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1. —F A SR RIEN BN RAESEERES E2 17
W, HAFEAE T 7T iEME T — FhoBr B RV S a0 A 40 MUk I8 kL, 1%
RIE R EK R IAEN HisZR AN 2w s aREES E2, K
IKFRIELEATTIEIRIC A R E A B,

2\ FRAEAAIZLSK 1 Bk i —F B v SLah P04l = R o W 18 R B AT %
WEAME O B2 11775, HAFHEE THARRE N EEAETHRES
RS R4 N\ EL A% ek TR 30 4& pCl-neo BN & FRE KTVt 4 5
B AR S (6], A R A EAEED B2 BEE THAMES
FEREE RN & T 22 33

3 ARIEAURIELSK 2 Pl ads (1) — Ty FH VR L300 470 40 b = 2050 2 2 IR TR R AR
WEAEE DT E2 P77, TR TRE RPN RS aE
HHE2 5 NREEEAE SRS ZE R P20 SEQ IDNO: 1 Fiix.
4, FRIESCRIBEK 1 8L 2 Pk 3 — P B e 3L 30 4 40 B = R4 0 b Rk o Y
MR FEFEOREE E2 (775, HRHELE T8 5 p 3R A8 FURL 4 Jem
AR S, LA AR B B R e O e A2 A8 4 1 A0 i e B

5. MRIBEAFIE K 4 BTk B9 —Ff FH s LB 4 40 i = 30 o Wb R IR T R R
REEIRE B2 W77, HAFIETE T8 H A (g L ah 4 i oh 1 B &
bR, D S5 40 il

6 AUFIE K 1 8 2 Bk i —Fh i SL 30 2 40 i s s o i R I IS B R
REEBEED E2 M TETEMEIRE RN &KW RIE N B 2% %5
BREEH E2 1 LR AR HINH

T RURZESK 1 B 2 Pirad (9 — 7 FH R L 30 40 400 B v 20k o W RS T B AR
WEAIE R E2 M 7ETE 2 WA B 28k B8 B gy PN H .

8. MRIERCHNZLK 7 Bk () —Fh W L3 A B = 3 - i Rk IR AL R
REABEED E2 7770 F B S % IR M0 12 W TR 24 B 28 0 B Ik
GEIBRAR IR

9. BUHMIEESK 1 8L 2 Bk (%) —Fp FH U L3090 40 Pt v 2 o9 Wb o IR R B AR
WEAIRE H E2 W77 ETEIR ST N B R s e i o KN H
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10, AUFIZESK 1 Bk i) — b AU FL a4 40 B iy Rl 0 il A TR BU BT R0
BAMREA E2 MEERET KRR E TN,
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— PRI A E A R AN R R W EEE S E2 75k

ARG -
KRR KPR 2 TREF RS, JC R K —F B3 sh 440
SR RIEAR BT LR E (HCV) AIEEH E2 BT,

BREA:

RN RFEE (HOV) ZRLMREENR. BN EESUENR
F2Z—, HAIRERHCV BREELH 1.714, 60% LU LAY HCV R4k
ARG, HCOV 18 B SRME. TR ER S EMEEN,
FHESHER., RRESMESETHEX. RAREBCSELTH
ELF an b i HCV By iz Wi vk, (BN AR ZMEF 2k ik, B
REHK e PR EE (ELISA) Ak — BRI R, FEMnN-—-&f
R X R EGUR . thsh, B RTE A U T — R B A A
7 HCV B,

HCV LA 8 A4S E1 A0 E2 P, Hp B2 /v 5 HOV SRR 4
&, W HCOV BRI R R EH. AIRIE, 7E ELISA 2Whks
IO E2 & BORK BES e i il UM, s/ bImas, Rk, B ERIZE
HZ A HRHIET HOV A0 E A RMFEL M E AR ELISA 8+, BT
E2 BHTE HCV 544 AP IR ER, [Hik, ZE AN Hov
EHMEEFETR. B2, RAEWASIMREEN LS & ERE
WL R KRR EL) E2 A B SHAME &L FThee
BRAREIFUSEME, ME2 BB THRRAEEAH, HEREHN T EHE
IR EANZE AR TS EARME . X2 HAI#E ELISA
TIERRGINE2 AR SR A, 25 HOV & T 5 ) B B R A

