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Il 1# %% (G1BCO—-BRLS) % fE#E ik

ZErLHEwRTMAERHEMILI . 248508808 5% -

H A B LR

AP FREKRIE - WEMEMS MRS EE S
MEBERNZ WABSTOHBED BELEABEER  HH
ERNEMAEmTmMELECEHEANE - (HIA2M Carl, A. K.
Borrebaeck, James, W Larrick, THERAPEUTIC
MONOCLONAL ANTIBODIES, Published in the United
Kingdom by MACMILLAN PUBLISHERS LTD, 1990 )

Efwms  HEEFRENABORESME - o 8 &
EEFEAE (V) BZ2mRNA - mRNAHRHEHH
NRR B o B W 6E A IR & B 0 ¥k ( Chirgwin, T. M.,

AUERERRA TABRSE (CNS)AL M (210297 %) - 18-

o )

(D 2 384 o ke B (B e 1R

'“"“"j-"f"“'f--f-‘-—-f--_—-f&‘—-—-———-%‘%ﬁ’--_--_---_—-_-—---



1248365

A P o H o 30 P 3 o o 38 3 R
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B7

%~ HBERE (16)

Biochemistry (1979) 18, 5294-5299) + AGPC % (Chmczynski,
P., (1987)162, 156-159 ) H ®A{EFH m R N A ~ =5 fif A
mRNA#HIEH (Kit) (FEEERE) - A FHH

QuickPrep mRNA #i b Kit (3 B /4 08 & )E # & {F 2 mRNA

MBS emRNAFBHEERBERSGAIAEV B Z

c DNA - ftcDNAWERK > JEMHAMYV HEKEF
1 B c DNAS&RBKESRM ( Reverse Transcriptase First-strand
¢cDNA Synthesis Kit ) F# 1T - X » ¢ DN A K & BBl &g
g @ i F§ 5° — Ampli FINDER RACE Kit ( & & % & ) Ll
E{HEMHPCRHES5 —RACEIi# ( Frohman, M. A., Proc.
Natl. Acad. Sci. USA(1988)85, 8998-9002; Belyavsky, a.,
Nucleic Acids Res. (1989) 17, 2919-2932 ) - HF § &

PCREWHMMELEN ZDNARKFBK > @BEHEDNAFEIG
- H HBHHEMEWEMHESER BAXRBEFEEHE & H
s FF S EMAEE c EBEMKMDNAZEERFI B

FL‘?\ o

i

b=THiT

an i & ok ( dideoxy &) Z & AU T R

EEINFEHBESENRNEBHYVEZDNA - F ISR
BREMREBHEEEG (CE) 2D NAEK > FIEARX
HEmd S EBABVENDNAEBEAGEIE CE
WD NAZRBEHBE - SEARFHFEMGRLERBTDR
i ERNRAETRERHAENE  flUREHR T > 50 T 1
el Em T RBE MM ARBEE S - FEHKRASEMR
HEMBRETER > WESIERB - BEA LRI EE®

AUGEREER ¥ BB RRE (CNS)AL RAE (210 % 297 2% ) -19 -

3 )

(oo Pi- 2 5t o o ok B B e R O

'_"'—____—T___’___—_—_,_-_f_"'—_'f_'_.—'ﬂ__"_"-""?ﬁ'—_f—"—'_"_'—_l"-_'_——_"_—
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A7
B7

# WA (17)
mrHMRmETEE > mA RAIE -

g s HE

AT HRANEBEESHBEEEBEALRMESHA
ANTth#yEREMAMGHE > f0EMAKSE ( Chimeric)
g B . A 4 Al b (Humanized ) $ ¥ % - G H#EH E > A
fHE KL ERE

WAV EE S MERBEHBAHAGIHEVEZDNARIR
BAEMECEZDNAER  HHEEAXRBKETE AR
T AEALE > (2FBMNEMNEGEDHFRB
EP 125023 BEEHEMEAFAIAMMBHBEBWOI L6
02576) - @BAERKTNHE > TEHEIAFHAEHDY
ek -

gl BERESAEHEMNHEMLI . 2 48L& KLH
mEREsABEE  FESEABBEDHDS a (pUCTSI
-1 .24L—-gkr) MEAKBEDHSa (pUCI1HI
~ 1 .24H—-gr 1) HKILEFWERESN LTS TE
R R (RWBHEHELTHIL - 3%%) » A8
F8H29HMMUFERM BP-—-5646»LHUK
FERM BP—56 44 &#&EMm=EMI GG K BEEF
HFE (Z2HEBEBEF8 - 264756

NEA L RS ERE ( reshaped) NEPLE F A

complementarity determining region ) B £ N E & £ &

L4k gL @ W - B a0k B B 2 A ME R E & (CDR;

AHRREBA ¥ B R ERE (CNS)AL MAE (210297 2% ) -20 -

( of i 2k R o0 o oot T (v B i R O )

-_—_———_—_._—-,_—_—_——’——_-'-—‘-———'___-’-ﬂ——_____.w '.'—_._"——._—-_f'___.__——__
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A7
B7

%~ A3 (18)
oM RE & FE H - EREHESEES S (
B O B BB RS EP 12502 3 - EHEBHEAFA

W
i

H

S ABHBEBWO96 /02576 )
Hems > " WEENEANCDREANEIEW
W& ( framework-region 5 F R ) #HEEZDNAFH > HH

2

MR ABL A EERT AW BEEAEKEFE®RZP CRIES
W B2 DNABEGHE AERBCEZDNAER &
E A EBEBEL > BHREABEBEHEHELAE (25BN
HAAEFAMEBEBEP 239400 - BEHAMA

(D e 80 Al BV B ke 350 o )

"'""'—"""__.___y""_____,_"__.""__—___—',"ﬂ""'_"—'""%P‘“’ """'f""""‘_"_"'_"'_—.-""""

il
Tt
s

BESEEWOO096.702576)

% CDRFHEMGEW ABENBEZFR > BHTPXE
BEHMUERETECHBEBAMM - -HELA  WEEEA
MR B OME R EER R EENRIESE &S > Tl #
B E#E o F REMMKER ( Sato, et al ., Cancer Res
. (1993)53, 851-856) °

Gl BES ANEMAELREHEMIL . 2 48 LAMK
HamEe s AxBbe  FRESEAXKBEBEDHSDSL a (
pUClQ—RVLa—AHM—g/f)U&ﬁH%
DH5a(pUC19—RVHr—AHM—g71)
MNT e Mmemeam T2 TERMMFRA (RWBABED
w1 TH1-3%)  FHR8HFESH29 HIMEIHBL
F ERM BP-56450UKFERM B P —

56 43 kEBEMEMFEHOHEEREFFF (Z2REBET
8 —264756)

AUFER EBA FTRBRREIZE (CNS)A4 MA& (210 x 297 %) -21-
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A7
B7

sl
A7

HR

# HHHRE (19)

B AEAfHEE O FREEAAEILECR
SHAEEEEE L A AELMECE > THEMAABEC Y o H
mcCqy 1l ~Cyr2- -~Cqy 3~ ~Coqrd-Hbf B KHHILLESF
Cry 1 Cor3wmAeEmIinmMBEGESEE  NA
HADCCIHEME - CDCHEM > @HMKRAFHF -

WAV EEGESE KA ANEUANHALBYRE W E
GEHEAE AERBZCERK  AEALFBASR KB
IHEDA MWLy RE s EmEREE > Bk EH AN
By FREBUKCERK  HBEEAEEBEANZARE - X
B ABHWBERZERKE LESE RN -

FRHARAZHY AER BB ERBO T T8
HAEBEALRHAML . 2 458 (2REBEF 8 -

26 4756)

EBUREE
AR Mk FTORE SRR BT B R R > WOl A A Tk H R

e - HABYHBERL  UHEBEANAEAES T - EX
Bt EE - 3 - THHERAGRFIRERES
DNAZ G A cHBEMEHE - OINFEREH T EA
FomBAEL AEEMRFEE RN ES T EAR T o

oo fE B O fb fF R ORA A # WA PT R R B R oW B Y
BF e AWEAMEKkES THERE > RE®E
BB 40 (SVA40) ZEwREEHTF A THAEA
HMERKT1a (HEF 1 a) % 2KE ML EHMBEE

AHKEREEA TRBEAEEZE (CNS)A4L R (210 %297 2% ) -22 -

Sk 5 )

(w3096 e B (N B

-———————-—'———,————-—'—-——,-"—-—‘-——‘-'ﬂ’-——————'?ﬁf- '.'__,—_—_,____f___.___—__
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A7
B7

F o~ HHARHA (20)
oS G

Glan - SV 40 EE T 8 TR o UKERRK
MM e 45 ( Nature(1979) 277, 108 ) ~ B HE F 1 a & &
T m TR - ok B MBY 7% ( Nucleic Acid Res
(1990) 18, 5322 ) M A 5 & I

KiEREmWER  WHEHANAEHREZH T > KR
SWHEBEBAFY wHEHONBERFHREEENE G HEHR
E£H - PIMESBEH T 0 TRY lacZ FE T~ araB HH T
s o fffi B lacZ ¥ By T B, Wk B Ward M1 By 5 & (Nature
(1098) 341, 544-546; FASEB J . (1992) 6, 2422-2427) ~ f

F araB B% B 7 B§ ,0J {Kk 3% Better 1 B9 5 ¥k (Science (1988)240,

1041-1043 )
BN E SWHBRBAFY  RKRKRKBEREEEER
w {H B pelB 3@ A FF % (Lei, . P . etall] . Bacteriol .

