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Real-time PCR method for detection of pseudorabies virus
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AERAEIR R GB/T 1.1—2009 4 H B M) 2 21,

Abr R AN RILFE R RES .,

AbtrdE 2 EY PAEREREARZ RS (SAC/TC 18DIHA,

AR R RAL PR NRIEHE LB HARKGRAARER . b E R R 2B G2 E 5T .
ARFEFMEEINEARRRRZER . EERAER 55 X MAEYREERAF .

AR FEGRE A KR BOLE R B B R T SRS A RE R X AR
T4 Bk MIEE . RB0E M.
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HIERmH TR PCR &l 77 %

APRHERLE T OO EE R A 3 98t PCR AR I B8 4E 7 i .
A bR S AT R R R R A I

2 MEES| A H

TIISCAEX FA SR N B AT . FUEE B3] Sc4, A5 B 38 BRAOE Bl F 430
. RLEANTEH K G F SO B H AR A (B35 BT A 0 18 8 38 I F A 3o,

GB/T 6682 43 #3c % = F K HLA% Ak I8 7 v

GB/T 25172 REEREBA=S5HRAHEARME

3 UER&IE

T I 455 E T A

Pt PCR %GR A EE4E R i (real-time polymerase chain reaction)

Ct {5 BANRIENNILE SRR E K R E N B2 0783 (cycle threshold)
DNA Ji & # B B2 (deoxyribonucleic acid)

Taqg B8 Taq DNA RE i (Tag DNA polymerase)

TE Zw# TrisEDTA & ¥ (Tris-EDTA buffer)

PRV th#E R J%%% B (pseudorabies virus)

4 =8

4.1 %% PCR &1,

42 BEAKRAFEELON . TEHEEE 4 C.BOHE A 12 000 r/min Y L.

4.3 HALWERBEDR,

4.4 FEFKM:2 C~8C,

45 EEUKIE: —20 CUUTF.

4.6 BIREKM:TERZE—70 CUTF,

4.7 WEBWA:0.2 uL~2 pL.1 pL~10 pL.10 pL~100 pL.20 uL~200 uL.100 uL~1 000 uL,3f
M SBBAFTRHEL.

4.8 EEKXKHER.

5 ##

5.1 1.5 mLEBELE.
5.2 0.2 mL PCR WiBE&F sk \ B,
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6 XA

6.1 BRAEF A ULH, 24 I Hh 5 i 2 R Al , SE R = K BEAF A GB/T 6682 ESK
6.2 DNAzol, & fifk DNA $#1#2i£7, T 2 C~8 CH-%E.
6.3 X/KZM,—20 CHA.

6.4 750 B, K ZBEAMBGEKEH, —20 CH%.
6.5 8 mmol/L NaOH & , Bl WL F A,

6.6 PBS 2 i, BL il JLF % AL

6.7 Taq B X 10 f& Taq B M

15 mmol/L,

6.8 dNTPs. % dATP.dg@

L, Taq B§ S NL 5 WP Mg™ W E

6.10 DhEER 7 gt X KWQTE O 4 A 85 37 K35 7%

TERELEN WS EH.
7.2.5 HMIEEFRY . MMEFYREFRR =K, R S KREE KA RERYET 1.5 mL & DNA §
MAEBELEN.HSEH.

73 BRRFENEZH

ERREHERT LA TRAN. NI MRS, £ 2 C~8 CTRAENMAER 24 h,
—20 CE£5 CTFRAEE 3MH,—70 CUUTA KPR, ##E %R AKRRRAETZE, FAEM
RE R BT BRI R I

7.4 EERLE

7.4 MBEAUREWRE M EH BEATRTAL B, B T AR IR

742 BETHAE AT RERGEFARRXFHET 1 min ~3 min, F#EHKFJ5F 2 000 r/min B.L
2
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5 min, F_ETEEH TR SRR

7.4.3 L& R g RURIIAH L BIFE, A 2 mL PBS 28 sh iR BEAT BB , 1 45 2041593, 8 000 r/min
> 5 min, F_EEH TR ZMRER.

7.4.4  HiHIREFRY -4 000 r/min,4 CE.L» 10 min, BFEFH FI5 MR BB,

8 W PCRIRIERF

8.1 DNA #ii8

8.1.1 AERMRIEIRIXHIE. DNA #i#{ FH DNAge 2 1
8.1.2 Hln NKEH 1.5 mL B.L 9L B + BT, X BB OB
(FE A=

8.1.3 ®ELMA 800 o HONELE: %t PR 200 L, i/ 10 YKIR
57,4 ‘Co{ZEE 10 0004/ mi
8.1.4 Ht 900 uL g IR & 3 min;
4 CEEE 10 ogf r/
8.15 FELEMEEE r/min &L
5 min, RE i
8.1.6 JFH 308.L8 imol/L N 20 ‘C vk#E
AR ERE
8.2 Wik
8.2.1

FEIR EE.E
A R R A VK &
o AT

8.2.3 M

FERRMIBRIX#AT. 7£81 PCR RN Pom BRET NS R BORL, I 2 A 8.1 i £ BB RR
10 uL DNA % ¥, % % 7,500 r/min~1 000 r/min B> 30 s, #BERKRIW X,

8.2.4 LEHKW
8.2.4.1 RKAEERE

R X 4T, ¥ 8.2.3 FE.LJFH PCR B A%t PCR B Il{X A, % B .5 %#H FAM,
HEX 1 ROX =A% %818 ,3' #3%E# T (None) %,

8.24.2 EHRFHEESHN

F—r B, RN 50 C/2 min;
B, WA 95 'C/2 min;
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=B, AR 95 'C/15 s, 3B KB LKA 60 T/30 5,40 MMEF;
SEIUB B, ¥ H 25 'C/10 s,
KW 25 R R RIBRR R FOC &R Cr EHESR

