2002; 29 (1) M FEE5EMEHERE

Prog. Biochem. Biophys. * 133 -

SRR FEEH PEIK 3 KinE S
BEEAWMR

LN Vi v

(Pl B RR A B AN 2L & B B B E W T 0, 1M 510120)

WE  f FANE (I E HCV S ool 45 | 2 i 45 .
S B AFAE T HOV A rh A 3 A e Sk 45 4 1 40 Mo 48 141 .
W5 HCV Sl ik 3 A 131~ 278 nt 4545, BCRR &5 Tl it

T A [ 905 2 1 RE ) 5 RNA BN RE S8 Ml i R 4 5. AR FEHL RNA 4 46
F 4 BT HER,  pds VTR SRS T HOV AL b ) 4 3 36 11

PRIy N 45 ku R G (dr 444 pds).
M & A BRIC RNA 354406,

RNA B2 ifi ] fig e 4 o 22 4 1.
ES A NGRS R
FHAES QT8

FRAF W8 (HCV) [ g3 v S 808 v
98 Je I lifk, 50 R A% PTG H
HCV IS BIREFE AR 2. i T3 e 40 e
Bt i sh B ks By 0, RS SE R
S FHLE R EE T B HCV R e K Y
9.3~ 9.4 kb, it AT —AEgmiS X, 7EEH 1A
M, ‘{'gfj_aéfﬂﬂlﬂﬂi;‘ﬂ?’mhﬁllwﬁfﬂeé’ﬁﬁﬁt{ (PTB) 7
HHCV $A g s AL m g & T IES RNA 3
KugAEMAL X (3-UTR) 2534 2458 14 08 55 52 41,

I AT AR 0 BE RNA & Rl 2. e IE
RNA AR s 7, SR AN 54 2 ek 3

ARl g kg, HIRATSUEW HCV iﬁé’ﬁﬂﬁt{
NSSB £ RNA ##6i1) RNA 24 (RDRP), ]
FESevELs & T HOV S oK o, BP9 RNA
3ok, HE— BRI HCV (A HIHLEE, A
8 A - B R R AP AC % (UV cross linking) K
M2 Aaupk, B ERGFEAREARS
HCV fifi RNA 3 Rifs s tE4i &, IF H¥ HCV
iki I N R N1 1 0 s S B ey
DIRABEAT BRBIPEAS#r,  CLUEHEN 748 RNA /5 B
Bl (1 531 B

1 #MR5FH*

1.1 ##
B HCV HA¥E S UTR DNA (KX IFERA7 25 1
~ 586) 2 [ 46 A JFFE pGEM-7 ( Sma 1 B V)47

T #

(BRI R B G L WAL T 510060)

7 8 11 - R 3 5SS T 2 A b, L I
R, TS AR A

ST, T R R AN A A

CEPREER . X 45 R, pdS 75 HCV TAC
M), KM ER T 5 UTR DNA FE4 Bif& T, B

iy, NS REE N VI Hind T DI A7 £,
FIEEFTA30 HCV §UBE RNA 1R SN S iUk iy 44 0
pHCVN-3; 534h, TIRSML G5 3 Ui 585 nt &)1
B JiORL pToN466 . pT7N366 . pT,N278 . pT;N84 .
pT/N585~ 467 . pT,;N466~ 279 . pT;N278~ 131 Fi
pT7N278~ 85, LA[FFEiEMEE (18 1).

K #F O IM109 . I 9 40 B Bk HepGo .
H7402 . JB iR 95 40 M Bk Sw-1990 . 15 % 40 1o Bk
7901 . ELARE AN M BE HeLa . %% ' 40 U Bk COS-7 4
K EHAWF Ly BRSO A & H QiaGen 2
fl, A UE R & H Bio Rad A 7, RNA
AR A G H Promega A7, o« P frid UTP
(1.11x 10" Bg/ mmol) 1 [ -1t 5 1 37 % 7 49 B 2
THEAT], 15 W SSMNESBUEH UV 2.

1.2 ZAAEARAYIRE

FAM R ] DMEM 25k K 973 37 C T
CO» BrFRAH N SR, ARG M, v
FROB3% 12 % b 3 b 0k = R, o N 4 i 2R Rt v 2R
G, BIERERDOE LISE A, WS TETE BN
BT, A RRAE - 80 CUKAR, FHU e
H H BTR

CIURE ARRRESL SV H (990098, 990101).
oORIPE RN

Tel: 020-81332415, FE-mail: qldeng3@ 163. net
iR H . 2001-05- 14, $24 HIW: 2001-0628



+ 134 - S F 5L MR HER

HCV( + )51 —585 nt cDNA

Prog. Biochem. Biophys. 2002: 29 (1)

| g n
pHOVN3 T =] < |
PEN4A66 T == o ——

PLN306 T =—>] G —|

PLN278 B> ' = ——

PONS4 e ]

BTNS85~ 467 = <—1 |
PHN366— 279 T = =]

