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Abstract

AIM: To study the expression of HLA-I/antigen peptide complex
on HepG, cells transfected with HBV (adr) wild type and
nucleocapsid protein mutants.

METHODS: The site-directed mutation was performed to
introduce nucleocapsid protein point mutations V60 and
L97 into 1.2 copies of HBV genome plasmid p3.8 II. After
identification of DNA sequence and biological activities, the
plasmid p3.8 I and mutant plasmid constructs were
subcloned respectively into EB virus based vector EBO-plpp
for stable expression. The vector constructed EBO-wild type,
EBO-V60, and EBO-L97 were analyzed by restriction en-
zyme digestion and DNA sequenceing, then transfected
into HepG, cells via the liposome technique, respectively.
HBV antigen in their culture supernatants was quantified
by Abbott kits. The cells were stained with murine mono-
clonal antibody anti-HLA-ABC conjugated directly to FITC,
and expression of HLA-I on their membrane was analyzed
by flow-cytometry.

RESULTS: Restriction enzyme digestion of 3 vector constructs
showed two bands similar to HBV 1.2 copies genome and
EBO vector, respectively. Analysis of DNA sequence confirmed
the mutated nucleotides of EBO-V60 and EBO-L97 (i.e
nt2078 C — G, nt2189 A — C). The expression of HBeAg
S/CO in culture supernatant of EBO-wild type was much
higher than that of mutant EBO-V60 and EBO-L97, while the
expression of HBsAg S/N in three constructs had similar
level, indicating similar transfecting rate in this experiment.

The expression of HLA-I on HepG; cells transfected with
EBO empty vector was at low level. Fluorescence intensity
of HLA-I expression of transfected cells was elevated by
EBO-wild type (18.2), while that of L97 was increased to
34.5 and V60 declined to 3.4.

CONCLUSION: HBV might enhance the expression of HLA-
I/antigen peptide complex on HepG, cells. Hot-spot muta-
tions of HBV nucleocapsid protein L97 and V60 could influ-
ence the expression level of HLA-I on host cells.
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