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(1. TTAEE%HHBMA, S F S M 510260;
2. PO KFAMMFEERE, K M 510275)

# E. ADNAKT LSRR BHE, FXPALMAAEBRE (HSV-1); A PCREANE BAHREFM HSV-1 it
s, 3R AR X T R AT REE), X PCR VR MBI TRk Rk SR B RR
B 553 #1 HSV-1 f9 PCR ¥ 7=41 % 128 bp, BGHNJS, BIKEEAE4E 72 bp M1 56 bp A BX, Tl HSV-1 REEF A MI™
Y1, FLRERIT S TR B, R FYITURE R HSV-1 KTk,

XK@ BRE,; RABSRE; BAMERY (PCR); MEMERIMBEAR; Mk PCR

hEDHES: s52.65 NERIAE: A

BREHRRLODNFELRNY, EFHHPHF
BAEERH, BEZRBELHE BHHE (simian
herpes Bvirus , SHBV), BREREMNBERERE X
RSB ARS B, BRERNBREE,
B B AR E ARG T KR, T B KaliiE
K d B AOR S KM T BT T M R B4 FHE 4] b
H#El, ARBRPEBRELEXRANBICHEMA,
BN TEARPRENFETEH, REA
HEEBETHEAENEENE. B, REFEEA
5 BRESYMEXR HSV-1 fERHR, ARZEE
EREREFT BRERRERL. REBHT BR
FHARHATEREL 10% ~ 0%, ZREMTES
RN 7

ASOH M B 4K F B L3R B #5 A1 HSV-1
WER, Bd5IWikit, %% PCR (TD-PCR) ¥ 1%
FUBEY) ST 7 B R HE R & 4 3 5 E SHBV,
1 #ESH®%
1.1 /K

SHBV F#kFN HSV-1 BB RRIBEE L
W7 RO R
1.2 FEMR

PCR ¥, %S GENO2VOC-E (TECHNE1997) 3
H; S/EFRN, BT RESITEST; #
BAYBHE, BE XDP-1, FEREEHMEAR
NG
1.3 3%
_ BEYE (2-5] REMBHEHERFF, A

* W EHEE. 2003-04-29

EE&WE: I AEEARHECHEBTE (1997%355)

EEE s X%k (1970 F4£), L, BEHFRAE.

YHBE: 0529-6579 (2003) S1-0235-03

HSV 51 b 8, #8519 #it R, B A
Perdesn AT EFHES|19 (51%d EAET
AFER) . HY =YK ER 128 bpo

1.4 4R DNA BH &

B B f%EE A1 HSV-1 3354 300 pL, MIA R
#) 4 x CTAB (4% CTAB, 100 mmol/L Tris-HCl pH
8.0, 1.4 mol/L NaCl, 25 mmol/L EDTA, 2% Fi%t
Z®) B4, T 60 CKEBH{RIR 30 min, MA%K
IR Tos RANBY /B0 /FIREE (R 25:24:
1) #1481 %, 10 000 r/min 850> 10 min, B EEK
H, 0273 BB -20C/EA 3 h L BB, 10
000 r/min (> 10 min, ULJE DNA, TE &%, T
-20 THEH.

1.5 PCRAZHI#EI

FA20 L R R, HABRSHE: 10xPCR
ZM¥, 2.5 mmol/L dANTP , 25 mmol/L MgCl,, 16
pmol/pL B E 5945 2 pL, BEAR 2 L, INKE
WEKEEARTN 20 pL, KEHAEEH 20 oL,
S A 1 U B9 TagDNA 8, # A PCR 8
3, PCRER/GH 8 L =Y 2% SR AG ¥ BE L
¥k, FEEIMRIT T MEGER,

1.5.1 PCRE R &%

PCRENR B M ERE: 96 CHAH, HHAE
PEBFE] 24 300 s A1 600 s, TEFFAEMEIRFER N 9%
CAEM 60 s, % TD-PCR FiE¥B KR &4 515
K 60~51 CEREEREYE, BFEE 1 CHAT 2 MAR,
SRIGM 50 C/53 /55 C/56 C/58 CHERER



236 Pk (HRRFER)

H a2k

SR HAT 1S TEF; BAEHEA 60 s, 72 CIHEM,
¥ SEfRETE] 2 B 60 s, 90 s, 120 s; BFIEIF R
WA AR 20 K. 25 K, 30 %K. 35K, ®G
72 CHE{E 10 min.

