4 \ B A0 E B 5 A0 A B [517 Int. CL
[19] REARLEFMERRIIR=NE 1K o)

‘ " N A61P 1/16 (2006.01 )
* ] & BT MR BB ke ©006. 01 )

»
CI2N 15/20 (006.01 )
» ‘k EF2 ZL. 01104367.9 @

[45] IFWAEH 200643 A 15 H [11] WA ES CN 1245215C

[22] HiFER 2001.2.28 [21] &#iFE 01104367.9 [74] ERKENE FPEEFEHAAREAER LA
[71] ERWMA  VO)IEEY TRV O ]
sk 610017 PU )48 R HERTH 40 B A % 85 5 KREA RKEAR KR
[72] AN B63C FREEUK 3R AR
HER =AY

BOAZERAS 2 7T HH S 13 T Ml 1 3T

[54] ZFEA&FR
HEARMESTRENECEFRRE IR

jj:—“ j:l l s 2 ’
IJ%U 3 11 21 31 41 51
ﬂzn € }-L /%l ﬁ% J M eD LPOT HSUL GNR RALTI L LA
1 ATGTGTGATT TAGGTCAAAC TCATTCTCTT GGTAACCGTC GCGCTGTGAT TCTGCTGGCA
[57] *ﬁ% TACACACTAA ATGGAGTTTG AGTAAGAGAA CCATTGGCAG CGCGAGACTA AGAGGACCGT

ﬁﬁ%%&ﬁéﬂ%&ﬁﬁ%?ﬁ%(Recomblnant Jvl 0 MR Zzl| s.p—MF s ¢ QE K D }1? WoF P

61 CAGATGCGTC GTATTTCCCC GTTTAGCTGC CTGAAAGACC GTGACGACTT CGGCTTTCCR

SuperCompound Interferon I‘SIFN - CO) 'ﬁfjj Z, ?:T‘é{ E:F % GTCTACGCAG CATAAAGGEG CAAATCGACG GACTTTCTGG CAGTGCTGAA GOCGAAAGGS
b

REPUEFN e B JRINHIFIHI N o Soee Foanora ka0 k15w

121 CAAGAAGAGT TCGATGGCAA CCAATTCCAG AAAGCTCAGG CAATCTCTGT ACTGCACGAA
GTTGTTCTCA AGCTACCGTT GGTTAAGGTC TTTCGAGTCC GTTAGAGACA TGACGTGCTT

5 91 1 11 21 3l

M1 Q0 @TFN LFS TKD SSAA WOE

181 ATGATCCAAG AGACCTTCAA CCTGTTTYCC ACTAAAGACA GCTCTGCTGC TTGGGACGAA
TACTAGGTTG TCTGGAAGTT GGACAAAAGG TGATTTCTGT CGAGACGACE AACCCTGCTT

3 51 61 1 81 91

fSLL EKFY TEL YQO0O LNDL EAGC

241 AGCTTGGTGG AGAAGTTCTA CACTGAACTG TATCAGCAGC TGAACGACCT GGAAGCATGC
TCGAACGACG TCTTCAAGAT GTGACTTGAG ATAGTCGTCG ACTTGCTGGA CCTTCGTACG

3 11 21 31 41 51

+1VIQEVGVEETPLMN\/DSJLA

301 GTAATCCAGG AAGTTGGTGT AGAAGAGACT CCGCTGATGA ACGTCGACTC TATTCTGGCA
CATTAGGTCG TTCAACCACA TCTTGTCTGA GGCGACTACT TGCAGCTGAG ATAAGACCGT
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1. EHRNEESTIREESR & LA 475 DNA. HBsAg.
HBeAg BWHEWMHIERMAYIHINA, FREARBESTNER
BT § cDNA 5|45

3 i1 21 31 4] 51

+1 M CD LPQ@T HSL GNR RAL I LLA

1 ATGTGTGATT TACCTCAAAC TCATTCTCTT GGTAACCGYTC GCGCTCTGAT TCTGCTGGCA
TACACACTAA ATGGAGTTTG AGTAAGAGAA CCATTGGCAG CGCGAGACTA AGACGACCGT

5 7n 81 91 1 11

+1 O MR -R-I §SP F-§ C LKD RHDTF 6 FFP

61 CAGATGCGTC GTATTTCCCC GYTTAGCTGC CTGAAAGACC GTCACGACTT CGGCTTTCCE
GTCTACGCAG CATAAAGGGE CAAATCGACG GACTTTCTGE CAGTGCTGAA GCCGAAAGGC

