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Expression purification characterization of human CD4 derived from baculovi—
rus-infected insect cells

QIAO Jia-Ming ZHANG Zhi-Qing ZHANG Zhen—Yong LI Shao-Wei XIA Ning-Shao GU Ying. State Key Laboratory
of Molecular Vaccinology and Molecular Diagnostics National Institute of Diagnostics and Vaccine Development in In—
Jectious Disease School of Public Health Xiamen University Xiamen 361102 China

Abstract  Objective: To establish a robust method for expression and purification of the extracellular fragment of human CD4
in the baculovirus-based insect cell expression system by the virtue of optimization of experimental condition. To character the purified
CD4 protein in physiochemical property antigenicity and immunogenicity. Methods: The gene encoding the extracellular fragment of
human CD4 was cloned into baculovirus vector( pAc-CD4) for production of recombinant baculovirus then the CD4 protein was ex—
pressed in baculovirus-infected insect cells. SDS-PAGE Western blot High-performance size-exclusion chromatography ELISA SPR
were carried out to characterize physicochemical properties of CD4 protein. BALB/c mice were immunized by CD4 formulated with fre—
und’s adjuvant the immunogenicity was measured by HIV neutralization assay. Results: The CD4 obtained from insect cell expression
system possesses a high purity of more than 90% and appoximate yield of 11. 2 mg/L. The CD4 protein demonstratesan excellent reac—
tivity against anti-CD4 antibody and a good immunogenicity in mice. Conclusion: Our study successfully established a robust method
for expression and purification of the extracellular fragment of human CD4 in the baculovirus-insect cell system and pave a way to the
investigation on HIV receptor and infection.
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Fig.2 Characterization of CD4 protein
Note: A. HPSEC analysis; B. Antigenicity analysis using monoclonal an—
tibodies 15A7; C. Antigenicity analysis using HIV gpl120;
D. Activity analysis using HIV virus; sCD4. Commercialized solu—

ble CD4; CD4. CD4 from this study.

A Bg
5 e pl £ 80
= p2 g
4 ¢ 3 E 60
- v S :
g a Control 2 4
z 40 Y
gﬂ 2 3 . = N
Z 2. = .
1 = "
3 == |}
0+ + r Y " 3 v T T T
10° 10° 10* 10° 10% N Control post-3 post-4 post-5
Dilution of serum
3 CDh4

Fig.3 Immunogenicity of CD4 protein
Note:  A. Immunogenicity analysis using anti-CD4 mouse serum,

B. Neutralization of anti-CD4 mouse serum to HIV.
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