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G4 KPDLH - MTROP2IA—FEY I a5 —k
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{(CH)-C(=0)-FR 7D hIILR= )L EIZ s

(57) Abstract: The purpose of the present in-
vention is to provide an antitumor drug that
excels in antitumor effect and safety, and that
has an excellent therapeutic etfect. Provided is
an antibody-drug conjugate characterized in
that an antitumor compound represented by a
formula and anti-TROP2 antibody are linked
via a linker having a structure represented by
the formula -L'-L2-L*-NH-(CHz)n'-L*-(CH:)n?-
C(=0)- (wherein anti-TROP2 antibody bonds
with the L' terminal and the antitumor com-
pound bonds with the carbonyl group of the -
(CH2)n*-C(=0)- moiety using the nitrogen
atom of the amino group at position 1 as the
bonding site).
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RADOEZM : MTROP2HMAE—FYPavTasr—»H
52 ip sk

[0001] AR, MTROP2HAFLMEEEEMEL) v H—BERDEZNL
THEItR MERERE L TARARF-FEMI Vv Yasr—MNMIET S,
BRE

[0002] fEMARIREICKIRL. M OMBICRELTE2RRICKEE T 2TAIC.
BEts*ET2EYERBEIELRGE—EY I Y2 — b (Antibody-Drug
Conjugate ; ADC) (&, fEMRICEIRMICEMEXZETISHILICE- T, &
MRAERICENEZERIE, EMREZERIES I ENMEFTES FFRTX
1 ~358) , ADCE LTHIZIE, MCDBIFICH) FTFIA YV ERBEE
t7cMylotarg (BEREE ; F LAY XX THVATA V) HARESEEEAM
WOBREREE LTRIINTWS, i, MD3mAEICA—) R FVE%
EEXt7Adcetris (BEEMEIE; JLYYFIITTIRRF4V) BNERIUFY
VU RNEERDMEARME) VANBORERS L TRERT I N GERFX
M4 BR) . ChETIKRITINACICEEINDEYIL, DNAIEF 12—
T VBRHE LTWS,

[0003] HMEBMEOESTFIEEMELTIRRAYAS—E | 2B L CRESER
EHRIRTBEEMTHD2 AV TNV UFEEEI SN TWS, TOHTTF
&

[0004] [1£1]
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[0005]

[0006]

THRINZNEREHEEY (ZXUTho. bFER: (15,99)-1-73 /-9-T
FIL-5-7)40-2,3-T k& RO-9-t ROF T -4- X F)L-1H, 12H-~> V' [de]
ES /03,4 :6,714 v RS J01,2-b]1% /1) =10, 13(H, 15H) - F ) 1
KBEDOAY T NTFOUEERTHD BEEXET. 2) . ZOEYIE
BREBRBKRTHVWLONTWSA )/ TAVERERY., MEBWROREIRIC
BERICLZEELEEZVREE LAY, . A1)/ THYOEDERAETHBS
N-38%, AUKEARTAHWOLNTWA MRTFAVEIYENRAIYAS—F |
FRESEMEATR . in vitroTREA OBMARICH LT, & YL EMAEE%
BELTW3, ¥IP-glycoproteinDHIFIC & - TSN-38ZF (Tt % = 9 AR
IKF LTEMRER LI, F/20 YUAOE NEBERTREETILTHEWL
RESEMRERL. BREBRSTHONAEODOEHICIEE> TOAW (ER
HXEE~1088B) . TFHYFTHUAACE LTEMERTEINMIDOWNT
BRSO TIEAD - T,

DE-310id, ENREDANRFIAFILTEI NS VR 7ILA—ILRY
R—ICIFYTHV%E, GGFGRTF RZAR—HY—ZN L THREIELEEHR
Th? FEXHES) . IFYTHhVEESITF/ORS Yy TET R &Lk
S2TC. BWIAFAHEMARIEIE, ISICESFENEOERALDOAKEE
BIEBEEMEEFIAL T SENICESIBUANDERAEESHLEDTHD
o DE-3101%. BRICL DRTF RZAR—HY—DUITICEL > T, EERNETH
ZIFYTHY, ROGTIVIUBRTI/EIBELTVWAIF YT AVHLE
MAIOER I W, TORRERYMERINEIND, FEERARICEITDEL
DOEZEOFEMETNICEWVWT, DE-310IE. TZIKEZFNDIFYTHYOM
ENIF YT AVEROERSELYBFEDLLTWDIDICHELT, BEIDIE
BRLYELYTVWERIMESR L, DE-310ICEA L TIXERKRERAERE I N
TEDBIBREEBI N, EUAGPESHEBL Y LEBBICERT 52 &0 HER
INEDBRENHZ—H. £ MIBIT BEEADIE-30RFERAEDE
BIEEEHBANDEREAEZRL, E NTREFHNAI—FT1VITIERS
hNahofkEDmELH D GEFEXE1 1 ~145K) ., &H*R& L TDE-31
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06 LEHICIEES T, TXFRYTHUYNOBRBRY—FT 1 VTR LLEEY
ELTAMCHEET Z2NMCDWTIZBASATIZAN o 7=,

[0007] DE-310EIE/LEWE LT, -NH-(CH,),~C(=0)-TR X N B &8R4 % -GGFG
SAR=Y =T XY T HAYDOBICHEA L. -GGFG-NH-(CH,) ,~C(=0)-% XA R —
-GS T AEARLAOSNTWES (BHFXE4) . BESKORES
MRICDOVWTRELH SN TV,

[0008] ERMTROP2 (TACSTD2:tumor—associated
calcium signal transducer 2, GA733-—
1, EGP—1, M1S1;LUTF, hTROP2&:XKET3) &, 3237
T/BERENLLZ 1 ERERED 1 HBEREERE TH D, LEILY. &
NEEIEME (t rophoblasts) SEMEBEICHET S, REER
HICES T 2MBEESEDOFE GEREFXE 1 5) ARBINTULED,
b NREEMREKOMBEEESEICRTZ2E/ /O0—FILiak (1622
5. 3, 162—-46. 2) ICLYRBHIhIMESFIFEIN. B MR
EREMBICRIRT20FTO—D2& LTTROP2EMEI N GERFFE
16) ., BICALDFHMMEOMRBICL > THERREIN, BREMlEKEREL
TELNETIRE/7O0—FIUIAEGA 7 33ICL > TRHBINIEER
FRGA733—1 GEREFX@17) . FNMERRMEMEAREICE>TES
NEYIORAE/70—FIUIRERS 7 —-3G1 1 ICKXYEHEIND TREE
HE (EGP—1 ; 31 8) EHMENAN., 1995FICTRO
P2EBGEFAI/O—Z=VTIN, CNODPRA—DDFTHD I ENERIN
7= (GE4EEFxEk19) ., hTROP2MDNAERIRUGT I /BREIITAH
F—HR=—ZLICAAINTHY, FIZIENM_002353, NP_00O
2344 (NCB ) 070ty avBBSICLYSREARETH D,

hTROP2EBEFIFHNE O%DHERAMEZFO>ErNTrop—1 (EpC
AM, EGP—2, TACSTD1) &HICTACSTDEGF773IY—
ZHERLTWD CGERFEFFXE21) . hTROP2EREIZ. NKRIR267
IBBRENSHMBY T FIVEN, 24 873 JEEBRENSHMBHEA K X
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1V, 23T7I/BBBRENOHRIMIAREB N1, 2673 /BEEDL
LRDMBEA R XA Y TERINTWS, HMIIEA RS VICIE4 DONEE
RESHMN IR I H Y. BRNT L0 TFEIRERFIEMBISFOSIL MU &
Y1050 NVRIREBMT S EAMONTWS GEEEXEi1 9) .

INEThTROP2DEEHEMY AV RERAEINTHE LT, 2FHEE
FEASMII R TWAWD, BEHEICEWTALY LY T ERET
B ENTRIN GEFXE20) . FACarEEFF—ETHZSOT
AFF—ECICLYHERE) V30 3BREN) VvERbIhBZ & (GEE
EFER 1 8) . MR RAAS VICP | PEARIEETEIEND, BE
MRICHIT 2 T FIIREEREN TR I TWS GERErXE 2 2) .
BRI A A B W - REEB 2 M@TICEY. hTROP2IEE4 D LR
fRERICBVWTARRELTWS I &, A2, EEHEBICSVWTIEVWS OH
OO EZMETORIRICRS N, TORKTES FEHEEB S LR L TEW
ZENRINTWDS GEEFXm23~27) . F/h T rop 2 0FERIL
KipRE GERErEi2 3) . B GEEerEi24) | BiEE GEREr
25) ., OfE GERErXE26) . YA —< GEREFX@E27) KW
TFREFAREEBIZIEHEHREINT WS,

ILICKBEMBEEZRAVWCZET LML, hTROP 2OHRRASESEMIED
RIS KENMBEEER VCRERAETIATOEEERICES L TWEZ &
MREINTWS GEREFX#E 2 8) .

[0009] COO#AEEDOEEEERETDERINL. CHETICEHORNhTRO
P2HAEIBIII N, ZOMESHRIREFINTWS, ZOFRICKIVY
A= MEINTWARWRAGKERTX - NY UV XAEBRIBETIVICEIT 250
BEEUEETRTEO (BHFXE5~8) O, k& HMiasAl& DACE L
THEETHEATRIHED BHFXMI~12) SABRERINTVWS, LAl
BANNS, ERODFMHOBRICERMEREXL+STIRAE, hTROP2
EREENETOIRREER=-_—IANEELTWS,
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[0012] HAICLZEEOBRICSVWTIE. AN REREREEE L CESHERICES
LTHEMEBRIRS O TRVWEENEGERINZ I EEHY.,. JYKIRDE
WRESHAIBEE INDZHBERH D, . REFEOES TEEWIC
BWTIE, REFDRICBATWTHEMEFRACEEES. X2 L0ME%
BET2500%<. ReME2LYUBOTLYBNIEAEDREEST I &
NEREEER->TWS, Tab5, AERBE, MESUREEZEMEICEBNS
. BhIABEYDREEITOINERELZES L TRHIDZIIEIFEETH D,
AR EERT BIODFK

[0013] AHFRESIE. MTROP 2HANEFEMBEZENICTEZNAETHS T
&, Thbb, ERMBEERETE 2. EEMEICEASTE M. &
EEEMEICRELETE RS LEAMETHD D, MESMEL
BMTHZD2IXYTHYE, VU H—RBEBIEN L TERFICEEIEL
PE—FYWI V2 a5—MIERT DI EICE>T. AMAEEFIA LM
[EEMNMEBETEDZ L, ILIKNESHLENEZEBEMERICE YEEICH
BB TR EYONMESYREESHMETHRENICREIE LI EH'T
T, LEM > THEBUROEZLREBEE S ICHEBEELEMOREEE
LB EMOBEFERERLYERIIEZENATEDE, ILIKKIN
SILE > TEEMBEADHERHLEMOREBEENMIELIENTES T
E.TRDODEINLILE>TIYBVWREHEERTED &, NHEEE
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[0014]

[0015]

Atz
CDHICAFEPESIZTFEDEED ) v AH—%8IHL. D) Vh—*%
NULTHTROP2HAEIFYTHY L EEI LA YOIV
F—hNEEBTHIEICHHL. @AV Iasy— NAEBNCRESYWRER
BI5 2RELTARRAZERNIEDTH S,
ERZX XSV N LA =W
[1] xR
[1t2]

TRINZMEEHEEMERTROP 24k e RN -
~L1-L2-LP-NH- (CH,) n'~La- (CH,) n2=C (=0) -
THRINZBEBED) v HA—%ZNLT. MTROP2HAFEDE Y VEICHERET
2V T 4 REEEBAICBVWTHERIELF A I—FTILEEICE > THES
I EERBETI2RE-EYI V2 as5—MIETZEDTH S,
ZZT. MTROPZ2HABLOKRIKICHEWTHSE L. MESELEWIL.
1HO7 I/ EOBRETEBEEAE LT, -(CH)n-C(=0)-ERH D HILR
“IVEICHET %,
AP, nliE. OHS 6 DEBEAERL.
g, OS5 DERAERL.
L', -(Succinimid-3-y[-N)-(CH,)n*-C(=0)-% = L,
ZIZT, niE, 25 8DEFHAERL.
L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.
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[0016]

ZZT, nd. 155 6DEHERL.
LPIE, 2 7TEOT7 I /EBTERINERTFREEEZRL.
Laid, -0-XIFEHEEZT L.
-(Succinimid-3-y l-N)-{& k= :
[163]

TRINDBETHY., COLODIMTIMTROP 2K EFEEL. 14
DEFZFRFLETINEEL) VA—BERNOAFLVEEHEET %,
ISHICABEFEBIIUTOR4ICET250THH 5,
[2] PORTFREEDN, Jz=U0T75=0, TV v RN)v Uy,
SR v TJIVEIIVEE TANRSFUBIMLEEINSTI /B
DoRBZRTFREETHD [1] KEBORGFE-—FEWIVVasr—k,
[3] LA, UTOEILBENBZRTFREETHS [1] Xi& [2] IC8
BOMAE—FYI T ar5— b
~GGF-,
~DGGF-,
~(D-)D-GGF-,
~EGGF-,
~GGF G-,
~SGGF-,
~KGGF -,
~DGGF G-,
~GGF GG-,
~DDGGF G-,
-KDGGFG-, R
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[0017]

~GGFGGGF- ;

22T F(D-)D] IFD-F RIS FUB%ERT,

[4] LPAS, 4BOT7 I /VEBTERINDZIRTFREETHS [1] XF [2
1 ICRBOMGK—FEWarTar—h,

[B] LA, T hSRTF RERED-GFG-THS [1]1 5 [4] owgThnh
—HICREOMAE - Tasr—h,

[6] RPA 2S5 DEHMTH-> T, LIBEFEETHS [1] iS5 [5] Ow
Fhh—HICEBORE-—FYIVas— b,

[7] A 2H 55 DEHTH > T, L2A-NH-(CH,CH,—~0) n*—CH,CH,~C (=0)-T &
Y, A 2XIE4THD [1] »5 [6] OWTFhHhA—TBICEEHDIE—FEY
avyarg—~h,

[ 8] -NH-(CH)n'-L-(CH,)n>-C(=0)-A%, 4 KL 7 RFOEREZET S0
ETHD [1]1 55 [7] ovWThh—BICREHORE-—FHar Iy —
bo

[9] -NH-(CH,)n'-L==(CH)n-C(=0)-#*, 5 XIt 6 RFDEHREET HEHHE
ETHD [1]1 55 [7] ovWThh—BICREHORE-—FHar Iy —
bo