5! 3 4 51 61 n

:1 G EE FDGN OFQ KAOG ALl SV LHE

121 CAAGAAGAGT TCGATGGCAA CCAATTCCAG AAAGCTCAGG CAATCTCTGT ACTGCAGGAA
TTCTTCTCA AGCTACCGTT GGTTAAGGTC TTTCGAGTCC GTTAGAGACA TGACGTGCTT

3 ) 1 11 21 3
<41 M1 @ @ TFN LFS TKD SSAA ¥WODE
181 ATGATCCAAG AGACCTTCAA CCTGTTTTCC ACTAAAGACA GCTCTGCTGC TTGGGACGAA
TACTAGGTTG TCTGGAAGTT GGACAAAAGG TGATTTCTGY CGAGACGACG AACCCTGCTT
57 51 61 n 81 9
+ S L L EKFY TEL YQOQ LNDUL EAGC
241 AGCTTGCTGG AGAAGTTCTA CACTGAACTG TATCAGCAGC TGAACGACCT GGAAGCATGC
TCGAACGACC TCTTCAAGAT GTGACTTGAC ATAGTCGTCG ACTTGCTGGA CCTTCGTACG
5 11 21 31 41 51
+1 V1 @ EVG6GVY EE.T PLMW NVDS t L A

301 GTAATCCAGG AAGTTGGTGT AGAAGAGACT CCGCTGATGA ACGTCGACTC TATTCTGGCA
CATTAGGTCC TTCAACCACA TCTTCTCTGA GGCGACTACT TGCAGCTGAG ATAAGAGCGT

3 BTk cDNA FFIRERELFIA L-FREREEELREH
EHLE], BEBAE P EIIR Pap /8 3 F 1T SEBRE

2. BUFIER 1 BN, HFEET, FREE&THRTHBIE
1 3E & AR I

3. BUMER 1 WNA, HFFEET, AR ETURATHMA
. RREE. ORI, M. AR BER. . wEEIR.

4, BUMER 1 KINA, HFEET, TRESTINRER RS
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) %13 B BT 4 AR R B M A T 2 k.

5. WFESR 1 N, HEEET, idE & THFEEDT DR,
kS, MAES. ETEH. BA. HERSEA.

6. —F cDNA 5, HAFMEZET, FTLARMBRAER 1 FHIx
Z B4 % 3 DNA. HBsAg. HBeAg WEMHIEANELARBES
FHE-
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EHRBR S TNFEAELEFRREHUR e FURIMNHIF

KRB R EHAEGHRE ST E[Recombinant Super Compound Interferon,
rSIFN-co), HIRZFH.
EARHESTREREIMARA ANc-TIMET R P HEF LHFETFHERE
REMMABETIRENTEUEMTRN —FE2HTREST, EEEH
4695623, 4897471 PRI LI IR KO LB iR, TIEA rSIFN-co EH
IERTIHRENE, BRORNTUASMIME R RAAGAENE, £EE
A 5372808 AFTHEATHEEGTFMBRRITERFHN AL, TEEF
97193506 ~H T NHEHSHMEESTMREBRBT AN RO TE, $E
THI 98114663 T T EA®HME A TIRERSI& FIEMBT ZRFF L ANE
HRREHEZ. XEEHKEALKEER/FDACT 1997 ERMHET EE
Amgen /A 7] FI K FF B4 P21 rSIFN-co B F Ik AR TR AT A B477 o

WFZBERFRBANLW, LSRMERETE (HBsAg) PR e HIE
(HBeAg)FRYEH BN AT #IE 1y ZBIAF 4 B %, H AT AR B3R & R0 258 ) oo
FHESRU BT R BEHTIST, RERANER. FRESMRET
FIHFIRIE 154 & T R EE 1 DNA #1 RNA BIFER . L35 LB i5 S
YE R RELLE S2 % 5 R A A R B

B TIRRETT LB R BT ROIR £ R IE L .
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ERERTHED, EABGNESTRESTZHFRETHIENZEATF
% e HBEEEXNMEER, NHEHEASKE & FHET BT
HIZBFFREBZRAPEMNMZEAT R e URIEFET S BAF R EH B

FRPMBHEREHTRITCEFANEASHESTNRESY, E
R AMEI R REATUEMZEFR e IR, EZRRIETE
K, IKBRIT H .

