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Abstract

AIM: The hepatitis B precore Ag (HBeAg) is a secreted
nonparticulate version of the viral nucleocapsid hepatitis B
core Ag (HBcAQg), and its function is unknown. Some researchers
have proposed that the HBeAg may have animmunoregulatory
function in promoting viral persistence and is associated
with immunologic tolerance. To investigate biological functions
of hepatitis B virus e protein(HBeAg), yeast two-hybrid technique
was employed to seek proteins in hepatocytes interacting
with HBeAg.

METHODS: HBeAg bait plasmid was constructed by ligating
HBeAg gene with yeast expression vector pGBKT7, then
transformed into yeast AH109 (a type). The transformed
yeast cells were amplified and mated with yeast cells Y187
(a type) containing liver cDNA library plasmid pCAT2 in
2" YPDA medium. Diploid yeast cells were plated on synthetic
dropout nutrient medium (SD/-Trp-Leu-His-Ade) and synthetic
dropout nutrient medium (SD/-Trp-Leu-His-Ade) containing
x-a-gal for selection twice. Plasmid of true positive blue

colonies were extracted and analysed by DNA sequencing
and blast in Genbank. After the complete sequence of new
gene E-19 was amplified from the mRNA of HepG2 cell by
RT-PCR and cloned into pGADT7 vector, the recombined
plasmid was translated by using reticulocyte lysate and
analysed by immunoprecipitation technique in vitro together
with HBeAg.

RESULTS: Twenty genes in thirty nine positive colonies were
obtained, there were five new genes.The complete sequence
of new gene E-19 was successfully amplified from the
mRNA of HepG2 cell by RT-PCR. The interaction between
HBeAg and expression products of new gene E-19 was
further confirmed by immunoprecipitation technique.

CONCLUSION: Genes of HBeAg interacting proteins in
hepatocytes were successfully cloned and HBeAg could
bind with the protein expressed by new gene E-19.

Lu YY, Shao Q, Cheng J, Cheng TY, Wang L, Liang YD, Liu Y, Zhang J,
Li K, Zhang LX. Screening and identification of a novel hepatitis B
virus e antigen binding protein E-19 in hepatocytes by yeast two-hybrid
technique. Shijie Huaren Xiaohua Zazhi 2003;11(8):1118-1121
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1-2 min, TBSTO5mL 3
15 nL SDS , 80 C 5 min,
10 mL SDS-PAGE ,
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39 5 , HBeAg ,
GenBank . , T , HBV
2.3 RT-PCR [5-17 , HBeAg
E-19 ( 2), , HBcAg
351 bp, Genbank AF529373, , , HBeAg ,
pGADT7 HBeAg , HBcAg
T [18-22]
M S wWT®PTSCSTCG L G DG
HBe s N
1 ATG TCATGG ACACCCACCTCTTGT TCC TGC GGC CTC GGT GAT GGC
, , HBeAg
I G H I L G V R R P T R AR
Q HBeAg ,
46 ATAGGT CACATT TTG GGAGTT CAG AGG AGG CCT ACA AGG GCAAGG
S DGR AR L VLR A S LS L ’ 3
91 TCAGAT GGC AGAGCAAGGTTGGTCCTCAGG GCCTCTCTAAGCCTT ;
, BD AD
R APPLLG L GCULVNTCH
HBeAg
136 AGGGCCCCTCCTCTCCTTGGCCTTGGCTGTTTGGTTAACTGT CAC 3 3
L PLRASALYTUL FPS SQ ’ 2 ’
181 CTTCCACTCAGGGCCTCTGCTCTATATCTATTC CCTTCCAGCCAG ’ 4 ’
T GRWGLP PTP EDETDK
, x- a -gal ,
226 ACT GGC AGATGG GGG CTT CCC CCT ACC CCT GAG GAT GAG GAC AAG a
(612 )
P LGQF SV PV LL P W AA
271 CCCCTCGGCCAGTTCAGCGTTCCCGTGCTT CTCCCT TGG GCAGCC 2 ’
s LLSPS P CFF L * 95 %. ’[23'24].
316 TCTCTCTTGAGCCCCTCACCCTGTTTCTTTCTG TGA
pGBKT7-HBeAg
2 E-19 (Genbank AF 529373) , CDNA “ ”» HBeAg
20 , 3 )
24 HbeAg Mr 25 OOO 5 genbank [25‘31]_
E-19 Mr 13 000, genbank s E-19
SbsS ; 1 , HepG2 MRNA
( 3. . pGADT7,  pGBKT7-
1 5 HBeAg TNT ,
) s E-19
13 kd— HBeAg .
25 kd —~ . HBeAg E-19
, HBeAg . HBV
1: HBeAg+E-19; 2: HBeAg ;
3 .
3
HBV 4
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