W36 55110 4L 7 R K S5 54 1 AAFRE R Vol. 36 No. 11
2008 4F 11 H Journal of Northwest A&F University(Nat. Sci. Ed.) Nov. 2008

EEEFEFLAEE RT-PCR FEHNEST RN

HEM MM, E . EER XA, EZE

G BHE 2 BE SRl 24 . I FE BT £ 453003)

[ ZE] [EMY 87 —FhaB % N A I PR AS 55 59 5 CCSEV) A I i P 538 167 4 LA o Ak B2 52 s 19 4G 00 %
AR IR & Ol A P FE 2 i 3 i sk . L7 Y AR AR GenBank #5098 K 35 5 2 10 25 B 4L 2% 51, e 4% 5
BSFIXRETT T 2 SIS EIR T 519 15 By 3"t 51 Pl JL 45 Bt PCR 7 B2 A5 0 o D0 Ak 75 16 1 BE 15 56 00 9 S 1k
SERE W ARFBRN M PCRIBAIRE 2T IXNRHGH T T -EL NIRRT M TN L E RT-PCR X732 W
Fik. [ERY P85 204 A i 50 26 W 1B SR R 55 C i R W, B9 5 C BRAA 1] 50 35 Bk 19 22 X
A A A 1 20 R/NA 492 A1 178 bp 4RSS A BE NSRS SRR AP 1 IRy 8 2 40 KRV/INA 492 1178 bp
R S R B A DN S B0 B0 HE R 9 7 1 RN BURR PR 43 A 22 8], 1% 07 YA BE A 11 0. 8 pg MG IR 7 RNA; I T I
U220, 8 M SE U R RL T 5 M IR R 2 (O B R L O S R AR IR G R, (] g
% RT-PCR Jy ik BAF U8 R S B 2RI ol X Rl R R B T & L,

[XEIR]  IEIRTE: 2 E RS AW =UR N % 512 W

[FESES] S852.6571 [XEkFRIREG] A [XZHE] 1671-9387(2008)11-0047-05

Foundation and application of multi-RT-PCR method for the
differentiation of wild-type and vaccine viruses of
classic swine fever virus
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Abstract: [Objective] This study established a rapid,simple,high standardized technique for the clini-
cal detection of classic swine fever virus (CSFV) to meet the development of animal husbandry and the de-
mand of veterinary drugs market. [Method] Two pairs of primers were designed and synthesized according
to the highly conserved regions of CSFV and near origin virus genome sequence in Genabank. The anneal
temperature of polymerese chain reaction (PCR) was optimized with the effaction of the mismatch of 3’
basic group of primers on the amplification efficiency of PCR. Then the multiplex RT-PCR method for the
differentiation of wild-type and vaccine viruses of CSFV was established after tests. [Result] The con-
firmed test of reacting condition showed that the anneal temperature was 55 ‘C. The specificity test showed
that a fragment of 492 bp or 178 bp was respectively amplified from genomic RNA of C-strain or Shimen
strain, two fragments of 492 bp and 178 bp were simultaneously amplified from the mixed RNA sample of
C-strain and Shimen strain,and no amplification was achieved from Pseudorabies virus RNA. The sensitivi-

ty test showed that the RT-PCR could detect 0. 8 pg of CSFV RNA. The amplication test showed that five of
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eight field samples suspected of CSF were found to be Shimen-like,2 to be C-strain-like,and 1 to be Shimen-like

and C-strain-like mixture by this method. [Conclusion)] The result indicated RT-PCR method had specificity , sensi-

tive, repetitive characteristics,and was significant for the development of pig industry.
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Table 1 Sequences, location and reference strains of PCR primers
514 1 i % /bp EEE 1
Primer Sequence Location Reference strain
P1 5'-ATCAGTCTGGAATGTTGGCA-3' 2 195~2 213 F114 #
P2 5'-CAAGCAGATGAGGAATGCCG-3' 2 353~2 371 F114 strain
P3 5'-CACACACCAAGGTGGCATC-3' 5 315~5 334 C B
P4 5'-TGAATTCTCCCCTGCTCATG-3' 5 786~5 805 C strain

\\Pl (2195-2371) P2 \Pz (5314~5 805) Pa s
> 4 —p <
T \\_ —\\

A\ T

nt.2 100 nt.2 400

F1148k(F114 strain)

| A\

nt.5300 nt.5 800

CH£(C strain)

F 1 SRR RE F114 MR C RIE 4 P 8

Fig.1 Location of primers in the genome of CSFV F114 and C strain
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2000 bp

1000 bp
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500 bp

250 bp
100 bp

B 2 RS B Ak RNA RLA T RNA K HIER AR A RT-PCR
M. DL2000 DNA Marker; 1. 1E & X B4 5 2~ 3. 5806 S A0 55 #2810 RINA G 4. 0 G £k 55 35 98 0 F0A7 1] bk
FERH A RNARA Y :5~6. A1 TH RNA
Fig. 2 Amplification of genomic RNA of different CSFV strains by multiplex RT-PCR
M. DL2000 DNA Marker; 1. Control tissue from health pig;2—3. HCLV genomic RNAj;
4. Mixture of HCLV and Shimen genomic RNA;5—6. Shimen genomic RNA

M 1 2 3 4 5 6 7 8 9 10 11 12

2000 bp—

1000bp

3 RT-PCR J7 ¥k i85 43 B
M. DL2000 DNA Marker; 1. 395 S A 55 88 1 C Bk 2. £ 1710k 5 3. IE# %) JE 400 ; 4~11. HN1~HNS;12. PRV
Fig. 3 The results of RT-PCR specificity
M. DL2000 DNA Marker; 1. HCLV ;2. Shimen;3. Control tissue from health pig;4—11. HN1—HNS8;12. PRV

M 1 2 3 4 5 6 7 8 9 10

2000 bp—

1000 bp
750 bp——
500 bp—
250 bp
100 bp

Kl 4 RT-PCR 77k 098U 53 B
M. DL2000 DNA Marker;1~10. J§48 A1 1 18k RNA5HH 8 X10°,8X10%,8X10°,8X10%,80,8,0.8,8X1072,8X10 *fl 8 X10~* pg)
Fig. 4 The results of RT-PCR sensitivity
M. DL2000 DNA Marker;1—10. HCLV genomic RNA (8X10°,8X10*,8X10°,8X10%,

80,8,0.8,8X1072,8X10%,8X10* pg, respectively)
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