AR B T 77 A SEIR:

FRAECELSERNEATEAH EHAEFTOE - FINEASREHAEK
EETMR, FRENEAGAFMAKRGBFEREREFENL T, ERIER
ERFIIAZRELT, XHE DNA RIEFIHT T EFRRE, RAEALE
FlH 1SIFN-co £KKJ cDNA E[H.

A& BARAEA DNA A EiK rSIFN-co £ cDNA JF51 35 & B XG4
EEmMEREH A E, REFH L-FIAEE S50 E LRI TUEEEE
PEH I8 Ppap JE BN T8 T8 rSIFN-co ZEEBm MK L. R—FTRG8H
SAENRERERARWE T RE TRRAES~PARARERRE. pH B, PTG
ESLRANERABNMRA: (DEEFAKLMIRE ZKHLEU “EMHEB”
IR X hRE R THIIMGWER, NmEsFINF TiFEERRIE.
SR RE . pHEA S ULEIIA PTG RS EXN Boh F EEZREIER.
ERNMEAWERA T, MiEES5MHEEBES (AraC) 46E, MUBRT
%t Ppap /B BN FHIAMEIER, FE “FIHE%E- AraC EE&Y)” AT EEMIE
Peap BN FA S TIHERKRE. UMD BEESSIRLRERARL—H
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WHELM RAEE RN A EEARERG: QPus B FELNE
ESMAK LFTREBEABREHRR. XA CUE E i e
RETATNEEE YN RIER. XSS aRENEREES
HE X MABTHAERE 3B B /pH 28 A 5) B 5 I SNE R E =175 K
B ETHERE: GL-MIEEREEE, Nk TEE XERETH
FYw PTG 7EIX 77 H HI8R .

BRI EFE S R/ENCRREILT &8 F2EM 1SIFN-co RiLK
ITE LREER, BN AEREEEMNFF THERABERET XES
U 1) rSIFN-co 2 B AR T AR B RF R MG RV IT .

ARPKNATERETRERAELASHES TIREEEGTEHRN, &
ERANEASRE S TMETUGIREMA R D AR RE. ORE.
Wi, FESTF. BIEA A WEEIA, EENFIE TSR, TET
HEKENGY, AVASYTHREAERAEMT M EENHYTES
%ﬁ%,ﬁ%ﬁwﬂu%ﬁ%\ﬁ%%ﬂ% FEER. BRI EER
R A &Rl BRI AR BC A& AN AL A

Bl—: & rSIFN-co BJ DNA ZmbgFHHL K HERT & 28R+ 7))

AEXHETUTERRIETEASHESTMEN R RREHRIR
e URINHIER, KRITEWMT:

ERREHITTE: RGPS A& R A MA 1ml B 2K,
WS, BREF A EFIEHREERM MEM B5R80REC. JLAIE.
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RIFEM: ACIKFERT.

ST ERATEFEH IFN-o2b FHEENETHIF, B 3x10%
SRR R 3x10°IU/m] W . 22.15 WH: ZHFARE
(HBV)DNA Fg [ £ 4L \ A% 41 i (Hep G2)HY

2215 MM %&: 3E[E Mount Sinai B F.OME, RESIHE BITER
RE35E,

E%0l

Eagles MEM T#7, &E Gibco AR F<f;: a4ME, %E Hyclone Lab
A= Eh; G-418(Geneticin), MEM BCfl, SK[E Gibco A 7™ dh: L-A&EL
f&, mEMELE RTINS O3, HBsAg, HBeAg EFEME SElE &,
ME R ERAEASIT RSN R: FRER, LIALHEIH] 0,
Lipofectin, 3[E Gibco 2 &= &

i A dn R AN SR

prgesn | 33 Tunclon TM; HE3E#R 96 TLAR. 24 9L, 2= Corning 4

Feih: ZEACBRIEAE, 3€[E Shel-Lab ™ da:
4 5 IR R R B A

MEM #£57¥ 100ml: & R4 10%, 3% A&/ 1%, G418 380ug/ml,
FMEE 50U/ml.

GRS
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2.2.15 MpERESE

KW 2.2.15 HRBIEFERRA I 0.25%ERE, 37°CiNtk 3 4%k, miExk
WRET, 1:3 4548, 10 REKH.

