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AARAE IR GB/T 1.1-—2009 25 H () 3000 ke 2,
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BHIRFEER /5 RT-PCR &0l /5%

1 EE

ARPRERLE T35 R 5 RT-PCR A 77 vk #9100 AN SR & IR AERR P
AR I T T 4% I PR e R i 260 R0/ N i ) B 240 JE 5% 35 400 v s 5 DR 2 A% T2 1) A6z 0

2 GEERIE
NN AR TR E T A S

AMV ;52 RNA %55 2 5 % iff (avian myeloblastosis virus)

bp : il F Xt (base pair)

DEPC . £ %2 — Z li§ (diethypyrocarbonate)

DNA . il B 4% B 4% 18 (deoxyribonucleic acid)

dNTPs: it &8 A% H =852 (deoxyribonucleoside triphosphates)
PBS.: #§ g £ 2% #p i (phosphate-buffered saline buffer)

PCR . & fifi 5% = )2 i (polymerase chain reaction)

RNA : #% 1% 1 (ribonucleic acid)

RRI.RNA #7157 (RNase ribonuclease inhibitor)

RT: [ %% 5% (reverse transcriptase)

RT-PCR: J ¥ 55%- 38 & T 4% 2 2 b/ (reverse transcriptase-polymerase chain reaction)
Taq B :Tag DNA B5 W (Tag DNA polymerase)

3 A

Bk 5 A5 B E A o B0 A R0 B b A 4. 3R B0 #F RNA T A 570 B i A G RNA i 79 25 2 117
Gy %,

3.1 Ar IR

3.2 SR,

3.3 75 WO,

3.4 BN (DEPCO) .,

3.5 Taq .

3.6 AMV,

3.7 DNA Jr 7 #rif (DL2000bp) .

3.8 HLIKZEuhik (TAE) (BRI WL A1),

3.9 1.5 YoBiHRME (FLHl WL A3,

3.10  JEFE RS B BHPE AR B2 B M RE S (UL S B .

4 UHRiEE
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4.2 PCR #1414,

4.3 BERWIKFRS.

4.4 TEIRKER.

45 PKF(2 C~8°C.,—20 C),

4.6 ?ééﬂ?cﬁjz{%/%éﬁd‘z*“%iﬁﬁv‘b‘oo

4.7 WHBVSH IR SR .

4.8 :ﬁi%ﬁéﬂﬁo

4.9 TEIMAESS (0.5 pl.~10 pL;2 pl.~20 pl;20 pl.~200 pL;100 pl.~1 000 pl),

5 HBIEER

51 HRHRE . SHaE
5.1.1 HRR&ENESH

REME 2R /NE (5.0 cm~10.0 cm) sl B 24 (5.0 g~10.0 @) L EIE B 484, B T4 A vk
RERIEF P X BRI E . AR TS B S0 08 = L B R UK AR N R 5T 4 Al A s a0 AR O BE B B B 9 )
S LN E T —20 CUkA AT IO ZESRAEE 1A A s i KR FERE S N & T —80 Cuksd

5.1.2 #miabiE
5.1.2.1 NGBS

B 5.0 ecm~10.0 cm /NHLH L, BT JIBTRE A 10 mLPBS, 38 B AR A 19 20 LT 85 2 e AT 4k AF g
J5 L 7% BN IS H R B TR A RNA g Sl 57) RRI(40 U/pl)500 pl, —20 C R ZRRL 3 Ik
Jo A5 H 1.0 mL ) 1.5 mL B0 9,2 12 000 r/min B0 5 min, B 500 plL EVE45H .

5.1.2.2 #EEHR

B 0.5 g~1.0 g B3, i AR 5.0 mL~10.0 mL & fH AP C BL 7 W A2 3RS, =
FHEE S RNA F ) #1 77) RRI(40 U/pl)500 pL, —20 C R E Hfl 3 W5 #5180 1.0 mL #] 1.5 mL
BT L4 12 000 r/min B0 5 min, B 500 pL F 5 & A .

5.1.2.3 HMIEFYER

B8 32 4 R =2 TFRE i A RNA i 41 ) % RRI (40 U/pl) 500 pl, K 8 Rl 3 . 4
2 000 r/minE > 10 min, Bl 1 mL FE&AH.

5.2 RNA HJi2E

AT B R A AR & LA SRR e B A R AR AR RO BRI RNA L 7E4R 0 RNA G 72
F S 7 B R B X R i RN B B A 18 7 2B 2 M N A

53 IR#FR
53.1 RERSIMFTI

S E Gk TR iF 514 P2, ILE 5 C
532 RERRNER

J B s 14 R BE AR R LR = D
2
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533 RERREERF

42 CR 1 h,70 CKIE 15 min, G5 . AT DL #2547 PCRLEUE T —20 CRAF# M. il
56 H B ST B A X B BA PR TR A 2 R TR

5.4 PCR
5.4.1 PCR3|#1F 75
DL 5% Co
5.4.2 PCR RRM{kZ
ULH % D,
5.4.3 PCR RRTEF

95 “CWiAEPE 5 min f5 3 A PCR f&¥4,94 “CA8 P 30 s,54 ‘CiB k 30 s,72 ‘CHEfH 40 5,30 DMEH &
Ji 72 CLSEAR 10 min, 4500 S0 . 1.5 % S5 B e Tk 40 B 45 3% .

