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Fig.1 The illustration of gE protein
the area between two arrows was cloned
pMD-tgE gk
pGEX-6P-1 BL21
1.2 BamH 1 / Xho |
pGEX-6P-1 Bl2l pGEX-tgf  pGEX-tghl
pMDI8-T
GST Mersham 1.6 tgE
Biosciences IPTG pGEX-tgf  BI21
IgG Invitrogen IB 37
Amp LB 37C OD gy,
1.3 PRV . DNA 0.6~ 0.7 IPTG 0.2 ~1
PRV Min-A mmol/L 25 ~ 37°C 3~6h
PK-15 CPE T5% 0.5mol/L. NaCl 20mmol/L
PBS 3 Tris HCl pH=7.6 2 PBS
K 10mmol/L Tris HCI pH8.0 Img/ml, 4
10mmol/L. EDTA 0.2mol/L. NaCl 0.125% Triton X- 6
100 0.25% Sodium Dodecyl Sarcosinate 100pg/mlL 108 108
K 10min 1 / 2 2 % SDS
! 10min 10%
TE 10mmol/L Tris HCI 1.0mmol/L. EDTA pHS8.0 SDS-PACE
-20C 1.7
1.4 Pro.
PRZ I%E PCR Scission Protease GST
gl PreScission Protease
tgk gk 64 ~
1008nt SDS-PAGE
1 GenBank  Min-A PRV gk
NC
) gl Western blot
PCR 5'-CGGATCCCCGAGC- 1.8 ELISA
CTCTCCGCCGAGAC-3' BamH [ 1.8.1 ELISA
5'-GAAGGCGTCGACGGGTCAGGCGGTCAG-3'
Sal 1 1.0kb
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1.8.2 ELISA
20 ~ 0.2ug/ 1:5~1:200 L0k
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1.8.3 ELISA 47
ELISA 2 gk PCR
Fig.2 PCR products of tgk gene
1.8.4 1 Marker DL15000 2 PCR product of PRV tgE 3 Negative control
SPF
ELISA
1.8.5 4
6 6
4
1.8.6
ELISA 3 pMD-tgE
400 Fig.3  Identification of the recombinant pMD-tgE
ELISA with restriction enzyme digestion
th-ELIS A 1 Marker DL15000 2 ~ 4. pMDI18-tgE insert into plasmid clockwise
ELISA 85 digested with Sal I 5 ~ 6 pMD18-tgE insert into plasmid anticlock-
wise digested with Sal [
1gE-ELISA
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2.1 PRV gE
PRV DNA
PCR 1.0kb
tgkl 2
pMD-18 T
pMD-tgEE 3 Kpn 1 /Sal 1 ~ pMD-tgE
pGEX-6P-1 T4 DNA
pCEX-1gE 4
tgks 945bp 315
4 pGEX-tgE
2.2 PRV tgE Fig.4  ldentification of the recombinant plasmid
SDS-PAGE pGEX-tgE with restriction enzyme digestion
63kD 1 ~4 pGEX-tgE Digested with BamH 1 /Xho I 5 DIL-15000 Marker
0.6mmol/L.  IPTG 3.5h IPTG 0. Immol/L
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teF
SDS-PAGE PRV
Western blot 34kD

5 pGEX-tgE BL21
SDS-PAGE
Fig.5 SDS-PAGE of recombinant gk expressed in E. coli BL21
1~3 expressed products of E. coli containing pGEX-tgE at 4.5 4 and
3.5 hours after induction 4 expressed products of E. coli containing

pGEX-6p-1 5 protein marker

1 2 3 4

6 pGEX-tgE
SDS-PAGE
Fig.6  SDS-PAGE of recombinant gE expressing in
E . coli BL21 in various induction conditions

1 protein marker 2 the soluble fraction of expression product in E. coli
containing pGEX-tgE in 37°C 3 4 the soluble fraction of expression
product in E. coli containing pGEX-tgE in 25°C with IPTG concentration
of 0.2mmol/L 3 and 0.1 mmol/L 4