PThN278~ 131 T = <—

PLN278~ 85 T = - <——

Fig. 1 Schematic diagrams of HCV 3 - terminal sequence transcripts used in this study
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Fig. 2 Interaction of proteins from HepG2 cytoplasm with
3 - terminal sequences of HCV negative strand
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Fig. 3  Identification of proteins from HepG2 cytoplasm
interacting with 3 - terminal sequences of HCV negative strand
I': protein marker ( Bio-rad): 2: positive control; 3: without total

proteins; 4: without UV irration; 5: with proteinase K treatment.
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Fig. 5 Competitive interaction of p45 with heterogeneous
RNA
1~ 8: P labeled 3 -terminal probe of HCV negativestrand; /: no
competitor; 2 ~ 4: 10 x, 20 x,
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Fig. 4 Competitive interaction of heterogeneous BSA with
3'- terminal sequences of HCV negative strand
I~ 4: 10 Bg total proteins: /: no BSA; 2~ 4: 15 Hg, 30 Hg, 60 kg
BSA respectively

5 HIV ] RRE ( Rew-protein response element)

Fig. 6 Expression of p45 in other cell lines
I, 2: 10 Hg, 20 Mg total proteins of H7402; 3, 4: 10 Hg, 20 ug
total proteins of 7901: 5. 6: 10 Mg, 20 Kg total proteins of Hela: 7,
8: 10 Bg, 20 Hg total proteins of COS-7.
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Fig. 7 Competitive interaction of p45 with eight 3 - terminal
fragments of HCV negative strand
I~ 9: P labeled fultlength 3-terminal probe of HCV negative
2 ~ 9: 20 x norrlabeled 3-terminal
transcripts  of HCV pT7N366,
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131 and pT7N278~ 85 respectively.

stranck /: no competitor;

negativestrand  from  pT;N466,

TR HCV 505 3 K3 pdaS 454011
FARXER, AT T HCV fidiE 3 A kG 585 nt A
) X 38 1) B S J5 KL, A 4% pToN466 . pT7N366 .

Prog. Biochem. Biophys. 2002: 29 (1)

pT;N278 . pT;N84 . pT;N585~ 467 . pT;N466 ~
279 . pT;N278~ 131 Al pT;N278~ 85. £ k44
Sl % X AEFRIE RNA, 2 5IE B3P0 T
UV cross linking, IR A FRICEREF 20 15

g IR, AT 131~ 278 nt B BT
HIA K AE 3 REr S paS 144, LA DR ILfE
AR5 5 B 58 JEE gt DAy 9 59 B T SRR, 00 A I 47
BE 3 Ui 131~ 278 nt & p45 (4RI (B 78).

PV SRR RE i ik v SR 27 B il fig gl or
FUBE 3 Ui 1~ 341 nt “ZRESHIBIRL. Wl 8 foR,
S5 HCV [ 5-UTR L, FisE 3 % 1~ 341 nt] JE
PPUASGERIEET T ATV, S5R95R T DR 4
IR TR, A FARIE S & i 46 1 o6,
FEREAS 3 i 5 8 0 45 A i R R R Y AR H
131~ 278 nt Z 45 R 10 T & AT IR fe 2, 45
Fdse 5%, B — IR AN T D)8 g 285 e R 22 A I3 b
ARZE- NG R, 194~ 201 nt 4B (I ERIR 25 Fy A dit
SRSy, TTRESR pd5 MG ARt S5HE 1A
VI ZANO I Y, B R s 5 E
JREE A RSB TR AR, Roe gh M Bk T g 2
(&l 8).

A
o {ﬂ/)‘;ﬂ_
; 'y
if P
e e
i (i _
N the possible
131 “;’:,'::::;\’ bmdmg site
i \ ol
A
{_.‘u“ it ‘-r:lm" n,"‘“’;;: é.\!
wf“m‘\‘/""\, i (‘} ‘s.-—:‘__":"_:_...---""g‘ .i ._\ﬁ_./'
O . RN
\C}’ﬁ,::_‘,f-"‘“\_/' .,-’.) 4 \"';:\ - 28
VoL
“’\.,}
Fig. 8 The possible secondary structure of 3 - terminal 341 nt of HCV negative strand by computer
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A Cellular Protein p45 Specifically Binds to The 3 -end of Hepatitis C Virus
Intermediate Negative strand RNA"

DENG Qing Li” , HUANG KarHong, SHAO Jing, HUANG Zhi Ming
( Medical Research Center, Sun Yat-sen Memorial Hospital of Medieal Seiences, Guangzhou 510120, China)

WANG Wei

{ Cancer Center, Sun Yat-sen University of Medical Sciences, Guangzhou 510060, China)

Abstract In order to study the possible mechanism of the cellular proteins involved in the process of replication
of HCV RNA. UV cross linking experiment was used to identify the cellular proteins which bind to the 3'-end
of HCV intermediate negative strand RNA. Results showed that a protein with approximate molecular mass of
45 ku (p45) cross linked with the 3'-end 131~ 278 nt of HCV intermediate negative-strand RNA. The p45
presented in various cell lines of different origins. The amounts of RNA-protein complexes increased with
increasing amounts of cellular extracts. Nomhomologous proteins and RNA transcripts could not compete for the

binding between p45 and the 3-end of HCV intermediate negative-strand RNA. These results suggested that
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the cellular protein p45 can specifically bind to the secondary structure of the 3-end of HCV intermediate

negative strand RNA, thus p45 may play an important role in HCV RNA replication.

Key words hepatitis C virus, replica, UV cross linking
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