5.5 Hk

5.5.1 il £ 1.5 Y0 BB A EE AR, WL A3,

5.5.2 H 10.0 pL PCR =45 2.0pL DNA FAEGE R (6 X IR A » I But JI B 6 e Al 1 A L o, [
A DNA 43 AR VX IR

5.5.3 & i HLIKAL A AF HLAR , B Oh 80 V~100 VL I [E] & 30 min,

5.5.4  FIEEHMEEME AR FR Go Xt B 7 4T IR AR

5.5.5 F4T s LI FIWT PCR F BER/N,

5.6 HRHE
5.6.1 KB A KM

BHAEXT B PCR 438 7= W B UK S 78 271 bp A7 8 3URe Sk 2% ] I 9344 X6 BRI 28 1 % i PCR
Y1 W UK S A AT 400 (S 0L ELD 6 25 9 a7 5 45 I 45 SR B AT

5.6.2 PHMHIE

A BEAE S BRI A X I 2 0 B 45 R R S A TR R R AR A 9 PCR =B LUK S 7E 271 bp
A7 E b BURE S R 2R A M RO B R B . A RIR R B VIP6 SR IR0 2Rl I 41 2 L
E.2,

5.6.3 PBAMHIE

R 245 2 B BRI E T o ARG I RE i 271 bp 7 B R BRSSPk R R O AR T A%
M Bk .



GB/T 34756—2017

B R A
(LS B 33
A R B
Al EBIKEE i B B
50X TAE BYFCH]  ERIFR I 242 ¢ =R R &L H HE.57.1 mL AYUK L1 . 100 mL 0.5mol/L 2 —
J 0 2 12 (pHS.0) M AZEM /K E 1 L& IR CE & .
i RS o FH 28 A8 K AR R 1 A5
A2 HmAIEiREH

WEAG AR T SR R B Tk E A E 200 mL, 121 °C K 20 min J5 %8 i CE &4 .

AL 1.60 g
At 0.04 g
WEIR = — B 0.29 g
B — LB 0.05 g
eV TR 4k 3.72 g

A3 1.5%ZR A5 HERY B &I

HERRFRI 1.5 ¢ BUIRHE . A 100 mL 1X TAE. ZE Gl b o hn B4 o i BeOIE 8 76 70 95 i JBCH S I A i
AR R AT BRI
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Mt & B
(HE M)
¥ % 4R 95 55 PR M A &R F0 BR M A

B.1 PR GEIE

HOR#E AP0 B 4 M 7 K35 )5 . 1 100 mL PBS fi BE 2 1 > B 2L SR I e & TCID;, » 1) o
ARG IR RE RS FEE 10 g, 9520, 70 %¢,0.5 mL/ %8 55

B.2 PAMHmE&E

F PBS % 10 = 1 1 Lo B AN 5 45 58 ORG24 38 2668 $5 20 . 7036, 0.5 mL/ 4. & 1.
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10178 e e e Lk C. 1,

M X C
(HLSE 1 B 3R

wiERIKFSE RT-PCR FERSIMFI RERT B R R

R C1 S|lF5
319 4 B B ¥k B CII/ B | P
EWEs1 9 P1 10 pmol/pL. | 57- GAAACGGAATAGCTCCACAAT-3’ PH B R R 1 VPG B

TUETIY P2

10 pmol/pL

57- GAATAATCAAATCCAGCCACC-3’

kN K 271 bp




D.1

D.2

Kl 77 7% B9 RT #0 PCR KRk &

RT [ WK & H X

RNA

10 mmol/L dNTPs
RNA 41 1 51

5 X B 2% thifk

AMV e 5 i
TSI P2CILB 5 O
DEPC 7k

ENZ NN

PCR % Bk &

S 7 ) (cDNA)

Taq DNA R4 51 2% Wi (10 )
10 mmol/L dNTPs

E#ERI PLULKE S O
TG P2 LB s O

Tag DNA %45

K EBEFIK

B

Mt & D
(HE M)

20 pLL
4.0 pL
1.0 1L
8.0 pLL
2.0 pLL
2.0 uLL
3.0 pLL

40.0 pL

3.0 pLL
2.5 pL
2.0 uLL
1.0 uLL
1.0 nLL
0.5 nlL
15.0 uLL

25.0 pL
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Mt F E
(B R B 3R
16 0 PR M 4 am FE ok 1 B R i E R 5

E.1 420  an 38 58 K s 55 PR M FRL Ik R B

R A it v % A PO B BE P HL Ko B DL P EL L

M PC NC 1
2 000 bp ——
1 000 bp ——
750 bp ——
500 bp —
250 bp = 271 bp
100 bp —
i
M ——DNA 3 F bR #E (2000 bp DNA Ladder Marker) ;
PC —— AT E 5
NC BH 1 Xt B
I — .

B E1 BFERKFESHAEENEROZBREXER

E2 BEWKFE VP6 EEE 317~587 iXHEFF

TGAAATGGCTAGAGAGTCGCAACGAAACGGAATAGCTCCACAATCTGAAGCACTGAG
AAAGCTGTCAGGTATTAAGTTTAAGGGAATTAATTTTGACAATTCATCTGATTACATTGA
GAATTGGAATTTACAAAATAGACGACAGCGTACTGGATTCGTGTTCCATAAGCCAAATAT
ACTTCCATACTCAGCATCATTCACTTTGAATAGATCACAGCCGGCACATGATAATTTAATG
GGGACTATGTGGATTAACGCTGGATCAGAAATT(271 bp)
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