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ASAFFEHEGB/T 1. 1—2020 (bRt TAESN 15 brdEA SCHF SR FE BN e
HECHL
TEVERA SRR Py AT BBV M TR o A SR R AT HUR AS AR ) & R () 54T
A B T AR T H IR D,

AR B AL PR R O

ASCAFEEGRE N BRRME. Mk, R SAES . IE. 5.

S R AT SE e JG 5 A AR AL R AN N A0 @R LA 8, S5 mT LIl i ok e R ok e 55 5 kAT e 5t
TATHE SN 25 IR N AR B, AR SEBRIG DUIE AT PPl S B H
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LB AR F TR PCR 420 77 5%

1 SEH

ASCAFRLE 1 1l I N4 2 9 OEPCRIGIN AR AT 55
ARG I LD S A4 A 5 A R LA TR R 2. R A

2 HEMsImxH

B ST A R P AR S ST R PR SR A A SO A AN T A R 2 R e, v H I 51 S,
1% H AR B AR ASE F T A S ASEH AR5 SC, A GBS B SeR) EH A
A

NY/T 541 BEECWIFERFIRE. RA-AE H AR

3 ARIBFENX
AR BA T B FIARTERE L.
4 HER%IE

T A ARG EIE T A .

DNA: % HEZER (deoxyribonucleic acid)
GTPV: 13 ¥57 7 (goat pox virus)

SPPV: #7fJ5J%EE (sheep pox virus)

5 AR E

5.1 RAFIFR

5.1.1 DNAzol, Pt DNA #i#5, F 4 °C~8 CIHR1T-

5.1.2 ToKZEE, -20 CHA.

5.1.3 75%ZLEE, Jo/KZEERUK B M ZEKECH], -20 °CHUA .

5.1.4 8mM NaOH ¥, BCil W% A

5.1.5 PBS 2/, 0.01 mol/L PBS, pH 7.4, Bt LI A

5.1.6 Taq/if [ 10 1% Taq i S )5 2% it - Taq BEK B 9 5 UIUL, Taq B S5 8 M2 ¥ %4 15 mM.

5.1.7 dNTPs: 7 dATP. dGTP. dCTP. dTTP & 10 mmol/L, -20 °C{fAf%, Wb 5 .
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5.1.8 5I#A1 TagMan 41, HF %1 L% B.
5.1.9 1.5 mL Eppendorf & .
5.1.10 0.2 mL PCR #EEE ol J\BKE

5.1 11 Ll SRS RT3 07 2 B A T TR fh « SR e it A Ly = B 0 B8 v B 1 1l S A 4
ESER AL RS E

5.1.12  WFER ML ERm SR AL . SR A MDBK (-5 40D 200 it 2 s fedt R 2 I ZHL 21
5.2 FTEMNREE

5.2.1 %) PCR A% : ABI 7500 BLLIAEARELI ¢ 6 PCR AL o

5.2.2 mEiEAERAHEON: TEEE 4 °C. B0 TIA 12000 r/min B E.

5.2.3 LA ECE IR

5.2.4 HHEIKFE.

5.2.5 JERIRUKFS: PRI AE-80 °C.

5.2.6 fEFEME: 02uL~2pL, 1uL~10pL, 10 yL~100 pL, 20 uL~200 pL, 100 pL~1000 pL,
HIEC % 5B AR VLA /9 7C DNA BEAT RNA Bk

5.2.7 EJEKE.

5.2.8 IWIEIRSIAY.

o

R EMAL IR

o

1 RX#EIR

6.1.1 FARJI. BJ). BT, 4 160 CTHKE 2h.
6.1.2 —IKMLHEXHERT.

6.1.3 HLWIEGHEFEIIEE, 2 160 CHHEKE 2 ho
6.1.4 THIHHEE.

6.1.5 W%,

6.1.6 IR LRIRA o

6.2 HmRE

6.2.1 IMIEFACKEE: HTCEENSHIOZE L FE B4 FF KA T 5mL, ETEHELEN, =
TR 37 °CHAHRE H AR EEEE 20 min~30 min, 2000 r/min~3000 r/min &> 10 min, W HX_E & ) 200 pL
BB OENEA .