(1987)169, 4379) - Bl jA & B & £ 1 bi 88 o B & 8 5L 88 10 B
EEE Y M EFE (refold) T EE A (Hl > 2RWO09 6/
3039 4)

EBEMmELS  TEHAHKESVLO0  ZERHE -
M s AJHEKEFESE (BP V) % HHNE XM
mrhwEER ANy REBBEFREERERALER -
e Ak SEiilsE (APH) XKW - MWER (TK) X
o KBS BTy B R LB ( EcogpE K -
TR EREREEdinERNF

M E AR HRE RS TEAEENEER -

AFERERA ¥ B R KRR (CNS)AL RS (210297 2% ) -23-

)

( {2k 0 o e ¢ (N B B oF

'_—____"—_‘_-—'__——___.__"'.'_‘“'_—"f_"_.—"‘—“t_______'%"E ‘__",___f"___f__'_—"_-"—
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B7

F o BHARA (21)

mEER BN SAERYRBBRAMUERBANEESR - FR
Bl kR o T OHR R OB RZ M MR R A EE R B BE A R M
Mo iy 4 & R -

FHEKMERE  WTERDDMEE EPMAR - BEE
M EER - FEHWMAR A (1) WALHY - 64
CHO - -COS -~ &#% - BHK ( baby hamster kidney)

HelLa, Vero ~ ( 2 ) W ZE % A0 Mo ~ 4 20 FF 90 T % 90 4 A2
LW (3) BE& MM s £9 s f 21 Tnod%F
SO - FEMEYMKE - FEEB ( Nicotiana), Bl Z1 2K H &
£ (Nicotiana tabacum ) HJ Al iz - ¥ it & 17 & 6 & & & H
e B EEMEEREE > B4 Saccharomyces & - B4
W B £} (Saccharomyces serevisiae) ~ FAK B ~ Bl W % & X &
(Aspergillus),fl 41 B % % (Aspergillus niger)5§ -

FHERMERE  TERAMHEMENEER - FRM
Edk o BB ABE (E. coli) ~ MiER-

Enfd  FEEENIBERKCHERmME A
%@ﬁ%%ﬂ@%E]H@E%ﬁ%%%%ﬁﬁ%ﬂﬁ%%°i%§7':7‘2£ﬂ12&5\€/&

) HEEST o Pl EREAER > WMEMADMEM:
MEM\RPMII64O‘IMDM°DTEJE@5F%%‘[H1
w(FCS) ZEMBHmARMAH - X BHRBEREALZ

MR EESYOREES  SFUMRBIHAELEE
— S E o FERAEER TBRLEHBYEER
N EEMAEER BRIV AEAELESTY - R

FHGER @A T B B FAAE (CNS)AL RS (210%297 2 %) - 24 -

(i 2k i 80 B debnte B (v B i 30 oF S )

i et e &
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F o~ AW (22)

EEWlL By WHEBY¥ K ¥ EHEH - FTF
Vicki Glaser, SPECTRUM Biotechnology Application, 1993 )
- N EBRE & WHEARE -

(F FfE Y B > FDBE R R SF -

MELHY R EYEANBERN  EHYREYEL
fr B N E AT AR - Pl BHBERREHDNF S
BMEARWIAT P ELABAEHAE ZERR T MEA - M H
MRS ER - BHEENBERFE ANBSEZRLZ
DNAFKBEAXHKRBESD  BHEREAZGEF - X
MR EmetwERER /D FRHERAHEEDNIAT
hH A EENBEOY N EEERER YA
AEMmESNNECAYE TEAEENERBRZNERNE

% & % & - ( Ebert, K.M. et al., Bio/Technology (1994)12,

699-702 )
oo ERERER  BABENBERNNERRE S K

By > i EMmER S HAFANYPE ( Susumu, M. et al.,

Nature (1985) 315, 592-594 ) - H > f# HEEK - & H & Hi
B AG M p MONS 3 0MEYRREET  BI
B mm e A 4 - HE AR W ( Agrobacterium tumefaciens)HY oE

o W% B MF B ORE Y E B 40 Nicotiana tabacum FY R B 1 GE H LG

o) R 718 B B 4% B9 BB (Julian, K. -C. Ma et al, Eur. J.

Immunol.(1994)24, 131-138 )
mEmPREARBRANEERELABRE > THRG
Bras sk ( HHE) st s (L#) ZDNA - 7 HIHEARX

AUGERRE B R ¥ BB R4 E (CNS)A4 AAE (210 x 297 ) - 2R -

3 )

(Somf-Pie 2 i o ko B (B i R o

'__"___""_‘__".—_________"_._"___‘—__T"ﬂ______"'w '.""',—"—_,""_'",'___‘_—____
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F o BHHARA (23)
HEEh g ErRAMBETERE > RKBREBREENR (HK
) B (L#) DNA AR -—KBAHEHEST  EE
THTEHY (ZHREEBHEMHAFLMABBEWOI 4 —
11523

mEsiprAE e THERERZ B (PEG) FHNF
EHTHAaMESHBEHRYHER - A% W0 HEFHF R
B bRy T e MEaEREEHY - NESOLRNE
EHiyw > THEREBEINBETAEEHAME - EEHEC
REEEBETESEER -

PLEs Ry o> B~ A

MET G FFE A c REMHE > THRMEAN BHEE
SEEBMALES B  ABFHFAEROREZ S ML
A AR kET -  EARBENEGCRENRET
oW BEHEAEANRE EOBEGH - FREEFEBHEA

FEmy ELBE > @l a0 R 2 4 Hyper D, POROS, Sepharose F. F.5%

Hfy o ERHEHR-BREAREOEN S - MALSE
I S oo 5 8 O O O <= A D S DR <= i A
B BMHEEE  EWEUEEMEE MSGEMR
@Efﬂ%zﬁﬁéﬁﬁﬂﬁﬁﬁﬁﬁﬁ’ﬂﬁ’ﬁ%i’%ﬁﬁ%‘fﬁ%fhﬂﬂﬂf’(’ﬁ%ﬁa
Bk oo AN AR BE T RMMEANE - RAKMEAMRE - BE
e E Tk e

AR R EEA ¥ AR ERE (CNS)AL MR (210 x297 2 %) - 26 -

)

(o 2k 384 5 Aok B¢ (B i 3R o

'“"—"'f"ﬁ""“f“'.""“','“,"1"*"“““'*’* "‘“.“‘7““,“‘_‘“““
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A7

E o~ BHRH (24)

P EE N E
ot 5 HEFT S 2 BB R E M T A TR R B T K
ELISAZ - »LDEREtEHNEMS  AZBHFREHD
s S FRENESIUP BS (- ) F#EEWEER
280 nmMBEEEME > 1lmg mlERL . 35
ODm&ES - MMEL I SAME > A~k HE - B
L0 . IMBmEBEEEHEK (pH9 . 6) MEEL ve
/S mlBERAEIL g G ( BIO SOURCE®# ) 2 1 0 0 ¢« 1

MmA 9 6 W&EM (Nunci)dfF 4TCTTHFTEREEREI
M o K BT ORE M E M-

EmSBER BEWMBEABUMEANAREXESR
RS RNESEESAMLIOO0r LHWAEI g6
( CAPPEL # ) » A= T#T 1 /AN FIE R HE - KFRT
MABEES5 00 0fM1 00 ¢« 1 6k 6ERESESIA
¥ 1 ¢ G ( BIOSOURCE® ), A2l FTHEEFE | I - &
Bk LA B E B W R & %, M MICROPLATE READER
Model 3550 (Bio-Rad # ) M4 0 5 nmWEEEHE » &
HOE R PR R

F CM &
BHEMEE AR ERANEOREE > T
FCM (msmeg) mirgl - FRME EAEEIL

MMM - kKEBEEMWRPMIE 226 ( ATCC CCL
155 ) ~@U266 ( ATCCTIB 196 ) ~HEAKPC—- 32

AUFERREEA ¥ BB EAZE (CNS)AL M (210 % 297 2% ) -27 -

(D ek ik S04 ) ko b N BN e S S )
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F BHRH (29)

CE K E MK ARHE-—-T77 ( ATCC CRL 1621 )

LML P BS (—) ®®BEMAL OO gH
DLFACSEmMKB (2% FMpmFE - &0 . 05% 2R
WP BS (—) ) MEE25 e mlZikiHMN
MR KB T30S EEEERE - KFASSEmBIR
mm o MA25 g,/ mM1BW1IO00w !l ZFITTCHESS
% B ¥ B B # ( GAM, Becton Dickinson # ) - Kt T 3 0
SEEEEE - LFACSEHREF®R  BEKR6O0O0
¢ 1% 1mlMFACSB@E®WSP > L FACScan ( {H 1H &
oA B ) W E S M MR ROt R E

ez
ot
,

fifi 53

mEEEHM 1 . 2 4 PR MR B KR - B0 B
R E TEAEERHEHAML . 2 450K KEHDEEHM
Mo DL F C M & A7 B & - fl a0 > 5 E M B AT RS #k A9 M B AR
By EET I E2 RANERERE  BER - XABWUZH
FABEHM 1 . 2 AW Ega MELEKRSER  BMER?2
X EmLUF I TCEZERI cGhBRA - K&E&MIE
%5‘6‘@?ﬁzu?ﬁ%ﬂ%ﬁiﬂ@%‘?ﬁﬂi%ﬂiﬂ@é’ﬂFITC%%?@JE

