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PCR RT-PCR PCR nest Polymerase Chain Reaction nPCR
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HTh pPwEX-GXYL  pPwEX-C  PCR
SDS-PAGE pProEX-GXYL  pPyoEX-C E,
Western-blot
E
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Hog Cholera HC Hog Chol- 1
era Virus HCV
3% 1.1
90% 1.1.1 C-
C-
I
1.1.2 DH5a«  BL21 DE3
BVDV pPro EX-HTb GIBCOBRL
ELISA 1.1.3 pPROEX-HTb ~ TRL ZOL" LS Reagent
2e GIBCOBRL IPTG Sigma
E, gp55 1.2 C- E,
2
1.2.1 C- 4
2
Corthier ~ Aynaud C-
group A group B group
A C- group B GXYL 1
2 F, Table 1 The code sequence location and length of the primers
Primer  Sequence Location ~ Length nt
E 5"TGTATTAGACCAGACTGG3' 2222 ~ 2239 18
ELISA Ey’ 5'CTGCCAACCGCCGTCTATCTT3! 3793 ~ 3773 21
F2_10  5'GCGGATCCCGATACTTGGCATCATTGCAT3' 2256 ~ 2285 29
Fo_11 5'GCCTCGAGCCCCAACTTACAGTAGAATA3’ 2588 ~ 2616 28
2002-05-08 2002-06-19
G19990119

* Tel 86-931-8342710 E-mail hnxiangtao @ hotmail . com © R ERF R E TR R TR S G iEED

http://journals. im. ac. cn



606

18

1.2.2 RNA PPoEX-GXYL  pPyEX-C.
1.2.3 RT-PCR  nPCR RT-PCR RNA 1.4
12pL. El'1pl 65C 10min pPro EX-GXYL  pPgy EX-C BL21
Smin 5 4L DE3 100p2g/mlL 2 x
dNTP2pl.  AMV1pL 20pl. 42°C YT 6
lh PCR nPCR PCR Spl 10
PCR Spl. MgClL, 3pL. dNTP 4L El E1’ pPROEX-HTb
IpLL Taq 0.5uL 50 1.5
95%C 50s 48°C 60s 72°C 120s 35 1.5.1 SDS-PAGE
72°C 10min nPCR 1L PBS 2 x SDS-PAGE
E2-10 E2-11  1pL PCR 10min
1.2.4 pGEM-T-Easy 5% 10% 20pL
6 o0V R250
1.2.5 PCR
1.5.2  Westemn-blot
pGEM-GXYL 1.5.1 1h NC
pGEM-C 180mA 3h
1.3 C- L NC Marker
NC
pGEM-GXYL  pGEM-C PBST 3 37C 1.5h
pPro EX-HTh PBST 3
T4 DNA 16C 10h 37°C 1h PBST 3
BL21 DE3 2
PCR
E, 2.1 DNAstar E,
1
754aa 873aa amplified fragment
1 E
Fig.1 Antigenic exponential curve of protein E,
1 E, N- pGEM-GXYL  pGEM-C PCR
200 3 360bp pGEM-GXYL
pGEM-C
10 C- F,
Al/A2 2.3 pPro EX-GXYL  pPyEX-C  PCR
D B C
733~ 872 pPiEX-GXYL ~ pPyEX-C  PCR
360bp 2
2.2 nPCR pGEM-GXYL  pGEM-C PCR 360bp
pPro EX-GXYL  pPyo EX-C
o Ean nPCR
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35%  Western-blot
4 17kD

E,
BI21 DE3 E,

. |
BamH 1 Xhol

2 pPROEX-GXYL
pPROEX-C PCR
Fig.2 PCR and restriction analysis of recombinant lgf;rﬁ)EX H ), il
plasmid pPROEX-GXYL and pPROEX-C e Pl ATSObD e [
1 2. Restriction analysis of pPROEX-GXYL and pPROEX-C a  ergenic il
; S
3 4. PCR identification of pPPROEX-GXYL and pPROEX-C Dralll i
Sap1
BamH 1+ Xba 1 digest BamH 1+ Xba 1 digest
2.4 PPro EX-GXYL  pPyoEX-C b Gone | Bt X1
)<
3 e | 1 StPvFsp 1 Sap IDralll 1 PrM1 MIU Xhol
2.5 SDS-PAGE  Western-blot TADNA ligase
pProEX-HTb  pPpo EX-GXYL  pPpo EX-C Ve
BI21 DE3 B-PER" Reagent
SDS-PAGE
17kD 4
pPro EX-GXYL 3 pPro EX
38% pPyo EX-C Fig.3  Construction of recombinant plasmid pPyo EXE2
9 8 7 6 5 4 3 2 1 M kD kKD M 6 3 8
94 —
—94 67 —
—67
o 53—
30—
—30
20.1 —
—20.1
144 —
144
4 SDS-PAGE A Western-blot B