[1 O] -NH-(CH,)n'-L2=(CH,)n>-C(=0)-%%,
~NH-CH,CH,~C (=0) -,
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,CH,~C (=0) -,
—NH-CH,-0-CH,~C (=0)-, I
~NH-CH,CH,~0-CH,~C(=0)-Td% 2 [1] 5 [9] OWThHh—IBICEEHOFE
—EYavvasr—~h,

[1 11 -NH-(CHy)n'-La=(CH,)nz-C(=0)-%%,
~NH-CH,CH,CH,~C (=0) -,
—NH-CH,-0-CH,~C (=0)-, I
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[0018]

[0019]

~NH-CH,CH,-0~CH,~C (=0) -
TH? [1]1 »5 [9] owWThdh—IHICREHORGE—FEYIrTas5—+

[1 2] -L'-L2-LP-NH-(CH,) n'-La- (CH,) n-C (=0) - I M A A I B /=% — 1)
VH—EEION. ROBENSRBIENZI 1 EORY - v h—BETHS [
1] pol9]onwdnh—IRICEHROMAE—FEYI > Tasr—b
~(Succinimid-3-y [-N)=CH,CH,~C (=0) -GGF G-NH-CH,CH,—C (=0) - (NH-DX) .
~(Succinimid-3-y [-N)=CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX)
~(Succinimid-3-y [-N)=CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX
)
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (
NH-DX).
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0—~CH,~C (=0) - (NH-D
X).
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH
-DX).
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -NH-CH,CH,~0~CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,~C (=0) - (NH-DX).,
~(Succinimid-3-y [-N) -CH,CH,~C (=0) -NH-CH,CH,~0~-CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,CH,—~C (=0) = (NH-DX)
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -NH-CH,CH,~0~CH,CH,~0-CH,CH,~0-CH,CH,~0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX)
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -NH-CH,CH,~0~CH,CH,~0-CH,CH,~0-CH,CH,~0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX),,

Z ZTC. -(Succinimid-3-yl-N) -k = :
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[1t4]
O
/
Nm
o)
TRINDEBETHY., ZOEODIMTHTROP 2HFEEEL. 14L
DEFZFRFLETINEEL) VA—BERNOAFLVEEHEET %,
= (NH-DX) [F)R = :
[1t5]

THhIN3, 107/ EORREFIRBEEUE A > TWEEERT,
-GGFG-iE. -Gly-Gly-Phe-Gly-DF F SR FF RBEHEHAERT,

[0020] [1 3] -L'-L2-LP-NH-(CH,)n'-Le=(CH)n>-C(=0)-ICEM & EE I /=5 — 1)
VH—EEION. ROBENSRBIENZI 1 EORY - v h—BETHS [
11 55 [9] OWFhh—IRICEHOMAE—FEYI > Tasr—b .
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0—~CH,~C (=0) - (NH-D
X).
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH
-DX).
~(Succinimid-3-y [-N) -CH,CH,~C (=0) -NH-CH,CH,~0~-CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,CH,~C (=0) - (NH-DX) ,



WO 2015/098099 13 PCT/JP2014/006421

[0021] <Z ZT. -(Succinimid-3-yl-N)-, -(NH-DX), R U*-GGFG-{Z. LFED@EY T

H5,
[0022] [14] R
[1£6]

TRINZMEEHEEMERTROP 24k e RN -
~L1-L2-LP-NH- (CH,) n'=L2- (CH,) n=C (=0) -
THRINZBEBED) v HA—%ZNLT. MTROP2HAFEDE Y VEICHERET
2V T 4 REEBAICBVWTHERIEFAII—FTIEEEN L TES
THEZEERBETIRE-EYI T as— b,

ZZTC. MTROP2HEIEILOKRIFICHEWTHEHS L. MEBEEEEWIZ-(
CH)n2=C(=0)-ER B D AR ZIEITHKEET 5,

AP, nliE, OHS 6 DEHAERL.
n2iZ, OS5 DEKAERL.
L'f&. -(Succinimid-3-yl-N)-(CH,)n3-C(=0)-%7~ L.

ZIZT, niE, 25 8DEFHAERL.
L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.

ZIZT, nE, 156 DEHAERL.
LPi&. -GGFG-DF h S RTF REEEZRL.
Lafk, -0-XIFBEHEE %=L,
—(Succinimid=-3-y l-N) - ;xR = :
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[0023]

[0024]

[1£7]
0
~
N—
0

TRINDBETHY., COLODIMTIMTROP 2K EFEEL. 14
DEFZFRFLETINEEL) VA—BERNOAFLVEEHEET %,

[15] nA3THY., A0 THY., nh2THY., L2H-NH-(CHCH,~0) né~C
HCH,~C(=0)-TdH > T. A2 THY ., LeHABESTH DD\

N1 THY, A1 THY., M5 THY., LLABEESTHY., LaA-0-TH
Zh XU

N2 THY., A1 THY., M5 THY., LLABEFESTHY., LA-0-TH
3 [14] KB&EOME-—FPIvIasr—h,

[16] mA2XIEZ5ETH->T, LAEBEETHS [14] XI& [15] ICE
BOMGE—FEYaA T s5— 1k,

[17] mA2XIE5 TdH> T, L2A-NH-(CH,CH,-0) n*~CH,CH,~C(=0)-T & Y ,
MA2XIE4THS [14] X [15] ICERHOMFE—FYI VY245 -~
[ 1 8] -NH-(CHy)n'-La=(CH,)nz-C(=0)-%%,

~NH-CH,CH,CH,~C (=0) -,

~NH-CH,-0~CH,~C (=0)-, X%

-NH-CH,CH,~0-CH,~C (=0) -

TH? [14] 5 [17] OWThA—IRHICEEROMAE—FEHPI>2ay
—k,

[1 9] -L'-L2-LP-NH-(CH,)n'-Le-(CH,) n>-C (=0) - IC EM & A S /=Y — 1)
VH—BERDN. ROBHISRIEND 1 BOEY—) v H—EETHD [
141 501 8loVWThh—IBICEHORKE—FYI Y Vas—b .
~(Succinimid-3-y -N)-CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
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[0025]

~(Succ inimid-3-y L-N)~CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
~(Succinimid-3-y [-N)=CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX)
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX
IR
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (
NH-DX).
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,-0-CH,~C (=0) - (NH-D
X\
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH
-DX).
-(Succinimid-3-y -N)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,—C (=0)-(NH-DX) .
-(Succinimid-3-y -N)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,CH,~C (=0) - (NH-DX) .
-(Succinimid-3-y-N)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~0-CH,CH,~0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
-(Succinimid-3-y-N)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~0-CH,CH,~0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ;

Z ZTC. -(Succinimid-3-yl-N) -k = :
[{&8]

O

N—

O
TRINDIBETHY., TOELODIMTIHTROP 2IkEFEEL. 141
DEZRRFLETCIhEEL) VH—EBERNOAFLVEEEET S,
- (NH-DX) {3k = :
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[0026]

[0027]

[1£9]

THRIN3, THOF7I/EOBREFIMREEMALE R > TWIEETRT,
~GGFG-IE. -Gly-Gly-Phe-Gly-DF hSRTF REEART,

[2 0] -L'-L2-LP-NH-(CH,)n'-Le-(CH,) n>-C (=0)-IC EM & A I E /=Y — 1)
VH—EERON. ROBHNSBIEND 1 BOEY—) v H—EETHD [
141 25 [18] OWThh—BICERHOME—FHI Y Vay— b
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0-CH,~C (=0) - (NH-D
X).
~(Succ inimid-3-y -N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH
-DX).
~(Succinimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-
NH-CH,CH,CH,~C (=0) - (NH-DX)

Z ZC. —(Succinimid-3-yl-N)-, —(NH-DX) & U'-GGFG-{Z. EFERD@Y TH
%,

[21] BRI NVEORY—) v h—BED 1 fitkH Y OFEGESE
M5 1 0EDERTHS [1] 5 [20] OWThA—IBICEEHODR
FE—FYPa>Tas5—h,

[22] BRI 1EORY—) v h—EED 1 fitkH Y OFEGESE
B2H58EDEHETHS [1]1 »d [20] OVWThh—EICEHORIE
—EYavvasr—~h,
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[23] BIRSNA1EORY - v h—1EBED 1 fikh Y OFEHES
H3INS8EDEHTHZ [1]1 »5 [20] oWThh—ICERHOHAE—
BYAVTab—h,

[0028] [24] [1]1 A5 [23] owgFhh—EHILEHOREFE-—FYI>Tasy
— b, ZOEBE. XIEThSOKNMEEET IEE,
[25] [1]1 A5 [23] owTFhh—HICEEHORE -y
— b, ZODIE, RFETNSOKND%EEET 2NMEEERY/ IEREE,
[26] ke BRE REBLRE KBE ZRE SHeaRBIFE. 90
B BE. B XS/ —v. MR EbtE. 8RR TENRE. BERIE
 XEBEEIERTS600 [25] IKEHOMEERR Y/ XISHER,
[27] [1]1 55 [23] owFhh—HICEEHORE -y
— b, ZOIE, REFETNSOKMPEZTERS E L. EEMICHFEINIH
Flfo & 28T 2 EZMERY,
[2 8] fife. BRE. REBLRE KBE SZRE SHeaRBIFE. 90
B BE. B XS/ —v. MR EbtE. 8RR TENRE. BERIE
 REBEEIERTS00 [2 7] ICEHOERMERY.
[29] [1]1 A5 [23] owFhh—HICEEHORE -y
— k. ZDER. XZEENSOKMYERET 22/ T2BERT/X
IEREDEES X,

[0029] [3 0] RATHRINZLEM:
(maleimid-N-y )= (CH,) n3-C (=0) -L2-LP-NH- (CH,) n'~La~ (CH,) n2—C (=0) - (NH-DX)
EMTROP2HBKNIZIZORGHEFEARERIGI ., ZiNADE Y JERIC
BETZVRNLT 4 REEEDICEVWTFAI—FIEEEHRIE 5%
KL TEY— ) Y H D EZMFIHEIEZ L2 FHET 2 -
ZMar2asy— hOREARE,

[0030] XXAh, ndld, BEHEOD2H0158%RL.
L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.
ZIZT, nE, 156 DEHAERL.
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L&, 222U T75=0, TFUOy XYy Yoy, YL Y, £,
TNE IV TARSFEFVBHALRBEENZ 2HALTEDT I /B THERS
NaRTFREREETRL.

niE, OMSH6DEKAERL.

n2iZ, OS5 DEKAERL.

Lalk, -0-XIFBE#HEE%E L.

(maleimid-N-yl)-t&. &=

[1E10]

T—kn%) E?‘E&E_jl‘f)\%n (=) DM_L(\_'_tL’D TL‘%ET%%
=(NH-DX) {&. R
[1B11]

TREINS, 1HO7 I/ EOERRFHIEEMLAER>TWEETH S,
[0031] [31] Y-V AH—EREMT ROP 2HRAICHEESIELED. Fm
e RTAE L TRICEFERICERT L5 ETHS [3 0] ICKEHORE
J5i%o
[0032] [3 2] BRINAL1BOERY )V H—BED 1 iEHIY OFERES
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[0033]

M5 1 0EDERETHS [30] XiE [31] ICEBEDELESE,

[33] BRINAL1EORY - v H—1EBED 1 filkdH Y OLHIELE
N2H5 8EDERTHS [30] XiE [3 1] ICEEEHOEERZE,

[34] BRINALT1EORY - Vv H—EBED 1 filkdH Y OLHELE
N3IHG 8EDERTHS [30] XiE [3 1] ICEEEHDOEERE,

[35] [30] A5 [34] OWThADHEEFZEICL> THLNZHME
—ZEYOv a5 — kN,

[36] MTROP2HALZZETLFH TR LAZBRICUTOEMNLREIEINS
EEMERIGIELIEE/HET S, EMBEOE VY IERORILT 1 NiEE
BAICBWTF A I—TIBEERIETCELONIGE - Tay
— ko
(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y 1)-CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)-CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y [)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)-CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y 1) -CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)=CH,CH,CH,CH,CH,~C (=0)-GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX)
(maleimid-N-y |)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)-CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX)
(maleimid-N-y |)=CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX)
(maleimid-N-y |)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX
)

(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX) ,
(maleimid-N-y 1)-CH,CH,CH,~C (=0) -GGF G-NH-CH,~0~CH,~C (=0) - (NH-DX)
(maleimid-N-y 1)-CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX)
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(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0~CH,~C (=0) ~ (NH-DX) ,
(maleimid-N-y L) -CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH-DX) ,
(maleimid-N-y L) -CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~CH,~C (=0) - (NH-DX) ,
(maleimid-N-y L) ~CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~CH,~C (=0) - (NH-DX) ,
(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH-DX)
(ma Le imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH,~C (=0) - (NH-DX).,

(maLeimid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,—0~CH,CH,~C (=0) -GG
FG-NH-CH,CH,~C (=0) - (NH-DX)

(ma Le imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,
~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX).,

(ma Le imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH,CH,~C (=0) - (NH-DX) ,

(maLeimid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,—0~CH,CH,~C (=0) -GG
FG-NH-CH,CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,
~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,~0-CH,~C (=0) - (NH-DX) ,

(maLeimid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) -GG
FG-NH-CH,~0-CH,~C (=0) - (NH-DX).,

(maLeimid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,
~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX) ,

(maLe imid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH,;~0-CH,~C (=0) ~ (NH-DX) ,

(maLeimid-N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,—0~CH,CH,~C (=0) -GG
FG-NH-CH,CH,~0-CH,~C (=0) - (NH-DX) . R
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(maLe imid=N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,
_C(=0)~GGF G-NH-CH,CH,~0~CH,~C (=0)  (NH-DX),

[0034] C . (maleimid-N-yl)-iZ. &=
[{k12]

TREIND, BRRFIMEENUEA>TWEETH S,
-(NH-DX) {&, R

[1613]
H
\\N—
Me A |
F/\\\/ SN

TRINDG, 1HUOT7I/EOBRREFNMNEEELAER>TVWEETH S,
~GGFG-IE. -Gly-Gly-Phe-Gly-DF hSRTF REEART,

[0035] [37]1 MTROP2HALZBITFETUELLBRICUTOENISEIEND
EEMERBIEZIEE/HHET D, EMEOE Y PEORILT 14 RiEE
BANCBWTFAI—FIREEEERIETCEONIME—EYI Yy
— ko
(maleimid-N-y 1)-CH,CH,~C (=0) ~NH-CH,CH,~0-CH,CH,~0~-CH,CH,~C (=0) ~GGF G-NH-CH
,CH,CH,~C (=0) - (NH-DX) .