6.2.2 FEWUFERLRAE: HZMNYIT 541 (5 R RAERE T -
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6.2.3 ST R MK TEE LR WY), BT 2mL PBS Gl & H .
6.2.4 HZFEARE: BURASGHA I B Bk B2 BT 28 2 B ABT R I .
6.2.5 UMUK FEY): FrHI 80% LA 4NARA AR, K BN AR AE-80 °C & .
6.3 FEAREE
IR RERIREAT LRI TR, FEARSE 2 °C~ 8 C FRAENAKLE 24 h, -20 °C +5 °CH] LUfa
ERAE 3 MH, KIRAEIEE T —70 CLLT o FEAIE R A IR ORFBAE BRI A8 I AE M UK 48 2 4 kAT
iz % .
6.4 FEARLIE
6. 4.1 MIGEFRSEFEATTTHATRIAATE, B TR

6.4.2 SHETHA: RARIEREG SA ST IE T 1 min~ 3min, 2000 r/min &0 5 min, HH 200
uL B35, FH TS SR A R SR EL .

6.4.3 HLREA: BL1 g VRIS, BIRE, NN 2 mL PBS 2P BG4 W BE , i £ 41415723 , 8000 r/min
B0 5min, BRI 200 pL, FH TS SRR EL .

6.4.4 ZEEIFEY): KA SRR R 3 K, fEARIIE], EIRG 5 min, RS NANMEETFRIE, 253
VAR5, B RRE e E T K E B0 A, 4000 r/min, 4 °CES.C 10 min, HU_E3% 200 L, F T 5 4:
(A% R HL o

7 #BERE

7.1 SKIEEEEK

L 2 R 47 5 5075 7 5% DG PCRAST M P S 56 5 93 9 = AN AR IS K AR X3 AR R IX L 177 el
DXANY G 7 v X o AR DXSskE) AT B AR IR 3 — A XSENAT T P A A 2 B0 2%, 8 S AN 7] DX 1 e 45
Pk 3L

7.2 DNA 332
7.2.1 DNA filif2f# ] DNAzol T THEH, o nl LU A SR8 i i AR G PR I, FEAZ IR SR U IX 351

7.2.2 Bun AKEN 15U BEAE, S n SRR P, B
HET 4%«

7.2.3 BEMA 800 uL DNAZol, 73 AIMMABASEE S« BHEEXT I B EXT I 200 L, Hiff] 10 kiR
A7, 4°C BYLEJE 10 000 r/min &L 10 min.

7.2.4 HL 900 pL by, ETH 15mL KEEOES, A 500 b K EE, JBE), EIEE 3
min; 4 °C B{= & 10 000 r/min Z.L» 5 min.

7.2.5 FLJE, ISERBZEZMN 0.8 mL~ 1mL 75%Z. %, Hifs 3 &k~ 6 RIE2], 4 °C 10 000 r/min
O 5min. REVEMIKG, HE OB TR E, BRI B8 LR .

7.2.6 JH 30 yL 8 mM NaOH & WMIAMITIE, DNATE 4 COKFE Al Fa @ (R A7 50 H , 20 “CUKAE vl K1

3



DB 21/T XXXX—XXXX

7o
7.3 TR PCR &M
7.3.1 RM{RFREBIGCH]

FERFIBC ] X AT o CSERT 2 HEPCRIRMEHCA n, n NAFRFE MBI+ PRI E BTSSR
LR 2R WP SRC, O T B R B A IURE B R, U n I S SN HEATBC A o BC R BORAE DK & AT

7.3.2 RMNR&RHS IR

B 7.3.1 ECHI 9 EPCRI MR 78 43 TR AT, %IRRT 20 uLor2E T 0.2 mL#EHPCRE N, FPCR
BTET 96 fLik L, @I INEEFFMUTFRil, BB EZRIEIX,

7.3.3

FEAZTRARIUX AT « FEREPPCRMNE NI 5 ul DNARHRT , S AA St 7.2 H14 i%
1 5 nl DNAEW, 2% %, 500 r/min~ 1000 r/mi& s 30 sec. HERBEY HE/HHTIX .