AE IR LR B0 R B R g o RE AR DL R R AT %R OE K
EPUEE O KF cZBERBEMRF I T CEBHWGNAME
HM1 .2 4@uEEEsRramsME CMIN -

7o AERAHAEML . 2 4% FFYEALEERENE

FUGER LA F B ERRE (CNS)AL R (210297 2% ) - 28 -

(i i 2 it o1 ) ko B (Vv B it 30 o )

et &



ST P S om0 e P e o 3 B

1248365

A7
B7

F o~ BEHBHA (26)

SmEHMI . 2 AEMmEHRERA - FHALE
ME S EEE - BWHMI1 . 2 AFFMERERALE
W EpmmERE SoMEEpg FesHRERBYE
1 E2RMEE  KERWMBEDLF CMEN > WA
mEmmOM] . 2 AVEM KRB ZEAR -

H

A B E T I
A D C C¥EM8HE

ABFFHEROKE  FEARGEELE  HHWESA
ADCCHEMRZIIE -

AB By EBMMMBEKADCCIEME > LT HEE

CE e o NE ORI CE OBE R LL E OB L R B R B

R OBL O Ak FE MM ( Effector cell @ E )

oo fFB R M ( Target cell @ T )
RPMTI 82 26 ( ATCCCCL 155 ) ~ U 2 6 6 ( ATCC

TIB196 )  KPMM2 - KPC—-32* ARH-TT(
ATCCCRL 1621 ) %L °'Cr i@z HARHLHHEEME - &
v bm s Ry AR g M N A M E ADC CEMHKIE > KRR
B % o AW R W M HE E B LL B 2 A FE M IR E 1T IR IR B
%o

O W B R e B LW 0 DUy B BRSO E R OEE
BB AR R R E R R EATEME 1LY NP -
40 - MEEBEFEE (¥ ) 7w (A-C)H) /(B ~-C)
Xx 1 00xEH-H ASHBEEE THERENRIENLE (

KGR R E B A P H B REE (CNS)AL RAE (210 x 297 2% ) -29-

(oD 2360 384 o ko B B e B O3 )

-—--—-f-j--—-f--f—‘l*-i-‘f**“""'W*"""f"“f'““f"f"""
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I~ HARA (27)

cpm) - BBHEENP -4 0MmMHEHNYBHEE (c pm
) CCERSMBEESEERMWEE ZMHENE (cpm
)

MG E L I8

mEENAD CCHEE-—MUWMBEEGEELE  HRA
FHEHEE (CBE) WCy »HHEMHCr 1 > Cr 3
BE - AW WE - SRR C &R E R

FZEwm W ADCCHEMY - HCDCHEME -

plan > MEBEEERNARANDI g Gzl g MRAHK

( Smith, R. I. F. & Morrison, S. L. BIO/TECHNOLOGY
(1994) 12, 683-688 ) . HEBRM MW I g G Z 1 g M
& 4~ (Smith, R. I. F. et al., J. Immunology(1995) 154,
2226-2236) . #FHE L # i E K 2 E ¥ &K K E B (Shuford,
W. et al., Science(1991)252, 724-727). [& £ B H I gaG
Z — 8 B {k (Caron, P. C. et a., J. Exp. Med.(1992) 176,
1191-1195, Shopes, B., J. Immunology (1992) 148, 2918-2922)

v 8wl g Gz & # & (Wolff, E. A. et al.,
Cancer Res. (1993) 53, 2560-2565). ~ DL K §1 #2 ¥ 7 B
oW ok % 2 % FE F 1h BE E A (Norderhaug, L. et al., Eur. J.
Immunol. (1991) 21,2379-2384) -

SEs FF 5 7 ( primer ) WERWE LR RIERES
e o B RO PR B B R YT BN N 2 S DU 8
i A b 2 & R E R

AKUMIER ERA TEHEEZE (CNS)AL HAE (210 x 297 % ) -30-

3 )

(oof -2 84l i B (N B i 0 o

'“‘““"f"f"“"."",""“,-","1“?""“"‘”* ’""."‘“.‘“'T‘".""“
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A BN (28)

BE R R

KA@M E Yy — > FRERAKHBEHRAMID . 24
MEEHEcE/EARAIM] . 2 4BRERER B
EEEE BESSBMBHEEZIE - ER
HM 1 . 24 FEWMEHBZER  KERTERoXT
EEy o FEEZHPALHEMLL . 2 408 "HEKKRHE > X
EREE - EOBEN BARETESRE > R E6IENA
CEHM1 . 2 4wt TEROEEAER
HM 1 . 2 4 BB BHEHIER KFTEFOWKRE > EF
s HM 1 . 2 4 HiE 6 R E &I E R RHE - BE
B9 6/MBIZHN BEEBT2/IHZIAN  HER 48 /NF
TR REREWNEREKRKE  TEFEAFZHML . 2 447
BT M R E  RmER RERAHWANEEN -
mE RS MERTERRESE  WIRAKERD K

Py P B OJR G o 7R A R AR P B ECORR MR UODLORE R g B -
AHBPEHWEMAE  FRAEETER R TERY
HEHM1 . 2 A BB EREERE - ARHWERA
Al R R o BEEE AR b WA B Al - B A R E K
5 % K9 AR OBE B — %Ay & E A B P A
AHBHWEMBUERS  RE-—ERGREEFTITHE
fEEsEH aBERHEHML . 240BERAERKNTE L
BRIy HEEALBRAEWTER e TER 2LEA
BEENHRBEEMNRZEM -

AUGERE A P BB FAZE (CNS)A4 #4 (210 % 297 2% ) -31 -

(o e 205 300 S e B0 (N B e R O )

e e &
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ABHEWEMBERS  HE-EBEHERY > HE
HEHHM1 . 2 4B EBSBHERAD  HEBEEAESH R
MR ECREMARY  LHTFTEReHNTER? & -

ﬁﬁf

" i B
A 1 .  THERoHBEEMBEHEMIL . 2 4 5 FE

g 2 s
NMEBBEREMBEKU 266 ( ATCC TIB 196 ) DL K %K
e Bt EHRERERHOBHEEME EAEHF1 0%

A BR Bs M 3 ( Whittaker Bioproducts . Inc, Walkersville,

MD, USA )W R PM I 1 6 4 0 ¥ & & ( Sigma, St Louis,
MO, USA ) M5 % BiBEEBREELY - M3 T7TTCTTFTEER -
EAEEV 1 .24 BORAEME > NI EEWRE®

BT ERmmERlR ((BABRBBAKFTRL — 1 — 3
Y LU EBFEEBEFERM BP-5233(HFFH
19 95&H4H2TH) FF -

BEEEMK (1 x10°/ ml1)®1000U /" m!]l
RKKH FEZa (KRBEHE - Rx) FE FTHIFFET
a4 8/ DWmEMEEMEHEML . 2 45K CF
LR s EF VL F B - 1 £on ) BB o Al g K
w0 . 1% 4 M H&EE ( Sigma, St Louis, MO, USA )
g0 . 0 2% WA (LB R & m® ( Gibco BRL, Grand
Island, NY, USA ) %@ % P AANERZEAEH (
Smeg, /ml ~#H+%F - - kKBkK)B®WPBS (100 x1l)

AWGRRE# A P BB REE (CNS)AL RAE (210 % 297 2% ) -32-

(S i ek 84 ko ¢ (VB e R OV )
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A7
B7

# -~ HHRHA (30)
hE W R 4CTFTRELDSDE -

Hg o mMA2 ¢« 1THFITC - AEI gG1 (
lmeg  m1l1)®KFITC-#HHMI . 2 45E (
lmeg, / m1l) ~R4CTRES O »EMELRO - EH
BN OE B A M g 0 AR E B BE R MR A
o0y l®WPE— anti— CD 3 8 ( Becton Dickinson, San
Jose, CA, USA) » #EfF#E RGO - @K o KMER
PBCHEBR2X > UaBE 1% MHEE (MLME KK
Y P B SHERE - Hk o £ HRDMERK ( EPICS XL,
Coulter, Hialeah, FL, USA ) - T HM 1 . 2 4 Fi R B X
o

HeER BHEMBEEU 266 (B 1) UEKEBEFR
HmgaE (B2) REMEK TKREERRAIMIL . 2 451K
TR FEE oW TE®EMHEML . 2 4 FIEER
e -

FEZoTEERBFERMABRMEML . 2 40KEN
£H @ MESBEEMARESNMNHEML . 2 4B HK
H - MHEHM1 . 2 AR ERAERORR  HAES
MR LW EE R HRNEBEEESE RETER
a BEFTHHEM 1 . 2 4 FiE KR E > A8 IR N E R
MR REEAERENEEIE

FHH 2 . DB AEREMET AEHHEMIL 2 4 RFEHE

(o i 2 i 380 B st B B s 250 o )

W 1) e {F ## AT -

'-"""-f-"f“"“,'"f-"-“,'“,"ﬂ'“"“'?'* "“f"f““,‘“f"“"

AIRREHEA ¥ BB EAZE (CNS)AL M (210 x 297 2% ) -33-
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- W (31)

