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cells of Brucella outer membrane protein Omp25 and Mycobacterium bovis antigen 85A ( Ag85A) were predicted and analyzed using the online
software ABCPerd and TEBD, and New epitope gene peptide segments New I and New I were designed. The secondary structure and anti-
genicity of New I and New I were analyzed by the SOPMA and VaxiJen online software. The gene sequences of New [ , Omp25, New Il and
Ag85A were connected with self—shear peptides T2A, P2A and E2A successively to obtain tandem genes which were named COE. The COE
genes were constructed into the eukaryotic expression vector GV658, and the recombinant plasmid GV658—-COE was obtained. The recombi-
nant plasmid was transfected into HEK293 cells, the safety of GV658—COE was evaluated by CCK-8 assay, and the expression of the target
protein was analyzed by Western blot. Finally, rats were immunized with the recombinant plasmid at 400 wg/piece, and the serum antibodies
and the proportion of T cell subsets in the spleen lymphocytes of the rats were detected after the third immunization. The results showed that
the secondary structures of New I and New Il sequences were stable and had good antigenicity. The target band size of 3 231 bp was obtained
by PCR amplification, which was consistent with that of the prediction. The recombinant plasmid had no toxic effect on HEK293 cells. The
recombinant plasmid was able to express target proteins in HEK393 cells; and target proteins New I , Omp25, New Il and Ag85A are ex-
pressed at 22.3, 17.3, 23.9 and 35. 6 kDa, respectively. After three rounds of immunization, the IgG levels of brucellosis and mycobacteri-
osis produced by the recombinant plasmid were higher than those in no—loaded plasmid group and the PBS group. Compared with the PBS
group, the percentages of CD4" and CD8" T lymphocytes in spleen of the recombinant plasmid immunized rats were increased. The above re-
sults indicated that recombinant plasmid GV658—COE effectively stimulated the humoral and cellular immune responses in rats, and was ex-

pected to be a candidate vaccine for the prevention of bovine brucellosis and mycobacteriosis.
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