(maleimid-N-y l)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX) ,
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)y
(ma Le imid=N-y 1) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~-CH,~C (=0) - (NH-DX)
ZZ T, (maleimid-N-yl)-, —(NH-DX)., RU'-GGFG-ix. LEEDBY TH5
[0036] [3 8] BIRINALI1EOEN—) Vv H—EED 1 ikdhH /oY DFEES
M5 1 OEDEETHS [36] XiF [37] (CRBEORE—FEYPI Y
Jag—1h,
[39] BRI 1BOEN—) v h—EED 1 fitkh =Y DFHEES
A2h58EDERTHS [36] Xk [37] KEHomE—EYI VY
al— b,
[40] BRINI1BOEN—) v h—EED 1 filkh =Y OFEES
A3INS8EDERTHS [36] Xk [37] KEHomE—EYI VY
al— b,
FEIEDOWR
[0037] HREDOEED)VH—ZN L THEEHEEMIF T THAVZHEEIEL
MTROP2HRGE—FEMNI VY2 —MIL>T. BHRESURRVE
LUEERTDIENTED,
IS4 1 D fiy B4 75t B A
[0038] [BA1]c T I NATIRGEEHEDX 7 LA F NEgd (EBBIEST7) RUOT7I /B
Bo%l (BLHIES8) =17,
[B2]c T I NATIMAREO XV L4 F RELH (BBHNES9) RUT7I /BB
Bo%l (BcH&ES10) =9,
[B3]h T INAT—-—H1E#EHOX Y LAF REF (BEHNES11) RUT X
J BBERA (BBHES12) 257,
[B4]h TINAT1T-H2EHDX Y LA F FEEs (BEHES13) RUT
J BBERA (EBBHES14) 257,
[B5]h T INAT—-—H3EHEHOX Y LAF REZF (BEHNES15) RUT7 X

i



WO 2015/098099 23 PCT/JP2014/006421

J BBERS (EB5ES16) 257,

[B6]1h T INA1T—-L1REDX Y LAF NS (BEBINES17) RUOT7 2
J B8ER% (EB5ES18) 27,

[7]h TINAT1T-L2BEHDX Y LA F FEES (BEHNES19) RUT
/ BBER% (EBB5&ES20) =257,

[E81h T INA1T—-L3RHEDXY LAFNEEF (BEINES21) RUOT7 2
JBBERA (BBHES22) 257,

[E9]T I NATHEDCDRH 1 073 /B8RS (B5&ES23) . CDR
H2nD7 3 /8E5 (BB5&ES24) . CDRH3 D7 I /RS (E5HEF
525). CODRL1DO7 =z /fgES (E5ES26) . CDRL2D7 X
J BEER% (FR5&S27) . RUOCDRL3D7 I /EEERY (FFIBES28
) ERT,

[EQ10]41C D O#ifk, #,CD 4 64k, HCD L 5Hifk. $1CD 5 9HuiAk.
MCD7 144k :CD7 3k, HiCD 14 74k, $1CD 2 7 64k,
ME p CAMLE, MEGF RIA, RCITROP 24ux (T INA T
) OMBANEILEERT,

[R11#C D 5 9fufk, H:iCD 7 1#Hfk, MEGF RHA 1 E p CAME
&, RCITROP 244k (T I NA1HuF) OMBEREILEEZRT,
[K12]&EH T RO P 2k OMBEANEILEERT,
[K13lfE—FHaryasr—k (1) (6) . Xid (12) » BEFK
IBEMEKCOLO205K T™HIIEBALB, c—nu,/ nu~vJ7RICHL
TRINESIRETT,

[K14lffE—Hparyasr—hr (1) 0 (6) . XiF (12) A B ~E
BIREMEMBxPC—-3FETHEIEBALB c—nu,/ nuvx7ZICHL
TRINESIRETT,

[K1B]fE—FHparyasr—hF (1) 0 (6) . XiF (12) A B ~E
EiREEkCapan— 1 RTFEIBEBALB c—nu/nuv9RICH
LTRImESEMRETRY.

i
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[H16lik—FHarvasy—r (2) . (5) . (7). Xk (10) A
. EMNKIGEMBMCOLO205FETHB¥IEBALB c—nu,/ nu<xw
ZUICH L TRITmEEMIRERT,
[7E—FHarvasy—k (2) . (5) . (7). XiE (10) A
. E NERBEMEMBXPC-3KETEBBALB c—nu/nuvvX
IR LTI MERSRETT,

[B18lAA - Yasr—bk (3) . (4). (8). Xk (9) »%
E NKIBEMAEHKCOLO205 K T™H#IEBALB c—nu./ nuvxvw 2
IR LTI MERSRETT,

[ - yasr—bk (3) . (4) . (8). Xk (9) »%
b NERERMEEEBx PC -3 THIEBALB c—nu/nuvv 2RIl
XL TRImEEMIRERT,

[B20]fAfA - > yasr—bk (3) . (4) . (8). Xk (9) 2%
E NOREEMRAEN | H: OVCAR—3ET#IEBALB c—nu./n
U RS L TR TMERIRETT,

[H21MAE - yasr—bk (3) . (4) . (8). Xk (9) 2%
b N BEMEMENC | —N87THTF#BEBALB c—nu,/nuv9y 2RI
XL TRImEEMIRERT,

[M22MfE - yasr—bh (3) . (4) . (8). Xk (9) 2%
b NAEMEBEENC | —H2 9 2 F#BIEBALB, c—nu/nuvvX
IR LTI MERSRETT,

[M23MAE - yasr—bk (3) . (4) . (8). Xk (9) »%
b NREEEMRERF a DU TBEBALB c—nu/ nuvJRIIRL
TRImESIRERT,

[4lffA - yasr—bk (3) . (4) . (8) . XiF (9) 2%
b NEERERREKCFPAC— 1R T#IEBALB c—nu/nuvxy
ZUICH L TRITmEEMIRERT,
[E25]k—FHarTas—b (8) Xk (13) A b MERREMRRE
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[0039]

[0040]

[0041]

BCFPAC—1HTF#IEBALB c—nu./ nuv92CoLTRTH
EBEVWRETT,
[H26]ifx—FHa>rvasr—k (8) i (13) A, b MEREREME
HMHPACKT#IEBALB c—nu./nuvx9 2N L TRTMESED
RERT,
[R27]E—FHa>ryasr—h (8) XiF (13) A, b MREEEBK
THENOD—sc i d¥YRICH L TRTHREEDRETT,
FAEERT HHDOIRE

T, AERZERT2-OOFELGHEICOVWTHEAZSR LAN SR
BAd %, A, UTICHAT 2EBIEEIL. AFRBORKRNLERBED—
BlarmLtDTHY., THICLYAXRRFODBEIM RS BERIND Z &IFR
W,
AFEBAOMTROP2HMA YOIV Vs — ME. iTROP 2HKIC
UV A—BERLEN L TRERE e ERE I EENEREEY TH
Y. LUFICEHBICERBRT 5,

(444 ]
AFEBAOMTROP 2HAGE—FEYIA Y Va2 — MIFERAINDMTROP
2HMAEIE. WThORBICHELTELWH, FFELE. B Sv b, 7
DR, ROV FERRTES, £ NUADREICAHRE T 15518, BRHNOK
MERAWT, FAZEXIFE MET B ENTFFE LV, AFERORMAEE, R
DoO—FIETH->TH, E/70—FITETH>TELWD, £/
2 O0—FIIREIEFE LW,
MTROP2HFIIESMEEZZNICTEZNREATHY., TALLESH
BRERBTE 2. BEMERICES T2, 2 L TESHEERICERY
AENTHELT 2HMEEEEZTHY. REETHEEET 6%, Y
VH—ENLTHEIETRFE-—EYI VP ar5— b ETEHIENTES,
NAEOESBME~DOHESMEIE., 70—YA4 M MN)—ZBVWTHERTZZ
ENTED, BREMEERAANDOIAEORYAKOERAEELTE, (1) A&
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[0042]

BIAICRS T 5 R E (BE6EH) 2RV THIRRRICEY AT nHnE
EEWTEBSE TR T3 7 v 24 (Cell Death and Differentiation (200
8) 15, 751-761) . (2) AEMAKICHKET 5 R (RAEH) 2RV
THIERICERYAFh-m=2XtE%ZMET 57 v tz4 (Molecular Biology of
the Cell Vol. 15, 5268-5282, December 2004) . Xi& (3) SEIKICHE
BI2ML/ I VERVWT, MBRICEYIAENS EBRIBHEHINT
HRRIBRE A NG X D & W I Mab-ZAP 77w 21 (Bio Techniques 28:162-165,
January 2000)F %5 E&ENTED, B, 1L/ MFI & LT
CITTUTEROMEREE AT GEDY AVEF Y N EEEAE
LEATRETH D,

NE-—EYPI 25— NI TEEWRERETIILEMEREIETH
520DT, MABGBITESUREZETS I &, HFE LW, BEAETIFAEW
. MEFMHLESYOMBEREEEZBEMEICE VW THEEN - BRUICKES
T5EMND L. EIREL L TESHERICHEITIZHEDH D &N
BETHY. FFELW,

MTROP2HMKE, CORHTEEERINDIHEEZRWVWT, MREA
ZRYRTFREBPICREL., ERRNICEEINDIMAZER. BRI
EILE>TRBIENTES, HERDHEKEE MIREINT, YV,
v NEOE NUADEMICHRXT 2MEEZEMICRETEIEHTEDS,
ZOBEICIE. NEINEEBNRICEE T 2t MIREOREM%
BT S EICL 2T E NOKRBICERTRANMMEZRETE %,

F-. NHOAE (FHlZIE, Kohler and Milstein, Nature(1975)256, p.4
95-497 ; Kennet, R.ed., Monoclonal Antibodies, p.365-367, Plenum Press
, NLY.(1980)) ICE> T, MRICH T A ZELET IMMAEEMIEEIT
O—<#ilEE2MEIEDEICL>TNATY R—<%&RIIL., E/70
—FITAEE/EIEHTES,

BE. MEBNMREREZI— N2 ELFL2ERTFREICL > TEEM
BICEEIBRZEICE>THRZIIENTES, EFMICIE. MREGRT%Z



WO 2015/098099 27 PCT/JP2014/006421
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RITAIBEANI Y —%EH L. IhZzeBEFHBICEAL TRELFERRS
. RRELARREZBETIEELV, LEOEGRTREICE 2IMERRIRME
 RIFMEERRE L TV HEK. 2BMICRETDIHEEAVDIEICE
STHMBFEMBTE S,

MTROP2HAKIE. RFMOFERICL>THIIET S ENTE S,
AFRBETHEATESZMT ROP 2HAIE. FICHRIFAVWD, AIZ K, K
FROBENRTRINAET I /BRI THEIND B OEFEICFERT S &
NTED, AFEPICBVWTHERAINSETROP 2fke LT, UTO8E M
HEITDBEDHNEF L,

(1) UFORMEET 2 & 52BHME T 2006 ;

(a) TROP2ICHENIIHEET S

(b) TROP2:(#EATRHZEICL>TTROP 2HRIEMEICARELLT
BEMEEET S

(2) TROP2HAEKRTROP2THBLEER (1) ICEEHDIE,

(3) EHICH T 2ERMMRESEB & L TERIIBS 2 3ICEHO T I / BEER
M5B CDRHT, BAES24ICEHDT7 I/ BEIMNS5ARSBCDR
H2., RUCBEHNES2 5ICEBEDOT I /BEINNSWEBCDRHI3, M
BREEICH T ZEMIEREER S L TRNES 2 6 ICBHDOT I /BETIH S
®H5CDRL 1, BIES2 7ICHREBOT7 I/ BEIHNSASBCDRL 2,
RUOERIES 2 8ICEEEDT I /BEIINS0BCDRL3IZET S LR (
1) XiE (2) ICEHEOHIE,

(4) EBEEIE NHEEHEEHTHZ LR (1) BE (3) onwTFhn
ICERE DA,

(5) EMEINTWBLEER (1) BE (4) OWTIMNICEEOTA,
(6) (a) BEHBS12ICEVWTTI/BES20HE140ICREHDT
T /BB, (b) BEAES14ICEVWTTI/BES203E14 0I5
HOT7 I BRERY., (c) BIBFS16ICBVWTTFI/EBES203E14
OICERBHEHDT I /BERS. (d) (a) BE (c) OEIICH L THARL &
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£E95%ULDEAEEET 27 I /BEI. BT (e) (a) BE (c)
DOEINCEWTIXIEHEDO 7 X JEENRE, BEXIIMNINAZT I/ BE
BINSRDENOBRINCT I/ BEINSAZEHOTERY, WTIC

(f) BHES18ICSVWTTI/HMES21HE129(IRROTI /B
fcFl. (g) BEIFES20ICEVWTTI/BES21753E1 2 9(IREHDT
T /BEE5. (h) BIBES22ICBVWTT7I/BES213E1 29158
;OT7I/BEN. (i) (f) BE (h) OEIIIHLTHA<EH95
%A EDHERMEZET S 7 I /BESN. RO (j) (f) BE (h) O
WKEWTIXERBEDOT X /EENARE, BEXIIMININALT I /BEINDS
RBBEMNOBERINALT I /VBEINSRIBHEOTLMES., 2HT 5L

(5) ICEBDTIF,

(7) BHES12ICEVWTTI/BES20HE140IBROTI /B
BEFIMN a5 EHDOAEBRRVEBINES 1 8ICEWTTI/BES2 17
E129(IRBDT7 I/ BEINILRLIEHOTLMHEE, EINEST1 2ICH
WCT7I/BES20HE140IEEOT I/ BREIINSRIEHDOATE
R UEIES20ICEVWTTI/BES2 1 AE1 29 (LBHDOT I
BRI DR 2 BREO LM, BEHINES1 2ICEVWTTI/BES207
E140IIRBBDOT7 I/ BEIHILRLDEHOATLEHERVEIES2 21
BWTTI/BES21HET 29(LEHO T I /EEIN LB ZERHEDA
Z4EE. BABS14ICBVWTTI/BRES20PE140ICEHOT7
BRI DR 2 EHEOTEBBE R VERIES 1 8ICBWTTFI/EBES2 1
TAET129ICEEHD 7 I /BEIMNSQZREDALMEE. BEIES14IC
BWTTI/BES20HE140ICEEHOT I /BEINNSRDEHDT
ZHEBRUENBES20ICEVWTCTI/BES2 1 E1 29 (CRBHOT7 I
JEBEEANSRDIBREOALREE. BIES14ICEVWTTI/BES20
BE1VAOIEHDOT7 I /BEINLAZIEEOITRBEHERVEIES2 2
IKBWTTI/BEES215E1 29(ICBEBD7 I/ BEIINSBIEHED
AZEMEE., BENBES16ICEVWTTI/BES20E140ICRBHOT7I
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/BRI LR ZEHOTRBEERVEIES 1 8ICEVWTT I/ BES?2

