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Screening of proteins interacting with the Hepatitis B Virus PreS1 protein
from T7-Phage display library
HUANG Ying,et ol
(Department of Infection Diseases,the Second Affiliated Hospital,Chongqing Medical University)

[ Abstract JObjective:To screen and identify proteins that interact with the hepatitis B virus PreSl protein by means of
T7-phage display system. Method:Hepatitis B virus PreS1 protein was expressed by prokaryotic expression and used as se-
lected molecule to biopan the T7 select human liver ¢DNA library,the selected positive clones were identified by DNA se-
quence and analyzed with BLAST program in GenBank. Result:After BLAST in all positive clones,one protein:Cytochrome ¢
Oxidase Subunit I (COX1)was found to interact with the hepatitis B virus PreS1 protein. Conclusion:T7-phage display system
is a convenient,rapid and effective method for screening interacting proteins. This results will provide important evidences for
studying the pathogenesis and mechanism of HBV.
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1.1.2 385 T7select AJF4AME cDNA SC#E (Novagen 248 ),
Pyrobest DNA 58§, T4DNA & H: 8 (Promega 22 8 ), 1))
B8 Xba I ,Hind 1II,A~EcoT14 digest, 100bp DNA Marker(
2t/ I DN

1.2 % ik

1.21 A EEAFRE LU Genebank HUIE FER it HBV
adw2 TP PreS1 EEMBEFBIFFIRH— SR SRR
UIBE Xba | #1 Hind 111 BEEIGI K959 : U595 -AT-
GAAGCTTAATGGGAGGTTGGTCATC-3 °, F # 8| % :5°
—~ATCTCTAGAGGCCTGAGGATGACT-3" . LAHI pEcob6 K
iR, 853 PCR #9488 HBV PreS1 Z:0 A Bx, FIFR 4 M
P88 Xba [ A Hind 111 3547 BBV /5 5 5 RIRE 253 UG U
BIEAL A ERAE pGST-MOLUC &3, T Wit 1
DR IM109 183 pGST-PreS1 HAFR, 28I RIFE
%5 J5 P IS 40 R % (LR B %A T BL21(DE3) 5 fkr™
YA T & Ampr(100p o/ml) K LB B {EI% 3555 ,37CH K
B3, BEBANEET 2ml & Ampr(100 p g/m)) Y LB ik
REFREP ZTCHEFAFTERERLIESR (3000/min) BHZE OD
= 0.6, ZEIEFER B P I ALKIEBE A 1mmol/L KR IEMR
1% -8 -D- EFUHH (IPTG), 7E3TCHMET, EELER
(300r/min )6h , WA .
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fn % B RS BE % (PMSF,17.4mg/ml)20pnl, #¥k B X
(0.1mmol/L), S FHYS ARG AL B, YK L B E 30min, 75 BiRE
10min(FAXBHHR : 13 235W , H P A BERE Ss, [B1FF 55),
BRRGHRE A NH R — iR A S, BRIERES
¥, 4 20ml BMEBEEERINA 400 n] 533K ;4°C, 500g x Smin
B, FERE; A 1ml H4 89 PBS BiEIES,4°C, 500g x
Smin B0,k FiE EEVRG 2~3 G HTA 200 0] BEEIMR, 2
RS E 10min, HE 2~3 1K, BUEE PRI 0 ; B4R A9 6 A
Sl MEE FHEZE b, SDS-PAGE ¥ E R L 4ifbiEm.
1.2.3HBV PreS1 MEAEAE MR

1.2.3.1 SCEEY ¥ HREL BLTS615 3784 88 T R 7F 3mILB/Amp
PRI, 37 CAT. 300l FRBLAFEMA 3mILB/Amp KR
#Z 0D600 {5 0.5~1.0, /LA 301 IPTG, FRIE 30min /5
AMEBEIRSCE 40 ], IRIE 1~3h HBIERME, WEFRR,
UL 1001 & 3%BSA 9 TBS SaiHFLE, BiE&S 37CH

P 2h; FEH AT, 1 x TBST $h#k 3 38, 4§ MMM 1001 WA
BEARARINFLIY, THBA&P 37°CHH 2h, RIFLAK, HA
100 . ITBS AL 1 1R, & FFMHMFL A FUER N
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100w | EHIHFLIR,4CAR ;1 x TBST (& 0.5%Tween20 )k
%3, MA 1001 & 3%BSA # TBS, B & 37CHH
2h; FEE AW, 1 x TBST %tk 3 38, IIA 100 w1 TR ,4°C
S FFLINMEL, 1 < TBS YR 338, fiIlA 10011 BLTS615 X
JB AT % 3 ¥ (OD600 {H 0.5~1.0), T 37CHEE 2h, T i Bk e
EREAEMEBR, IMAZD 2ml BLTS615 X 5 i & & &
(0D600 {5 0.5~1.0), 37 CIRIE H B RNM, WERNER
ACHRIFRE T —RIMEA . WE— R I%E AR R
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BLT5615 KIGFTEEBE W, 37°CHFHE 2h, Wb A m A
WL bR B R R RN R TR
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TBST(0.5% Tween20) VB4R 1 1K, & 3 B 5 69 FL N AN 35 %
W, XA R R A TR B AT B T
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EY R,
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AMita R C HALB (Cytochrome c oxidase,
COX)BNIE R4 B G4V , RLRBLIKIE IR 65 ey T1%
BHAKESY, ChRRNERRASBERHAL
ARBHEEEFRARESY. KPP 1. 0. I3 4
KRB AR ARSI EME R, HR 101
NEEBEEEERE SR, R G HEALRE, &ZA
TRBRAE W IEHERIER . AEEFL3 AR+
COX EHEMBERHAFTIHMATZTLEER,
Claire M.Payne 5853 &3 COX1 FKikw 5 40
ATHPAHBHXR, X RSB EE
FHE, FUIAAE coxX1 1E N PHE S i BB E
HIFEERS, FRATHILATEN HBV PreS1 Fl COX1 4
HAEHAWRBEFU TR EAEERL: —hmE,
i COX1 M SR AMRBTE TR, MR
37 HBV BYLRRE, X4 HBV BRYLAT 4 fant, 5 4
B ESFUHMATRAIE S —FB R AL, T BERE
SR YT 40 M, HBV 1R A 0] 8B 5L PreS1 Al
COX1 WM EAERLR BT 4MstA i1, 55—
7@ COX1 IR R AT 4RGeS, Bk,
PreS1 5 COX1 HHEAERARIRES 5 T HBV MK
YR A . XEES Tt — RIS, T
— B TAESD , MATKEE L coX1 MR MER
RIERG, RisMmgifb it cox1 EA, HxT =47
AL R ITFRAEE, HIMNELHS PreS1 B9
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SEH 5T A BE B AR IE A S8 P R I £ B Y cDNA
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DNA JFFUE B . I AL SRS R L T
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