2.3 tgE-ELISA
2.3.1
20 ~ 0.2pg/
0D
P/N 2pgf
2.3.2

~«—34kD

7 gk Western blot

Fig.7 Western blot analysis of recombinant tgls protein
1 SDS-PAGE of purified recombinant gE 2 Protein marker 3 Western-
blotting result with expression products of E. coli containing pGEX-tgE
4 Westemn-blotting result with expression products of E. coli containing

pGEX-6p-1
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1:30 60min
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2.3.4 tgE-ELISA 48
ELISA
48 0D X
0.039 S 0.037 99 % “ X
+ 38" 0.15 gk-ELISA
oD 0.15 oD
8
127
10 F
8 -
&
4 -
2 -
0.001- 0.005- 0.01- 0.03- 0.05- 0.07- 0.09- 0.11- 0.13-
0.005 001 003 005 007 009 011 013 0.15
OD Value
8 gE-ELISA OD

Fig.8 OD Values of PRV negative swine
sera determined by tgkE-ELISA
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2.4 tgE-ELISA
ELISA ELISA
gk Van Oirschot 1986
SN tgk- IPMA
ELISA ELISA 1 } IPMA
gk gE-ELISA Van Oirschot
SN gk ELISA IPMA ELISA
ELISA 2
tgk-ELISA ELISA 2
SN ELISA ELISA
ELISA 94% 2 gk 7
Mellencamp gk
1
gk-ELISA
Table 1 Comparative detection of swine sera from unvaccinated 3
herds with tgE-ELISA SN or PRV-ELISA Ro
PRV gE 77 -210 134
Sources of samples Harbin Liaoning Hebei Peking Shandong Jilin
ELISA
Number detected 293 15 33 55 9 12
gk
The positive ratio o . o o Y o
by tgF-FLISA 63% 3% 46% 0% 0% 2% ELISA 8
The coincidental ratio gE
of tgE-ELISA and  95% 97% 100% 100% 100% 100% 315
PRV-ELISA
tgk-
The coincidental ratio o o . =
of tgE-FLISA and SN NV% 87% 94% 100% 100%  83% ELISA
gk
2
. . . 25°C
Table 2 Comparative detection of swine sera from gE-deleted
PRV vaccine immunized herds with tgE-ELISA IPTG
and competitive McAb-ELISA
Provinces Harbin  Liaoning Hebei
Number detected 51 14 20 29kD
The positive ratio by tgl-ELISA 88% 71% 70% PreScission
The coincidental ratio with McAb-ELISA  95% 93% 95% 34kD
ELISA
3 tgk-ELISA
gk tgE-ELISA 8
gk PRV SPF
PRV 48 tgk-ELISA
gk
gk tgk-ELISA OD
400
gk ELISA
gk tgk-ELISA 90 %
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Expression of Truncated gE Gene of Pseudorabies Virus PRV and
Primary Application in Differential Diagnosis of
PRV Vaccination and Infection

NI Jian-Qiang ZHANG Chun-Ling TONG Guang-Zhi®~  QIU Hua-Ji WANG Yun-Feng TIAN Zhi-Jun
National Key Laboratory of Veterinary Biotechnology ~Harbin Veterinary Research Institute CAAS — Harbin 150001 China

Abstract With the application of gk gene deleted pseudorabies virus PRV  vaccine worldwide a corresponding differential di-
agnosis based on gF glycoprotein is needed in the project of PRV eradication. In this study PRV gE gene without signal and
transmembrane region was amplified by PCR and cloned into pGEX-6P-1 generated pGEX-gE.. After transformation of BI21 with
pGEX-gE an expressed fusion protein about 63kD  was identified by SDS-PAGE. The recombinant proteins are produced as in-
clusion bodies. By changing the inductive conditions the formation of inclusion bodies was inhibited and tended to increase the
percentage of soluble recombinant protein. The antigenic reactivity of the recombinant protein was confirmed by Western blotting
with polyclonal antibodies against PRV. Using purified recombinant tgF: as antigen an ELISA was developed to detect sera of
PRV infected pigs and sera of pigs immunized with gE-deleted PRV vaccine. The total of 400 serum samples collected from field
were comparatively tested with the tgE-ELISA and a commercial competitive ELISA based on monoclonal antibody against gi=  the

results indicated that the coincidental rate between the two tests is about 94 % .

Key words Pseudorabies virus PRV~ gE differential diagnosis
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