18 E 4
2003 £ 8 A

+Hm & ¥
VIROLOGICA SINIGA

D000 http://iwww.cqvip.com|

18 (4): 401—403
Aungust 2003

Y #RER PCR HAR XM A NEHREHRFETROTR

x| g, o

@ H o9 BwWE’

(L HREERMBMBFT, T RKM, 510260: 2.5l KEEMRER, TR, 510275)

Establishment of Polymerase Chain Reaction for Discrimination of Vaccine

Strains of Canine parvovirus

LIU Zhong-hua', ZHONG Ling?, HUANG Ren', CHENG shu-jun'
(1. Guangdong Laboratory Animals Monitoring Institute, Guangzhou 510260, China; 2. College of life Sciences,

Zhongshan University, Guangzhou 510275, China)

Abstract: Two pairs of PCR primers were designed according to the sequances of the vaccine strain and
virulent strain of CPV. Heminested PCR method was established. Result of the first PCR amplification
showed the same amplified products of 574bp length, after the second PCR amplification, the virulent
strain produced the length 364bp fragment, but the vaccine strain couldn’ t produce that. The products of
PCR were examined by electrophoresis and restriction enzyme digestion. The result showed the length
of the fragment and enzyme sites were as the same as those designed. The PCR assay of CPV was
proved to be specific and sensitive. [t shows that this method may be used in discriminating the vaccine

strain and virulent strain of CPV or monitoring the vaccinated canine in order to aviod disease and

financial losing.
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hESHS: Q93-332 SCERERIRAES: A

RM/NHEBWREHARMADNHEEF (Canine
parvovirus, CPV) K —F % K T 4R KZEtE
g%, FERIW MR ETON RN, 8
REMTARREL BROR, MEFRBEESIMNTT
WEBREY. BET, PBIARBKTEIEREEMN
B (BEKERETMSSREE), ERNICTHE
HEMRKERGENSEREE. BAEEKES. 5
BHEOE A, HUHEEE L RESFHED N
AR, XA NESEERHEENRT AR, Fa
RN ZSME. fEte. FRERRATEAE
BRiG. EHSSFEEAPIHINMERERES, NEE
HAEMREENEE. MpsEiee bl REM
BB BRBRGESEEPEHITF P s
M SRR RITRAI T . DA REEEMN 5

W B3: 2003-03-22, fEEIA#A: 2003-04-21
* HEEWH: EHAr KREESBBBOCNE (1997-35)

FERS: 1003-5125 (2003) 04-0401-03

By, WE S BIYMERAER . AR ETR
B X 5 RESYINBORTE, FEHORKE e R, 5 Rk,
ST R R L, WM. APTRARYE SCRR
Bl g R4/ MRS R B (CPV-b114) HIF
%, [E CPV 3&#kk (GenBank T RZN) f15E5H
b, RIREEHRE R B R T NS1 KERE MR
TREERZ, HPH 15 MEEPKEELE CPV
i) 2040bp-2056bp Z[8] . AR50 ) F) 55 38 7% B F 58
BHERANESR, RIHEFR 5P PCR HAM
SFAKFREE CPV HIF5E L HPEFER T,

1 sk

1.1 fRHINLEAE
CPV SR EHEMNXERDOEE IS E, BS%R

EERM: xIBE (1970-), Fit, BYEBIFLR, SHATRAS TEHE.
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5 CPV-VS, REBLRS A R R E R AT MER
FIHEEIE iR, H% S CPV-NJ 1 CPV-HK.
FKg, SH A E & 24 i FT k18, MDCK 1 41
AR R REEREIRMLE.
1.2 SI¥IE&K

BNMFAIREEFA SR, #EE5 &R
B, A Perdesn BAEER /NG HEE NS1 1 VPIL
K&t 3 &5 (5198 ERAET AR E/R.)
HEFEh.
Primerl(P1):5-TGTAAGCTTCCAGGAGACT-3";
Primer2(P2):5°-AGCAATCCTCAGAGTCAAG-3";
Primer3(P3): 5 ATAACCTGGAGGCACAAGT-3".
B Pl M1 P3 AR — X514 (K ¥E=PKEHD
585bp) Xi 55 HIE B BRASRELRBEAT SR — R0 1Y,
B P2 1 P3 A X154 (HI ¥~=#KEN
375bp) XF 585bp FEHATHE _RFRERT Y,
SR MRk ERREIX »HER
AR EKRZ HE.
1.3 IEFMBahHS DNA BIHI&

F SCERO T BEAT 3R . fhIRAITIE DNA, TE
g, ET-20C&H.
1.4 PCR F3hB9Er

KH 20uL RMAER, AREAR: 10XPCR £
¥, 2.5 mmol/L dNTP, 25 mmol/L. MgCL, , 16
mmol/uL _ETF#3(4 2ul, R 2uL, KB
KERBAFY 20uL, KEK A 200L, M
JEMA 1U B TagDNA % 58§, # A PCR &3,

