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Prokaryotic expression of Neisseria gonorrhoeae MlaA recombinant protein and its polyclonal antibody
preparation and application

LI Xiao-xiao'”*,LIU Ming-jing'”*,JIANG Yin-bo', TANG San-mei' , WU Xing-zhong' ,LIAO Yi-wen',
YU Yu-qi', XIE Qing-hui', LIU Chao-qi* , QIN Xiao-lin' ,ZHENG He-ping' (1. Dermatology Hospital of
Southern Medical University , Southern Medical University ,Guangzhou ,510000,China ;2. Medical College ,China Three

Gorges University) ™™

Objective  To express and purify MlaA protein of Neisseria gonorrhoeae in prokaryotic cells, and to
prepare and identify its polyclonal antibody. Methods  The prokaryotic expression vector pET-28a-MlaA was
constructed and induced by IPTG in Escherichia coli BL21 (DE3) cells. The target protein was purified by affinity
chromatography.and was analyzed by Western Blot. The purified recombinant protein was used as antigen, emulsified
with adjuvant and immunized 6-week-old female BALB/c mice. After three times of immunization, the venous blood of
the mice was taken and the serum was separated to determine the titer by enzyme-linked immunosorbent assay. The
reactivity and specificity of MlaA polyclonal antibody were determined by Western blot, indirect immunofluorescence assay
(IFA) and flow cytometry (FCM). Results Western Blot results showed that the recombinant MlaA protein was
successfully expressed in Escherichia coli,and the relative molecular weight of recombinant MlaA protein was 35 X 10°.
ELISA results showed that the antibody titer of immunized mice ranged from 1 : 8 000 to 1 : 32 000. The results of
Western Blot,IFA and flow cytometry showed that the prepared antibody could specifically recognize the denatured and
non-denatured MlaA proteins of N. gonorrhoeae. Conclusion According to the expression and purification of MlaA
protein of N. gonorrhoeae, immunize mice to prepare polyclonal antibodies. After Western Blot detection of N.
gonorrhoeaee and other different strains using the prepared antibody serum as a primary antibody, it was found that the
prepared polyclonal antibodies can specifically recognize MlaA protein in N. gonorrhoeae. The results of IFA and FCM
showed that the polyclonal antibody had good reactivity with N. gonorrhoeae MlaA.
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Fig. 1 Sketch map of pET-28a-MlaA plasmid construction
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Fig. 2 Induced expression and purification of MlaA protein
identified by Western Blot
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Fig. 4 Antibody specificity identification of MlaA protein
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Fig. 5 MlaA antibody used to detect N. gonorrhoeae in indirect
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Fig. 6 MlaA antibody was used to detect N. gonorrhoeae
for flow cytometry(FCM)
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