Fig.4 SDS-PAGE A Western-blot B detection of protein expressed in E . coli
M.Marker 1. pProEX-C transformed BI21 DE3  Before induced with IPTG
2 3 4. pProEX-C transformed BL21 DE3  After induced with IPTG 2 3 4hours
5 6. pProEX-HTb transformed BL21 DE3  After induced with IPTG 3 4 hours
7. pProEX-GXYL transformed BL.21 DE3  Before induced with IPTG
8 9. pProEX-GXYL transformed BI21 DE3  After induced with IPTG3 4hours
© hERZERMEDARIATIKSHESL http://journals. im. ac. cn



18

608
Agricultural Sci-tech Press 1996 pp.32 ~ 40
3 3 HANXQ LIHW LIUXT et al. Se-
C quence analysis of the partial genes of swine fever virus purified from
- the spleen tissues of rabbits inoculated with Chinese Lapinized hog
group A group cholera attenuated vaccine virus. Chinese Journal of Veterinary Sci-
B2 E, 86.98% ence and Technology 1998 28 6 13~17
4 E, 4 ZHANGY G LIUXT HAN X Q el
al. Amino-acid difference in the main antigen domainGP55 E2 of
the C-strain and the Guangxi prevalent strains hog cholera virus
38%  35% Western-blot ELISA HCV . Journal of Northwest Sci-tech University of Agriculture and
Forestry 2002 2 79~ 84
ELISA 2 5 Moormann R J M Warmerdam P M Hulst M M et al . Molecular
2 cloning and nucleotide sequence of hog cholera virus strain Brescia
15 Western- and mapping of the genome region encoding envelop protein El. Vir-
. ology 1990 177 184 ~ 198
blot 6 Meyers G Rumenapf T Thie H. Molecular cloning and nucleotide se-
quence of hog cholera virus. Virology 1989 171 555 ~ 567
7 Sambrook J Fritsch E ' Maniatis T. Molecular Cloning A Labora-
tory Mannual. 2nd  Beijing The Science Press 1995
REFERENCES 8 Van Rijin P A. A preliminary map of epitopes on envelope glycopro-
tein E1 of HCV strain Brescia. Veterinary Microbiology 1992 33
1 LIUXT ZHAO QZ LIZR et al.
212 ~ 230
HCR and the control of Hog cholera. The immunological research
. . . . . 9 Van Rijin P A. Antigen structure of envelope glycoprotein El of hog
progress of important diseases of animals and avian. Beijing Chinese
. . cholera virus. Journal of general Virology 1994 68 3934 ~ 3942
Agricultural Sci-tech Press 1996 pp.321 ~ 330
10 Zhang S G.Zubay E Goldman. Low-usage codons in Escherichia
2 FULZ ZHANG C Y ZHU Y . Hog
. . . coli yeast fruit fly and primates. Gene 1991 105 61 ~ 72
cholera and CSFV molecular biology. The immunological research
progress of important diseases of animals and avian. Beijing ~Chinese
Cloning of the Major Antigen Region of E, Gene of
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Abstract The major antigen region of E, gene of Hog Cholera Prevalent Strain  Guangxi Yuling Strain and Chinese Hog Chol-

era Lapinised Virus C-strain derived from hog and rabbit spleen tissue was amplified by reverse transcription polymerase chain

reaction RT-PCR and the nested Polymerase Chain Reaction nPCR . After the amplified fragments were cloned into the ex-
pression vector pPro EX-HTb  the recombinant plasmids pProEX-GXYL and pPgroEX-C were obtained. The insert position the

size and the reading frame were right by PCR restriction digestion and the sequence analysis. SDS-PAGE indicated that both of

the reciepient germs transducted and induced by the recombinant plasmids pPro EX-GXYL and pPro EX-C could express the ma-

jor antigen region of E, gene. Western-blot indicated that the expressed antigen protein could be recognized by the positive serum

of CSFV.
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