HBRE.
A ST ELBOTETARAL — 0 L 0 0 L 2 WA 1 P Y
SR LR [ B2 [T
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AR BHYRAL T —Fh 58 A VR L 30 ) 4 Al i K P43 i 2R A HCV LR E2
AR AR AL, HAEMET oL L sh ) 9 M R A TR A,
Z R BRI F 9 B A% B 3 7 sk P IREE HCOV G B2 A RIE,
MEB T W& TRIBIVIThHREFE HIIm e IR IC B N (B EME S KB
FHHE, GS) URAKFRE, BiZKEFR RIS AAM, CLFHR
FABRERIE (MSX) Tfitfs E ¥ 4 s %, & MSX 4 GS fI = il
R, MR E R G A TR RSN AW A e A2 s, TAF
V5 40 B R R K TR A ORISR AG T B B R --HCOV LR B2 B A, Ak
A B ZH THIASARENEAEAR TRENTE G KO
HAM (CHO M75 E4000, LOZFikidk % CHO-K1 4088, MEMINTE
SE BIKF I HCV BB B2 TR E A bk, IS T4 sk
MEBFRF T, ABEFRRTATEFLEFEANRS, ML
BRI FIET HVEMEE R P AL BRI EH HCV B E2 EH.

Py S DO RE R N RS 1

1. HCV BIfiE B2 B MAMEREERIY 1. MRE 1b ZEEA HoV B
fE B2 BEEWMERNZKETERTFIW. 58511, UREEESERN

(PCR) 738 HCV LI E2 SR MM ER AL, #A T B 24k, Xt E2 A
HhERFEA AT DNA )T

2. REBIG BRI E: RIESEBEE B (6S) ZEH
W5, Wit& 14, LAS 3 (RT) PCR M AP [E & 5 57 S.40 i) (CHO)
GLRE GS ZE[H, A T FEBEEAE, X GS ZEHET DNA ¥ .

3. BETHETHVIBAEKWE: ¥ S EEIHANEZREFRE
& pCI-neo (3E[EH Promega ;=) MWW & FREERBIVIMfA (SD) L
BIYIS24K (SA) AL 20, T HOV B E2 B ERNE T 6S EE W
EFZ 3o

4. RIXFURIEEGY CHO 40 FH A B4 JFoks 46 4% CHO 40, #a
HCV B E2 R K IX.

5. FRERIE HCV BIE E2 B AR CHO AR LURIRER
GS FPHIF-—FERELARERFE (MSX) i A8 e 35 YL ft) CHO-K1 40 ffa e b
FFCAMR 15638 (1) MSX Jon Hs I 146 ey 7K 3R 0 HOV B E2 2R A Y CHO-K1
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R, RIEFEE L ISR SRR E /N s 38, e
SIENTEMEEFEK,

6. B HCV QIE E2 HHMPURMEE: HEVNMSHE TN
Mg FE EiE B HCV B E2 SR F IR T

AR AR EHI S AT HOV BIEEARREYF R L RPN
MIE L HCV ALK E2 B2, 4 HCV B YL (1) I 77 24 R MR 7 LK HOV 18
MIFF KRB E T HA, FFrTLLh HOV 2 PRSIt E 48,

Bf B 35 AR
1: pCIDA-GS-E2-neo JFKI &5 #)
K 2: Westernblot SNTHIR N ISR EFE FEFHIE2 &H (¥
Pt E2 ZHAD
Hr1,2: pCIDA-GS-E2-neo ¥4 1 CHO-K1 20 M 2Rk
3: pCIDA-GS-E2-neo ¥ 4L1¥) CHO-K1 41 fI s ¢ Lik
4: pCIDA-GS- neo ¥ 4[] CHO-K1 204 AR
3: dot blot 3F#F EEFRIE2 ZRE (H E2 BHAN)
Hrh1,2: pCIDA-GS- neo ¥ 4L CHO-K1 M flEE LiE
3,4: pCIDA-GS-E2-neo ¥ i CHO-K1 40 it 3% LiF
Bl 4 sk HCV BLIE E2 R F A SDS-PAGE 47