17321 2 9(CRBOT I/ BEINSLZ2EHOTLRE. BEIES16
WKBWITPI/BES20BET140ICEBEOT I /BEINNSRDIEFRD
ARBERVEIES20ICEVWTTIV/BES2 1 B5E1 29(ICEHDT
T/ BEHND SR LZBRHOTRMEE., TRICERINES16ICEVWTT I/
HES203E1 4 0ICEHDOT = /BEINH 545 BHOARREKCES!
FS22IC8VWTTPI/BES21BE1 291D 7 I/ BREHH LA
PEHOTEZBEHENSRDEDNSBRINSIEHOTEEE R UBEHDOATER
MHEEERT 5 LR (6) ICEEEHDHIA,

(8) BIBES12ICEVWTTI/BES203E140ICRHOT7I /B
RIANSRZEHDOAREEHEKRVCEINES 1 8ICBVWTTI/BES217
E129(CRHEOT I /BEINNSLEIBEHOTEME. BINES14ICH
WTTPI/BES20BE1 4 0ICEHOT I /BENNSLIEHOTER
HIFERVEIES 1 8ICBVWTTI/BES2 1321 29(IRBEBDT X
BREIN SR SBEEDOIERE, BEIES14ICEVWTTFI/BES207]
E140ICREOT I /BRI SLDIEHOAEBERVEIIES2 0IC
BWITPI/BRES21HET1 29RO T I/ BREIHNSLDEHDH
ZoEE, TICERNES 1 6ICBVWTTFPI/BES203E1 4 0I1IXEHOD

T7I/BRINSARIEROTERERVEINES2 2ICEVWTT I /BE
S2173E1 29(CEHOT I /BEINNSLLIBEHDOAERBEN SR DE
HNORRINZ2EHOARBEHRCBEEOAEREEET 2 L5 (7) TR
B O,

(9) BEIES12ICEVWTTI/BES203E47 0ICRHOT7TI /B
BRI EHKRVERIES 1 8ICBWTTI/BES2153E234(C
EREDT I/ BEIDNLRIEH. BINBES12ICBVWTTI/BES20
ThE4 7 OICEREOT X /BRI SLIEHERVEIES20ICEVWTT
I/BES21 3223 4(IIRHOT I/ BENNSRIEHE. BIES
2ILBWTCT7I/BES20/HE4 7 0ILEEEOT7 I /BREIMNSRDEH
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RUOBIHNEBES22ICEWTTI/BES213E23 48807 I/ BE
FNBRDERHE BINES14ICBVWTTI/BES2035E47 0IIkEH
OF I/ BENNLRZIEHEKRVEINES 1 SICBVWITFTI/BES21
E234IIRBOT I/ BENHILRDIEHE BIES14ICBVWTTE

BMES20HE47 0ICEEHDOT I /BEIINSLRIERERKRVCEINES20
ICBEWTCTI/BES213E234|LBEOT7 I /EBEIIH, S L DEREHE,
BRHNES14ICBWTTI/BES20HE4 7 0ICEEODO T X/ BREITIH
LRPEHERVEIES22ICEVWTTI/BES2 1 HE234ILEEHD
7 X/ BERINSRLEE, BEBIES16ICBVWTTFI/BES201E4
7O0ICEEEHDT X /BEEIINSRIEHERVEBINES 1 8ICEWTT I/
FES21BE234ICBEOT I/ BEINHILRDIEHE. EBIES16ICH
WTCTI/BES20/E47 OICEEDOT I /BREIIN S5 EHKROE
NFES20ICEVWTTI/BES213E23 4 (IC8EOT7 I /BRI
RBBRME, HLNICRIBES16ICBVWTTI/BES20AE4 7 0ICEH
DOF I/ BENNSRZIEHRRVEINES2 2ICBVWTTI/BES21
E234IIRBOT I/ BEININLRIBHENORDIBENOBIRINDEH
RUBRENSLDEE (6) Xk (7) ICEHEHDOHIE,

(10) EBFIHES1 2ICEBOT I/ BEINLAZEHKCEIIES1 8
ICEBED 7 X/ BESID 542 8H, BHIES 1 2ICEHDO T I / BRETIH,
LR EHRVEIES 2 OICEBEOT7 I/ BENN SR ZBH. KIES
1 2ICEEBOT7 I/ BEINLAZ2EHRCEIEST2 2ICBBOTI /B
BEFUD SR B8 EH, BEIES 1 4ICEEBOT7 I /BEIHSRDEHRUE
FES 1 8ICEEEHD 7 I /BN SLZRHE EIEST1 4ICBHDT I
JBEINSRDEHEHRVEINES 2 OICEEEHD 7 I /BEILN LR DRHE
. EBIES 1 A4ICEEOT I /BENHNSRDIEHKRUVERINES 2 2 ICEEH
DT I/ BENNSRZEHE. BFES1 6ICEHEDOT I /BEINSLD
SEEVENES 1 8ICEHD T I /BEIINSRDEE. BIEFES16IC
EEHOT I /BRI LAZEERCEIES 2 OICKBEHO T I / BEIH
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[0044]

HRZBH, MICEIIES 1 6ICEEED T I / BREIN 5705 EHKRUE
HES2 2ICEBEHOT I/ BEIINLAZIBENORIBENLOERINDE
SHERUBEMN OB EEE (6) XiF (7) ICEFDIIAE,

(11) BIUBS12ICBVWTTFI/BES203FE470IKEHOTI
BEINSRDIEHRVEIIEBES 1 BICBWITI/BES2153E234
ICEBEOD 7 X/ BEINSA2EHE, BIES14ICBVWTTI/BES?2
OBEA47OICEEDOT I /BEEINSRIEHKTENES 1 8ICHWT
TI/BEBES21BE234ICRBBOT I/ BENHNSLIEHE. BBIES
14ICBVWTTI/BBES20HE47 0ILEHOT7 I /BEIHNSRZE
HRUVRHNBES20ICBVWTTI/BES2 1 HE23 4 ICEEOT7I /B
BINSRZEE TCICEINBS16ICEVWTTI/BES2035FE47
OICEBHDT X /BEINDNLRIEHRVEINES 2 2ICBWVWTT I/ BE
S21AE234ICEEBOT I/ BREIINSQRIBEEN LA LFIRE
N2 EHRUEHEHMSA B L5 (8) ICEREHOHIE,

(12) EFEALREFIILRFEDOY O VEENARELTWSEE (1) BE

(11) OWTFhHICEHOHIAE,

(13) £& (1) BE (12) OVWFhHICEHEOREFEEI—RTZRY
XOVVAFRZEFTHIRBERNII—ICEL > THEGRIN B HEEE
BT IRRCERTIETEONLBEYHISENOMGAZEINT 2TiE%
EUCUBNMEOEERERICEL > TR LN HE,

UTFIC, ARBICBWTHERINSZMTROP 2HMAICOWVWTERRT %,

ABMEICSWT, [El & TEE] BEUCEBKRICAVWTWS,

ABEHEICBWT, EEFI EWVWIEICIE, DNADHAASTEDMR
NA, cDNA, RUZEDcRNAESENS,

RPEMEICSWT, TRYXILAFR] EWIEEKEBERCEKRTH
WTHY, DNA, RNA, 7O—7, #)IXILAF K RUOTS4<
—t£8&Eh 5,

AEBHICBEWTIE, TRUKRTF ] & TERE] BRBETICALVTWYL
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[0045]

%,

AEEMEICHSWT, THIE) ICiE. BMEFROME. BEEMELIEAT
Wa,

AREPHEICSWT, TTROP2] &, TROP2EREERLUEKTH
WwWTwa,

ANPHEICHIFS TCDRI &iF. HEMREMEE (CDR: Comp |
emetarity deterring region) BT 3, i
EOTFOEHRUVBHEICEETNTNIEROCDRAHZ ZEA/HMS TV
%, CDRI%., #B8a/Z4%Els (hypervariable domain)
EEMEN, MAOEHERUCBREOAEERRNICH > T, —REBEDEEM
DBRHICEWEMTHY . EERVBEOR Y RTF FEO—REELICHWL
T, TNENRI 4ATICHBEL TWB, ARAMEFRICEWTIE., IADCDR
IKDOWT, ESHOCDREZEHRT I /BREHIOT7I/ RinfINSCDRH1
. CDRH2, CDRH3&KREL. BHOCDRAZRHEHY I /BEIIDT
I /KRBAINSCDRLT, CDRL2, CDRL3&RRETZ, ThdHD
BRALIFILABED ETHEIEZL, BET3MRICNT2HEEZREL
TW3,

AEBICBEWT, TRAMN) YTV NBREHFTTNATYIA TS &
&, HRONA T FAE—2aVvidExpressHyb Hybri
dization Solution (ZOYFv 8 A, 6 8CT/
AT)VFL4ZX$B2E, XIEDNAZBEELALZ4ILY—%HWVWTO. 7—
1. OMONaC I HFEET. 68CTNITNVHA1E—2 a3V &EITo/HE.
0. 1-2BREDSSCHK (1BRESSC&IF150mM NacC
1 5mMMOIVEEFNY D LDLRD) AW, 68CTHET DI &I
SOTHETHIENTELFREXITENERFORBTNATIVIA4A XY
5l EEWVD,

1. TROP2

TROP2IE., E MNREREME (t rophoblasts) ICHKRTS
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TACSTDZ773X)—0D0&EDTHY, b MNREREME S EHEICHEBT
PREBMMEICEST S, 1 RRERED 1 MEREEHE TH D,

AFRBETHWSATROP2EHEIIR. B M FEMNHAEY (Sv b, <
D 2%) OTROP2HFEMEILEERERE L TERT SN T LM
OMEREES AL THERTHENTE, £/, TROP2%in vitro
ICCEKRT 2. BEEBELTREICE > TEEMIBICEEIE I &ICEST
BB ENTED, BELTFIRETIR. BAHMICIE. TROP2 c¢cDNA%
RIRAIBEANY § —ICHAAA LR, BEEBRICHELRER. EERVI
FINF-—YELEECARPTERT 2. RISMORKEY. XIZEREYOD
BEIMRAREGRITEIEICE>TTROP2AFRRIBEZI &L
T, ZBHEABDIENHKED, £, FIROEETFIREICLSZTROP
2 HIMAE, HIETROP2AFREBE L TWHMlEkE TROP2EHEE L
THEATZIEEARETH D,

TROP2MDDNAEIKRGT X /BEINIERAHT —F X=X EICRARSE
nTsY, FIZIENM 002353, NP 002344 (NCBI1) %
D7y avEBICLYSERAETHS,

Ffe. EBBTROP20D7 I /VEEAMNCEWT, 1 XIFHEDT X /EH
B, RERG/XIEMMINLT I /VBEINNSQY., UZEQEELRAFD
EMEEAET2EAEE TROP2ICEEN S,

ERTROP2ZEHEKR, NKIKE267 I /JBEENSHE YV FILES
2487 I VBBRENSRIMEARAAY, 23T I VBEENMSKRD
MREEREBRAM Y, 267 I /BEEHNOHLIHMIER KX AV TEXIH
TW3,

2. ITROP2HAFEDEE

AEBEOTROP2ICHT2HAEIE. CONBHTEERERINSAEEH
WT, TROP2XIFTROP20MD7 X /BEEIHNHBRINSERDR
RTIF REEMICHREL. EFRRICEEINZINEFERI. BRI DI &K
EoTRHBDIIENTED, MREWLDBTROP2DEMEIIE MIREI N
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T.YVR Ty MNEQOE MUAOEPICHERKRT B TROP 2ZEMICHRE
THIEHETES, COBEICKE, MESNEEBETROP2ILEST 5H
HEERTROP2EDREMAHR TS &ICL>T. B NOKRRICEA
AREARINAE BRI TE 5,

T, DDA E BIAE Kohler and Milstein,
Nature (1975) 256, p. 495—497 ;Kennet, R

ed., Monoclonal Antibodies, p. 365—3
67, Plenum Press, N. Y, (1980)) iKf¢><T. TR
OP2ILH T 2MFaEET 2MFEEMREEIIO—VHMBEAHEIE
5ZEICE>TNATYR=T%BIL, E/70—FIFilKkERBs2&d
TZ %,

BB, MEELBZTROP2IEITROP 2 EGEFEEGFRFICL>TE
FHEICRRITEDEICEL>TRZIENTE D,

BHEMICIE. TROP2EGLFEZRIRARGNISI—ZFRHL. IhelE
FHIERICEALTEREGRTFEZRIRIE, HIELALTROP2ZBEHINIEL
W,

T/, LROEGCFEREICEZTROP2HIRBMA., HETROP2%&H
RLTWAiE%KZTROP2EABE LTHERIT S EHARETH S, LU
. BFEMICTROP 2ICHT 2HADOERIEAEZHRIAT 5,

(1) HROFEH

MTROP2HAKZEFRET ZDDMEELTIE, TROP2XEFZEDHD
B EEH6EDER LD T I/ BEINNSQRIZRYRTF R, SHldch
SICERDT X /BEFICHENMIMINALTEFRZETEIENTES,

TROP2{E, b bOESHEHEBSIESHENSERBRL TERTS T
ENTE, F/. TROP2%in vitroll TANRT 5. HITEBEFIREICL
STHEEMEBICEEIRZ I EILE>THZIENTE S,

EIEFIRETIE, BAMICIE, TROP2McDNAERIRTREANT S
—ICHAIAATER. BEEHRICHDELRER. EERVCIXIVF—YPEEZE
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SRR TERY 5. SidtbOERZREMRIZEZREYOTE ML % & el
LTTROP2AFRRIEZIEICL>T. HEEBLIENTES,

Fr. EERETHSTROP2DHMENREEMAEDERRR & % &G
LERMEEREEBEYAEE - NIV —RICBWTHRIRIEZ I &ICEST
 DMEHEE L TRREGDIIEHARETH D,

TROP2McDNAWRFZIE, TROP2McDNAAZFRRELTWSC
DNASA 7S5 —%88& LT, TROP2 cDNAAZSEMNICERT
27747 —ERAVWTRY AS—EEHEHRIG (LT TPCR] &WD ; Sa
i ki, R. K., et al., Science (1988) 2309,
p. 487—-489 BE) %175, WbWEPCREILL>TEBTSZC
ENTED,

RYRTFRDin vitrodl& LT, Aoy a - 47054
YO AREDSEY KNSV AL—Y3 VY RFAL (RTS) #&8iFf32&
DNTEZH, THICREIND Z &7,