MAEMFENERACFEZEEAHEAML . 2 4FH
R ET 0 T R B & R Ry B G E KRYEAT -

HM1 . 2 4BsEMNERN (FH5%EH: 3 ) H
PCRH ZRifiES - #MHABEKMMDEZMIBEKW DNAzol
reagent (G 1 BCO) B ARHBEERMDNA - AT ZE
W D N A fF B $# & » # 5 F HM2 k (
aanaggtaccagctgtctttetgtetgtee ) (FFI SR H# © 4 ) ~ IR
B ST 2 B ( atagtcatacgaagtagatgccatccag ) ( FF F 5t i
5 ) » {# A TaKaRa Tag ( & - K ) Ll Thermal Cycler
480(Perkin Elmer, CA, USA ) #fT P C R ( 9 4 T Imin,
55°C 1min, 72 °C 1min, 30cycles )

BEH2k bW EBRUBHEK pn I LK Bglll (&
o ) Eo®m - A E X K B ® p G L 3 -
basic(Promega,WI, USA)RJ Kpnl-BglIl fii & 2L D N A HEE
49 ( DNA ligation Kit ver . II » EHEE ) #M K1 & B
£ ( competent ) W ABHE IM1 09 (HAEZERLA) &
FEE  BREIENAKBEULEE L 00 veg ml WK
T EMELLBEEEDN3ITCTHEE > L QIAGEN
plasmid maxi kit (QTAGEN, Hilden, Germany ) FAELH B8 -

s BE#®HM- 2k /GL3LKRHEHEKD DI
B X h ol BEH » kilo-sequence fif FH deletion kit ( k£
oo B ) & B MR ( deletion clone ) - BEE AR
EE B E LW -493bpRENEREIM-
493,/GL3-%>HM-2%k,/GL 3LIRAGE Kpnl

AMKREBA ¥ EBERIEE (CNS)AL A& (210 x 297 2% ) -34 -

)

(oo i 5 4 o ke B (B e 355 O
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A BHRH (32)

DLRE ATIIT @EH » W bty FE®metEMRE  SEEAFH
i M E LW - 151 bp#®—770bp&iE - a4
mHM-151MKHM-77/GL 3

oM M B & # ¥ A W ff A Polyethyenimine-
Transferrinfection Kit(Tf PEI-Kit)(Bender MedSystems,
Vienna, Austria) - £ & Y& F B W & % 1% 88 A1 Dual-Luciferase
Reporter Assay System (Promega) - B I fa#k L& HF 50 ¢ M
Defferrioxamine ~ 1 0% FBSHWRPMI —16 408
B EET I MEE MHEEANERET { - P E I
mEo®E S MRKEEBR20reg  mIWAEBEERER
g0 . 4 4g  mlIWWPRL-SV40 - 1gg ml
mTf-PEIREZEAR MNEBRBRTEEEREZ2 07
% - MATf-PEI -BBEAKRIB{EREZLS X10°
Wk m L M KR4I TCHHERBEERUERER
e FREE 1 EM (we 1 1) B2x10°#MES
mlEEZsZ1 00l RI68EM(Wwe I 1) FEHE
Mo &85 & -

"M IFN-acEREEESO 101005
1000U,/m1 > ®W3ITCTF2XRERE- -#MEIUPBS
(— ) %@tk L2 0 p | B % 88 &M ® ( Passive
Lysis Buffer ) A f# > L6 o Il OEBEHMKC I 6 White
Polysorp Fluoronunc (Nunc) ¢ & Luminoskan (Labsystems )
30 ¢ |l WEBWR  WEKRBES10®#&ED 5 # & Firefly

LL B Renila Wy % 5 3 B - Il % & #8 Firefly/Renila & I & ¥

(oD 2k i 04 ko o N B b S o )

B bbbt e

AMIEREERA THBEEZE (CNS)AL #Hs (210 %297 % ) -35-
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F o~ BIARHA (33)
WA (midium o BB F B 1 K18 M E

HiE R FW2kbpllk493bpAKASR
[ FNaoltERBENE MELAAEERYBEERBEL
CHRAABEFENEBEEE LRI EBRRENERR - (
B 3 )

H oo ff e F 1 5 1 bpE®T7TDbpHA
EEEBEOEE P15 1 b WABEBERR
I FNaflgm RSB EEBETE - %~ FE - LW
TT7TbpWA L EREEE KR I F N o fl A EE S L

i

i

e (B4) - HBEHTTE1IS51bpEBFFERY
GAS element » I SREMEEFIMEME  HHEIF

Nofl B RKEZEEAESHFFAHRF > BRI RF KRR
gk R R T EE R B E

i}

r Wl L THEZHEEEMBMHEMI 2 4 RKEX

B 3
<L 38 58
mEmE 1 MRS AE EAHL1000U / mWiERX
o FHEEy ( R&D System A H ) ETMHAT - HER X
BHMEGEU266 (BES5) MEREEXEFTHEME (B 6 )

L FEE A BEHRHAML . 2 45 REXHEENE

¥

N
i

e

Fwel4 .  IRF - 28HMI] 2 AFBHEHHESE

MEMEHAM] . 24FHEBEENESKRET > X

AMIEREER ¥ AR ERE (CNS)A4 RAs (210 x 297 2% ) -36 -

(i D e sk 84 ) b dme b (N BN e S O )
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F o~ HABA (34)
EMS A ( Electrophoresis Mobility Shift Assay ) fF
HM1 . 2 48BN KEEY  WHA#ET > EMHIRE
- 2B aR T -

(1) ZZENYH R
mEHEMEU266 —B1 (ATCC -

TIB196)BM&AE1I0% ®WFBS (HyClone) &
RPMI—1640%#% ( GIBCO-BRL ) #3 77T T
5% MiEBABEEREPETEE TUTERa (

I FN— a) ( Pepro Tech EC ) i 4T ¥ # fg 1y W ¥ - B 5%
BEHETEHEMIFN - ZELRBER1I000U ml
MR 3 0 A8 - 2 /NEE - 4 /NER DL R 8 /)RR [ A A

(i 384 i e B (v B i 380 o )

M EEE AR %M PBS (—)F L1000 Tr pm#D
B FEERRE O BHEBEBMN1OmM Tris>> 1 0mM
NaCl >6mM MgCl 2 8YF -

Rk HEL S EZRE REL - RELHE®R - KM
%N 10mM Tris>»>10mM NadcC.l
6mM MgCl:>1mM DTT >0 .4mM
PMSF »1mM NasVO.B®EP - fFHBEHEINY
EHEMREAR KB REE > K6 000 g > 308D
CERBREWR o BHHREREBREREERT (2 0% WH
M- 20mM HEPES: »420mM NaC.

1 .5mM MgCl:z:>0.2mM EDTA >0 .2

m M PMSF 1 mM DTT >0 . 1mM

- B T o i e I e 2 g o S

AMIEREEA FHE RZE (CNS)AL A (210 % 297 2% ) -37-

R e &
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- HARHA (35)

Nas:VOs>2meg, /m !l BB - 5meg . mlBRE
BkE) b kBT EE200EZAKLL2000g 010
4y g B L 0 | B E O e

(2) mEHEHEYW (prob) MWHAN

EESEEY > RMHMI1 . 2 4EBHEEHFGAS (
I FN— ¢y &MHAFTM: GASHEHEFIB ttncnnnaa (fF
GlwemE : 8 ) ) ~ I SRE (I FN— a##HEERNT:
[ SR E#%4FF% B ngaaanngaaact (FFI 5 9 ) ) H
AR EY (BF&HF ttcccagaa (F I - 1 0 ) L
% ggaaactgaaact (FHIBEH : 1 1) MWISREZ2 - HF
D NA DSRE—F 2 ( aatttctgggaaactgaaactgaaaacct (
Fom o om o 1 2 ) ) MK I S RE - R 2 (
aattaggttttcagtttcagtttcccaga ( FFI 5 M 1 3 ) ) E A
FHEBESREBROWDNAKBEEYWI SRE 2 -

~ - &% % D N A a d p — 1 (
catggactctacttcgtatgactattgcagagtgee ( FFHI 88 @ 1 4 ) )
BLE a dp — 2 ( catgggeactctgeaatagtcatacgaagtagatge (fF
iR 15) ) BE > HEBERES unrclated REY)
adp - E&HEYH A Band Shift Kit ( Amersham Pharmacia
Biotech ) @ 2% - fkif Hfm ¥ HikEfr - I 5 0 n g MY IK
g r R ERDNAMER (a—-""P ) dATP(
90 C i) ( Amersham Pharmacia Biotech ) HJ X FE ¥ F

Bl Klenow F IR ESM#EIT I 7°C » 1 /NEFWRE - X FE

PN

AR REERA FEBEERE (CNS)AL R (210 x 297 2 %) -38-

(ot - i o B (v B il 0 o3 )

e At S



1248365

320 P % oo e H Ome 3o e 3P o 9% 3R

A7
B7

F - A (36 )

wOT % OB O R W OB E 2 %5 % M A Nick Spin Column
(Amersham Pharmacia Biotech ) f » #1171 6 0 0 r p m >

AN EHEBEOMBKVEBERFEEIREY

(3)EIFN-—afBmELEANMKERNT 2K MK

# B Band Shift Kit (Amersham Pharmacia Biotech, NI,
USA ) Wy fE ¥ H kT U T2 8E - HRAAE (1) FH
R AEHEWS L e ERYMAL2 ¢ |l HEMET L
lOxES@E®m®wsd (100mM Tris—-HCIL(
pHT7 .5) »500mM NaCl: »>5mMDTT)
oyl > MA4 w1l ®50% Hw > 1 g l®B1IE NP -
A0  UKE1ul®Wpoly (dl —dC) = poly
(d1-—dC) »MmMA2 e LA (2) AW P I
% I SRE - 2B&EYW MAkEZ2ER2 0 ¢ 1 & KK
NEERESWREE TET2 05 &0 IEEHZE - AT E N
M A REFENBEAR T Baf " PAEZRTI SRE -2
REVEELEKES -