BKLiEA R
T 4 A B PR AN SE B0 X A R BRAE I — AP IR
SEJHEB1

1. HCV B E2 BHMSMEREH T 14
WRYE 1b ZF A HCV AR B2 mARMERPZETRITS &, &
1Y, UREERERN (PCR) §#8 HCV BB E2 & A AN EEE .
H TR YE T 4itk, 7E B2 MM EEIR 3 KIH5IAN T 4wt 6
M RRTRERIZ T RITY. PCR ¥ 18 FIMARUFURL pGEM-HCT4 & 1b
RUHCV X275, HEEE DA Yanagi M E+HgE, 24
(B W, Virology. 1998;244(1):161-72) . DNA ¥ FX 7K 2 [F

Promega /™= it o
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1955 (U540 E2R & Sall BUN47 &)
E2F: 5'-GAGACCCACACGACGGGGAG-3
E2R: 5-GTCGACAACTCAGTGGTGGTGGTGGTGGTGTTCTGACCTATCCCTGTCC-3

TE 0.5 Z A ELERLUTRNMER:

JFURE pGEM-HC T4 10 ng
10x Pfu ZR-& B i N 2% il 5 ul
5% E2F (5 mM) 2 ul
5|#) E2R (5 mM) 2 nl
dNTP (10mM) 1 ul
Pfu R &8 (3U/pl) 0.5 pl

K FEXNFE KK 2 5 R N ARRR 50ul, FH MJ PTC-100 %! PCR i
ITHIEIR R : 94°C B 2 43%h, 94°C A81E 40 #2, 60°C 1B -k 40 #5,
72°C FEAH 1 %1 20 b, HHAT 30 MEIF, SRJF 72°C LEfH 5 4344,
BERESE 4°C SRR N . NPT ISR Bk, & R4
B

2. B2 A5 ANGEREQFSKREF KPR

A TAEEA HOV BUIR B2 A BE Db RIA, TEZERM 5" Kim5| A
NGBk A fE S IR EE .

ERGIY: (LUES14) ISF & Nhel BRUIAL A0

ISF: 5'-GCTAGCGCCACCATGGAGACCGACACCCTGCTGCTGTGGGTGCTGCTGCTGTGGGTGCC-3'
ISR: 5'-CTCCCCGTCGTGTGGGTCTCGGCGTCGCCGGTGCTGCCGGGCACCCACAGCAGCAGC-3'

£ 0.5 A BLOE R LT RV KR

10x Tagase JXMNZ& MK 5 ul
514 ISF (5 mM) 2 ul
514 ISR (5 mM) 2 ul
dNTP (10mM) 1 ul
Taqase K&/ (5U/uld 0.2 ul

N FEXFE KB K 2 B NARFR 50ul, F MJ PTC-100 %Y PCR {id#
ITHIEIR RN : 94°C A 2 438F, 94°C A& 20 #2, 60°C Bk 30 ¥,
72°C ZEfH 30 b, FLBEAT 30 MEIS, ARJE 72°C AW 5 4h, HERE
F 4°C RN
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BT ROV

0.5 EABELEEIL FRNER:

E2 fu4h B 3 K R =4) 2 ul
NGBEREAFESRER RN 5 ul
10x Pfu R&E RN EMR 5 ul
514 ISF (5 mMD 2 ul
5[4 E2R (5 mM) 2 ul
dNTP (10mM) 1nl
PfuZR&H/E (3U/ul) 0.5 pl

AFENZE KK E B RNARFR 50ul, A MJ PTC-100 &! PCR {Xik
FTHEER RN : 94°C A5t 2 4%, 94°C 2ot 40 #2, 60°C 1Bk 40 #5,
72°C FEAH 1 43%h 20 Fb, FLHEAT 30 NMEHS, SRJG 72°C ZLfH 5 44,
BERERZE 4°C RN, RERRNEFMA Tagase 0.50, 72°C x
R 20 934F. R FEYIBEAT I AR RE AR UK, B H &R, 5 T #
A& pMD18T iE#:, EHERMNAERWT:

0.5 ZABLERLLLUT RMER:

Bl Y B2 @& 2L 6.5 ul
5x T4 DNA HEEBELZ MR 2 ul
T #4% pMD18T 0.5 pl
T4 DNA E#:RF (2U/uld 1 pl

