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Prokaryotic expression of Toxoplasma reticulata subphase antigen 1 and preparation and preliminary ap-
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Objective The Toxoplasma gondii bradyzoite antigen 1(BAG1) gene was optimized, cloned and prokary-
otically expressed. The expression product was purified and immunized to mice, which to prepare BAG1 polyclonal anti-
body. The immunogenicity of recombinant protein was evaluated,and the localization of BAG1 in the worm was observed.

Methods The bag1 gene sequence was screened and optimized. The structure and function of its amino acid sequence
was analyzed by bioinformatics to predict its immunogenicity. The synthetic pET28a(+)-bag1 plasmid was transformed
into BL21 receptor cells,and the expression was induced by adding isopropyl-8-D-thiogalactoside (IPTG) to a final concen-
tration of 1 mmol/L at 37 “C for 4 hs. The protein was purified by using HIS tag protein purification kit. The purified
proteins were subjected to SDS-PAGE gel electrophoresis,and the protein concentration was determined by BCA method.
The purified BAG1 protein was mixed with an equal volume of Freund’s adjuvant according to the double-push method.
Then,Seven BALB/c mice were immunized subcutaneously with 25 pg purified protein three times (the first time with
Freund’s complete adjuvant,and the next two times with Freund’s incomplete adjuvant,and the mice were immunized ev-

ery two weeks) by subcutaneous multi-point injection. In the 4 days after the last immunization,blood was taken from the
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eyes of the mice. The serum was separated and used as primary antibody. Western blot was used to detect the conversion
to TgCtwh6 tachyzoites to retarded colonies of alkaline conditions. The BAGI proteins of brain tissue containing TgCt-
wh6 encapsulated mice was detected. The alkaline induction to TgCtwh6 strains of retarded colonies was detected by indi-
rect immunofluorescence assay. Results It was predicted that BAG1 had 7 potential epitopes with good immunogenici-
ty. Western blot results showed that the BAGI polyclonal antibody recognized the BAG1 protein induced by alkaline me-
dium in TgCtwh6 in vitro and the formation of TgCtwh6 bradyzoites in mouse brain tissues. IFA results showed that the
BAGT1 polyclonal antibody specifically recognized the TgCtwhé bradyzoites induced by alkaline and BAG1 protein localized
in the cytoplasm of Toxoplasma gondii. Conclusion The polyclonal antibody against Toxoplasma gondii BAG1 was

successfully prepared and specifically recognized the BAG1 protein in bradyzoite of TgCtwh6. It provides good ways for

monitoring and identifying epidemic strain of China.

GG Y Toxoplasma gondii; Chinese 1 genotype strain; BAGI1; polyclonal antibodies
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Fig. 3 Results of BAGI protein detection by rBAG1 polyclonal antibody
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