9 HRAXE

9.1 BEE’RE
R 1150 I U AR AN 25 e 75 A L A AT VR B, DA B (LR WU S o IE B R i T S O e R U
9.2 REEH

9.2.1 PRV BitExt B . FAM i@ ¥ TR 5 Cr ek Ay S ALY 14 i 28, HEX B E T Cr (AT
ALY S AP MR, ROXGEIE Cr H<C36 HY # M4 ML RIfg S A,

9.2.2 PRV fH#:X M . FAM @i Cr {<<30,HEX & Cr {H<<30,ROX # il Ct fE<<36,H 3 MM#EE
B3 Sy R S BY

9.2.3 LI EFERTAER —KER R HE, &0, ARLK TR, 7 EHFHELT.

93 HRBRARHAE

9.3.1 BREEAKN L E S FAM @i Cr {5<<38, HEX i i Cr <38, By ik &I S
&, &R PRV BB FH M ;38<<Cr (H<C40, HIE N AT BE, AT BERE MAE R R, MER SR 38<Cr
H<C40, Hy # ik RIS fh£R , 45 7 PRV BB FHE .

9.3.2 BREEAKMLER D FAMEE Cr A<40, HY MR W MAIH S BIP MM &, HEX EHE X
Cr HEF T AR S B B M &, 54 PRV gE BR AR RR FHE .

9.3.3 BRMEAKWE RS FAM EHE M HEX @B ¥ I Cr (A M A Y S B 5 gh %, [ Bt ROX
HIH Cr H<C36 Hy W4 BRI f S Ml 2R, M B AR A8 it A S5 K0 I R % Y Bl L 3] 45 8 PRV B2
B

9.3.4 FREAKMLE RS FAMBEEMN HEX EH YL Cr R THRA K S AP 1 i &, F if ROX
I Cr fH>36, M AEAS R W 55 SR TCAL, A BRI HER R B - R AT B E LR,
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M R A
(HLSE M B RO
ik B S

A.1 8 mmol/L NaOH & &
FRE 0.32 g NaOH, % %] 1 000 mL £ B FKH B, 4%, ¥ EEE.
A2 WEEEEEZE % (0.01 mol/L PBS,pH 7.4)

A 800 mL Z& 1B /K¥ M 8 g NaCl,0.2 g KCl,1.44 g Na, HPO, #1 0.24 g KH,PO,. A HCl #¥ %
BHPpHZE7A, MAKE1IL., £¥FE£121 C.15 min EEXKEE&EH.
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Bt X B
(H3E B3
51 ¥ Fn R 5t

xB.1 5. RIMWERSF

& W Foo3
gH-qF 5'-ACGCTCGGCTTCCTCTCC-3'
gH-qR 5 - GGTAGTCOTCRCTCTCOTG-
gH-PG&ED 5'-FAM-TCGCGCATCGTCTGGTGCAT-BHQI-3'
gE-qF 5 -GOTGTACGTGCTCOTGAT-3!
gE-qR 5'-TCAGCTCCTTGATGACCGTGA-3'
gE-PU&RED) 5'-HEX-CACAACGGCCACGTCGCCACCTG-BHQI-3’
IC-F 5'-AAGTGCTCGGTGCCTTTAGTG-3'
IC-R 5'-GTCCCATAGACTCACCCTGAAGT-3/
IC-PU&RED) 5'-ROX-CCTGGCTCACCTGGACAACCTCAAG-BHQ2-3'

E: SIYARE AT AW A F A L TE BBE MBI M BEE 100 pmol/L #FFWKE, —20 CRIF& M. REYH

519 RE A FRAFSI LK B.1.
1A RIEFTEIH A 10 pmol/L THEW , —20 CRAABBMER M HEHREHRM AR N3 IA.




Pt PCR Rpifk & W% C.1,
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Mt ® C
(REHM R
*K ¥ PCR RNk %

F£C1 HHEPCRRNEZE

bl 1 A4 I 52 RE 9 A

10 X PCR Buffer 5 uL
Taq B (5 U/pl) 2 uL
dNTPs(100 mmol/L) 1.5 uL
Mg** (1 mol/L) 0.25 L
gH-qF(10 pmol/L) 1L
gH-qR(10 pmol/L) 1L
gH-P(10 pmol/L) 1 gL
gE-qF(10 pmol/L) 1 gl
gE-qR(10 pmol/L) 1l
gE-P(10 umol/L) 0.6 uL
IC-F(10 wmol/L) 0.5 uL
IC-R(10 pmol/L) 0.5 pL
IC-P(10 pmol/L) 0.5 uL
ddH,0 23.95 uL
&3t 39.8 uL
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o AR * M OH
B x & #

HER % ERE PCREAF %
GB/T 35911—2018

OE bR A ORR AR OR R AT
T EHHEXFEEFEER 2 5 (100029)
bR T PR X = B AT 16 5 (100045)
Rt www.spc.net.cn
B 4% . (010068533533 K470 :(010)51780238
BEH R 553 : (010068523946

HR s o S A 2R 2 B B
B HH AL IE L

FFA 880X 1230 1/16 Epak 0.75 F¥ 16 FF
2018 4E 2 HE—PBR 2018 4F 2 H & —KEIRI

*

5. 155066 « 1-59462 M 16.00 Tt

MEMNEZE RAMETHORR
BINEE BHLR
23R B 1% . (010068510107
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