BAT, BT 16°C 7K 16 /MY, B bpl ¥ 403z & KA # DHSaL
BEMEFEFERZINMEEEM T ETHEEYEEER 100pg/ml 1) LB 15
FEW, PRy FEE R, HRINEAFRHITIEYIEE, s N pMD-E2,
HAp A RIEEREAESIKS HOV BIEE A E2 @A 2R 87540 SEQ
ID NO:1 FroRa

3. CHO 413 GS EFH i &

F&H 5% HHE4MiER DMEM R 7% CHO-KL 4/ (W
H3EE ATCC) , MfuiAZE] 80% L&), M Trizol Reagent (£ [H Gibco
FEAD HHIRAAES RNA, BAESRAEH AT, SERAMRS RNA
VAT DEPC 4bEE [ K 28K
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W F RN (RT) W F RMNAFIAEE Promega 7= fi.
BURNA 2 pl (45 ug ), EF—H50 ul BOERN, FKKXN
ABLF & 455

5xAMV 1 5% 3% ]2 W G5 1 R 5 ul
dNTP (10 mM) 1 ul
oligo (dT)15 (5 pmol/ul) 1 pl
F 70°C #UK¥E 5 oEh, HREE TIKKE, IMALULTA:
RNA BRI (30 U/pl) 2 ul
AMV 53l (5 U/ul) 1 pl

1 DEPC &b () K 1] B 28 7K &2 284K K 250l

JRAT, F 42°C /K 40 48R, T 95°C 5 st Kigidisexig, 5L
B 3AT PCR 4715 GS .

WAE GS EEMFFIRIE. GRG5IY (L5149 GSF. GSR H49r
MBI Apal 1 SacIl BEIIA A -
GSF: 5" ~GGGCCCATGGCCACCTCAGCAAGTTCC-3'
GSR: 5" -CCGCGGTTAGTTTTTGTATTGGAAGGGCTCGTCGCC-3’

DA RT P=4) A RSEAR Y 385 GS 2, ¥ 3G~ A T 2% pMDI8T, 1%
B FEMA TR Ar 4 pMD-GS, FEXT GS FEEHHAT DNA /T, #HAE 7k
AT MIERTEN GS EEFH|E Genbank accession X03495 —Z{.

4. BETHNEFIBERICHREB I E

LR F A H K pCIneo (E[E Promega F=fh) FEAELR, ¥
GS HEEBARNG FERES, RN TFREREEHRFZLEM nRNA 55 EH
874), HPpgmigT il T 7L 5 mmE D RIR SR 37 smikoD 2 FEAR
FRRFITA AR FRIE, FHERIEFCERBAN S FPaERS
355 45 21 B 40 B S B O PR M R R

MR pCl-neo AR CMV B 40 B 3 /3 30 1/ 38 8 T LA KR & N
BTHFIE G-
inDF: 5 -GAGCTCGTTTAGTGAACCG-3' (% Sacl FYIAL )
inDR: 5 —GGGCCCTCTGTCTCGACAAGCCCAG-3" (&% Apal B§YI{Z 2D
inAF: 5 —GGGCCCATACCGCGGAAGACTCTTGCGTTTCTG-3" (%5 Apal. Sacll BFYILAD)
inAR: 5 -GTCGACCTATAGTGAGTCGT-3' (& Nhel BRI £1)
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DL L pCl-neo AAEH, LS|4 inDF. inDR ¥ 18 & 7 BT {1
LA B, LAS[4) inAF. inAR ¥ 3N & FEIVIZ AL sl B 2 Al
N & F I UM R B 7 BRI S AR L s BU BN T 204K pMD18T, 18EIE
2 JFORL AT 4 4 pMD-inD. pMD-inA, FFIHAT DNA WU, HRAETTILAIAT.

Pl Sacl. Apal Bg¥7)/50k pMD-inA, [RIWCY) H B A & 1 BT UL 447
s B inD; BA Apal. Nhel B§U)JFiRE pMD-inA, [EI)H BN & F8Y
PIHEARLT S B inA.

U SacI. Nhel B§Y)RHL pCl-neo, YIBRITTRIF IR & T HE,
WER AR K A B, BB AR E B inD. inA B ENER, BRI ERRN
w4 M pCIDA-neo, EBHMFFEET, AR THIIANTHEANEBYI
& Apal 1 SacIT, WJLUMHATFIEFRICER .