FEW 1 8 ¢ L FmA2 ¢ l#H 10 xRa®E (KR
mEmE) R 1 XTris-HERBRGE®K (2 omM
Tris->»>190mMHEKE 1mM EDTA">
pHS8 . 1) R 7 . 5% WKMEKSBRB EETEIK
LBk R O BB N ER L BEREBEREMK L -
DU B as B e T R MR 7R ORU MR KR DL X OB E BB H O e
R

ARMIER EBA PHEEEZE (CNS)AL M (210 x 297 2% ) -39 -

(i e 0 bt B B e 8 i )
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%~ R (37)

NEEBEBEFAMERN YO RKE®R ( (NEC —) )
CEMARTEZ oW MM MEEN MBS &Y ERY K
FREW [ Oh ) -~ #{EH 8 /I EHMERERLEREEYH
G5 0n g KM EM I SRE 2 ESYENMRZ K ER
(8h (+col d) ) ~ BlK 8 /NEMWES®KZENMK
N5 0 n g B unrelated &YW a d p LR E®W (8 h
(+cold unrelated ) ) - 3 7 41 & i 48 [ 9 & B 3 17 15 3% 10
B

Gk A B 7 TR - BIULIE 7T MBI P ER A B E R H
M1 .248M HH2ERDNAKAYE BT
R AW T %2 U266 - B 1 #MKPHE QMY E
i

(4) K ELERE X EEDE TS &K T

mEia (1) Frad & > BHEMIEU 266 —B 1 (
ATCC-TIB196)MK1000U0 ./ m1KyFER
— aWWEE TR /IEREERE  FHRLENY - K& Band

Shift Kit(Amersham Pharmacia Biotech ) HJ £ #& i H F it #
TR EME - 5 v e WERYWAPFMZ v« g WHE
M EBRTHEHESEE 1L 8 SIFENER/MNEXKER
o FARTHE Kk 1ot FTHEAY 2 v 1 Z 1 0 X KGRk |

4 ¢ 1®850% HwW-1pglzl% NP—-40RMK
lgylZzPoly (4l —-—dC) «Poly (dl-

dC) o Fm2 e | AT ERE HEXE®RLIRK?2

AMIERREBA ¥ EBERZE (CNS)A4 MA& (210 x 297 2% ) -40 -

(i D 3000 380 e B (N B s R e )

'----j-j---f--f-‘l*-f--ff?--‘--“%?‘l“‘f-'f“"f"'f"""
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B~ BHRA (38)
vl ZEIH (2) FANMEBREEY  WAKEZES
20 ¢ 1 %% HWREREAYWNEETIHE2 0D EYE RN
% o

LR MR &% 0 LLW bl (3 ) FTEC (T Bk 0

)

1718 9% 09 0 Ml -
fEB Fdmp e > wHEMATRINE (£ —-FEEFR Santa
Cruz Biotechnology )
M- ABESTAT1 p84 ./ p91 (E—-23)
() RTFZMMBAAE (SC—-364X)
M- ANESTAT2 (C-20) ‘RFZMERI

(D 2 0o e B (v B e 388 o

(SC—-—476 X)
M- ESTAT3 (K—-15) ' RRFZHMMERN

i

8 (S C—-—483X)

- ABEMISGF-37yp48 (C-20) 8T
L EE (SC—-—496 X)

- ABEIRF-1(C—-20) '®RF¥FZMMERN
B (SC—-497X)

- AEIRF-2(C—-19) '®RF+Z/MERN
# (SC—-—49 8 X)

M- 1CSAT (M—-17) " FZMERIE
(SC—-6059 X)

oo {E B OH A - fE 6B BT R OR WA B RN
fEm e XKE®R (O] cHM1I 000U/ " ml &+
BE oW TS/ KEBRMMIEENY  THNKEN

3PV Ooue 354 Mmoo P 3 gl o O B

AMKREBA AR FZE (CNS)AL R (210 x 297 2% ) -41 -
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B BHARH (39)
FRE® (8h ) s MUAAIEHI SRE2EEWHEMS O
ngAEHEWI SRE2QEEWIRKER ( 8 h (
+cold) ) UEBMAEHI SRE2EEWHFM
50n g AXAEHIdpEEYW 2 XE® ( 8 h ( +unrelated
cold ) J % » 1 ki F AH [ B g B o
GERWE SRR c HE S UWEHE > Bl FEE
M FTHEBNMBFAESEMYW T ZEHLI SRE 2HEEY
SO R o HE®H - I RE - 2HEES > HEHM
]  2ARBHTHABFEEEACE T > BEFBESR T

I RE -2 -

i}

T 5 . B I RE-22HMI1 . 2 A& FEEALLZ

\

=3
Ly
b=(1il
oy

I RE-2HFHHEHMI1 . 24 FHFEEHNEE
CHAH U266 MARERABEERAE  ET-EREL
IRE-2EEFHMI1 . 24 F 2@k EHELER-
DT ESRTEHABHEEMBEHKRT266 —B 1 (
ATCC TIB196) -#EFEBEAEHFH10% FBS
( GIBCOBRL ) W RPMI —1640%%&E%E ( GIBCO)

PUF f8 medium ) - # 1T 5% C O 18 & & -

(1) MESEHEFHM]1 . 24FHTFEHWES
HM1 . 2 4F#FHrecEKRBEP CRHMRLEAFAES
SE= AN = < 11 N A > i

AUEFRRE#A P HBE RIZE (CNS)AL M5 (210 x 297 2% ) -42 -

W B R )

(o} i ek i 354 ) kot

'““"“'f“""“"_““.-""-‘"-,-'33‘"""-'?ﬁﬁ 8
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A BHERHA (40)

i DNAzol reagent(GIBCO ) - 7 & gt & DNA -
fi 2 2 K B DNAEBHEE > #HI FHM2 k (
aaaggtaccagctgtctttetgtetgtece ) (FHI BB © 1 6 )

B ST 2 B ( atagtcatacgaagtagatgccatccag ) ( & % 5% i °
1 7)) -~ A TaKaRa Tag ( T # & > K& ) 2l Thermal
Cycler 480(Perkin Elmer, CA, USA ) # {7 P CR (9 4 T >
14 -~55C: 1%9#% 72T 15%#- - 30XEH)

FriE o8 2 k b i A B LLE# B Kpnl,BglIl ( B ¥ & )

(D 2 e 30 Aot BV B b 8 o )

o FEEKBE#E D GL 3 — basic(Promega, WI, USA)HY
Kpnl, Bglll {i & f# A DNA ligation Kit ver . II(H ¥ &)
TR AL AT BT KB ® JM109(Nippongene ) #E 1T HEH P -
W s ABEMULEELI 00 g m 1 BETHERBR
2 L BEEZELI3TTCTEE > L QIAGEN plasmid maxi kit
(QIAGEN, Hilden, Germany)#i ® H & #& -

e v BE®™HM- 2k GL3LEHEKDpPDnIIU
B X h o I # ¥ > kilo-sequence fif /3 deletion kit(#k & & M,
W v ) B R B 2 # % (deletion clone ) & EH & FH H # & &L
BmEE B -49 1 bpBENWEBIM-491/
GL3-®% > HM-2 %k /~GL3URHEBEKTD PnIDIK
Af 1T 1T @E®E  WmEhWwAFEHAREMR HFEHEEH
M EEEELEE - 151 bpBEMHEM-151/
GL 3 -

BEMHM -2k /GL3IBHERMELEHIFT10S (

HE D O i H om0 e A of 9 B

AUFRREBR T ERBAREE (CNS)AL #AE (210 x 297 %) -43 -

'_"'_"—__':"_.""_"___._""'.—"___,_____"ﬂ’"__'_'""ﬁ "—_.____,"___,__"'f___-_—
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B7

o BRARHA (M)

tttcggtacctaattaatcctctgcetg ) (F ¥ M 1 8 ) Lk G L
Bl 7 2 ( ctttatgtttttggegtcttcca ) (FF B 1 9 ) » &
Ff TaKaRa Taq ( & # & - K # ) LI Thermal Cycler
480(Perkin Elmer, CA, USA ) #{T P CR (9 47TC 17~
55°C: » 144% -727TCT > 1% -30XE&H) - i
2B BE LDURE ) B8 Kpnl, BellI(H ¥ & )@E B FAE XK EE
pGL3-basic(Promega, WI, USA) # Kpnl, Bglll f{i B ff A
ligation high(E ¥ §5 ) ETMMEML - B BT RKEEF
IJM109 (HAEHRAA) ETHP -

W s W ABEULEE 100/ m1IWETS
Wz LBEERELI3IT7TTCTHEE > B QIAGEN plasmid
maxi kit (QIAGEN, Hilden, Germany ) 4 ® H H & - W H
e EEHEHERLELE I 25D BRIENEREHIM -
125,/GL3-% HM-2%k  / GL3FHEEHE &
e FTHMP 7 00 ( aaaggtaccagagtttacctggtatcctgg ) (
FHl M : 20) Mk GLEIF2 » UMHERRWDEKRET
P CR « pGL3-basic 1 R % B Kpnl XA K
AfIIIMEE ARR MBI EHEREE LFY
700bpBIEEWHM-700,/GL 3 -

