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Figure 1. Analysis of recombinant plasmid. A: Analysis of fbp4 gene PCR product. M: DL2000 DNA ladder; lane 1,
2: PCR product of fbpA gene. B: Analysis of recombinant plasmid pMD20T-fbp4. M1: A-EcoT14 DNA ladder; M2:
DL2000 DNA ladder; lane 1: pMD20T-fbpA digested by Sac I and Xba 1. C: Analysis of recombinant plasmid pCold
I-fbpA. M1: A-EcoT14 DNA ladder; M2: DL2000 DNA ladder; lane 1: pCold I-fbpA digested by Sac 1 and Xba 1.
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Figure 2. Soluble expression and SDS-PAGE analysis of Ag85A protein. A: BL21(pCold 1-fbpA4); B: BL21(pG-
KIJE8&/pCold I-fbpA); C: BL21(pGro7/pCold I-fbpA); D: BL21(pG-KIE7/pCold I-fbpA); E: BL21(pG-Tf2/pCold I-
fbpA); F: BL21(pTf16/pCold I-fbpA). M: protein marker; lane 1: BL21(pCold I); lane 2: supernatants of lysate; lane 3:

sediments of lysate.
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3. Ag8SAEHRIFEFMEME{L & Western blotiEE
Figure 3. Affinity purification and Western blot analysis of Ag85A protein. A: Affinity purification of Ag85A
protein. M: protein marker; lane 1—4: elution tube 1-4. B: Western blot analysis of Ag85A protein. M: protein marker;

lane 1: purified Ag85A protein.
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Figure 4. Detection of IgG (A) and IgG subtype (B) serum antibody against Ag85A protein. * P<0.05.
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Figure 5. Detection of Th1/Th2/Th17 cytokines of murine spleen (A) and lymph node (B). * P<0.05; ** P<0.01.
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Figure 6. Ratio of CD4/CD8" T cells in murine spleen
and lymph node. * P<0.05.
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Expression and immunogenicity of Ag85A protein of Mycobacterium
tuberculosis

Zhengzhong Xu, Ting Hu, Ze Liu, Xuanyun Shen, Jiaying Liu, Yuelan Yin, Lin Sun,
Xiang Chen’, Xin'an Jiao

Jiangsu Key Laboratory of Zoonosis, Jiangsu Co-Innovation Center for Prevention and Control of Important Animal Infectious

Diseases and Zoonoses, Yangzhou University, Yangzhou 225009, Jiangsu Province, China

Abstract: [Objective] The aim of this study was to express Mycobacterium tuberculosis Ag85A protein and to
evaluate its immunogenicity in mice. [Methods] The cold expressed system and chaperone competent cells BL21
were combined to express Mycobacterium tuberculosis Ag85A protein, then the protein was purified with affinity
chromatography and identified by Western Blot analysis. [Results] The immunogenicity of the purified Ag85A
protein was evaluated in C57BL/6 mice. Results show that high level of specific IgG was elicited in the serum, and the
splenocytes and lymph node cells of immunized mice could produce more Thl cytokines, such as IFN-y and TNF-a,
after stimulated with specific antigen. [Conclusions] Ag85A protein can induce strong specific humoral and Th1 type

cellular immune responses, providing an important biological material for further research and application.
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