H TR pMD-GS LA Apal #1 SacIl EGY), ¥IHH GS HEFEHHA
pCIDA-neo ", 183 &E 4 ki pCIDA-GS-neo. HiF ST 6S HFHHA
ERNETFZH,

5. HCV R E2 PR Rk S Hpy

JFURE pMD-E2 LA Nhel 1 Sall B, [ Y] H i) HCV 8 B2 2 A,
W% FERHE AR T Nhel 1 Sall B4 Hy 2kt 4b 3 & pCIDA-GS—neo, EI
15 3| E2 RIAHAK pCIDA-GS-E2-neo, HE X HZ LG IME 1 fras: POMV
HNEABFERS) T, introD AN EFFRETFT, S ABRABREE
FREGEA,  introA AWNE FRUAF, Sig ANRIERKE ARG S,
E2 24 HCV B K E2 £[H, polyA Jy SV40 i dEE £ BIREHRF I,

6. HCV BB E2 R H7E CHO 41 fuh (R &

F4 4 5% B4R M3 117 DMEM 55 323688255 CHO-K1 ZafE, 40
A 80%FER AT, LL 0. 2% EE AR vH LAl M, N ARARAXEERY T 35 mm 40
s m, WHY 2 pg Bk pCIDA-GS-E2-neo K X B T Fi
pCIDA-GS—neo 4375 10 ul AR AR Lipofectamine (3E[H
Invitrogen /&) JBA], $E4% CHO-KI1 20, #RAEda il i 83T,
ARG FRIET 37C, S fbhk. A K4 MEEFRET
12 /NEFJE IR Iml & 20%8R 4 M5 Y DMEM 35550, 2REER5FF 48 /NI
NG HRRRRAM, AERAERIAT SDS BN MBI Ik, ot

10
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T western blot #ll, E2 HfkAli-FHr HCV I E2 EEZH (R
Biodesign /&) , BEFRIUAHEART A IEE (HRP) ARid I It
W2 1g6 (EEAEYTREBERAFE) o RIS LE#HITIRE,
WA IHAT western blot i, BIEHSE (T RELRIEFS
TRRY  (BlEHARAE, 1995) HHT. RwE 2, A7 WA RERAR T
FHEEMARSTERERXMWE BEA, Raa FENELDATEEEL
E2, MHARNERDHEZE B2, KPS ERERE LETHHEE AT
HALK) B2, AAREIR LB R B E2 B Uik (3EE Biodesign i)
BT dot blot P, Wl 3 Fras, AR E W B RS BiE T E2
HH.

7. e RIE HCV AR E2 ER) CHO-K1 41 bR & -

¥ JFURL pCIDA-GS-E2-neo ¥ 42 FHF) 24 fLAR Y CHO-K1 4H i,
48 /NEE, BAIALL 0. 25%FR B BV AL, AT 5 100 mm 4055
FE, F&H 10%EH IR ILE B GMEM-S K53 (JRH 7= &) 3557,
DRI G (MSX)  (Sigma Ffh) ZZIRE 25 pmol/L, 3-4 K
JEAR MR TFERPETS, P98GBS 57 0 R p 581 0 PSS 5 T T A ) B 7 (O
), Pk aANToRE, BEMTF 24 FLIR, 4k 25 pumol/L MSX ] GMEM-S
REFEWIESE, —EEESE LIER dot blot VEM E2 EAMKIE, X
Tk KB TR U AR ABEIH A6, LA 105 AR R/ FLEERM 96 FLAR,
FH 7 B3 384 (1 MSX (100-1000 pmol/L) JfEHEFE, 2 BfE, XWAKR
IF B AR BRI L 5 B B2 IRIA. RIABEREE HETHRG
B, HEMT 96 fLIR, STEAANMRTEEHTREAKESHT, BRMES
RIETREAE R4 L, 4744 CRI.