X R IR R

KR TADARBAMARAYKREL A, MAHENL, BHHRE
ZFH 10 TAAEME, HMEEFRAR, 96 FLARETL 200ul, 37°CH%CO 3555 24 /)
B, MMKKRBEREHITER. SREAESHE & TR EREFRRE G
1.8x10'TU/ml YW, 2 EFBEIMA 96 TLAMEETRIR, BRE 3 9L, 84 K
MEIRE W, UNEHERENTER, S REME TURARRT, 52
BSR A 4; TH%A 35 H0%A 2; 25%K 1; TRER 0. WHEEBREHRTH
MR A FE RN HI%. 3% Reed Muench ¥ETHE R EH JIRE (TCH0) ME K

THERE (TCO).
50-B

TC50=Antilog(B+ xC).

A-B

A=1og>50%ZH IR E B=10og<hO%ZEMIIRFE (=log #& BAZH

%t HBeAg. HBsAg JM&ERI

RH % HBeAg. HBsAg PHYEXTERZH, FHMEXTRRZH, MMAESTRRA K AEZ
MR BB E . FZF 70 FAS 2. 2. 15 MR 6 TLAMEFEFEAR, B7L 3ml,
37°C5%C0, 5555 24 /N, MIEBIKELLT 3 BHEBERB R, 5 MHEE

5%k 4.5 10°TU/ml, 1.5x 10°TU/ml. 0.5x 10°TU/ml. 0. 17 x 10°TU/m1.
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F00.056 x 10°, Bk 1 7L, 37°C5%C0,3%5%, 4 RIBBEIREHBILRE,
% 8 RETWIIESEM, ~20 COKVERTE. WIRET =, 4 BIWI5E HBsAg F1
HBeAg. HBsAg 1 HBeAg 5 ch B [ 7 2 A F 4k 7 S S R AT S =5,

E AT M E & E, TTE R, Ay S E ST cpn E.

AP EIVTE: TFEAKENEREKE con WELFESE, P/N EIN
FIESE%, FEHEBIRE (1CR0) RiEFFEH (SD.
A XT R cpm—452454H cpm

O EMEIE S E %) = % 100
MRS EE cpm
QO E NI EEBERIRE (1C50):
50-B

1C50=Antilog (B+ x ()

A-B
A=logdS0% ZHIRE  B=loghO0% Mk E  C=log FBRBEH

CESEEATSNE S THMELE 2. 2. 15 MR F A% HBsAg #1 HBeAg 1%
FIEH (S, HEMMBEHEERAERZ SDHE.

MAmZEM TCH0
SI=
1C50
@LA t i TEVHE P BEE HBsAg. HBeAg FNXTEEZH (8] cpm I ZE A

St 2. 2. 15 4006 DNA P45 525

2.2.15 4R LT HBV-DNA $REL: §ZEF 70 A4 2. 2. 15 Hfss 6 5L
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YRR, T ml M THEFRR, EME 24 MEMATFHE, 84X
BREREHRET, MAFEF 8 X, W LEER, WARZ ZERIE,
AOELE, MABEE t-RNA, INEAE K REHAM, SFERER: 817
A EERR 2 IR, &E 10,000g B0, B EWE, WEKZEREZER, E
T, EHT TEZrBETPENRESR.

PR : — 5B B 20ul (DNA &8 25ug), INEM®E, T, #HHA
PR E AT, FFLL 20X SSC B EMRB &SR 10128 (BT
BRA%FEREL BETRETERES 80CEH T, LUEZE DNATTIZ:
A BB AT A R IR T R RPN 6ml, BKBFIREAS 2 /N,

. U BER: WTRLERSIKS, £H. B, UWERFEPLE X %

A, B#EWE A, B gel-pro MM EFE, HEIMEIZE 1650,

CIOD—TIOD
2.2. 15 A EEFRAR F HBV-DNA $04)= x100%
CI0D

Southern blot: 2215 4AA Py HBV——DNA $2EL: 2215 MANZS /5135 8
R WBREFRBBCRAN, MAMMRBEE, HEAK, SERED. &
fi: FLEERR 2 X, &E&E 10,0008 BL, B EE, WEKZEREZR,
HZEMT, EHET 20pl TEZMES, N 6X DNA BEREHM, GRS
F L o%IRAERERS LUK, IV/em, fHE, 14-18 /M. =3B ME. 2% Bk
AT HCL. MR FRmF. V. ZREFE DN BZE Hybond-N

R b MR —RZEITEE. 287, B, iR, U gel-pro

10
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B TR T AR R R, TR K& 100,
Gt S 77 ik:

FHTBRAMGRAERFHHE (D HE S) RoR. REFE (HH
(T2 RRATHAIESENICR) B XHEARERR LT EN
RREM, THEEEIA Fisher B, HERFHEE Student ¢ 0
TRAHEEREEH.