7.3.4 EHLEN

YT XIEAT. ¥ 7.3.3 O FIPCRE TN EPCREE AL A, B BE#REF: 57 EFEFAM
PWHGEIE; 37 IEPEMGBIE JGIEIE, AnToMGBAE Gl IE 18 YEPCRIX, VK IR Tk FE “None”
7.3.5 EMEHRE

F—ME, TN 50 °C/2 min;

B ER, EEEML 95 °C/2 min;

F=R B, B 95 °C/15 sec, 1Bk, ZEH. WIERE 60 °C 20 sec, 45 MEH;

UMY ER, ¥4 25 °C/10 sec.

KM EE R G, RATEE R, MR DG i 2 FICLE A s 4

8 LHR¥IE

(]

A BMERE
BRI B0 J DU AR A (54 1 7 15 DUREAT IR B, D BB A 4 B 3o 1 B AR AR it 3 49 o 2 1) 3 vt e A

8.2 [REH
8.2.1 PAEXSHE: Jo Ct{HBICI A S By HE £k
8.2.2 PHPEXTH: Ct{H< 30, Hyihze sl s i,
8.2.3 DAEERFAR R RN L, S0, ARE/IR, &FERiET.

HERBRARFE
A BRI SR T CtlE< 36, HA MK Sy MLk, ki Jy GTPV B SPPV Rk,
L2 WERREARIINGS TG CtEETC SR S B 2, 4Rk GTPV 5 SPPV [T,

3 WAREESLESIN S SR 36<< Ct{H< 40, HAV ML, #HiE5 N GTPV B SPPV SEMl; 7% Z kAT
4

o
w

oo
w

o
w

oo
w
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HE L

8.3.4 GTPV B{ SPPV SEMLIF i g ELHEAT = VAT S8, W R E B SLU0 A W A 14T SR AG I 45 R AT Jv e
Aeh, TR 2l 45 AR 5 GTPV B SPPV BH %, 75 ) 2 A B 7k
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Mt & A
(FsetE)
BIRECH

A.1 8mM NaOH i&;&
FRE: 0.32 g NaOH, ¥&fEF] 1000 mLEE /K, BE, 0%, WiIRGET.
A 2 FEERERLEME (0.01 mol/L PBS, pH 7.4)

F 800 mLZ /KR 8 g NaCl, 0.2 gKCI, 1.44 g Na,HPO,Al1 0.24 g KH,PO,. FIHCIE TR 1
PHIEZE 7.4, MKZELL. 70354 121 °C. 15 minf & K E a4 H .
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Mt % B
CERMED

514¥REt BFR. 5
B.1 SRS &R F5

WZB. 1,
= B.1 SIYIRET 2R 5
EA S 52
P1 C(_L3F51%) 5 -CAGGAGGTGTTGAAAATTTTACAG-3’
P2 CFIFsIY) 5" -CCGCATCGGCA TACGATTTCC-3’
P3 (3RED 5" -(FAM)-ACAAAGAGCATTACATAAT-(MGB)-3’

E: SIAERE W HAEY A F A R, HTERRIEMIF R 100 UMBETEIRIE, —20 COREEAR M, TRAFINDN 1 4
MRS T Z R B 10 UM AR, —20 CORFEGUaIIER], dngew (M R E ki, AR08 3 M.
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M &% C
(FERHE)
R PCR R Rk H
C.1 & PCR RRAZ
WZFRC. 1,
< C.1 T PCR RMIIAHR
oy LANKI 2 8% B4 N/l
2xReal-time PCR THIEK 125
VRS 1.0
TSI 1.0
e 1.0
DNAE R 5.0
ddH,O 45
M 25
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	4　缩略语
	5　试剂材料和仪器设备
	5.1　试剂材料
	5.1.1　DNAzol，商品化DNA抽提试剂，于4 ℃～8 ℃保存。
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	6.4.4　细胞培养物：将细胞培养物反复冻融3次，解冻期间，间隔5 min，摇晃十下细胞培养瓶，第3次解冻后，将
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	7.2.5　弃上清，沿管壁缓缓加入 0.8 mL～ 1mL 75%乙醇，颠倒 3次～ 6次混匀，4 ℃ 10 0
	7.2.6　用30 µL 8 mM NaOH溶液溶解沉淀，DNA在4 ℃冰箱可稳定保存数月，−20 ℃冰箱可长期
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	8.3.4　GTPV或SPPV疑似样品需要进行三平行实验，如果重复实验有两个平行实验检测结果仍为疑似，则最终检测
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