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FEAMRSERRELH
W)t PCR AT i

1 JEHE

FARERE T HERERSERRBE(EAZHRE 1 8, BoHV-1) M 32t PCR Bl FERHA
=K.
FARHEE AT R A AR R T ORI A R ORI RV ORE 4 R R HAS Ml
IR YERM P BoHV-1 sk,

2 MuusIAxXH

TII SR T AWM ARDAT SR, LEE BB S]FHSCH,{UE B MR ERTAX
. LEAE WS A, HEFRA(GHEFTA MBS ERTAIH.

GB/T 6682 Zr#ricike = F/K Mg FIAR 5 B

HREHY TAEAROIEXHES Y LW IR FZ BIRETF M) (2008 ) ARTFERUFBFERK
# BoHV-1 % 3 i LA 38 06 PCR Ji ik

3 HEEEIE

T gERgiEE A TR,

BoHV-1:bovine herpesvirus type 1,4 ZHiE [ &,
Ct{E .3 N1E 5 B A B E W BE N BT & MR
DNA :deoxyribonucleic acid, iR E B EE .

DTT .DL-dithiothreitol, —Bi 7F i RE .

EDTA :ethylene diaminetetraacetic acid, Z PN Z. B .
IBR:bovine infectious rhinotracheitis, £ R B E L.
PBS:phosphate buffer solution, BE8 2B sh A FHEh K ,
PCR:polymerase chain reaction, 38 & B#&E 2 M »
SDS.:sodium dodecyl sulfate, + — ke SLREBR 44 .

UDG ## : uracil DNA glycosylase, JR#EKE DNA 521V Es .

4 REMBH

3% PCR 1Y,
BRI THRHE LI,

A EMEB B A 10 pL.100 pL,200 pL.1 mL,
BRI E Bk #0410 pL.100 xL.200 pL.1 mL,
PCR 2 RN .

HBEELE.

WHER SR

HREFRAE.

VK% $# 2 'C~8 C,—20 C,—80 C,

Pl
W o NDO A WN =
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4.1

5

5.1

—2

6.1

6. 1.

6.1

0 fHEKHFAE.
=

BRAAARE A7 BB FIK 4% B GB/T 6682 Hr#l iy — 2K , BF FI AL 220 345 3 40 A ot
ik ESE 33y

5195 HRET I HIR K DNA B8, G RNA iK% 8 K519 S54SR 100 pmol/L 42, B
0 CEREMRIRBEYRAF; 1 FI BUE B AL H R 10 pumol /L TAENE , #5027 Rh .

519 54 3.

gBERH EW5Y ¢B-F.5° TGF GGA CCT AAA CCT CAC G&T 3’

gBEHETWH59 gB-R:56TA GTCEAG CAG ACECGT GTCN

gB ZE#HE .5’ [FAMIAGE ACC GCG AGT TCT TGC BGC [BH®Q-1] 3’

REE 57 AR IC A ST & 37 3t AR 30 A9 1 K 5 B AT 4R 4 0% PCR R B F R EER DT

1 mol/L D
5 TrigHCl (pHS. 4),
mmol/ L K( g€l , 400 pmol/L dGTP, 400 fimol /L dATP, 400 pmol/L dCTP,

HaRES LR

HRRERMALE
1 REIR
RETRFTL1214+2)°C/0.1 MPa & J& 15 min J1
.2 miEF.£h

FAT SRR R L% P R A5 B A TR0 A 4 8 DR L, 6 B 40 o8 ML 6 » T3 D T AR AR
FAZTG B M S B R L% P2 B 4 00 15 4 90 DR SR L o 5 I 0 B 48 5 A S0 800 o, 367 B e gk 3

HEF, 82 160 CTH 2 h K.

8, SRR . FIEERR AR E MW, R 0.5 mol/L EDTA, 45 6 mL Mm% 1 mL i8R, &
BEHTERER.