1.5.2 PCR ##H% %

(1) WYIEE Sac 1 ¥H4L: # PCR Y =Y A%
KR Tos ABY/ R (R 1:1) #iE, 12
000 r/min B0 5 min, 7KAEHN 1/10 AR 3 mmol/L
NaAc (pH 5.2), 2 f5KFRIE/K ZBEULIE DNA, E&
TE Buffer B f# & . 20 uL BRHLR N REE . 2ul
10 x Buffer, 5 pL #i{bA9 PCR 74, 1 pL Sacll (4
FEAFFER), 0.1% BSA 2 pL, #h/K 10 pL, 65 C
PR32 2 h, RMSERUSIN 1% 10 x Loadingbuffer 4 1E
R

(2) BYkSrH7: # PCR ¥ ¥ =Y MG V1 7= 4
TE 2% MBEAE EEE RS E e Tk, AN LZEBAR (IR
T RAEAVTEE) . DNA SRAEMXT A FREE X 50
bp DNA Ladder ( GeneRuler =%, M) B4 40F)]),
1.5.3 #BMAHFHEL 4§ 100 uL BREH
MAEEFRY (HA 1:5120) PHuIRA DNA, 23k
1:20, 1:50, 1:100, 1:150. 1:200 & Lb 5% 8,
BMRBES 2 oL 4 AENER, & EERE
ik B B A F AT PCR 38, FFiRARME A
FFATEXT R, BEIKRET YRR,

FAERZiT B 214 % SHBV, HSV-1 R4/
HATT K, BIKRERY W YRER,

2 & R

2.1 TEH PCR BERM &S
EEAFMMAERRE. ZHRE. BAR
FE . REAHET AV A IE MR BGHEAT PCR RN, #E )
BN R & F, BIY #8440 9%6 €A 10
min; EEFAIGH: 96 CEH 60s, BAEBEN
60 ~ 51 CHEMRETE, BHEIE 1 C#AT 2 MEIF, R
& 55 CiR KBEHFT 1S 7835, 72 CHEM 60s; B
Ja, 72 CHEfH 10 min,
2.2 PCRFMI¥RE
BT854, *F BRI HSV-1 #1T PCR
g, sERPm4T 128 bp BRI A B
FAMYIEE Sac I X} 128 bp B B Bratk f7H84],
it F BREAIET 72 bp 156 bp 2 N F B, T
HSV-1 A RERBIEEY) =), mIKERWME 1 iR,
SESEAAR, W8 SHBV ¥ ¥ =41 S5t B
AHRHIBEY) (L,
2.3 HEENSIUMESR
AR DNA 4330 1:20, 1:50, 1:100, 1:

150, 1:200 LGRS, fEAHRIARMETT, AR
5140347 PCR ¥ 3%, 45 B8 PCR ik REAE I
1%% %%} SHBV DNA, FEIMENE T 1%
FE A9 SHBV DNA #1T DNA ¥R JEME, ZRE pl 1%
MRER WA AT S DNA 849 4 ng, 7REFZ PCR KK
L RTHI0 8 ng ) SHBV DNA, FHFT#iHHI5) # 5t
SHBV., HSV-1 M4i/MREE#1TY 1%, 458 SHBV Fi
HSV-1 fE7=4: 128 bp A EREYF=H, Wi4H/MeEARE
FEAE AR R B .

