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Monoclonal antibody preparation and preliminary epitope identification of
Apx I antigenic determinant of Actinobacillus pleuropneumoniae

CAI Jinshuang', GENG Yan', ZHANG Baoge', CHE Qiaolin®, DING Wenxi’, LI Yufeng'*
(1. Nanjing Agricultural University/Key Laboratory of Animal Bacteriology of Ministry of Agriculture and
Rural Affairs, Nanjing 210095, China;
2. Jiangsu Nannong High—tech Co., Ltd., Wuxi 214400, China)

Abstract ; This study was to prepare monoclonal antibodies against AI2 protein of APP and to establish a blocking ELISA method for evalu-
ating the immune effect of subunit vaccine. 6—week—old female BALB/c mice were immunized with the recombinant AI2 protein, an antigen
dominant determinant for Apx I . The positive hybridoma cells were prepared and screened by conventional cell fusion and indirect ELISA ,
and 4 monoclonal antibodies were obtained, which named 2C2, 4E4, SE7 and 6F2, with supernatant titers of 1 : 6 400, 1 : 6 400, 1 :

12 800 and 1 : 6 400, respectively. The results of ELISA and Western blot showed that all the 4 monoclonal antibodies ( McAbs) reacted
well with the recombinant AI2 protein. Among them, 5E7 could specifically bind to the native Apx I toxin protein of APP, but none of the 4
McAbs could react with Pasteurella multocida, Bordetella bremchiseptica, Erysipelothrix rhusiopathiae, Glaesserella parasuis and Streptococcus
suis serotype 2. The subtyping results showed that 2C2, 4E4, SE7 belonged to the IgG1 subclass, and 6F2 belonged to the IgG2a subclass.
And, all the light chains of the 4 monoclonal antibodies strains were of the k—chain. The linear epitope between 74 and 93 aa was prelimina-
rily determined by constructing a truncated recombinant protein of AI2. In this study, 4 monoclonal antibodies against AI2 protein were suc-
cessfully prepared, which laid a foundation for the establishment of the immune evaluation method of APP subunit vaccine.

Keywords : Actinobacillus pleuropneumoniae; AI2 protein; monoclonal antibody; epitope
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