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Development and Application of a PCR Assay
for Detection of Swinepox Virus

ZHANG Wen-bo JIANG Xin-hua LENG Chuang DENG Shun-zhou

( College of Animal Science and Technology JAU Nanchang 330045 China)

Abstract: A detection method for Swinepox Virus( SWPV) with PCR technique was established as a relia—
ble technological means for epidemiological investigation and clinical diagnosis of SWPV. A pair of primers
were designed according to the genome of SWPV to develop a PCR assay for detection of SWPV  the length of
the product was 975 bp. The SWPV strain isolated from Jiangxi Province( SWPV — JX01) was taken as tem—
plates. The PCR detection method for SWPV was finally established under optimal reaction conditions. The
tests for the specificity sensitivity and repeatability of the PCR assay were conducted the results indicated
that all were negative to the optimal examination method on other pig viruses and the necessary dose of tem—
plates of the assay was 2.7 pg. 50 clinical samples which were suspected SWPV syndrome from Jiangxi Prov-
ince were analysed by the method the result showed that 80. 2 samples( 41/50) were SWPV positive.
The PCR detection method established in this study has the characteristics of sensitivity high specificity and
good repeatability may be used in molecular epidemiological investigation and rapid clinical diagnosis of SWPV.
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1.1
1.1.1 GenBank ( : AF410153. 1) SWPV 1
SP1:5" - CCGGAATTCATGACGACGCCTCAAAAAGAAATCG =37,
SP2:5” — CCCTCGAGTTATACAATATACGTGAATCCTATTCC -3 975 bp.
1.1.2 SWPV (SWPV - JX01) o
1.1.3 o
1.1.4 Tag DNA ( ) o
1.2
1.2.1 SWPV DNA SWPV - JX01 PK15 3 3
600 L 3~4 5 ul K 56 C 2 h; Tris
10 min 12 000 r/min 10 min;
/ / (25:24:1) ;
/ (24:1) ; 2 DNA
12 000 r/min 10 min 500 wlL70% | I 2 min 50
wL o 3 -20 C o
1.2.2 PCR DNA PCR. 50 pL 10 x EasyTaq Buffer
5ul 5 U/ul. DNA 0.5 pL 2.5 mmol/L dNTPs 4 L. 20 pmol/L N 0.5 pL
2 nL ddH,0 37.5 pLo
195 C 5 min 95 C 45 s 54 C 1 min 72 °C 1 min 30 :
72 C 8 mim,
1.2.3 -0 ( SWPV - JX01) . ( PRV) .
(PCV) . (JEV) PK15 DNA ( SFV) .
( PEDV) ( PRRSV) RNA. SP1/SP2 PCR
RT - PCR.
1.2.4 SWPV 600 L DNA DNA
10 2 wL DNA 1.2.2 PCR
1.2.5 PCR ( SWPV - JXO01) 3
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1.2.6 50 (
N . 0.5~2.0 cm )
12 000 r/min 10 min 1.2.1 DNA
o 1.2.2 PCR .
2
2.1 PCR
(SWPV —JX01) DNA SPI  SP2
. 54 °C 1 975 bp ( 1), PCR
Invitrogen( ) o GenBank SWPV P35 RB%( 2),
2.2
PCR SWPV - JX01
( 3o
2.3
DNA 10 PCR
1077 PCR 2.7pg( 4o
2.4
SWPV —JX01 DNA 3 (5).
2.5
50 PCR 41
80.2% -
2000 bp
1000 bp
2000 bp 750 bp 975 bp
1,000 bp 730 500 bp
700 Ep 250 bp
250 bp
100 bp 100 bp
M: Trans2K DNA Marker; 1: SWPV - JX01; M: Trans2K DNA Marker; 1: SWPV - JX01;
2: PK15 2 -8: PK15 \PRV.PCV.JEV.SFV.PEDV.PRRSV.
M: Trans2K DNA Marker; 1: SWPV - JX01 M: Trans2K DNA Marker; 1: SWPV - JXO01;
genomic DNA; 2: PK15 cell as negative control. 2 —8: PK15 cell PRV PCV JEV SFV PEDV and PRRSV.
1 SWPV PCR 3 PCR
Fig.1 PCR Amplification of SWPV Fig.3 Specificity test of PCR
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Query: PCR ; shjet: Swinepox virus isolate 17077 —99 o
Query: The nucleotide sequence of the PCR products; sbjct: Swinepox virus isolate 17077 —99 complete genome.
2 PCR BLAST
Fig.2 BLAST results of the nucleotide sequences of the PCR products
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M: Trans2K DNA Marker;
1 -8:DNA 10°-107".
M: Trans2K DNA Marker;
1 —8: DNA template dilutions from 10° to 10 7.
4 PCR
Fig.4  Sensitivity test of PCR

M: Trans2K DNA Marker;

1 -3:SWPV - JX01 3

M: Trans2K DNA Marker;

1 -3: Repeated detection 3 times.
5 PCR

Fig.5 Repeatability test of PCR
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