HHM -2k /GL3EBHEKEMEMS T
H M P ' 0 0 L K 1 1 A (
cagaggattaattaggtaccgaaagagaggtgggetttt ) FF 5l 5% 5 -

2 1) » HHKODXRAM (RKEHM) L Thermal Cycler

480(Perkin Elmer, CA, USA ) #7 P CR (98T »15H®

RUBFERREBA P HE FEE (CNS)A4 A5 (210 x 297 % ) -44 -

SR )

o P 290 3 e B e B

'_"—___—__._"_._"__—"_."—".""'_,"'","‘“ o
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A7
B7

B BERHE (2)

6 5C 2% -74C>30K - 25RXEH) - AE
2 Fr By ff Bl Zero Blunt TOPO PCR cloning kit for sequencing
ver . B(Invitrogen),f A pCR4 Blunt-TOPO & ¥ - T 5 X
BEUEHFBEKpn I EHR > BIKH50DbDpHHE:
HM - 125 /GL3ZKpn Ifii&EfHA ligation high &
A ML E R L EEEBE LK - 120 EFE-1405
Wiw~dl SRE /GL 3 -

(2) B I RE - 2XRHEE

IRF -2 XBHBEEMOUTHSE - DUTFERa (
1000U /m 1) M#EBLS/NEKEHNU 26 6 MK &
JEHTRIzol%ﬁ%(GIBCO—BRL)%HQZ%
RNA - #HA%—#cDNAGHMEM ( First-strand cDNA
synthesis Kit(Pharmacia ) ) > % % R N A B & & > &
Notl—-—d (T) 1«EB3 F#T3IT7TCTILNAHHNFEH
R ME - B2 c DNAMEBEHRE  HHIRF 2 -F 2
( ttgtattggtagegtgaaaaaage ) (¥ HRHE + 2 2 )
I RF 2 — 2 R ( cagctagttcacattatctegtce ( 7 51 5T 5 -
23)EBIFULA-Taq (HFEE) #TP CR (
94C>45®Hm-60C:>458H 72T 60
4 0 R EHE)

iy P CRREBRMESSHESE  HEHIRF2-F1
( agagggtaccatgccggtggaaaggatgeg ) (fFHIHBEHEE © 2 4 )

I RF 2 — R 1 ( agtcggtaccttaactgctcttgacgecggeg ) (7 ¥

AMEREBA ¥ AR RZE (CNS)A4 R4 (210 x 297 2K ) -45 -

Yo e (VB e 1 oS )

s

(i P 2 it

'—____—___,——-T——____-_——_'—‘-___'__“-"ﬂ__—-___'ﬁ ]
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WA (43)
e o 9 5 ) EBEF  LKODREAER (HREMH) BX
"/ PCR (94C:>»45#H - 60T 4 58 -~ 7 27T >

6 0F - 3 0XEH) - TG EIURHEE Konl E 2,

CMV(Invitrogen)® Kpnlfii & » 8% I RF — 2 RHEEE

p Il RF—2 /7BHH#¥ ( tracer )

(3) AEERGEENHE

oM Mk O m B # B/ A (& LI Polyethyenimine-
Transferrinfection Kit (Tf PEI-Kit)(Bender MedSystems,
Vienna, Austria), # #% >t % B W ¥ £ M Dual-Luciferase
Rporter Assay System(Promega) - M@ RN & F 50 ¢« M Yy
Defferrioxamine 82 1 0% W F B SZRPMI —-—1640
ek KB ANEBRHET I -PELIRRESG®E
HMERBERLEER20ce / M1l WABRERER - 20
v g,/ ml1l®Bp Il RF -2 /EBHERK pTracer — CMV >
0 .4upweg/ mlHP pRL-SV40 - >1prg/ /ml
Tf -PEIZEHIEAK REBRTZ2ZOOSHEENEE

N

=

bl
i
op

5 x 1 0°#ME, mlMEILT f - PEI
W3 EAEMA > ETA4/NE3I7TTCTHREBEREE > ME
HEHEBZK O LL2X10°MEE,/ mlRBERE 1B (
well)100ugl®EELLIGEHEM (we Il 1)

FEEEMNETESE - BMIFN-acWERRERS O H

B ligation high( 3 ¥ # )& A N £ T H # pTracer-

AR RZBA ¥ B EREE (CNS)AL RIS (210x 297 2% ) -46 -

(- 2k B0 Aok B (v B s 0 o )
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B7

B~ HRARA (44)

1000U/m1 &3 7TCTH2KEE ML
PBS (—) Bt WWHRMH20 el WD M®ESDR
 Hd 6 o 1 EAKCI 6 White Polysorp Fluoronunc
plate (Nunc)® - # Luminoskin (Labsystems ) HEEHE 3 0
pl > HWERMBAES1 0o 5 W & Firefly,Renila HY 3 )t 58
B Ml E {E LL S 1T Firefly/Renila WH E B R 2B EM KE
fH ¥ E

(-2 i ot i ek B (v B i 0 o )

'""___"______"__"__"_—_"':'_"__—"'_",—'ﬂ___"'__'?P'E ""'—‘_"—_,'_"__.____,___—""

(4) &%
BHM1 . 24 BaAEREIRF - 2XHAEE

il

H AU 266 #MKEF > HE

BAAEHE (B9 ) - HE&ER > I RF - 2/AGHML
ZH 1 SREHBEfM (motif)FiMZz—-—T700HUkK-
15 1/F ®AKWIRF-2ERIAMBEAZECREE®
o B —JFm k]I SREFHHWII SRE GL 3H
FRIRF-2EXREMESKRBELEZBEETNEWL -
UE#HEREBEHMIRF -28HHEMI1 . 2 4F&T1TH
Il SREERE > WHEABRALERELE -

(5)HIRF-2HBEBHAXRAEFTSHIM 1 . 2 4 fUEW
g 58 HE 5

IRF-2HHMI1 . 2 40EXBHENEL > (RH
¥ I RF - 2FXHE® (pI RF -2 /78H#E) NHK
fLE 8 ( pTracer/CMV ) M bt FEHE AU 2 6 6 Mg - &

AETKRREEA T BB EREE (CNS)A4 M4E (210 x 297 2 % ) -47 -
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$E 0 Pl o O M mo 3 e 3 g of S TR

A7
B7

B~ RABA (45)

Il E2 XKW EERMSMMBELR  FE - XELLZEIA
HMHM1 . 24n@id - #MEL&LEs  HERSE Z UK
DLOFE T TCHEBWEEL ¢ GIERE - FHMMELFR -
DU By A B 0 2 2 ey F 1T T C & D 9 & - i FE
I RF-2KREERE AMIE  HHKERSES AMIEIFEIL
W MR HF ITCHERKRSZMEREZ -

WBEHEMNB DHEOE 1 3SHKREEZAERBED F F U
ke & A7 B

T 2 0 LR 4 ey T8 T3 5l W 3R R

Mohbk c HARB ZRBMBABEHRL T H L -

il

maEaEw (1) %8 KEB#HE&® DHS5a (pRS 38
-pUC19)
FEHWBG - FERM BP—-44 34
FHEHEHHE 199 3F10H5LH
(2) &%f@: 2HE - ZEBMGHE HML.24
TEWMEB c FERM BP-—-52 33
FHEH® 1 995F4H27H
(3) %M RKEBEAFE®E DHS a
(pUC19—-—RVH°Ir—-—AHM-g 71 1)
HESME : FERM BP—-56 4 3
FHEHBM 1 996F8H29H
(4) %M REBERHE DHS5 a

(pUC19-1.24H—-—gv 1)

AHERREBA F BB FRE (CNS)A4 HAg (210 x 297 2% ) -48 -
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A7
B7

E ~ BB (46)
S %M FERM B
FEHH 199 6 F8
(b)) %M RIEHFHE D
(pUC19-RVLa
X7 FERM B
FEHH 1 99 6 F 8
(6 ) %8 RKIEHEE D
(pucCc19-1.214
XEHE: FERM B
FEHH -1 99 6 F 8

H 2

O v & T o o
Ol

4 4

— g k)

4 5

46

AWGER E# A P BB EAEE (CNS)AL M4 (210 x 297 % )

- 49 -
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0 P 3 O 350 1 ome 3 e P gl o S 6

<130> H757
<160> 5
<210> 1
<211> 1073
<212> DNA

<213> AN #

<400> 1

10

30

45

15

A7
B7

F -~ WA (47)
RIS

<110> CHUGAI SEIYAKU B & R 2\ |

<223> B HMI 4B EHEBENE 8 F 7

<120> UTEZ o EBEMER MG MHL.24 T R 2 & 3 18 58 Al

gaattcggca cgagggatct gg atg gea tct act tcg tat gac tat tge 49

Met Ala Ser Thr Ser Tyr Asp Tyr Cys

1

35

50

5

20

aga gtg ccc atg gaa gac ggg gat aag cgc tgt aag ctt ctg

Arg Val Pro Met Glu Asp Gly Asp Lys Arg Cys Lys Leu Leu

ata gga att ctg gtg ctc ctg atc atc gtg att ctg ggg gtg

[le Gly Ile Leu Val Leu Leu Ile Ile Val Ile Leu Gly Val

att atc ttc acc atc aag gcc aac age gag gee tge cgg gac

Ile Tle Phe Thr Ile Lys Ala Asn Ser Glu Ala Cys Arg Asp

99

ctg ggg a7
Leu Gly

25
cce ttg 145
Pro Leu
40

gge ctt 193

Gly Leu

AUMKREER F BB FARE (CNS)A4 A& (210 % 297 2% ) -50 -
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A7
B7