6.1.3 ®F

FITE MR T RE R AR AR WY, SRR, M IR T 5 57 ) 456 07 U0 38 o A B 2 G i, B

2
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BB R » SLEPE R TRA 1 mL~2 mL X% 0. 01 mol/L pH7.2 f PBS 1,4 CHEfF, R{RE A
LWE. BUEHTRBN, EORS) BFTRT, BEBRA 4 000 r/min B0 1 min, R EHHH.
6.1.4 H®&

BN HHBES R SRS A2 L s nL HEBLEP, RABER, RGBS, KA
12 000 r/min B0 30 s, BU L ¥ #& 6. 2. 1 8¢ 6. 2. 3 AT BRIZIN; SUBUE MK #E 6. 2. 2 5 6. 2. 3 B
B, B—HWRFHABIR 3 XHEHE 3247 SR R B 5 R

6.1.5 HAEM

il A B TG v SR £ Bl My P IR S R ﬁﬁﬁﬂ% it 358 0 S S 4’1' s XTI 7= R L REWIFE TS B JL AT .
MV JEFRAHS . ,Jﬁ% CEROA R ed% 1 2 5 BB B A KB 0. 01 mol/L pH7. 2
B PBS(fi]:1 g HAREAR NS tnl, 0 BRI Y 4 R B B LB P R 2 R~

3 ¥K,4 000 r/min B @ 5

6.1.6 ZAHIEFH o
IR I &2 P ~3 W
6.2 HEuBRERD

000 r/tin BY)» 1 min, ;XL EFEEH.

6.2.1 EH AN

BT LSS, 200 el 2 AT EE a0 B Shwl VI 200 1L 0. 01 molfL pH7. 2 PBS £
¥, fin SDS i 1955 Sisss E%IES 56 QBT 30 min, B
KEBBE 8 minnFs - in, JUEFE T EZ =8 F K4
BB WK S 20 'C ( 3 000 r/min &.(> 10 min, F F; %
R 704 Z B HRIAIR ST 4 °C 18000 %/ mi ing 57 B, WSk AR B A ULE — T
E:P'&ﬂ@ﬂél:, 3 : T ] 3075 ERZER T 5 min; il
A 50 pL & DNAE WK RERRA), LA EE ] ggﬁﬁi 10 ofin, EEA TR, 55
B—20 C&H. u)' 4, B 80 CE G
6.2.2 Chelex 100 ..' :

SRy iit R 30 ) 1Y Y W7 06 R B AR M ) (2008 O BER KR, ST

WAE .

BB LB, 0N clel % K(10,4g/mL)11. 5 pL,1 mol/L DTT
7.5 AL,90 pL 5 DNA B ORNA B K10 AT, S -1 56 CILF 30 min, %4 B
5] 10 s; B KBIET 8 min, BRI ?E’_,J 10 s; FH 12 000 r/mfn B0 3 min, B B FRA, &
—20 C&A. KPEAFE,ME —80 UCHME/LIRE-

6.2.3 WFIHRE
] R 2 % UE SF 0K T A AL BB B R KR & 07 8

7 SCHISESE PCR 3

7.1 R

7.1 FERREER . AR B IG, BL SR FH R IR B R
7.1.2 FHEEX R RE AR R SENHEXN R, S ER BoHV-1 jHER & HEER K

3
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JFUAL DNA %% 1 2] 2 50 B A & o 45 O P PR Xt FR A A
7.1.3  BAYEX IR . BT 0 BA R TR S8R A D BR X R
7.1.4 SAXME.EYTHRYHBRE. MU DNA . K RNA BUKENERREZ OX H.

7.2 ELRPESE PCR &M
7.2.1 g

RINRZE R 25 pL RRiER, B, & 2 X EE& PCR-UDG HiE® 12.5 pL, b . T#HSI &
200 nmol/L,# 4} 100 nmol/L,##z 5 L (100 pg~1 pg), #MiNiE & JC DNA Ef.JC RNA B/K 6 BN &
sk 25 pl, MEHE . 2 EEE. R KERNE.L,FRMNBEFEIR.

7.2.2 RN

RMSHRE -

——50 °C 2 min;

——95 °C 2 min;

——95 'C 15 5,60 C 45 5,45 PMER , KOG R B 75 8 RE I IR K E et 2517,

POCE BRI EE IR E SR FAM EEB0R it 5 958 6 (report dye) & ¥ FAM, 3R f H A4k 5 5%
6 L FAX 25 18 BH XoF o % &2 i 18 ; B K b (quench dye) € K None, £ #E%¢ )t (reference dye) B E N
None, A[IR{EAFHEAFHAEBRESEK.

7.2.3 ZER¥HE
7.2.3.1 ZRNSWEHIEE

OSBRI 55 58, B2 (baseline) DIY#F 45 ) B9 BRIAEAE N &%, B (threshold) 1%
ERN U BEERNF B EFHASE BEESRT AN RE S NS, BEAERTRENE RS ELELT
TR, YRR RN T IR 8 B 9 6 B B X B SR T 2R T 40 AT .

7.2.3.2 BREE

BAHE T Bz AR BRALE Ct {8, ¥R R Ct EN <30 H i BRIy 38 M 2R,
xR R LA &4 IR LA A

7.2.3.3 R PCREMZEHE

FERERBZN T HITERAZE.