3 i+

BAMSRN (PCR) B—FESF AN 1
DNARITE:, PCREARVUKRE. 5. #EH
{8 AP SR TEAE MR R S A SR B T R
EEKRE, FERITERIR L W & BN B HE AT
EI R LB . TD-PCR £ R R —F L PCR ¥ 1%
g ED, ERLER PR LNEEHF LK
RFERNERBERERTISH, RE—1 RN
B —PMNARNE, REERRE IR
HUREEREARNYZE, B—MEEN—
FHERBIBET HEGO L. BREREAEARE
5 EHRKBLBHYZ—, EHNRERELY 4
R HE, EXARGETIVHBEEREERASE
X, BBRBRE——MNEARKENY T
BRI RRER, RF 5% A AT R
WY, REPEBIEER R, & B HKEM
HSV-1 Z EBEABEVIMIEXR, HEZEAF
BoReEE, WA AR HSV-1 HLFE R A B A
FHELRPZLE BABAESERATE. M DNA K
FERSTH, S BREHITRHRFLEE, BXE
SNEBRERHEINEEER, GRHREEFR
IELRHYREER, RIEE O35 XENRBYFE
2, RSB A R AERE S,

BB ERHcs ALY, RIKET
AYFF 5, Harrington 12038 1 R il 14 P 471 5 9 1L
SAHHFET BREERANYAEE, BREER
ZHEL HSV-1 EEAH KL, KAK 165 kb, G+C
S8NTS%, 5 HSV-1 —#, BREERAH—1
KiiEX (UL) M—ANEmRFX (US) dHl. &
KX E, T2NFNERARESERE (g)
CHiB, MAMFHERERETHRMEER (k). B
WE k EEBRBRE THSFY, HBREFECK
BIFF 5 HSV-1 B9 UL23 RIS 3, KB4
ARAESFS), EEMIRIX b, SeeiF AR A b
HEAGH ], 10K, FoWFHERA gD, USIO,
SHBV FBEH G B HRRFSI 5 HSV-1 fIEHis



# XUEA%E: B A TD-PCR SR FIBRGIHE DI BER A 4 e 1k B % 237

56.72 bp

Bl 1 TD-PCR P 345 RA Sac I B4 B 3k
Fig.1 TD-PCR amplification products and
products digested with Sac [
M: 50 bp DNA Ladder;
1, 2: SHBV™¥J; 3, 4: SHBV FHI7=4;
5: HSV-17%#J; 6: HSV-1 E§H17=4]

BRZRE (SA8) MRIEMAS, RARERER
PEHURPED],

FERMFRFRTX gB 2 L&t T —xt3]
P, EBEER GRS PP 1 SHBV 1 HSV-1 7= 4
R/ Y, RN YIRS Sac I 4k SHBV &)
PCR =¥, BEF=4EARM A B, W HSV-1 AEEf=4:
B9, BT BB AMNGEERA, mH
I R BRI & R ER i I F S SR 5
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Identification of Herpesvirus simiae (B virus)
by TD-PCR and Restriction Enzyme

LIU Zhong-hua , HUANG Ren, ZHONG Ling
( Guangdong Laboratory Animal Monitoring Intituate, Guangzhou 510260, China)

Abstract: To develop a polymerase chain reaction (PCR) for detecting and distinguishing B virus from HSV-1.
Suspected virus culture were detected for B virus DNA using TD-PCR method and the PCR products were examined by
electrophoresis and restriction enzyme digestion. Result of PCR amplification of B virus and HSV-1 showed the same PCR
products of 128 bp length, PCR products of B virus could be digested into two fragment (72 bp and 566 bp) by the
restriction enzyme Sac Il , but PCR product of HSV-1 couldn’t produce that. TD-PCR method of B virus was developed
successfully, and it could be an altemative technique for routine B virus diagnosis.

Key words: B virus; herpes simplex virus typel; polymerase chain reaction (PCR); restriction enzyme; touchdown
PCR (TD-PCR)