ERMEOEEE L TE flAE, REBE (Escherichia c
ol i) PHERE (Bacillus subtilis) &aZEfazes
NTEDZ, BHOEGFEINOLDEFHMBERNTHESGBRITZICE. BE
EHEELEIBARXOL ) IV IAbbEsERE. AMERINEZATY
2T5RAIRRIY—TEEFMEEFHEGRIEIE D, . RIF—ELT
i$. MEGRMRICKRERE (REL) OBREANET LI EHNTEDE
WaeBTHEDNEFE LV,

EMEOE EMEICIE. BHEY. BR. BESOMEIEEh. i
BYMRRE LTk, BRI YILOMBETHZCOSHE (Gluzman
, Y. Cell (1981) 23, p. 1756—182, ATCC CRL
—1650; ATCC: American Type Culture C
ollection)., YORIMFHSFMENIH3IT3 (ATCC No.
CRL—1658) Fvr4=—X - /NLAY—IIEMEE (CHOMRE. A
TCC CCL-61) OV FOEMBTTERREN. (Urlaub, G
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and Chasin, L. A, Proc. Natl. Acad. Sc

i. USA (1980) 77, p. 4126—4220) ERL<EVHN
TW3H, ThLICREI NG,

FEEOKRICLTELNZHEESGREIE., CODBFTREEREINSFIEIC
Mo TEBT DI ENTE, HEBEICL > THERXIGHIEMAICENODRY
RTF RDBEEIND,

REBICAVON2EMIE, UEBETHNIEHEA LABEMBICK CTE
AINIBEOLDEZEEREIRT S5 EHNTE. RBETHNIE., BIZIE,
L BEMHICHEIZIGL T, PFYEDY VEOREMER | PMGERIMLT
AW ENTE S,

FEBEEICL > T, HERRAOHMBAXIGHEMNCEEINHEBAE
BEIE. ZEOEOYENMECLENEES A L SBOAKMD SR
BIFRICE > ToOBE - BRIZIEHNTED,

FAEELTE. BANICIEAIZIE,. BEOEHEINBFICL 20E, R
HEE. 9FAd2WIOXYNIZT74— (FIVER) . REJOAX NI ST
A= AFVRBIORNIZT4—, P74 =ZT4—PVOXMNIZ5T 14—
ZFo&EREIOT NI S 74— BIE ThHOHEREEEFIRTES

T, BRI EHMMAEREICOREN LRI ERAF I VI TEZEITS
CEWREST ZYTNT 74T A — NS LTHERNICHERT ZI&NT
X5, HiF. BEIEZEMAELEIC| gGOF cBIHERIFD I &ICE
2T, 7ATAVARNZLTHERMICHERT LI ENTES,

FEAZEMEEE DI EILE>TERBICRINE. SMETENET ZRY
RTIF REREBICHETE D,

FERICRRABEGSREFEBFRENRE LTERTSIEEARETH D, &
7z TROP2ZHEIRT2MEMEZMRE L TERTSIELARTH S,
ZORAMENRSE LTE. E MEBHENC | —H3 22, PC14, NC
IH=H2122, XIZLCAMI1, k& MUXIARERP C 3. b MEEEX



WO 2015/098099 37 PCT/JP2014/006421

BxPC—3, Capan—1, XIZPK—1, E rIIEEHSKOV 3t
PICE PKRIBEMCOLO205%FBIF2 &N TESZN, TROP2AH
WIBRY., ThHSDOHMBEKICEREINDS I &AL,
[0048] (2) #ATROP2E.//O—FIAEDEE
TROP2ERHEMICHAT 2MMEDOHE LT, TROP 2 &HEMICH
BIHE//O0—FTIIEEZREFTEENATE L. TOEEHEZEIE. UT

ICEEE T 2BY TH D,
E/7O0—FIIREOEEILH > Tk, —RRICTEEOBRBRIEETREI
BETH>,
ERAYPEN

(a) MEREELTERTIEASDTORAE. XIFNERRMEEOREHE.
(b) MREEWICERTEIEICE>TRELABICIIBARERL, 0D
AMERE L CERBREEOIIEZREL THS, MAELMEZRARY S
T2,

(c) BEEEME UTF ITTo—<1 &WH) DR,

(d) MAEEEMREE I TO—< &OMIERMS.

(e) BMETDIMAEEZELET D/ (1T ) R—<EDER
(f) B—lRI/O—~ORE (FO—=27) .

(g) BEICL>TIE. B/ 70—FITFEXREICHETDHDN1T
) F—<DIBE,. XIINAT) F—<ZRBELELEBMOES.

(h) COKICLTEEINLE/ /7 O0—FTILREOEETEHE,. RUZOHRE
BREMORE, SEHHES L TOREORE
EThHd,

PR, B/ 70—F LA OEREE LRIRICH > TFHBRT 20 Ein
EOEBLEIR CNICHIRI N T, fIZ EEEEUAORAEEMERUIT
O—<%2FERAT52EEH5TED,

[0049] (a) MERDEH
MRELTE, RIBLAERBTETHRELAELTROP 2XIEZDO—E%ZE



WO 2015/098099 38 PCT/JP2014/006421

[0050]

AT &NTES,

g/, TROP2HRIEMMAAFMIRICK > TRAELALEBES. XIETRO
P2RIFHMAAMEES. LI, BEZICAMOBEZAVWTEES
LEAKBOEREDOHAIRTF REMRE LTERTEIEETES,

I, TROP2HEBFEMEKEZNEREE LTHERTSIEBTES,

(b) MAEEEMEOREASR
I (a) TRLNEZHRE, 704 Y ROREXIARTELT Y2/ Y b
BBV I aUNVORBEIFIEEREL. RERE L TERBMICRE
5, ZOMIC. MEREMEZAERE L TERIVICRETDHELH
%, RRENELHMDONA T) R—<EEETHWON 2B EZELALE
AT252ENTES, EFMNICIE, BIZAETIR, Sy b ¥F EYY,
DY, UREFEEFERTHIENTES, L. BE LAMAEESMEBERM
BXEZITO-VHBEOAFEZUHFORINS, YUVAXES Y MR
REEME T H2OHFE LW,

T, ERIERTSEZY 7V ARTT Y NORMICIFFICHRIGRL, w7
ZDFBEIICE. FIZAIEEREA. AKR, BALB/c. BDP, BA, CE
. C3H, 57BL, C57BL, C57L, DBA, FL, HTH, HT
1. LP, NZB, NZW, RF, R 111, SJL, SWR, WB, 1
29%FN, FLZY bOFEICIE, HlZIE Wistar, Low, Lew
is. Sprague, Dawley, ACI, BN, Fischer&E#s
AWSZENTES,

INHDOTVRARVT Y MIFIZIEEARS L 7HARE, BRAF v —ILR
) N—HRASHFOERIVABTRGFELYVAFITELENTES,
WREEWE LT, #ROITO—<HMBEEOMESESHEHIET NI
. XUATIEBALB /cR#EN. v hTREWIi st arRULowkif
DRI E LW,

g, MEOEMETVRATOHERMZER L., BCNMAEEZRET 2EHK
BEBEZETIELYIR, TROLEECREBEEREVIRAEZAVDIIEBIFE



WO 2015/098099 39 PCT/JP2014/006421

L\,

BB, INHLDOIVARIET Yy bOREROBEIL, FELIE5~12
HEn, IHICIFFELIF6~8BWMTHS,
TROP2XIIZDMMMAKICL > TEMERET HICIE. BRI We
ir, D. M., Handbook of Experimental I
mmunology Vol. I. I'l. I'l'l., Blackwe l |
Scientific Publications, Oxford (198
7) ;Kabat, E. A. and Mayer, M. M. , Experi

ment al Immunochemistry, Charles C T
homas Publisher Springfield, 'l |l ino
is (1964) HICHLLEHINTWIRMDAEEHWE I ENTE
oy

INLDREFED DI B, AFEBICEWTIFEREEE EFNICREIE. A
ZIELUTOEY TH D,

Tabb, Y. METHIRELEES. XENEEZRRIELEREE
EMORRXIIEIERICEEST %, /2L, RENKREEDZOHICIIESE
OHEANFE L, FIEIEERESETV. BEIIRELIOAEERES
ZTD &, BICRBEWNEREZEHDDHIENTE S,

MEOKRER Y 1—IVid, WERENOEE. BREFICLI->TERD

. RIS MRRSEH3~6E. B5FEE2 ~6 BEAMFE L. &
S50 3~4[E. #H5EMRE2 ~4BEN’I SITHFFRE LW,

. MEOHRSEIE. BWOREE,. BREZICI->TERSN —MIC
30, 05~5mg, FFLLIKO. 1~0. 5mgiREET 3,

EBiNfEEiE. LEOBY OMERED 1 ~6:8FE%. B#ELLIF1~48
B, ISICHFFELLLIET~3BEAKICITY, RER\MMEROFZEICIE. 1
X1083&E 1 X1 0MEDHEEZERT 5,

BB, BNMREZTHOEOMERSER. BMOBEE. KXIFILL-T
BERBHN, —BIC. FAETYIROEBESICIE0. 05~5mg, FELLIE



WO 2015/098099 40 PCT/JP2014/006421

0. 1~0. 5mg., ISIKIFFLLIXO0. 1~0. 2mgREET D, &
ERSMEOEFEEICIE. 1 X1 083E1T X 1 0OMEACHEAEERT %,

FEEMABENST~10H%K. FFELLIF2~58%. IHIKHFFELL
£ 2~ 3 HRICERESWL SMAEEMBE STEEMEXIE Y v /35k%
BEMICEY HT, TORICRAEMEZRE L, RAEMEI1+28 < A8
EMAEEMBEOREERS LTAVRIE, MBOBEOMKREBZHD I EN
TZ %,

CZTRWONSIAMORAEEE LTE Bl R 1T AKEXIZEL |
SAZEZBEIFLIENTEDZNAINLDHFERICHBERI NGV, AEBICH T
DIMAMEORAER. BIZIFTEL | SAKICENIE, UTICEEHT 2%4FIE
ICE>TITD TENTES,

T, BEXIBMEELARELZEL | SAB96RNTL— NEDER
REICREI R, ILHICMEIRE L TWRVWERKRAZ MRS BERLRE
HE., fIZEYYIMETILTIY (BSA) ICL>TEBVW, BREEKLEHE
B e LTEBARLUARR Bl y R0IE) s, ki
MRICERPOMAFEREIE S,

ISICEHAE LTBRESE SN T 2AMAICH T 2AEMATY
D AFEICHEE S E, HEREBROREANA. RESRICEDCREI
LBJRHAEDENLFEZRET S LICL>T. MAFMEELT 5,

WREEYOBEMIEX L) /B, S OMEEEMEOSEIE. AFO

BHE ziE. Kohler et al., Nature (1975) 2
56, p. 495;Kohler et al., Eur. J. Immun
ol. (1977) 6, p. 511T;Milstein et al., N

ature (1977), 266, p. 550;Walsh, Nature
, (1977) 266, p. 495) I>TITITENTED, BRI,
EREMROIZEICKE. BREEZEDL THREAT VL AXy a2 TRELE
%, A —JIRNMHAEH (MEM) [SZEIETRAEEERZ28T 3
—MRNATEERAIHIENTE S,



WO 2015/098099 41 PCT/JP2014/006421

[0051]

[0052]

(c) BEEEME UTF. TTxO-—7] &WvWH) OFL

HMEMSICAVWS I TO—HRICIKESEROFIRIE R <. AR OMEREH
LEEZERLTHWSZIENTES, L. BEMEINONIT ) F—<
ZERTIBEOFEEEZERBLT. TOERFEI/EILLTWSIHGPRT
(Hypoxanthine—guanine phosphoribos
yl transferase) REKERAWIDOHIIFELL,

ThHbhE, YTYAHEDXE63-Ag8 (X63), NST-—ANS /1
(NS1), P3X63—-—Ag8., Ul (P3U1), X63—Ag8. 6
53 (X63. 653), SP2/0-Ag14 (SP2/0), MPC1
1—-45, 6TG1. 7 (45. 6TG), FO, S149 /5XX0, B
U. 1%, Sy rHED210. RSY3, Ag. 1. 2. 3 (Y3) =,
ErEEDOU266AR (SKO—007), GM1500-GTG—A1
2 (GM1500), UC729—-6, LICR-—LOW—HMy2 (HM
y2). 8226AR/NIP4—1 (NP41) ETHsd, TNHDHG
PRTREHKIFIAZIL, ATCCENOLAFTZIENTES,

o DRI, BEAE, HAES —THI/T7ZUEEM (RPMI
—16408MIITINIZIV, 2—RXNWATRNIZ/ =, FVITADY
RUDRREMSE (T TFBS] &WD) ZMALEBHICS —T7H /7=
VEMAEM) | A ZADAT7HRES IRy OEM (| scove s Mo
dified Dulbecco’ s Medium; IMDM) , Xix¥
IRy AWEA — 7 EM (Dulbecco’ s Modified E
agle Medium; DMEM) TH#HRIEZEET A, MIEZMEOIBHE
ABRRNICIEEEM (FIZE 10% FCSE#SLASF 1045 (ko
RHASHE) ) THRABEL., MEZAIC2 X 1 0T LOMEKZREEL
TH<,

(d) HREmRE

MAELEMREEI T Ol ORmelRk. 2MOKE (We i r, D,

M., Handbookof Experimental Immuno |l



WO 2015/098099 42 PCT/JP2014/006421

[0053]

[0054]

ogy Vol. I. II. 1'l'l., Blackwell Scient
ific Publications, Oxford (1987) ;Kab
at, E. A, and Mayer, M. M., Experimental

I mmunochemistry, Charles C Thomas
Publisher Springfield, 'l linois (196
4) F) IRV, MREOEFXREBEICETIEAVEEORGTTHERESE
Y2 ENTE S,

ZTORBFEELT, BIZIE RUZFLYIT)I-ILEFORRERY <
—BRATHAELEMEE I I 0-—YHiREZBES T 51LENGE. EXH
RHZFMRT2MENFEEFELZRAVDIENTES, ZDI5. LEREEN
FEODEAFEGZREIELLTORY TH 3,

ThaLL, BRER)Y—BRELTRIIFLY I I-ILERBWDIE
Bk, 2FE1500~6000, FFLLKIF2000~4000mDR"Y)
IFLYJY)A—NUBERFT, 30~40C, FFLLIE3I5~38CHAE
ETRHEEMEEIIO—<Miges1~1 090, FFELLIE5~8%
EREY %,

