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ABSTRACT Objective: To investigate the expression and immunogenicity of DNA vaccine encoding middle hepatitis B surface
antigen with relocating N-linked glycosylation. Methods:Site-directed mutagenesis were used to construct four DNA vaccines encoding
middle hepatitis B surface antigen with relocating N-linked glycosylation named Adr-dN4, Adr-N4-5, Adr-N4-6 and Adr-N4-7, which
transfer N-linked glycosylation sites from amino acid 4 to 5, 6 or 7 in preS2 domain. 293T cells were transiently transfected with
Adr-dN4, Adr-N4-5, Adr-N4-6, Adr-N4-7, wild-type MHBs DNA vaccine (pSW3891/MHBs/Adr) and pSW3891 vector. The protein was
measured by western blot. 7 weeks age BALB/c mice were used in the experiments. Each BALB/c mouse separately was intramuscularly
injected with 100j.g of each mutant or Adr or vector pSW3891 at 0, 2, 4 and 6 weeks. Anti-HBs in sera of mice were detected by ELISA.
Peptide of HBsAg specific IFN-y secreted splenocytes of mice were detected by ELISPOT. Results: There were the MHBSs in the lysates
of 293T cells transfected with each vaccine by western blot and in the supernatants in Adr, Adr-N4-5, Adr-N4-7. The peak Anti-HBs
antibody titer and antigenic specific IFN-y secreted splenocytes from immunized mice with Adr are slightly superior to with Adr-dN4,
Adr-N4-5, Adr-N4-6, Adr-N4-7. But there was no significant difference between Adr and Adr-N4-5, Adr-N4-7 (P >0.05), while there
was significant difference between Adr and Adr-dN4, Adr-N4-6 (P <<0.05). Conclusion: Defect by deleting N-linked glycosylation on
amino acid 4 can be rescued by adding N-linked glycosylation on amino acid 5 or 7. Secreting of MHBs from the cells is essential to
induce the specific cellular and humoral immunity.
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