B BRRA (48)
cgg gca gtg atg gag tgt cge aat gtc acc cat ctc ctg caa caa gag 241

Arg Ala Val Met Glu Cys Arg Asn Val Thr His Leu Leu Gln Gln Glu

60 65 70

ctg acc gag gcc cag aag gge ttt cag gat gtg gag gee cag gec gee 289 iﬁ
Leu Thr Glu Ala Gln Lys Gly Phe Gln Asp Val Glu Ala Gln Ala Ala ?5
1
i)
75 80 85 Iy
pr 4
acc tge aac cac act gtg atg gce cta atg get tec ctg gat gea gag 337 &
¥
Thr Cys Asn His Thr Val Met Ala Leu Met Ala Ser Leu Asp Ala Glu §

3

90 95 . 100 105 %
X

aag gcc caa gga caa aag aaa gtg gag gag ctt gag gga gag atc act 385 ‘E

Lys Ala Gln Gly Gln Lys Lys Val Glu Glu Leu Glu Gly Glu Ile Thr
110 - 115 120
aca tta aac cat aag ctt cag gac geg tct gca gag gtg gag cga cig 433
Thr Leu Asn His Lys Leu Gln Asp Ala Ser Ald Glu Val Glu Arg Leu
125 130 135
aga aga gaa aac cag gtc tta agc gtg aga atc gcg gac aag aag tac 481
Arg Arg Glu Asn Gln Val Leu Ser Val Arg lle Ala Asp Lys Lys Tyr
140 145 150
tac ccc agc tcc cag gac tcc age tcc get geg geg ccc cag ctg ctg 529
Tyr Pro Ser Ser Gln Asp Ser Ser Ser Ala Ala Ala Pro Gln Leu Leu
155 160 165

att gtg ctg ctg gge ctc age get ctg ctg cag tga gatcccagga 575,
Ile Val Leu Leu Gly Leu Ser Ala Leu Leu Gln

170 175 180

agctggecaca tcttggaagg tccgtectge teggettttc gcttgaacat tcccttgatc 635

(@p]

tcatcagttc tgagcgggtc atggggcaac acggttageg gggagageac ggggtageeg 695

gagaagggcc tctggagcag gtctggaggg gecatgggee agtcctgggt ctggggacac 759

"'_"""_"_':___"'_——___,____\"'.'___.___"'"‘—“r"__'___'ﬁ ""'",_""__"""f"""f""_'"'"

RFERR EHA P BB FAZE (CNS)A4 A4 (210 x 297 2% ) -51-
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A7
B7

£~ AR (49)

agtcgggttg acccaggget gtetcectee agagectece tccggacaat gagtceccce
tcttgtetce caccctgaga ttgggeatgg ggtgeggtgt ggggggecatg tgetgectgt
tgttatgggt tttttttgeg gggggggttg cttttttctg gggtetttga gctécaaaaa

aataaacact tcctttgagg gagagcacac cttaaaaaaa aaaaaaaaaa aaaaaaaaaa

aaaattcggg cggecegcec

<210> 2

<211> 180

<212> PRT

<213> AN %

<223> HM1.24 i 8 & 0 B W & & 7 ¥l

<440> 2

Met Ala Ser Thr Ser Tyr Asp Tyr Cys Arg Val Pro Met Glu Asp Gly
1 5 10 15
Asp Lys Arg Cys Lys Leu Leu Leu Gly Ile Gly Ile Leu Val Leu Leu
20 25 30
Ile Ile Val Ile Leu Gly Val Pro Leu Ile Ile Phe Thr Ile Lys Ala
35 40 . ‘45
Asn Ser Glu Ala Cys Arg Asp Gly Leu Arg Ala Val Met Glu Cys Arg
50 55 60
Asn Val Thr His Leu Leu Gln Gln Glu Leu Thr Glu Ala Gln Lys Gly
65 70 75 80
Phe Gln Asp Val Glu Ala Gln Ala Ala Thr Cys Asn His Thr Val Met
85 90 95
Ala Leu Met Ala Ser Leu Asp Ala Glu Lys Ala Gin Gly Gln Lys Lys
100 105 110

815
875
935
995
1013

AUFERRERA P REFIZRE (CNS)AL HA& (210 x 297 2% ) -52-
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A7
B7

-~

FHEARA (90)

Val Glu Glu Leu Glu Gly Glu Ile Thr Thr Leu Asn His Lys Leu Gln

115 120 125

Asp Ala Ser Ala Glu Val Glu Arg Leu Arg Arg Glu Asn Gln Val Leu

130 135 140

Ser Val Arg Ile Ala Asp Lys Lys Tyr Tyr Pro Ser Ser Gln Asp Ser‘

145

150

155

160

Ser Ser Ala Ala Ala Pro Gln Leu Leu Ile Val Leu Leu Gly Leu Ser

165

Ala Leu Leu Gln

<210> 3

180

<211> 2016

<212> DNA

<213>

il

<400> 3
actaaaagtc
ctctectetet
cacatgacct
gtatccaata
ctggtagtgg
tttctacact
cctacagtaa
acagctgcaa

aatcaatgct

NE-

<223> EEE OHMI 24 BB E A E TR HEWMERNIEZ HFRF

tctgatatge
geecteggetg
tacctatcat
aataacagca
tcceeeggge
ctctegtege
ttttaaaggg
aatttagaga

dagagaggaa

agaaataatg
ccaggcaggg
tggagatgac
cagccagaca
ccagectgtcet
cgcacacagg
aagagcaaca
ggacatcaat

attcatttge

170

gcataagctg
aagggcecccc
tcacactctt
ttcggggceca
tttcttttat
gagagaccca
aactttcggt
ctattattat

ccagaggtge

tctttctgtg
tgtccagtgg
taccctgecce
ctaccagtct
ctcttegtet
ctgaccctgt
ttgcagggct
ccacatttta

accaccctgg

175

tgtcceetet
acacgtgacc
cttttgettt
ccgegeattg
tgtgtcttta
ggggetggte
gggactgttt
cagctgggga

cctccaatgt

60
120
180
240
300
360
420
480
540

AERREBA PEEFEE (CNS)AL RA& (210 x 297 2% )

-53 -
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A7
B7

gcaattcatg
agaacagtgc

tgcacctgga

aattttcagc
tttgtttatt
acaatcatag
tcccagecte
atggggtcct
géaggcctgg
aacatggaaa
cacaagaaaa
gggectgatt
ggeectgtta
ggagtcccag
agaccgacat
ctgttgectca
atgaagccct
acccaggecc
tcagtttccc
tacagatgaa
gacttaagat
aagggetttt
aaaacctaat
tcctggaact

gattccagca

B~ HHARA (S)

caattgtgat
tgctcaaata

gtecetggeca

aagatcatct
ggtttaagag
ctcgetgcag
agectgggac
tctgagggat
gctetggact
tggcagacct
acatgcagtc
tcctgtagga
ttceceetttg
gagcactttt
tgtttgttgg
cacaccctee
gctegteace
cgeeeccaga
caggtggaga
tacaggctgg
ggagtgtccce
aaagcagggt
taatcctctg
tgctattggt

ccctecccta

ttccgacctg
agtcagctta

ggetggtagg

cccacagett
atgggatccc
cctcaaactc
cacaggcatg
gttggagtca
tgacctcgec
aacagaatct
ccctttcage
agccctgget
cagatgaaga
tctggaagta
ctgggteggt
atgtctccca
acagagacac
cccaggecct
ccggaccaac
cacggcctag
aggcagccac
gaaaaaaaaa
cctgtaggtg
caggacgttt

actccaggcec

atg gca tct act tcg tat gac

Met Ala Ser Thr Ser Tyr Asp

5

gtcccaaact
gtcaaataag
tceetectece
gttaattggt
actctatcac
ctgggctecga
taccaccatg
gggeetgggg
tactgtctgg
gggetgtggt
ggtcatgccce
ctcttggeca
aacaggctca
ggagecttgtt
ctcccagttt
tagtcccctce
ctgaacacaa
geectcacte
aatgatggcc
gcactcagta
agttggetgg
geecacctece
cctcatgcaa
cctatgctaa

agactccttt

aaccctaaag
tcaggcaaag
tgggacaagt
tcttggttet
ccaggettga
gtgatcctcce
cctggeteta
ggagttccce
ccectgetgaa
caggatgtgg
agcagttgeg
catggacagt
gagagtttac
tcctgeaggt
tcagctgget
ggtggggaca
aaaccagtcc
caccacgcaa
tctgeetett
acacacggca
cacccagttg
tttctgggaa
gagctgetgg
taaaggggty

cagctaaagg

ttagcaggcc
gtcgtgtett
tcaccctcag
aagtgatttt
gtgeegtgge
tgéctcagcc
agtggcttta
aggccttctg
aagaaaaaaa
ctgaagaagc
tgccgataat
gtctgagget
ctggtatcct
gccaagacag
ccagtctcac
gaggcactgg
ctggggtcag
ctgtgcaacc
caggtcatag
gaggcacagg
ggaagggcece
actgaaactg
tcagagcact
geecgtagaa

ggagatctgg

600

660

720

180

840

900

960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800
1860
1920
1980
2040
2061

AMIRRE#EA P EBE REE (CNS)AL R (210 %297 %)

-54 -
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2
)
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A7
B7

E o BHRA (92)

<210> 4

<211> 29

<212> DNA

<213> A& ol
<220.