(e) NA T F—TBDER

EERHMEMEICL > TR/ LOND /NS T R—<OEBRFEIIFICHRIE A
WA BEHAT (ERFHUFY -7/ TTV0 - FITUV) BRE (
Kohler et al., Nature (1975) 256, p. 49
5;Milstein et al., Nature (1977) 2660,
p. 550) BAVLNS,

IOHEE. PR/ TTVVTEFELBAVWHGPRTREEKOI IO
VHIBERWTNA T F=—Y2B2BBICEITHS, $4bbE. RS
MEKRUNATY F—TZHATEMTEET S EICE>T. 7R/ 77
YUICHT M ERE bt/ T F—Y DI BIRNICEF S H,
MDOEBEIEDLIENTES,

(f) B—filg/O0—r~08%8 (yO0—=>7)



WO 2015/098099 43 PCT/JP2014/006421

NATY) R=<DrO—=v7FKE LT BIZIEXAFILEILO—RE,
7 AO—RE RABREZFORNOBEERAWVWSIENTES BIAE
Barbara, B. M, and Stanley, M. S. :Sele

cted Methods in Cellular Immunolog

y, W. H. Freeman and Company, San Fran
cisco (1980) B8R ., INLOAFEDIE, FICAFIEILO—
AEEQERTBEENMFETH S, Flzid, MEMEICE > THERINE
N TY)R—<BEEClonaCel |—HY Selection Me
dium D (StemCell Technologies#tf #03
804) FDXAFIEIO—REMICHEB L THEEL, BRINNITY)
N—~IO=Z—%EITEIETE/7O—UNAT) R—<DEEHNATEE
THd, EIRINAEZENAT) R—v2O0=—%EE L, B5NhiknN T
R—<EELEPRICRE L TIAMOEO LN DEZTROP2E.//0
—FIIMEEENA T) R—<#ke LTGERT %,

[0055] CO#RICLTEWILININAT) R=<#DOHIELTIE, TROP 2,8
TYR=TINAT1EZBFZIENTES, Ad, APHEEFICTEWVWTIE
. TROP2NAATYR—=TINAIAREETZHEE, TTINAITH
] XIEBIC TTINAT] SR8 T 5,
TINATRGEOEHTERHIE. BIROEINES2IRINDIT I/
BB ZHT D, /. T I NA1HEORHEATEMRAEIZ, BIIROEHE
FAICRINDTI/BENEET S,

[0056] (g) NATYR—TODEEICLDE/7O0—FILHRAKEDOHAEAR
CORRICLTGBIRINANSA TY R—TE, CThaEETLEICE-T
CE/OB—FIRABEDNRLILLBELIENTEZN, BEICKLL, BN
ETBE/VO—FTIVRGEREEETDINAT) R—T &RV —=VJ93%
ZEDNEF LW,

DRI ) ==V TR ENBEBEMOAENHEATE 3,
AFERICH T 2IEMORAEIE. FlAIELEE (b) OIEBETHABLAEL



WO 2015/098099 44 PCT/JP2014/006421

| SAKILE >TITI 2 ENTE S,

UEDHEICE>THRIENAT) R—<lE, BREBRHAXIE—8 0TCLTF
DAREFICEBRETRET DI ENTES,

JO—ZVJ%FT LlnA 7)) R—<Id. HBiliaH T s 5 EBEEH
ICHATHEINS,

REEEIZ, AEUEERZAVEEEES. IIRAEF—EETITDLONID
s COREBEEICBITZLEENS, FIVKERBRE., HEEICANORFEEZRAV
THRHETDHIEICE 2T, AEAOEREICKENICHEEYSE/ /70 —7F
W ERB5 &N TES,

e, ARHBOTVR BIAIE EEDOBALB ¢) . FIENu  Nu
RIADBERICNAT) =T &EH L. ZNATY R-T%EEIE 2
ZEILELT, AREBAODE/ /7 O0—FIHiAEREBICEVEKEZFTS &N
TZE %,

EREMICIR 59 BB GICIE. =/l (3~7H7D 1£2, 6, 10, 14—
FRSAFIRVEFHY (2, 6, 10, 14—tetramethyl
pentadecane; 7YRYY) Z0HMHEERETDIE, LYUSE
DRI FLND,

BIZIE. NAT) F=< EBRBEDT T ZDEERICT O FREINHF % F
L. THIlEZAREMELAZE. 208%&IC10~10MEADNA T K=<
- O0—VilileE. MFEZSFAWVEHRAICERE (0. 5ml) IETHEE
WNICHEES L., BEESRIERL. BN cE2LEIBTYIRLYEKE
BT 2, COREICE> T, BERPICERTHI O0OFULDREDE
Joa—FLiErELN5,

ERFEICL>TELE/ 7O —FIEIE. BIZIEWe i r, D. M,
:Handbook of Experimental Immunol o
gy, Vol. I, I'l, I'll, Blackwell Scientif
ic Publications, Oxford (1978) IC&2&HINT
WEBHETRETEIENTES,



WO 2015/098099 45 PCT/JP2014/006421

M LTR/LNDE/7B—FIUEIE, TROP 2K L TRWIRE
ENERT 5,

[0057] (h) E/70—FILREDKRE

M LTE/OLNAEE/ 7O—FIVIREOTA VYA TROY TV 5 ZDR
EIFLATORICITO &N TE S,

FP. BAEEELTUEAIF)IO0=— (OQuchterlony) & E
L I SAK XIER | AZEBIFRZENTE S,

FZVFINO—REBETREH . £/ 7 O0—FILRFEDRENMEWVES
BICIIRERENVRETH B,

—7. EL I SAEXER | AZZAWLBEER., BELFEZTOIEN
RREFEEERBIE, ISIKEZRRGEE LTEBIL/ 70T ) VT4
VYEAT, BT VSRARIBT 2MEEAVWSEICE>T, £E/70—F
WREDTAV AT, YT VS RERAET DI ENTRETH D,

T, ILICHBERAZEE LT MROBERBDF Y b (FIZIE. <O R
FANR—=Fy h; NMFAZ5y NHE) FEFHTZIEHTE S,

IS, EREOEER. 74— OV ) —EZRUT280nmilHiFd
RHE (1. 4 (OD280) =44L/707)>1mg/ml) LYBEH
TEHERICELE>TITIIENTES,

TIHIC. (2) @ (a) BE (h) OIRZBEEERLTERICHEIILT
B/ 00—FIIREERBLAEZESICEWVWTE. T I NA1HRMEEBDEFOH
BEEEUAET2REEIETEIENTETH D, ZORBRTREDO—F
ELT. TINATHGKEA—DIE N—TFICHEAT2HAEEEFE &N
TE 3, FIEEINAETE/ 70— LHES. T I NATREOES
DEHRTF RXEEAULAFBEICHEET NI, ZE/ 7O0—FLRGELT
INATRGFEERA—DIEN—FICRHETIEHETD &N TES, &
. TINATHAEDTROP 2IINY 2HEEICH LTEZE/ 70—F Ik
PEmadd (s, 2T/ 70—FILRGHEST INATHMAFETROP20D
BEEIEF?) CEEMRTAIEICL>T. BEFEMAIE N—TDEIIX



WO 2015/098099 46 PCT/JP2014/006421

[0058]

EEENMREINTVWALTH, ZHE/ 7O—FLRESRTROP 24k
ER—DIEN—FIHEETHEHETZIENTES, IEN—THE—
THDIENEREINFZE. ZT/70—FILHRELST I NATHREER
FOMBRBARENXITEMEEEB L TWDS &M CERFI NS,

(3) ZotoHilk

AEBOIEICIK., EEZTROP2ICNTZE/ Z7O—FILITEICMA.
EMCHT 2EBARMABRTIELIEE2EME L TABMICHELE
EETHBABRGE. fIXE ¥X5 (Chimeric) fiifk, £ Mb (
Humanized) fifk, E MAAZFEE ST S, IhHOHAEIE. BEA
DHEEAVWTHET S ENTES,

FASTMAEE LTR, MAOAEREE EERAVEWVICEBTHSMHE
BIZET D ARG T Y NHEREOAEEE S £ NEEOERBEICES
LEFASHEEREFEENTES (Proc, Natl, Acad. S
ci.U. S. A., 81, 6851-6855, (1984) R,

E Motk e LTI, ERMERERE (CDR) OA% E MEHEROHKIC
HWHAALETE (Nature (1986) 321, p. 522—-525%
B) . CORBIEEICE>T, CDROEFICMAT—EDIL—LT—
D7 /BERESE MUKICBEL G (EBRAEE90/078618
) BT BHIENTED,

BL. TINATHAEBROE MefnAE LTI, TINATHREDGTE
2TOCDRENZRFTFTIRY. FEOE MEMAFICIREI NS Z &1F7A
W B8, TINATRAEOEHEATZREGIE, BIIROEINES2 3ICRS
N373/BENHISERBCDRHT (TAGMQ) | BAIBES2 4IRS
N373 /BENNSLBCDRH2 (WINTHSGVPKYAEDFK
G) . RUBHES25ICRINDTI/BEINSEZCDRH3 (SG
FGSSYWYFDV) #RBELTWS, /4. T I NATHREOEHEATE
tRIRIE, BLARDEINES26ICR"IND T I /BEENNSWBCDRL 1
(KASQDVSTAVA) | BAES27ICRINDT I/ BERETIH LA

57
57



WO 2015/098099 47 PCT/JP2014/006421

52CDRL2 (SASYRYT) . RUEIES28ICRIND 7 I /BEEC
FASHBCDRL3 (QQHY I TPLT) 2#B8BLTWS,

[0059] < OZXFMAET INATOE MoEDERE LT, (1) BEHROES!
BS12, 14, XE160D20BE140BBDT7I/VBBRENSRDT
I /BEA. (2) L£5&8 (1) OF7 I /EEEIIIHLTHA< EEH9 5%
rtoEEMEEYT S 7 I /BES. KU (3) L& (1) 073 /BEHIC
BWTTXREHEDOT I /BHIRE, BEIIAMINEZT I/ BEREIIOW
THON—DOIORZEHALRFEEZSFCEHE. BCIC (4) BHIES1 8,
20, XIF22021B3E129FHDOT7 I /BBHRENLARDZ T I /BB

(5) k& (4) OF7I/BEIICHLTHAL EH 9 5 %LU EDHERMN
“BT 573 /BEEN. R (6) L& (4) OF7I/EEINICEWVWTIX
BEEOT7 I /JBARK, BRIIAMINEZT S /BEREIOWTh—D
HoARZEHTEEE A SCBHEOAREOREE BTN TE S,

BH. APEMEICHITS THE] S 1B3E10/E. 1AE9ME. 173
EZ8@E. 1BETE. 1AECGME. 1AESHE. 153E4E. 1T3EI3EL
XIFT1TELLIF2@BEEKT %,

[0060] /. REAMIZICH T2 T7I/VBOBHRE L TIRENT I/ BERHNE
FLW, RENTIV/BEBHREE. 7I/BAUBICEEOHZT7I /BT
—THTHELZ2BRTHD, IHELATI/BI/IL—TIE UTOBY THD
BTN —T=FRRSX V. JIVYIVE BEEIN—-T=)

/

oy

)¢Eb

l/

CTIMFZU BERFVY BTN —T=TSZ=, N, g4y
AvaqAa DY, Ay, JxZWTIS U AFFZv. N)T RO 7
Vi EBEBE T I —=S) ., FANRSKEY, TV, VAT
A, B)V, AbA=v, FOI U, HOFELRT I /BT —TIERO
BYTHD : BEE ROF S TN —T=Y VY RTRALAZY ; TERE
BIN—=T=FZANRSXVREITNIY IV BHEBEIN—-T=75=,

Vo, QA4 RPAVAAS Y s ICFEBRIIN—T=7 =7
Y. MUT 77U ROGFOS Y, DB T I /BEBRIETOT I/ BBES



WO 2015/098099 48 PCT/JP2014/006421

[0061]

AT HAMEOREABRTIEAVERETIT Y OMFE LU,
FEROBHEHRUREOIFEAESE OGS LTI, BIBES1 2160
TFPI/BBES203E140ICRHOT I /BENNLLDIAERLEESE
TLEHERVENES 1 8ICEVWTTI/BES215E1 29ILBHOT
/BB DAEEEEE T HEREN LA TNME, BHIES1 2L
WTCT7I/BES20/E140IEBOT I/ BREIIN QD ATEEERE
BI2EERVENES20ICEVWTTI/BES213E1 2 9ICEHOD
7 X/ BRINSRDIAEBEEEET IEENSQITME. BIIEFES1 2
BWTTI/BES20HE140ICEEHOT7 I /BEIIHN LB Z LR
HEETLEHRVEINBS 2 2ICBVWTTZI/BES215E1 2 9ILREH
DT I/ BENILRDIAERBZET I2REN LRI04, BEIES1 4
ICBWTTI/BES20RE140ICBBOT I /BRIASHRDTLES
HAETZ2EHRVEINES 1 8ICHBWVWTTI/BES21AE1 29
BOT7I/BENINSRDZIAEBREZET I2EHEINSRIHE. BEIEST
AICBWTTI/BES20/AE140ICBEHOT7 I /BERINSKZTE
S AETAEHRVENES 20ICEBVWTTI/BES21AE129(C
BREOT I/ BEINNSRDIALREEET IREN SR I5E. BBIES
14ICBVWTTI/BBES20RE140ICBHOT I /BBERIHNSHSZT
TREAETHEHRVOBIBES 2 2ICEVWTTFI/BES213E129
ICEEE D7 X/ BREIINSRDTEEELE T 2EEN SR DM, BIE
S16IKBVWTTI/BES20/E140ICBHOT I /BERINSAD
AE4EE AT AEMRVERIES 1 8ICBVWTFI/BES215E12
QICEEHDT X /BEIN LRI ALMREEET ZBREN SRS, B
BES16ICBVWTTI/BES20/AE140ICBBOT7 I /BRI SA
ZAEBEHEAETIEHRVBIBS20ICHSVWTTI/BES2 1 HE
29ICEEBDT I/ BREINLRDZAEBREE T 2EHEMN S DA, i
CICERIES 1 6ICBVWTTI/BES20HE14 0ICEEDT I/ BE
BN DREAEMEEEET Z2EHRVBEINES2 2ICHVWTT I/ BES2



WO 2015/098099 49 PCT/JP2014/006421

[0062]

[0063]

