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[ Abstract] Objective To express gB gene of pseudorabies virus fractionally for developing an ELISA on PRV
vaccine antibodies. Method We analysed the gB epitope, and designed four pairs of specific primers, then four fragments
of gB gene were amplified from PRV Xinjiang strain, which were named for gB-1 ,gB-3 . ¢B-4 and gB-5 gene. The four gene
fragments were cloned into PGEM-T-easy and sequenced, then the four genes were inserted into pGEX-6P-1 vector. The
expressed proteins were analyzed by Western blotting. Three indirect ELISA methods were set up using purified gB-3 .gB-4
and gB-5 proteins as antigen, and 22 clinical pig sera samples were detected. Results The four recombinant expression
plasmids were successfully expressed in Coli, and the proteins molecular weight were 75. 05 .53. 86 .,49. 96 and 49. 72 x
10°Da, and gB-3 .gB-4 and gB-5 have higher level expression, and the expression product mainly exists in inclusion body.
Western blotting identification displayed that all the four fusion proteins were distinguished by pseudorabies virus positive
serum. The coincidence rate between gB-3-ELISA, gB-4-ELISA, gB-5-ELISA and gB-ELISA of IDEXX company were
respectively 40. 9% , 81. 8% and 81.8% . Conclusion The study successfully expressed gB-1,gB-3,gB-4 and gB-5 of

[@WAEE TRV, 11, WF 7% 51 , Email : chenxizhao@ anheal. com,,



[ A BE e 4 A 2012 4E 3 H A5 22 555 3 ) Chin J Comp Med, March 2012, Vol.22. No. 3 13

PRV gB, gB-3 gB-4 and gB-5 had higher expression. The gB-4-ELISA and gB-5-ELISA had high level coincidence with

gB-ELISA of IDEXX company.
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Fig. 1 PCR products of gB
1 gB-1 (1332 bp) ;2 gB-3 (714 bp)
3 gB4 (624 bp) ;4 ¢B-5 (603 bp)
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Fig. 2 Digestion of recombinant plasmids for
prokaryotic expression with EcoR I Fll Sal 1
1 pGEG-6P-gB-1;2 pGEX-6P-gB-3
3 pGEX-6P-gB-4; 4 pGEX-6P-gB-5
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Fig. 3 SDS-PAGE analysis of expressed products
TE:1 K% FH ;2 pGEX-6P-gB-3 % 51 ;

3 pGEX-6P-gB-4 ii 5: 14 ;4 pGEX-6P-gB-5 i 374 ;
5 %45 F 1L [ Marker;6 pGEX-6P-gB-3 4lifb K 1 ;
7 pGEX-6P-gB4 4lifk 2 |1 ;8 pGEX-6P-gB-5 £l k.75 [']

Note: 1: Control without induction; 2: Expressions of pGEX-6P-gB-3;
3. Expressions of pGEX-6P-gB-4; 4. Expressions of pGEX-

43.0X10°
31.0X10° —

21.0%10°

14.0X10°

6P-gB-5; 5. Low molecular weight protein marker;6: Purfied
protein of pGEX-6P-gB-3; 7. Purfied protein of pGEX-
6P-gB-4; 8. Purfied protein of pGEX-6P-gB-5
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Fig. 4 Western blotting of recombinant proteins of gB1 ¢gB2 ¢B3 and gB5
A:1 pGEX-6P-gB-1;2 pGEX-6P-gB-3;B: 1 pGEX-6P-gB-3;2 pGEX-6P-gB4;
3 pGEX-6P-gB-4;4 pGEX-6P-gB-5 3 pGEX-6P-gB-5;4 pGEX-6P-gB-5
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Tab.1 The detection results of clinical samples

gB3-ELISA gB4-ELISA gBS-ELISA
BH A% Positive BH: Negative FH A% Positive B Negative BH ¥ Positive BH: Negative
IDEXX BH P (10) Positive 8 2 9 1 9 1
B P (12) Negative 11 1 3 9 3 9
5 IDEXX f5 & % (% )
40.9(9/22) 81.8(18/22) 81.8(18/22)
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