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Fig.1  Construction of the deleted vector of pgEI-GFP
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Fig.2  The result of pgEl vector RE analysis Fig.3 The result of pgEI-GFP vector RE analysis
1. pgEl/ EcoRI + HindIll 2. pgEl/ BamHI + Hindlll 1. pgEIl-GFP/ HindIll 2. pgEl-GFP/ EcoRI
3. pgtl/ EcoRl + BamHl 4. pgEl/ EcoRI 5. Marker DL-15 000. 3. pgEI-GFP/ Bglll 4. Marker DL-15 000.

4 PRV gE™ /gI” BHK-21
Fig.4 The result of screening the recombinant PRV gE~ /gl ™ by fluorescence on BHK-21 cell
A. Fluorescence of PRV gE~ /gl ™ strain on BHK-21 10 x 10
B. B.CPE infected by PRV gk~ /gl~ strain on BHK-21 10x 10 .
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Table 1 Protection of mice against challenge with PRV-SH containing 2MLD
Group Quantity of mice No. of deathes Survivors Mortality/ %
PRV-SH gk~ /gl ™ /GFP + 6 2 4 33
Control 6 6 0 100
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Fig.5 One-step growth kinetics of PRV-SH

GFP
gk~ /gl” /GFP + and PRV-SH in normal BHK-21
—— PRV-SH —Jll- PRV-SH gE - /gl - /GFP + .
GFP
2 GFP
3 GFP
4 GFP

GFP GFP PRV

PRV
PRV 150kb PRV 40%

30kb PRV TK G gF gD Van Ziji
SKV PRV
PRV SFV
g peEI-GFP pUCIS GFP
” " ” PRV
PRRSV PRV PRV
PRV PRV
of PRV o PRV
gk/gl
gk PRV e PRV . ‘
© PEREEME DN RFATIESMIEE http://journals. im. ac. cn



20 43

PRV-SH  gE~ /gl /GFP*
PR
PR

1 . . . 1997.

2 Mettenleiter T C. Molecular biology of pseudorabies Aujeszky’ s disease virus. Comp Immunol Microbiol Infect Dis 1991
14 2 151 ~163.

3 Jzcobs L Rziha H] Kimman T G et al. Deleting valine-125 and cysteine-126 in glycoprotein gl of Pseudorabies virus strain
NIA-3 decrease plaque size and reduce virulence in mice. Arch Virol 1993 131 251 ~ 264.

4 Jacobs L. Mulder W A Van Oirschot J T et al. Deleting two amino acids in glycoprotein gl of pseudorabies virus decreases
virulence and neurotropism for pigs but does not affect immunogenicity. J General Virol 1993 74 10 2201 ~ 2206.

5 Kimman T G Scholten ] W Zwart R J et al. Construction of single genes within the unique short region of ADV suid her-
pesvirus type I to virulence pathogenesis and immunogenicity. J Gen Virol 1992 73 243 ~251.

6 J EF T
1998.

7 Van Ziji M Wensvoort G Kluyver E D et al. Live attenuated Pseudorabies virus expressing envelop glycoprotein E of hog
cholera virus protects swine against both pseudorabies and hog cholera. J Virol 1991 65 5 2761 ~ 2766.

8 . . 1999 19 2 56 ~60.

Construction of Pseudorabies Virus SH Strain with gE-gI Gene Partial
Deletion Mutant Including GFP Reporter Gene

Jiang Yan'  Hou Yufeng®  Chen Puyan'
! Key Laboratory of Animal Diseases Diagnostic & Immunology of Agricultural Ministry
Nanjing Agricultural University ~ Nanjing 210095 China
2 Nanjing Entry-Exit Inspection and Quarantine Beaury Nanjing 210001 China

Abstract On the basis of cloning and indentifying gk-gl gene of pseudurabie virus SH strain the
transfer plasmid vector was constucted in order to get the gk-gl gene partial deletion mutant. At first
gE gene and gl gene were cloned into pUC18 constructed the pgEl vector. Then the 5" trminal se-
quence of gk gene was deleted 363bp using the restrict endonuclease in gk, gene The GFP express-
ing cassette was inserted into the deleting site. The recombinant plasmid pgEl including GFP report-
er gene deleted part of gE-gl gene was constructed. BHK-21 cell which was infected with PRV-SH
for 1-2h were tansfected with the complex of pgEI-GFP and DOTAPA deletion mutant was selected
and purified many times in BHK-21 cell through GFP. Inoculation of mice with 2.0X107 PFU of the
recombinant virus revealed that mice were partly protected against challenge with PRV-SH containing
2MLD.

Key words Pseudorabies virus Tansfer plasmid vector gE™ /gl” /GFP" deletion mutant GFP ex-

pressing castle
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