SZEBRERE, AEHBENRNZMS: BIZE
—8% 96°CTHAEN: 10min; 25 KEH (96°CEEE:
60s,55CiB K 60s, 72°C (8 60s),72°C ZE1#H 10min.
|4 96’ CTHAEM: Smin; 30 IRTEEF (96°CAEHE:
60s,55CiB K 60s,72°C ZE1# 60s),72°C ZE{# 10 min.
1.5 PCR =¥ E
151 DERSREERRCEIK AT HEMFET A
B Tagl X3 —% PCR ¥ ¥ =¥# 1T H AL, 7E 2% M
IR FERE R _E Bk 2y A PCR ¥ 88 7= Y MBI ~= 4
1.52 FrRtEE:. RIEEN FK81 HMuiEsw bis
B, LR CPV SSEZEBRFMRELR. RAGQRMAT
IR EEH FK81 F1 MDCK 4 i s 3740 AR - 7648
Fl &M T, & R RR Pk BELSF#IT
PCR, FHiRAtrdEPHMEMEAEXTR, HkWMEY ™
M a5 R .
1.5.3 SURMHEE: % 100 pl R4 /NE ML
FEY (HA 1:5120) $##118f) DNA, 437l 1:20.
1:50. 1:100. 1:150. 1:200 BIBHEFRE, S1HE

FE B 2pl 23 HEABEAR, % iR bk B &
FE&HH#ITE % PCR, - ¥AR¥ERE ML FA Hxt
R, HkMETH=PNER. BE R ™Y
S 93% 1:104 1:100. 1:1000. 1:2000 BEEMEE, &
AR A 2u] 3 HIVE AR, AR & AT
B % PCR, FHWArHEPAMEFBAEXTH, Ik UE
TSR,

2 & RAH

IR HI5 14, B P11 P3 #1758 —% PCR
¥, HERNE CPV S[HEAMKMEEkREH
R B 1 F Bt (585bp); I P2 1 P3 #4788 — %8 PCR
i, HERMNE CPV S&EHKE 375bp BB,
i CPV S5 ERMARALA 375bp HHIH B, EidH
¥k 5 50bp DNA Ladder X118, 558% i kMR EHK
iy i B S5 &R BN EAMHTF (B D,
ME 1 HATUE R B Ry MER+S CPV RFHH
£ 375bp HEIH B, T CPV S5EE A M BRIH 375bp
HHRB, B, FARE5 93T R RESY
W REIX 4) 55 3 R B BRFSR BB

bp

585
375

1 EHEAPCRYMER
Fig.1 Amplification products of heminested PCR
M, DNA Ladder marker; 1, CPV-HK products1; 2, CPV-HK products2; 3,
CPV-VS productsl; 4, CPV-VS products2.

H W18 Taql Xt 585bp H i) H B (CPV-HK 7=
1 1 #ATEEY), HEig EAT/8 3] 439bp 1 146bp 2
AMREB, BUEakuE:?2 firn, 5EBEER.
UE B =4 5 W i ) 7 B A B I RE DDA S .

2 M 1

bp

58
43

1

K 2 Taql B3] CPV-HK 7= 1
Fig.2 Result of restriction enzyme digestion by Taq I
M, DNA Ladder marker; 1, Digestion products; 2, CPV-HK products}.
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XEE, FFIRE R PCR BORDHIE IR 4 /5 7% B SRR AR IOBE 403

EHFEISLHET, H PL M P3 3IM#iTE &
PCR ¥, &RE7x: W5kl CPV 5#%
EARFSREEBRY 89 S 585bp HEUH B, Txt EH
FK81 4 5 3r b O R A% Gt AT 2 i S5 41 B 5%
FEYIH) DNA BAR A GES 84 585bp HIH B
BTk A S ERr .

KR DNA B BB, EARLXHT, H
P1 1 P3 54475 —% PCR ¥ 1%, &5 £ B/~ PCR
FikEer il 4 7.8 ng B CPV DNA.

RANMFFRAWNRBRBIAERAIEE
FUREEMERZ —, TRRHRIT %, FXER
Y E R HEP R E SRR AR BB EF,
SPF ZRLAHR R EY. B HampEE
RS HEEHITRERM, HSBHEKESAE
R AER, HRHE QR ATl
#EENHERIREAER. BO8UIEERT
. BEAERYR. BEKEENE. BB
RN (PCR) R—Fhi&#FEHAI 8 DNA 77,
FREER. RS NA. REXLERER
PCR fEmk /D EUVH BRI T B 0 =) [F] BY 12 = U v
B, Zafsuilid 47 LA e Sc™ * TR 55 5
BERFRF R ERIFS, F9E TS SEEE
FORFHRZ MR R EM RS, FHEEGHKIE
7E CPV 1 NS1 X R4 15 M ERRER . RI\BX—
rtk, IATVET R =453 A AR EX 3 4%
595 F KA IR B R EAT 2 HkE X PCR 1%, FInt
X 585bp H # K BOHATEEYI T, BRIk ERIFES

HIC(EAAR, FFRRER LT X 43 59 3R AR TN SR EAK
o S PR I e 45 R B P1 A0 P3 RN
—E5|¥#TH PCR ¥ B E SR R gURN . &
REFTESLHE%ENX PCR el TS
HREEOTHIRNEREREY, HEGHHSM%RT
e, SHBERE U REMNE THEEEH

S 3wk
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