

S, BERILS AT cDNA 1 96%KRTF rRNA,

2. Oligo(dT): 2—F%J mRNA £580751%, EEASEHEZME mRNA BE 3' in

Poly(A+)E, W5 ¥IS5HERXS, {¥ mRNA AI#4ER. BT Poly(A+)RNA {52 RNA /Y
1-4%, HULLFPS ¥IERHY cDNA EUBEHL7ERIMES [HFNEEIR cDNA FEEFIS AT

FEYEN,

3. RBRUSW: BSRI5IREERAZBMR RNA (IEANFIIRNBZERRIFA5 14D,

= PCR RN A" MAHAES 14, SE—RIENSAREIES mRNA 3" infxSEifAIBCYS S [

5. FRULZES M= HEFREER cDNA, SEESHAY PCRIE,

XA

1. RMA 125

2. F—4% cDNA BREFIE

3. dNTPmix: & dATP, dCTP, dGTP, dTTP & 2mM

4. Taqg DNA B

M., REEE

1. L RNA RURE: TAEXAE,

2. cDNA 5—51958%: BRNAFIAEHEZM cDNA S—iEiFIEHE, HRIEESER,
BRESEA—. WLL GIBICOL A FRMAI SuperScriptTM Preamplification

System for First Strand cDNA Synthesis ifFI&E /9451,



@ 7£ 0.5ml HERLE, IIAE RNA 1-5pg, #MEiEEH) DEPC H20 {FRWARFRIX 114,
EE 0 10uM Oligo (dT) 12-18 1ul, BEZRS. =i,

@ 70°Chn% 10min, IZEPEHMEROEBNKEFZELD Tmin,
REMATHIAFIRSESY: 10xPCR buffer 2ul; 25mM MgCl,  2ul; 10mM dNTPmix
Tul; 0.1M DTT 2l

RS, B, 42°CIEE 2-5min,

® NN SuperscriptIITul , 7E 42°C7KA5EE 50min,

@ F 70°CHn# 15min LA IER N,

® BERENKT, JON RNase H 1ul , 37°CHiFE 20min, FEf#EFRERI RNA, -20°CIRE
&=H.

3. PCR:

@ ERO0.5mIPCRE, ORMATINHF: F—E cDNA 2ul; EiFES1# (10pM)  2ul;
B (10pM)  2pl; dNTP@mM) 4pl; 10xPCR buffer 5pl; Taq & (2u/pl) 1ul,
@ MNEER ddH0, ERWRFYA S50ul, BRES, BU.

® XE PCR1EF., HEHRIRESHTY G 28-32 MER, ATHRIELRERNIRS
i, BJ7E PCR IEERYERER, IIA—XKWS (40 G3PD) AMSHMS ), REEY 1ER
2 DNA, {F/o53fR.

@ EEVKERE: 1TIHBERERIREEIK, HINT TMZRER,

© BESMH. RO RARRBGOITERS, WERIKFHHTEERRE,

h. FEFER

1. 7ESCIRIdF2hERHLE RNA BIFEAR, {35 RNA F9558M. 7E5 RNA fUREND EH, iE

BB mRNA BIBTZ,



2. ATHIEMSRMT1E, YRKBHITHE,

3. ABHRE: EEANTHTEE RNAEE, ERNNESE G3PD (HiHEE-3-BHRiiS
B8) . B-Actin (B-flzER) %. HEETES RNA BEIRE. IIFRELINE PCR
R AR T IR — R F LR R EEFFTE A RNIRE.

4. PCR AREEHANFESH], LTRSS BRBRNERKE. F7. ZREELL
N Bt5 DNA BIHHER XK. SXTE—BinF7HMFEENAMEIR, HNEE R
IRSLIOSKARAE .

5. B3k DNARSSH: @ XA DNA 4R RNA BEG; @ ErlseRIER T, % PCR5|

METERNAEIINEF, LUBRREREF mRNA AU,