<221>

<222>

<223> 5l ¥+ HM2K

<400> 4

aaaggtacca gctgtcttte tgtctgtce

<210> 5

<211> 78

<212> DNA

<213> N & F 5
<220>

<221>

<222>

<223> 5]+ BST2B

<400> 5

atagtcatac gaagtagatg ccatccag

<210> 6

<211> 2144

29

28

AUFRREHA FERBEAEEZE (CNS)AL MAE (210 x 297 2% )

-55-
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A7
B7

E - HYARHA (53)
<212> DNA
N

<223> #m M IRF-2 & 0 E Z &% H & F 7

<213>

<400> 6

aactgacggg ctttcatttc catttcacac accctagcaa cacttatacc ttgcggaatt 60

gtattggtag cgtgaaaaaa gcacactgag agggcaccat gccggtggaa aggatgcgeca 120

tgegeeegty
acaaggaaaa

gctggaggag
gaagattttt

cagataaact ccaacacgat

ggatgcatge

ccecggggete
ggctagacat

180
240

aagtggctta

cagatcccct gggtgggatyg

(i 2 it o0 ) o B (VB i 150 O )

tggaaaaaga tgcaccactc tttagaaacc gggcaatcca tacaggaaag catcaaccag 300

gagtagataa acctgatccc aaaacatgga aggcgaattt cagatgcgec atgaattcet 360

tgcctgatat tgaagaagtc aaggataaaa gcataaagaa aggaaataat gcettcaggg 420

tctaccgaat getgeececcta tcagaacgge cttctaagaa aggaaagaaa ccaaagacag 480

adaaagaaga caaagttaag cacatcaagc aagaaccagt tgagtcatct ctggggectta 540

gtaatggagt aagtgatctt tctcctgagt atgcggtect gacttcaact ataaaaaatg 600

aagtggatag

2
)

T P % Do H omo o e I e o S 3

agaatcaaga

agagcgacga

tacggtgaac
gattgtcacc

gecagccggte

atcatagttg
aatccgccag

agcatgagcg

taggacagtc
acatttgcca

agctctaccce

ccatctggac
agttgtagag

tctgcagate

agcaacattg
gtgaccactg

tceceeegtgt

660
720
780

AUFRRE#HA FERBEEZE (CNS)AL R (210 x 297 % )

-506 -
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A7
B7

F o~ BEBE (O4)

cttcctatge agaaagegaa-acgactgata gtgtgeccag
ggcggecaca ctggeggaag aggaatattg aaggcaaaca
ctcgaggete ctacctgetg cceggeatgg cgtecttegt
tccaggtcac catcaaégag gagagcaatc cggtgccttﬁ
ttcaagacct ccccetttet tcctccatga ccccageatc
gggagacceg ggecagegtc atcaagaaaa catcggatat
gctgttaage ctetgactct cegeggtggt tgttgggget
ttgtttgtat tttatttttt tctctctgac acctatttta
ccttgacaat agaacattga ttgetgtgtc caactccagt
tcaggactcc agcccattgg tagacgtgtg tttctagage
actcactcaa gttcaaggac caacaagggc agtggaggtg
Qccagcaagg tggagtggat gecctcagaac ggacgagata
tttattcttg tgaatatgta cataggcagc actagcgaca
ttatcttaaa gcacttacag ataggecttc ttgtgatctt
cagcacccee ttetctgeee attcecccage ctetettect
atcccatcece atcccatcce getettttee taéttttcct

acatccggag gagaagaagg aaatgaattt ctctacagat

cgatgaagag
gtacctcagce
cacttccaac
caacagctcc
cagcagcagt
cacccaggee
tcttggettt
gacaaatcta
acctggagct
ctgetggatc
ctgcattgcce
atgtgaacta
ttgcagtctg
gctetatctce

atcccatccce

agtgecgage
aacatgggga
aaaccggacc
tggeecectt
cggeceagacc
cgcgtcaaga
gttttgttgt
agggaaaaag
tctctttaac
tcccaggget
tgcggtcaag
gctggaattt
cttctgcacc
acagcacact

atcccatccc

tccctcaaag ctteccattece

gtccecatttt

cagactgctt

840

900

960
1020
1080
1140
1200
1260
1320
1380
1440
1500
1560
1620
1680
1740
1800

)

>

qul

any g H"

o

(D 2 e 80 e B N B

AEEREER ¥ BB RIZE (CNS)AL #45 (210 x 297 %)

-57 -
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A7
B7

- ZEBAIER (99)

taaaaaaaat ccttctaatc tgctatgett gaatgccacg cggtacaaag gaaaaagtat 1860
catggaaata ttatgcaaat tcccagattt gaagacaaaa atactctaat tctaaccaga 1920
gcaagetttt ttatttttta tacaggggaa tattttattc aaggtaaaat tcfaaataaa 1980
atataattgt tttttatctt ttctacagca aatttataat tttaagattc cttttcttgt 2040
ttatcagcag ttgttattac atccttgtgg cacatttttt tttaattttg taaaggtgaa 2100

aaaagctttt atgagctcat ctagcaatca gattttcctg tgga 2144

<210> 7

<211> 349

<212> PRT

<213> N M

<223> IRF-2 & HEH W & & K F 5

<400> 7

ABRREEA ¥ B R RAZE (CNS)A4 MR (210 x 297 2% ) -58 -
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A7
B7

E - A (56)

Met Pro Val Glu Arg Metirg Met Arg Pro Trp Leu Glu Glu Gln Ile

1

L "5 10 15
Asn Ser Asn Thr Ile Pro Gly Leu Lys Trp Leu Asn Lys Glu Lys Lys
20 25 ‘ 30
[le Phe Gln Ile Pro Trp Met His Ala Ala Arg His Gly Trp Asp Val
35 40 45
Glu Lys Asp Ala Pro Leu Phe Arg Asn Arg Ala Ile His Thr Gly Lys
50 55 60
His Gln Pro Gly Val Asp Lys Pro Asp Pro Lys Thr Trp Lys Ala Asn
65 70 75 80
Phe Arg Cys Ala Met Asn Ser Leu Pro Asp Ile Glu Glu Val Lys Asp
85 90 95
Lys Ser Ile Lys Lys Gly Asn Asn Ala Phe Arg Val Tyr Arg Met Leu
100 105 110

Pro Leu Ser Glu Arg Pro Ser Lys Lys Gly Lys Lys Pro Lys Thr Glu
115 120 125
Lys Glu Asp Lys Val Lys His Ile Lys GIn Glu Pro Val Glu Sér Ser
130 135 140

Leu Gly Leu Ser Asn Gly Val Ser Asp Leu Ser Pro Glu Tyr Ala Val

145 150 155 160

Leu Thr Ser Thr Ile Lys Asn Glu Val Asp Ser Thr Val Asn Ile Ile

165 170 175
Val Val Gly GIn Ser His Leu Asp Ser Asn Ile Glu Asn Gln Glu Ile

180 185 190

Val Thr Asn Pro Pro Asp Ile Cys Gln Val Val Glu Val Thr Thr Glu
195 200 205

AUGRREEA BB EAEE (CNS)A4 A (210 % 297 2% ) - 59 -
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A7
B7

-~ HBRRHA (97)
Ser Asp Glu Gln Pro Val Ser Met Ser Glu
210 - 215
Ser Pro Val Ser Ser Tyr Ala Glu Ser Glu
225 230
Ser Asp Glu Glu Ser Ala Glu Gly Arg Pro
245 250
[le Glu Gly Lys GIn Tyr Leu Ser Asn Met
260 265
Leu Leu Pro Gly Met Ala Ser Phe Val Thr
275 280
Gln Val Thr Ile Lys Glu Glu Ser Asn Pro
290 295
Trp Pro Pro Phe Gln Asp Leu Pro Leu Ser

305 310
Ser Ser Ser Ser Arg Pro Asp Arg Glu Thr

325 330
Lys Thr Ser Asp Ile Thr Gln Ala Arg Val
340 345
<210> 8
<211> 9
<212> DNA

<213> AN & ¥l
<220>
<221>

<222>

Leu Tyr Pro Leu Gln Ile
220
Thr Thr Asp Ser Val Pro
235 . 240
His Tfﬁ Arg Lys Arg Asn
255
Gly Thr Arg Gly Ser Tyr
2170
Ser Asn Lys Pro Asp Leu
285
Val Pro Tyr Asn Ser Ser
300
Ser Ser Met Thr Pro Ala
315 320
Arg Ala Ser Val Ile Lys
335

Lys Ser Cys

REEREBA PEEREEE (CNS)AL A& (210 x 297 % )

-60 -
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A7
B7

A~ AR ( 58 )
<223> IFN- v J& " 1t & iz 2 [ 7 7

<400> 8
ttncnnnaa

<210> 9

<211> 13

<212> DNA
<213> Ni&EF Y
<220>

<221>

<222>

<400> 9

ngaaanngaa act

<210> 10

<211> 9

<212> DNA
<213> N & FF 3
<220>

<221>

<222>

<223>

<400> 10

<223> IFN-a # # & fE K ¥ (ISRE) ¥ [ fF 71

13

RUBFEREBA PHRBEARIZE (CNS)A4 A& (210 x 297 A% )
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