175321 29(ICRBOT I/ BEINSLLIARBEEET SEHNOLD
MAEZEEFEIENTES,

ISHICHFESHESEOREE LT, BHINES1 2ICEWTT I/ BES
2073FE4 7 0ICHREBOT X /BEINSLZIEHKRVEIES 1 8ICEW
TrVI/BES21BE234ICEBOT I/ BEIHNSBI2EHILLD
ik, BABES1 2IC8VWTTI/BES20HE4 7 0ICEEHOT7 I /B
BRI EHRVEIFES20ICEVWTTI/BES2153E23 41
EEODT I/ BENNSRIBRHENSADTE BIHES12IBVWTT I
JBES201EA4T7O0ICRHEOT I/ BEINSL2EHKRVEIES
22ICBWTT7I/BES213E234ICRBEBOT7 I/ BEINNSAZE
HHONSADTAE, BEIES14ICBVWTTI/BES20/HE47 0ICEKEH
DTV I/ BEINNSLLIEHERVEIES 1 8ICBWTITI/BES2173
E234(ICREOT I/ BEININSEIBEHENSRDHME, BEIES14IC
BWITPI/BRES20BE470IEEHBEDOT I /BEIINSRDIEHK
VEIES20ICEVWTTI/BES2 1 BE2 3 4ICE8HOT I/ BES
DORSBEHENORDHE, BINE14ICBEVWTTI/BRES20/E47
OICEREHDT I /ERESD LR LEHKRVEIBES 2 2ICBEVTT I/ BE
S213E234ICEHOT I /BEINNSLIBEHEN SR IHE. BIIE
F16IKBVWTTI/BES203EA47 0ICRBEOT I /BBEINSRD
EHRVRIBES 1 8ICBWITI/BES2 1 BE234BBOT7I/ B
RIS ZBHEDN SR DA, BINBES16ICBVWTTI/BES20
E470ICREOT I /BENINSLIEHRVEINES20ICBVWTT I
JBES21HE234IIEEBOT I /BEINSRDIEHED SR DHUE,
WICERIBES 1 6ICBWTTI/BES20/E4 7 0ICEEHDOT I /B
RIS ZEHRVRBINES2 2ICBVWTTI/BES21 73223412
EEODT I/ BENNLRIBRHENSLBDIMAEERITEIENTES,

BhlFELEASLEE LT, BHANES1 2ICEVWTT I/ BES?2
O73E140ICREOT I/ BENNSRD2ITREEEZET 5EHKVES!

i
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[0064]

[0065]

HS18ICBVWTTI/BES2 1321 29(ICRBOT I/ BEIHNS A
PAREEER YT SBREHN SR IHME. BINES14ICEVWTTI/BES
2073E140ICRBOT I/ BEINSLZARMBEEET 5EHKUE
SIBS18ICBWTTI/BES21BE1 29ICEEDT I /BEIIH S
REARMEEEETLIEHENSALNME, BIES14IIBEVWTTI/BEE
S2073E140ICREHOT I /BEINNSLIAERREEET2EHRY
RIFES20ICEVWTTI/BES2 17321 2 9ICRHOT I/ BEERHM
SIRDARMEEEE T 2EENSADHMAE. BPICEIES 1 6ICEVWTT
I/BES203E140ICREBOT7 I/ BEINSLLIAEEEHEZFET S
EEERVCENES22ICBVWTTI/BES213E1 29ICRBEHOT 2
BEINSRIAEREEZETI2EHINOLBINBERETFTLENTES,
Fe. BOFERHESE S LTIE. BANES 1 2ICEEHDO 7 I / BESIH
S5RRZ2EHRVEINES 1 8ICERED T I /BEIHNSRI2EHIN SN
&, BLHIE 2ICRBO 7 I /BEIID S S EHKVETIES 2 O ICEEH
DT I/ BEINHISRDIEHENSALME, BIES 1 2ICEHOTI /B
BN A2 EHRVEIES 2 2ICBEBDT I /BEINSRIBRHHNS
BB, BBHNES 1 4ICEREBOT7 I/ BEIDNSBLEHKRVEIES 1
SICEEED 7 I /BEIID S SBRHEN SR DT EHIE 4ICEHDT
I /BENNSRDIEHKRCEINES 2 OICEEHDO 7 I/ BREIHIHNSLDE
HNS ALK, BIES 1 4ICEHOT I/ BEIN S A 5EHKTES!
HS 221807 I/ BREIDSBDIEHN SR IHME, BHIEST6I(C
EEDT I/ BESDSRZEHKRVEINES 1 8ICEED T I / BEESIH
LIRZBEMNLRDHAE. BEIES 1 6ICREBOT7 I/ BEINSAZEHE
ROEIES 2 OICEEHDO T I /BEINNSLSBEHEN SR IHME. LRI
BCHES 1 6ICEEEHD 7 I /BREIIH SRS EHRVEINES 2 2 ICEBED
TI/BEINSRDIBHENORIMEEZREIFTLIENTE S,
BhlFELEASLEE LT, BHANES1 2ICEVWTT I/ BES?2
0734 7 0ICREOT I /BENINSRI2EHKRVEINES1 8ICHEWVT
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[0066]

[0067]

TI/BES21BE234ICEEOT I/ BREINSRDIEHNSLR DN
, BIBES1A4ICBVWTTI/BES203E47 0ICEEHDT I / BEC
SINLRZEHRVEIES 1 8ICBVWITFTI/BES21HE23 41258
BOT I/ BENNSRIEHINSADTE BIES14ICBVWTT I
BES2073E4 7 0ICREHOT I /BREINSRZEHRVEINES20
IKCBWTTI/BES21B3E234ICBEBOT I /BRI, LG DEHHN
L5 HE, HCICEIES16ICBWTTI/BES203E47 0I5
BO7 I/ BEINSLI2EHRVEIES 2 2ICBVWTTI/BES21
ThE2 3 4ICEREOT I/ BEINHNSBIEENSRIMBEETL &N
TZE 5,

IHICEBNCFESHESE S L TR, BHINES1 2IC8WTT I/ BES
20753246 9ICHRBOT I/ BEINSLIEHKRVEIES 1 8ICEW
TrVI/BES21BE234ICEBOT I/ BEIHNSBI2EHILLD
ik, BABES14ICBVWTTI/BES20HE469(ICEEHDOT7 I /B
BRI EHKRVERIES 1 8ICBWTTI/BES2153E234(C
EEODT I/ BENNSRIBRHENSADTE, BIES14ICBVWTTI
JEBES20E46 9ICREBOT I/ BENINSLADIEHKVEITES 2
OILBWTTI/BES21HE234ICEEHOT I /BEINHISRDEHE
NORBIAE. BCICENEFES 1 6ICBVWTTI/BES203E4691C
EREDT I/ BEIDNSBIZEHRVENES2 2ICEVWTT I/ BES?2
1732234 (1CREBOT I/ BEINSLBIBEHINORINNKERETL &
NTE B,

FEROEHT I/ BENRUCEHY X/ BES EsVWERMZ R~ TES %
HAEDLES I EICEL 2T LEORTGFEREOENELZET 25K %
BEIRT DI ENTRTH D, OFRGERMLIE, —MBIICIE8 0 %L EDE
EETHY., FELLIFOO0ORULDHEEMTHY., JUHFFLIFI5%
UEDHERETHY., RBFFLIFI9%BULOERMETHSD, Tk, E
HXISBEHDO 7 =/ BESICT HEREO Y X /BEENEBR. REXIIN



WO 2015/098099 52 PCT/JP2014/006421

[0068]

[0069]

[0070]

MEINET I/ BEIHNEHBAEDESZEICE>TEH, LROENMGERSE
DEMEE BT NN ERRT LI ENATETH D,

“REEOT7TI/BEINEOERMIE. Blast algorithm
version 2. 2, 2 (Altschul, Stephen F.
, Thomas L. Madden, Alejandro A. Schae
ffer, Jinghui Zhang, Zheng Zhang,
Webb Miller, and David J. Lipman (19

97), Gapped BLAST and PSI—-BLAST: a
new generation of protein database

search programs], Nucleic Acids Re

s. 25:3389-3402) OF7A4INMSA—9—%FRTZ&
KL TRETBIENTES, Blast algorithmid, 1V
& —2w hTwww.nchi.nlm nih, gov/blastic 77X T2 &Ik >THME
AT3I&ENTES,

BB, BHIROENES1 2, 14, XF16ICRINDIEHT I /BE
ST, 1T3E1Q9BBOTVI/VBEENSLDL T I /BEERSNIEY T IVE
BTHY., 20B3FE140FBHDOT7I/VBEENSLRDT I /BEINEATE
WMFETHY., 141 HEL4T70FBBOT7I/BEENLLRDT I/ BEIIZ
EBWRHTH 2, BIES1 20ENIEIIC, BEIES1 4 OIS
IS, ERSES 1 6 DEIIER S ICERLZRBEINTW S,

Ffe, BHIRDEHIES18, 20, XIF22ICREINDIEHT I /BEE
ST, 1TBE20FBBO7 I /VBEENSLDLT I /BEESNIEY T IVE
BTHY., 21 3E129FBHDOT7 I /BEENSLRDT I /BEINEATE
MFETHY, 130HE234FEOT7I/BEEN LD T I/ BEIIZ
EEMRETH D, BHIES1 8DEIIIKG6IC, BEHES 2 0DEFILE 7
IS, BRIES2 2DENEH8ICELZRBHEHINTW S,

AFEBOTAE LTIE, I5IC, TROP22ILHEST S, & MIAEZES
5ENTED, MTROP 2k MMAER. £ MRBEBEOHREDER
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[0071]

[0072]

FRINDOHEETHE MAFEREKRT 5, MTROP 2k Ml EMA
FOEHEBHOELFEZEUE M REKMFZE T2 MIKEEY DX
HRAW/EAE (Tomizuka, K. et al., Nature Ge
netics (1997) 16, p. 133—143;Kuroiwa, Y

et. al., Nucl. Acids Res. (1998) 26, p.
3447—-3448 ;Yoshida, H. et. al., Animal
Cell Technology:Basic and Applied

Aspects vol. 10, p. 69—-73 (Kitagawa, Y.
, Matsuda, T. and lijima, S. eds. ), Kluw
er Academic Publishers, 1999, ;Tomiz
uka, K. et. al., Proc. Natl., Acad. Sci. US
A (2000) 97, p. 722—-727%%%R, ) ICL>TIETB
ENTES,

ORI E MIREEY D XL, BAMICIE, REMRE/ /07 ) VEH
RUSBHOBETEINREIN, KDOYICBRATIREHEK (Yeast a
rtificial chromosome, YAC) RUH4—Z5HNLT
EhRZESOTY) VEHRUCREOBGTENBAINABIETHARZE
MELT, /v IT7 I MNSMRVNS VR 2=y VEMIOERRT NS
OEYELZEITEDLEZ I EICE>THEY BT I ENTES,

Fre. BETHEBARMICE ST, ZOKABE NAGKOEHERUBREDE
#%EJ—RFTBcDNA, BFELLIEZCDNAEESORII—|ILL>TE
B AE g L. BGFHERIENE/ 70— FII K EEE T 2 E
B A BTS2 EICL 2T, CORGBERBEERHISBEIEET
x5,

ZZT. BEELTUIBZAITERMAE. FFELIZCHOMAM. ')/ 5k
PIIO-—VEOHIEBMMBZRAVWDE I ENTE S,

T, EMARKRSA TSI —LYBRLAEZ 77—V T4 AT LAHEDOE
Mok aEEREBT25%E Wormstone, |. M. et. al, Inv
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estigative Ophthalmology & Visual
Science. (2002) 43 (7)), p. 2301—-2308;Ca
rmen, S. et. al., Briefings in Functio
nal Genomics and Proteomics (2002),
1 (2), p. 189—-203;Siriwardena, D. et. al
., Ophthalmology (2002) 109 (3), p. 427 —
4 31%E5RK, ) SN TWDS,

PIZE. £ MUEOITREFES EZ—AHEHAE (scFv) &ELTI77-U%K
HICRRIHE T, RICEAT 2 77— VERERTZT77—IT4RTLA
% (Nature Biotechnology (2005), 23, (9
), p. 1105—-1116) #ZAWVWSIENTES,

MRICEET DI ETERINAET 77—V DEBGFERMT DI &ICEL
T, MRICKEET D MIAOAEREZI—-—FT2DNARSZRET S
ZENTED,

MRICHEET 5s c FvODNAENABEOMIANIE, HEEINERET
DRIB|NVY—ZFEL, BELBEIICEALTRRIESIEICL>TE
MAGERT T2 enTE 2 (ARRAREEI2 /010475 A92/
207915, AM93/7062135, @93 /7112365, @931
9172585, 957014385, @95 715388%5;Annu. R
ev. Immunol (1994) 12, p. 433—455;Natur
e Biotechnology (2005) 23 (9), p. 1105—
1116),

FICEREIhAE ML, T I NATREOEST IR TF KX
FEBDIIABESICHE TN, ZEe MK T INATHREEF—DOIE
—TIRETHEHETSHIENTES, £y TINATHEDTROP
2ICWTHBEICH L TEE MUEDFRET S (TS5, b MuED,
TINATHEETROP2DHEEZIHITS) TEWEBITEHI&ITLLT
 BHRRNAIE N -TOERINIFBENREINTWALCTH, &k Mk



WO 2015/098099 55 PCT/JP2014/006421

[0073]

[0074]

AT INATHREER-DIEN—TIEAETZEHETDHIENTES,
IEN—THRA—TH B I EPRREBINLEFEES. ZE MIEDFT INA T
HRERFEOEMEREB L TWS I P BEI/FIND,

LEDFEICEL > TRLONLF ASHE, £ Mok, Xid e MMk,
RHDTEFICEL > THRICH T 2EEME2TML. FELAMAEZRET S
ZENTED,

NAEDOMHEZ LR T SEORDOERO—HFIE LTI, mAOEELEZZES
5ZENTED, REEEHOVARNY— (DSC) B EROHETMIEES
ZEMED I WERELZREMDRR (Tm) 2REBEL, FLEERICHEY S
CENTEBRETHD, DSCZHRVWTTmEZREL. TOEZLRT
B2EICE2T, REEMEDEVELLERTZIENTES, MEDRERE
ik, EOREEMREHIREEOREEZRT I ENMMOENTEY (Lo
i Burton, et. al., Pharmaceutical Dev
elopment and Technology (2007) 12, p.
265—-273), BAEEMEHERIC, FELRAKEZRERTSIENTES
o MAZRRTZ-ODOMOIBREE L TR, EGBEEMRICES T SNEN
BWIE, ROKBRPTOREMMENWC E2BIFHENTES, HlX
FIREDRLSWIAIRIEVREZEMZTRT ERRSAWVWDT, HMEIC
MARFHEBICEDWTHEHICHMTL T, E MAOREICRIE L LK%
ERTDIDEDND D,

