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[Abstract] Objective To get expression of Bordetella bronchiseptic recombinant protein DNT1 and establish an

indirect ELISA for detection of recombinant protein DNT1. Method According to a pair of specific primers designed to
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amplify DNT gene of Bordetella bronchiseptica in swines promulgated by Genbank the fragment of the target gene was
amplified by PCR and then constructed with prokaryotic expression vector PET28a ( + ). The recombinant expression
plasmids were transfected into BL21 (DE3) strain. The optimal concentration of coated antigen recombinant protein DNTI
and serum dilution was determined to develop the ELISA technique. Results DNT1 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 DNT1 determined in this experiment was 6.25 wg/mL and the
optimal testing serum dilution was 1:100. Conclusion The development of DNT1 indirect ELISA 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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Tab.1 Reaction results of the recombinant protein of DNT1 and different serum dilutions
| Antigen concentration (g/mL) Blank
Serum dilution ratio fem 100 50 25 12.5 6.25 3.125
P 1.724 1.717 1.653 1.692 1.692 1.669 0.014
1:100 N 0.106 0.100 0.099 0.101 0.109 0.129 0.013
P/N 16.264 17.170 16.697 16.752 15.523 12.938
P 1.275 1.238 1.275 1.250 1.291 1.258
1:200 N 0.070 0.067 0.069 0.075 0.077 0.087
P/N 18.214 18.478 18.478 16.667 16.766 14.460
1:400 P 0.717 0.700 0.724 0.734 0.797 0.844
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