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[ Abstract] Objective To get Bordetella bronchiseptic (Bb) expressing recombinant protein pertactin ( PRN) and

establish an indirect ELISA for detection of rabbit Bordetella bronchiseptic antibodies. Methods According to a pair of
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designed specific primers, PRN gene of rabbit Bordetella bronchiseptica was amplified by PCR and inserted into prokaryotic

expression vector pGEX-4T-1. The recombinant expression plasmids were transfected into BL21 ( DE3) strain. The optimal

concentration of coated antigen recombinant protein PRN and serum dilution was determined to develop the ELISA

technique. Results PRN gene of Bordetella bronchiseptica was successfully cloned and expressed. The SDS- PAGE and

Western blot analysis unfolded the excellent immunogenicity of the recombinant proteins which were used as coating

antigens to develop the ELISA method for Bb-specific antibody diagnosis. The peridium consistency of the recombinant

protein PRN determined in this experiment was 500 ng /mL, and the optimal testing serum dilution was 1: 40.

Conclusions The PRN indirect ELISA developed in this study offers a simple and practical way for monitoring antibody of

Bb, and provides much information for laying a basis for development of a Bb diagnosis kit.
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pGEX-4T-1-prn by enzyme digestion
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Tab.1 Reaction results of the recombinant PRN protein and different serum dilutions
1ML 35 s B 15 PUJF K Antigen concentration ( ng/mL) 25 [ %t BE
Serum dilution ratio ltem 1000 500 250 125 62.5 31.25 Blank
P 1.32 1.264 1.297 1.15 1.133 1.04 0.015
1:20 N 0.117 0.151 0.174 0.163 0.104 0.095 0.026
P/N 11.282 8.371 7.454 7.055 10. 894 10.947
p 0.938 1.053 0.917 0.905 0.921 0.965
1:40 N 0.097 0.091 0.084 0.099 0.132 0.101
P/N 9.670 11.571 10.917 9.141 6.977 9.554
p 0.702 0.87 0.785 0.758 0.785 0.892
1:80 N 0.085 0.077 0.089 0.073 0.068 0.095
P/N 8.259 11.299 8.820 10.384 11.544 9.389
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