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Fig. 1 SDS-PAGE Analysis(A) and Western blot (B) of the ex- 1 6
pressed product. A: 1. Protein marker; 2. Purification of pET-gB1 0OD490

fusion protein by His-Bind; 3. pET32a/BL21; 4. pET32a/BL21
induced by IPTG; 5. pET-gB1/BL21 induced by IPTG; 6. Precipi- 6
tate of the lysate (Inclusion body). B: 1.pET-gB1/BL21 (fusing

protein); 2. pET32a / BL21; 3.Protein marker.

1 ELISA
Table 1 result of the indirect ELISA phalanx titrimetry

Ag diluted Positive serum dilution Negative serum dilution Blank
Time (X) 20 40 80 160 640 1280 20 40 80 160 640 control
10 2.322 1.971 1.394 0.867 0.575 0.381 0.577 0.421 0.302 0.243 0.21 0.113

20 2.02 1.711 1.282 0.782 0.435 0.287 0.489 0.3 0.21 0.172 0.173 0.089

40 1731 1.429 1.005 0.566 0.398 0.232 0.326 0.261 0.169 0.15 0.149 0.078

80 1.586 1.294 0.895 0.464 0.302 0.198 0.36 0.213 0.166 0.145 0.132 0.082

160 1.462 1.119 0.746 0.413 0.219 0.153 0.246 0.199 0.161 0.156 0.125 0.071
320 1257  0.987 0.597 0.286 0.203 0.164 0.2 0.165 0.152 0.148 0.116 0.074
640 1.171 0.761 0.455 0.255 0.249 0.187 0.154 0.158 0.142 0.144 0.127 0.075
1280 0.963 0.594 0.39 0.207 0.186 0.159 0.138 0.147 0.145 0.137 0.108 0.0692

The first antibody samples added in line 1 to 6 were different dilutions of standard positive serum of DPV , the 7 tol1 line were different dilutions
of standard negative serum of DPV and the 12 line was blank control.
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Prokaryotic expression of N-terminal antigenic domain of duck plague
virus gB protein and the establishment of putative indirect
ELISA assay

Huagqi Pan L 2, Ruibing Caol*, Lei Liu 2, Hailiang Sunl’z, Xiangbo Jil,
Yongjun Chen', Puyan Chen'

(‘Disease Diagnosis and Immunology, Nanjing Agricultural University, Ministry of Agriculture, Nanjing 210095, China)
(*College of Veterinary Medicine, Gansu Agricultural University, Lanzhou 730070, China)

Abstract: Based on the antigenic analysis of duck plague virus (DPV) gB protein, we designed a pair of primers to
amplify the gene fragment encoding high antigenic domain of DPV N-terminal gB protein from the DPV genome.
The cloned gene was digested with ECOR I and Hind III and then inserted into pET32a vector to obtain the recom-
binant pET-gB1 plasmid. The recombinant plasmid was transformed into E. coli BL21, and expressed in very high
level after induced with IPTG.. The expressed product was analyzed by SDS- PAGE and Western blotting. The
result indicated that the fusion protein (pET-gB1) existed as inclusion body, which was about 42.4kDa and showed
specific immunoreactivity with anti-DPV sera. The recombinant gB1 protein was purifiedwith His-Bind resin pro-
tein purification procedure. Then an indirect ELISA was established to detect antibody against DPV with the puri-
fied gB1 protein as the coating antigen. The result showed that the optimal concentration of coated antigen was
6.5ug/mL and the optimal dilution of serum was 1 © 80. The positive criterion of this ELISA assay was OD e ested serum >
0.4 and ODype tested serum’ODtne negative serum > 2.0. The ELISA was done on 700 sera that were preserved in Shandong,
Jiangsu Provinces, and were detected by igB1-ELISA and iDPV-ELISA with duck plague virus as the coating an-
tigen respectively. The agreement ratio between the two methods was 95.6 %.
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