BR 2 RL 4 SR A R R 25 2R R B Cr (R SR 34 Oy BA 4k B .

RRAtk B R 45 SR A, KT 45 R B B Co (E<C35 B 84 iR W1 B iy X HOR 30, A0 00 R R L.

XtF 35<<Ct {H<<45 WIREG, AT EERE ., MREERBEHN Ct EH<45, HHMZA U B X 5K
SRR, R MR RRE . 75 T3 B R

WEERT , X H YR I 2 FH RO A AT E AR .

8 EEFEMW

A B o R Bl 1 3 S5 B B T A 3 UL B 5% B
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Mt & A
(MM R
BEREH

A.1 0,01 mol/L pH7. 2 PBS

AW (0.2 mol/L BB — S AW BB MR — & %1 (NaH, PO, » H,0)27.6 g, T#®A T, &
KE1L,

B# (0.2 mol/L B§RE W B . BB S — 41 (Na, HPO, « 7TH,0)53. 6 g(&f Na, HPO, -
12H,0,71. 6 g; 8% Na,HPO, « 2H,0,35. 6 @) iIZIEKBEM. EAE 1 L.

0.2 mol/L A ¥& 14 mL
0.2 mol/L B#¥ 36 mL
G 8.5¢

¥ ERRBPABRS BRES  WRAMNH JFHAEAKEEZE1 L, B8 0.01 mol/L pH7. 2 PBS
ZP

A2 BRBMENH

FrE® (CH, O, + H,O) 5.3 ¢
R (Na;C; H; O; - H,0) 15 ¢
HEFH(CH,0 » H,O) 16.2 g

FREL R, AT 2EK EFZE 1L RS, RH121£2)C/0.1 MPa & EXH 15 min 51
#T4TC,

A.3 0.5 mol/L EDTA(pH 8.0)

FREL 186.1 g EDTA, A 800 mL ZE48K B B +E 4% FRIZUBEH, A E 8 k4 (NaOH) iF pH
E8.0,8A5E1 L, A% ERH21+2)C/0.1 MPa B HEKE 15 min, "X HE .

A.4 10% chelex 100

FREL 10 g chelex 100 #ffE , IAE B K BE DK F, EHZE 100 mL, HEES 88 H: 0 K Rk
228

A.5 1 mol/L DTT

FREL 3.09 g DTT, il 20 mL 0. 01 mol/L Z B (pH 5. 2) M, T WRE, S ER/PBRE, —20 C
7.

A6 EA®KEBKA0 mg/mL)

PRI 100 mg ZHEIEE K A 9.5 mL K, BB 283, EEHEAM K L5 M. AERERES.
JKEZAF 10 mL,
5
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Mt % B
(RUTEHE B 5%
BRI T REEE

B.1 REERFEFROEHELRE, M IEARERZMELHE FEFHINGR. REAFMLEHETR
MENHERARBRMAELE, ~ETAUR—MEREN. FRAEGKKESNEE . REXFARE
RS A, REA - KRB F 4.

B.2 ZHIE,NFTERME-—KEFE . ORFE, THERMEFHF.

B.3 ffifWIEERYE. RYE. EL0E . PCREFNETREXELE, - RKEFH, AR ERERFE
2.

B.4 # A5 PCR AN IEAR R M KIR#AT, AR XA AW M TEAMAR. HEEA L
FE M ST B 25 16 R A 48 S0 T8 R A 2 ST I IR 48 A R AR R T/ 3 L PCR A A3 7T 4 PR 04T 2
SMEFMEG LIES YR SES . FHEBITH S E#TERIZHRE PCR A, B2 | B %3 K 5
TREERAESFEBEERENRSNBIH RN HEIHBENERNE B FRMEE. LRX
BRTE G R AE S R R B V5 i AL B, SR AE R AT JS IR AT #8430 min A E. BRI A ETTNEFUE
BB MEHZER ONKERABFREELE. SRTRE W, M KSMNEREHT, XA ERER
YIREEAS R ARFY AR E TAERETEIMNEE.

B.5 PCR [ R ¥ %1250 B #6075 5K 43 32 077 , 8 40 Al — B i3RI 25 OO /B A

B.6 B4R PSSR MBI NAT RO, B L EMART, TERER
BRATESER.

B.7 LHLEATHET, MK EH FEEE PCRE, IOt Rt w5 e tles.

B.8 MEFEEFAENLBEFHMBEAER.
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