AERAEL/IMETRMER (B—. XD ¥, E4E%E4TH
ZFEEHENIMHI ZEMRREHURM ¢ MRESE, MXTRATIHEEAT
HEH EREE. FROGERRGIEIELE TEREENMELBFRESE, Ed
BAEASME S TRARELEFRARENEM ¢ FURMHRRSIKE
EFKFE,

AP N B R A e R S T AR R oL o i R SRR

SERER—: URTES IR &

a. BEESMESTE 300 75 IU;
b. MR 0.2 B
c. BERE W 2.5 BT
d. | 4.0 B
e. HNEFERT 20 BT
f. RE LK RK LB 2 h R EE 0.1 &t
g. TESTAIK BEMZE 1.0 ZF,

11
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H&TLE:

BRTRREL FTETRIRES KGR, BRETIEA 0. 22um T3
BREGIE, RET 82T, MAELHEMMERESKE S ETHER
M, BREEESH L Inl. HEEREIHETIFSGETE.
SEREG] —: KRS IR &

a. BEEARUREETINR 300 J3 1U;

b. R 0.2 B

c. BEERE 4 2.5 %

d. S 4.0 B,

e. HATEFEET 20 BT

f. FRE LK RK IR B hEREE 0.1 ZF:

g. VESTAK EEME 1.0 ZFt.
HELE:

HATTRRRL, ATETAEES KSR, BRETIEA 0. 220n TLETERE
BB, RETF 8220, MEELTEAMERE &K E BT EH
FET. pRTOMNRS, SEHEEEH L nl. 2EERHE 210
C T RTF.

12
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3 11 21 31 41 51
+1 M CD L PQ@T HSL GNR RAUL I LL A
1 ATGTGTGATT TACCTCAAAC TCATTCTCTT GGTAACCGTC GCGCTCTGAT TCTGCTGGCA
TACACACTAA ATGGAGTTTG AGTAAGAGAA CCATTGGCAG CGCGAGAGCTA AGACGACCGT

by 71 81 91 1 11

+1 ¢ W R RI §P F-S C L KD RHDTF G FP

61 CAGATGCGTC GTATTTCCCC GTTTAGCTGC CTGAAAGACC GTCACGACTT CGGCTTTCCG
GTCTACGCAG CATAAAGGGG CAAATCGACG GACTTTCTGG CAGTGCTGAA GCCGAAAGGC

5 31 - 4 51 61 N

41 GEE FDGN QFQ KAGQG ALl SV LHE

121 CAAGAAGAGT TCGATGGCAA CCAATTCCAG AAAGCTCAGG CAATCTCTGT ACTGCACGAA
GTTCTTCTCA AGCTACCGTT GGTTAAGGTC TTTCGAGTCC GTTAGAGACA TGACGTGCTT

5 91 1 11 21 k)

+1 ¥ 1@ @ 7T FN L F S T KD S S A A WODE

181 ATGATCCAAC AGACCTTCAA CCTGTTTTCC ACTAAAGACA GCTCTGCTGC TTGGGACGAA
TACTAGGTTG TCTGGAAGTT GGACAAAAGG TGATTTCTGT CGAGACGACG AACCCTGCTT

5 51 61 71 81 91
+ S LL EXKFY TEL YQQ LNDUL EAC
241 AGCTTGCTGG AGAAGTTCTA CACTGAACTG TATCAGCAGC TGAACGACCT GGAAGCATGC
TCGAACGACC TCTTCAAGAT GTGACTTGAC ATAGTCGTCG ACTTGCTGGA CCTTCGTACG

5 11 21 LY 4] 51
+#1 v1 @ EVGV EET PLMX NVDS | L A

301 GTAATCCAGG AAGTTGGTGT AGAAGAGACT CCGCTGATGA ACGTCGACTC TATTCTGGCA
CATTAGGTCC TTCAACCACA TCTTGTCTGA GGCGACTACT TGCAGCTGAG ATAAGACCGT

I~ rSIFN-co ) DNA fRES/F 3 LA R A B E BT
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