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Table 1 T he screening result of Yeast Two Hybride positive clones
Prey No of Activation Activation .
L Autonomous Related protein BL AST
activation betw een o between ADX between BDX
activation from Genbank
ADX and BDE2 and BD and ADE2
14 - + / /
43 - + / /
154 - + / /
169 - + / /
173 - + / /
126 - - - /
167 - - - /
26 - - + Unknown
122 - - + Unknown
138 - - + Unknown
188 - - + Unknown
87 - - + Cytochrome P450 2 A6
TRP13, (T ransform ation-
162 - - +
related protein)
P38IP(p38-
175 - - +
interacting protein)
DDAH2, ( Dimethyhiginine
191 - - +

dimet hylaminohy drolase 2)

X: candidate, E2: recombinant HEV capsid protein, AD: transcription Activating Domain, BD: DNA Binding Domain, ADX / ADE2:

AD fused X or E2, BDX / BDE2: BD-fused X or E2
BLAST

— : Negative, + :

Positive, /: No data, Unknown: Unknown protein
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Figure 1 Pulkdown result demonstrated the

interactions between prokaryotic expressed
CYP2A6 and E2 or p239 protein
Syphilis-his and Grp78-his served as negative and positive controls
respectively. T he band in the right lane demonstrated that CYP2A 6
could bind to the two recombinant HEV capsid proteins Input pro-

teins were showed below using ant his antibody.
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Figure 2 Eukaryotic expressed CYP2A6-H A and its cellular localizat ion
A. Detection of CYP2A6 coumarin 7hydroxylation activity in the transfected huh7 cells B Western blot and immune-
fluorescent detection of CYP2A6 in transfected Huh7 cell. Marker: protein molecular weight marker, Blank: nontrans-
fected Huh7 cell, Control: pcDNA3 1 control, CYP2A6HA: CYP2A6HA fusion protein. The im munofluorescent
confocal microscope results indicated that CYP2A6 showed cytoplasmic distribution (B, 2), compared with negative
control below ( B, 4). Bl, 3 were DAPF stained results of B2, 4 respectively.
A IP: anti-p239 CYP2A6
Western:  anti-HA pCDNA3. + GFP
239: - + - - + +
CYP2A6: - + - + - - ? 1h
N Y
1 2 3 4 5 6 p239 ,CYP2A6
B IP: anti-HA p239
Western:  anti-p239
p239: - + - _ . ,, 2h 3h , p239
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Figure 3 Ce immunoprecipitation of p239 and CYP2A6 p239 ) )
Cell lysates were immunoprecipitated using ant+ p239 antibody CYP2A6
and Westera-blotted by ant+ HA antibody in A, while immuno- , p p239
precipitated using ant+ HA antibody and Western-blotted by an- p239
t+p239 antibody in B L 1 and 2 served kers Cells i
p antibody in anes 1 and 2 served as markers Cells in ( . * % P <00l e

lane 1 were transfected with control vectors ( pcDN A) whereas
Lane 2 with expression plasmid (pcDNA-CYP2A6H A) and p239
added Lanes 3~ 5 served as controls and Lane 6 demonstrated

protein interaction

0.0l P < 005,
p239 CYP2A6

) .
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Figure 4 p239 decreased CYP2A 6 coumarin #hydroxylation activity in transfected Huh7 cells
p239 was incubated with CYP2A6-H A ex pressed Huh7 cells in different concentrations, then the catalysate hydrox y

coumarin was detected by fluorescence assay (A) and cell lysate was detected by Western blot ( B).
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Figure 5 p239 decreased CYP2A6 coumarin 7hydroxylation
activity in time-dependent manner
S0g p239 was incubated with pcDNA-CYP2A6H A tansfected cells lysates by gradient time and
the catalysate 7 hydroxycoum arin was detected by fluorescence assay. No p239 added but PBS and
PCDNA-GFP ex pressed cells served as controls
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HEV Capsid Protein Interacts with CYP 2A6 and Decreases Its Coumarin
7Hydroxylation Activity

TANG Ming, ZHENG Zizheng, SUN Yuanyuan, HE Shutzhen,
ZHAO Min, HUANG Hui, MIAO Ji, ZHANG Jun, XIA Ningshao

(National Institute of Diagnostics and Vaccine Development in Infectious Diseases, X iamen University, Xiamen, 361005)

Abstract: E2 is a recombinant hepatitis E virus capsid protein including its main antigenic determinants but
lacking of the particle assembling domain. P239 was the G-terminal extending protein of E2 and could self
assemble to form virus like particles, which might serve as mimicry of virions both structurally and ant+
genically. We previously used yeast twe-hybrid system to screen proteins interacting with E2 based on a
human hepatocyte cDNA library. One candidate was identified as the segment (aa388-437) of cytochrome
P450 2A 6 protein, which is predominantly ex pressed in liver and important for metabolization. Some stud-
ies have demonstrated that hepatitis virus infection may altered cell metabolic clearance of coumrarin which
were rapidly matebolised by CYP2A6. In this research, we demonstrated that the protein interaction be
tween HEV capsid proteins and CYP2A6 by pullkdown and ce-immunoprecipitation It was also found that
their interaction could decrease the CYP2A6 catalytic activity when p239 was incubated within the
CYP2A6-transfected Huh7 cells. These results suggested that CYP2A6 might be related to the patholog+
cal process when HEV invaded host cells.
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