8. JCILiE B %

MR FER (JRH P24 B #T /L GMEM-S 55583, ¥ CR9 4
B R W AE I 5 4 T I ¥ B SR T I BE A S BOF AR K. S B A L
FHIRARRE SR, SE3RAFR 150 2=, TG REFRE PR T 470w
FIEE2 &b, HAWEASGE CRETOEIETMAMD WAL, HimkX
HETEAAgL, EFELERS. BEUE, HESTFERESEN
(LT Y A4k GRFIEA Qiagen F=dh) , B—HEAEFRET

11
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HRF| E2 B 25 Zw. B4 AN ARRHIRSEL S E#) SDS-PAGE 44T

12
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SEQUENCE LISTING
110> PEARMBBES FEEKRY
120> —H AL M E A I RIE R B RO E R E2 T
130> BEBAHE, BURESRAS
160> 1
<170> PatentIn version 3.1
210> 1
211> 921
<212> DNA
213> ANILFH
<400> |
atggagaccg acaccctget getgtggglg ctgetgetgt gggtgecegg cageaccggc 60
gacgecgaga cccacacgac ggggagggtg geeggecaca ccaccteegg gtteacgtec 120
cttttctcat ctggggegte tcagaaaatc cagettgtga ataccaacgg cagetggeac 180
atcaacagga ctgccctaaa ttgcaatgac tcecctecaaa ctgggttett tgeegegetg 240
ttttacgcac acaagttcaa ctcgtceggg tgeecggage geatggecag ctgeegecece 300
attgactggt tcgeccaggg gtggggececce atcacctata ctaagectaa cageteggat 360

cagaggcctt attgetggea ttacgegect cgaccgtgtg gtgtegtace cgegtegeag 420

13
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gtgtgtggtc cagtgtattg tttcacccea ageectgttg tggtggggac caccgategt 480
tceggtgtece ctacgtatag ctggggggag aatgagacag acgtgatget cctcaacaac 540
acgegtccge cacaaggcaa ctggttegge tgtacatgga tgaatagtac tgggttecact 600
aagacgtgceg gaggtceceecce gtgtaacate gggggggteg gtaaccgeac cttgatcetge 660
cccacggact getteceggaa geaccecegag getacttaca caaaatgtgg cteggggecce 720
tggttgacac ctaggtgect agtagacta(; ccatacaggce tttggecacta cccctgeact 780
ctcaattitt ccatctttaa ggttaggatg tatgtgggge gegtggagea caggetcaat 840
gcegeatgea attggactcg aggagagege tgtaacttgg aggacaggga taggtcagaa 900

caccaccacc accaccactg a 921

14
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= . 1] -

PCMV introD GS introA Sig E2 polyA
K1
118 kD "
86 kD wememena
sy ot
47 kD e
34 kD -
1 2 3 4
2
3
1
4
2
3

15
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i

LI VA 2/250

200 kD
150 kD
120 kD
100 kD
85 kD

70 kD

60 kD

50 kD
40 kD

30kD

25kD

20kD

16




patsnap

TRBR(F) — A YARS R BREIREF LR EEERE2N T
DF(RE)F CN1821411A DF(E)A 2006-08-23
HiFs CN200610024202.5 RiFH 2006-02-28

RE(EFR)AGE) TEARBREE_ZEEKRF

HAHBEEANROARE) PEARBRESE_-_FEARZE

[#R1&Z B8 A A

BN

BiE

B+ H
EHA B

BN

BEIE

B /A

B H
IPCH 3= C12N15/51 C12N15/52 C12N15/85 GO1N33/53 GO1N33/535 A61K38/16 A61K39/29 A61P1/16
H T SCEk CN100395339C
S\EBEEE Espacenet  SIPO
BEGR)

AERASREYEATREARGE , £IRHCVBREAEF1.71Z , 70% A
EHHCVRIRA X B HIEBMRSE  HCVEEEHE2N SHCVES AR
45 RYRHCVERMNREXRER K ME2EABTERREER , A
BEREAFEREHANVARKENZEAMELERE, KEAHEH
ETRE-—HABIAIVARS RO BREREF LRSS SEERE2N
Bk, BAEHET —HRENHANYARRKRERN , ZRERNS
KERBEEFRERE2EH , MEKFEREFEFICAIHIES KB, &
RPEMEFHEEGHCVEBEERRAEYZIAEURREMNES
HCVEMEE2EH , FHCVEEM MBZR N RFI A RHCVEENFF X &
ETEM , AUNUAHCVS FREFHRRBVEZMR.
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