AFRBOTKICIIIEDOEMEEEENS, UFEMAEEIZ. ARBOR
FICIEERN T EPFN BRI EINTRDILDEEKRT 5, LEHNLE
ERAICIE. 77X/ BEBBADEEERIOES. N-HEHEXIE0 —#EaKKIL
RO L2 EBEMAEELNZEN D, EMFNLEBMHEICIK. BR®%RES (BIX
&, N—HEXIE0 —BEADOREENI. NRAXIECROTAY VT,
fi7 X Kb, 7RIS FUVBOEM . XFAZVOBIE) Shictd, R
REMEFMREAVTRREIE S EICE > TNKRICAFF =V EREHLS
ML7HDENEZEND, Floo ARBORAIUITMREROREIIEREZ 7
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[0075]

BEICT B7DICBEINIE D, Bl BREHBE. HAEBEF. 771
ST A BHEAL D DEEPORKICSEND, TOBAXEKBOTEDE
BRI, MAOREMRVCIAHEEOHE. HEEOER. REXITRER
DOHMEXIZEREZICBERTH 5,

Fre, AFEBHOMAKICHE L LW IHEHESMERAG TS (FYavL
by BR7 3—2%) IK&> T MAKREEMRIBEEEHEIBEBT &N
AEETH D, MAOHEHEEMHOREMRME LTiE. ERAME1999 75
43428, 2000617398, @2002,/311408%H4
LRTWVWBDN, INOICREINDED TRV, REBADOIAICIEHEENE
HEEMERASINRAEEEN 5,

NABGTA—BBEH L% BURBEICEAL TRKEERT 254
I, BERBEEERBENI I —DHEAEDLEEZFERTIENTES,
HEBETFOEMEFIE LTI, RPMEICRE I N AEOEHE %I — R
T 5EMETF. RUOBHEHENZ I— NI 2 BETFE2lAEabELEDEEITS
TENTED, BEMREMEGRRT 2BICIE. EHEIELRT & &HRT!
BEFIF. B—DORBERII—IEAINTWVWE I ENFTRETHY ., Xplx
DREBERJH—IHEAINTWVWE I EETETH 5,

ERMREEEE L TEAT 35S, B, EDMiEY. ERMEY
EAVD I ENTES, BICEMIEE LTk, WILEME. Iz v
DETHBCOSHE (Gluzman, Y. Cel | (1981) 23
, p. 175—-182, ATCC CRL—-1650) . v RigHSHE
NIH3T3 (ATCC No. CRL—1658) FvA4=—X /A
A4 —OigHE (CHOMIBE, ATCC CCL—-61) OYk NOERE
sTlEEXE%E (Urlaub, G. and Chasin, L. A, Pro
c. Natl. Acad. Sci. U. S. A, (1980) 77, p. 4
126—-4220) 2F8F32&NTES,

FERMEEERT 25581, fl2iE. KBEE. RERBEE SN TE
%,
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[0076]

INSDOMBICENE T 2MABGTFEREGHRICE >TEAL, HEE
BINLMIEEIn vitroTEE T2 EICL > THREDNE LN D, UKES
ICBWTIRIAEDERINICL > TRENRAZBELNH Y., AELNEEELEE
BOMGEORNSNEABEBICERE LTOEENBRREDERENT ST
ENHRETH D, £oT. AEPOMMBICIE, LEBEEHREI NfE T
IBETHIRRE. RUSEIRTEONLEEYH, L BMORAXIZEEN
OB R AT 2 TRASO I EARBEE T 2 4ZMEORERE
Lo THELNIMBEEEEN S,

B, BAREEMBETEEINIMAOEHDOANKRE I ILKRED Y &
VEREMREKTEEMHMLENTHY (Journal of Chrom
atography A, 705:129—-134 (1995) ) . F7-.
AUCKEHDIVRFVIILRFEDOT YDV, VOVD2T7 I /BRENRKL
FRICALREFDIIKRICMNET 270 VEENT7I RMEIha &N
Mo5>NTWd (Analytical Biochemistry, 360
:75—-83 (2007) ), LML, ThLDOEHEIIDRKIRELIE
. MAORERGRERCI T =79 —#8E (FAEOEMHE P KRFER
FEEFERSE) ICREBEZRITIMW, LN > T, RERICRBTEICIE,
LEFEMEZITMARCUZNAOREMF 23 h, EHAILRFY
IWERIRICBWT T XIE 2072 /VBHIRRLERKE, RUT I MMEIhi
WERKE BIAIE. DLRFVILKRFBLLOTOY VEENT I RiESh
EH) FEEEIN5, BL. MERSERTI 7 279 —BElMREN
TW3RY., AFEBICHRZMAEDOEHD AL RF 2 ILKRmORKEIE LEED
BEICREI AV, AERICKRINEEZENT 2 2A0EHIE,. B2REK
VLEEBORKAEDNGLRDZHEDNSLBIRINIZEHOWITNA—ETH>TEHEL
WL, WIhDZREEEASDLELEDTH>THELWV, BREEDELIE
AFPICHRIMALEET 2HAEEERROBEERVEERGICEELS
185D, ARBICKEIMAEDERS E LTE2ADEHDON A THILRF
VIVKHEDVOEDDT I/ BEENMRKILTWIBEEESFLIENTES
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[0077] ARBOMAEOTAVIATELTE, FIZE 119G (1 gG1, 119G
2, 19G3, 1 gG4) FEZEFBIENTEZD, FELLIE 1 gG 1
XiZ 1 gG2%FIFHIENTES,

[0078] HMADQEMFEEE L TR, —BBICEBRESEYE,. REBETI L
WL > TEMRZHIRT 2MRICHELT 2EM. MROELZFHFNT 5E
., MREOELZIERT D5EME. AKREFEEREE (ADCC) &t #
FREFEMRESEE (CDC) FEMRUHRAKREFLHEREENRER (ADCP
) EREFBEDNTEDLN. ARERPICRIBEDE T H5MEEIE. TROP2
KR T 5EEEETHY., FELCETROP2EFEETEHIEICEL>TT
ROP 2HRIBMAICREILT ZFMETHD, T HIC. AEBAOHMEIE, HAE
WIEFEMEICINA T, ADCCiEME. CDCEMRT/XILADC PEMEA
BR>TWTH LWL,

[0079] ®BonLHFE. B—ICETHRRIZIENTE S, RADODH. BRIE
BEOEHETHERINTVLWI /M. BMEAEEZERINIELIV., FIZIEH
SLUOXMIST 14—, 7405 —RA. RIEB. EF. EF AR
RUFIVILT I RTVERKE. FEREIXBFL2EERR. HAHEb0
thid, MEEoE,. BRI &NFTES (Strategies fo
r Protein Purification and Charact
erization:A Laboratory Course Manu
al, Daniel R. Marshak et al. eds., Col
d Spring Harbor Laboratory Press (1
996) ;Antibodies:A Laboratory Manua
|l. Ed Harlow and David Lane, Cold Sp
ring Harbor Laboratory (1988)) . Znb
ICRREI NS EDTIEAL,

JAXMNIST4—E LT PIA4ZT4—VAIMIST4— A4F
VRO OT NS T4 — BKEI/OT RIS T - FLEBR/OT L
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T374—, #BIOY KIS 74— REI/OXMI ST 4 —F%2ETS
ZENTES,
IhoooaOv bS5 74—1%, HPLCRFPLCZDORE/OT MY
S74—ERAVWTITO I ENTES,
TI74A=Z74—20MIS574—ICBVWERATLELTE,. 7OTA1Y
AR L, TOTAVGAZLEZREITFRZIENTES, HIZIETOTA VA
HhSLERAWEASLELT, Hyper D, POROS, Sephar
ose F. F. (77> 7) FBIFBENTES,
FEMREZEEL LBERERVWT. MEANORKEHEFIB L TRAER
HITDIEHARETH S,
[0080] [HifEZMEILEY]
AEBEOMTROP 2HAE—FEYPOA VYV a s — MIBEEIhEESMEL
BN DWTHRS, AFPETHEAINIMEREEEHE LTI, MES
MREETHHEEMTH>T. VU H—BEIEATE2BRE, HoEE
BT 250 THNIEFICHRITRV, RESEEE®MIE. VY h—0—E8
XIS 2B A RSN TS W TIRER ML AR D s L THREE
RONRRIND, ) U A—DEYPEOR/ERD TR I hhiZEEELLS
MR KRIBHEOBETERIN. TOAXOREBURHIEEIND,
ARBTHEAINIHESELELEMELT. Ay T VEERTH S
ITEYFHY ((1S,99)-1-7 I /-9-TFI-5-7)L7*0-2,3-Y k£ FO-9-k
ROFS-4-XFI-1H12H-~R> YV [delES /[3,4:6, 714 v KUY /[, 2-
b1 / 1) =10, 13(SH, 15H) -4 > ; &= 1)
[0081]
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[1614]

[0082] %3 EICHERAT 2 ENTES, COIFYTHVIE. BhinERELEE
BELTW2H00, MESEEE LTHRINSICIEE> TWAWL, RAELEY
IE. REOBETERICNETE, 1ROT7I/EEY VH—BEADES
BLE LTHFBEICERT S IENTES, . IFHTHVR)H—0
—EAEE LRETESHER TERBINDIEEH DD, JORGEBE
THO> THEBNMESIRIREINZBNLENTH D,

IFYTAVRAVINTOVBEEET DT, BEKEEAS (BIX
(EpH3EE) TSV M VEBAERINEE BBREK) ICEENMRY. —F
IBEMKMEEAS (FIX EH102E) TRS 7 M VRAFEIRLCEE (B
BA) ICEENMRE MO TWES, CONAEREERUVHEBRESEIC
WHTHIFYTHVEREABALLEY AV Va5 — N THLoTHEREFED
NESMRIMPEFIN. WThORBOLDEARBOSEREICTEIND
EREWIFITHAR,

[0083] fhoMEEMELLEME L THAIE. RFVILEY Y, D/ LEY Y, =
A4V C, TLARATY, YoavFIoy, EVIYRFY, EV
T2AFv, AbbLFtE—b HERNEES CRTZFUXIEEODE
BEF) . AFRY-ILUXIEETOFEER. TOMROHY T RTVURIETOFES
F (FFFE6-877465 RMICEE I N NESH) S8BT ENTE S,

[0084] HA—FYO VT as5—MIBWVWT, X1 DFAOENORESHRIL. Z
DOEME. REMICHETIEERTTHD, MAFE—FYParJasr— o
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ShEE. BYMOREEIF—EOHERD LD, RISIEZEY - BROGER
EFORIEFHEEZHRELTEEREINSD,. BT LEMOLELERIGE ITER

Y, APV V25— NIERZBOENIES LIEAME LTE
LNZOEETHD, k1 DFAOENOBSBILTHE. T4b5,
THEMFBEHE LTHEI N, RBINd, ARBETERAE LTHHY O
BWRY., T4bs, ELQ2EYBEERZL ONGE-—FYPIV TV 5— MR
BMICEENZIBEORMEER At DRE—EYI Y V25— NERTIE
BERE, EMOBEBUITHELZRERT 5, MAEITFAOIFHTHYOD
BERIEI Y hO—LTHETHY. 1iEHEY OEYTIHESHE LT,
151 0ERECIFUHTAVEZRBEIELIENTESD, FE LK
2HE8ETHY., LUYBFFLLIIINLBETHD, BB, UXEETHN
EARFEOERBIDEE D SMAICHELBOEN EH/EIEIRIGEHRETT
BZZENTE, IFYTHVOEEHZIY MO—I LEERE-FYI VY
AT RN ZRIETEHENTES,

[0085] [') > h—#EE]

AFEEDIMTROP 2I|EF—FEY I Va5 — MIEWTHRERELEY
EMTROP2HEFICHEEIEZ ) v A—BEICODVWTERS, S UH
—iE RkRK
~L1-L2-LP-NH- (CH,) n'=L2- (CH,) n=C (=0) -
DEEEBLTHY. MAFIELOXKE (LAEET 20 & IERAIDOKRT) T
faa L. MERMHEEWIE-L-(CH)n-C(=0)-BR2 D HILRZIIETHET S

nid, OB E6DEREZRTN. FELLZTHLE50EHTHY., LYUKF
FLLE T L3 THS,

[0086] 1. L’
L&,
-(Succinimid-3-yL-N)-(CH,)n3-C(=0)-
DEETRIND,
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[0087]

[0088]

[0089]

[0090]
[0091]

[0092]

T, I, 25 8DEHETHY., [-(Succinimid=-3-yl-N)-1 &, X
&

[1£15]
0
[
N -
0
TRINBBEEET 5. JOBIEBICHT B 3MAMHT ROP 2~

DIEGENTH D, COIMNTOZMEEDREEIR. FAT—FILETBRL
THETDIENRFETHD, COBERIDO1HOERRFIZ. OEIE
DEFEND) VA—RICERETZ2AFLVORRRFERFET S, T4DHBE
. —(Succinimid-3-y-N)-(CH,) n3-C(=0)-L- I XA TCRINBEETH D (T
T, Mk—S—| GREBERTHB, ) .
[1E16]

)

v k—s. [
N (CH,)n3-C(=0)-L2-

O

X, miE. 2L 8DEBHTHBA, BELLIE2H1L5TH S,
L'oB&flE LT,
-(Succinimid-3-y [-N)-CH,CH,~-C(=0) -,
=(Succinimid-3-y-N)-CH,CH,CH,~C (=0) -,
-(Succinimid-3-y -N)-CH,CH,CH,CH,~-C (=0) -,
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -
EFEBFBIENTES,
2, L2
L2t
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[0093]

[0094]

[0095]

~NH-(CH,CH,-0) n4~CH,CH,~C (=0) -

TRINZBEETHDD, LEFELAC EH L. COBELEERFEER
b, Ffoe ntiE. 1L E6DEHTHY., BELLIF2H1H4THD, LALRK
mOT I/ ETLICHEE L. REOKRMDAINKRZIETLERFEET 5,

L2 EAB) & LT,
~NH-CH,CH,~0—CH,CH,~C (=0) -,
~NH-CH,CH,~0—CH,CH,~0—~CH,CH,~C (=0) -,
~NH-CH,CH,~0—CH,CH,~0~CH,CH,~0-CH,CH,~C (=0) -,
~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0-CH,CH,~0-CH,CH,~C (=0) -,
~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0-CH,CH,~0-CH,CH,.0-CH,CH,~C (=0) -,
~NH-CH,CH,~0—CH,CH,~0~CH,CH,~0~CH,CH,~0-CH,CH,_0-CH,CH,~0-CH,CH,~C (=0) -
EEBIFDLENTED,

3. L°

LPig. 2O 7EOT7I/BEBTERINIRTF REETHZ, THADLE,
2O TEDOTI/BIRTFREBEELAEA Y IRTF ROBKREICE > THE
BMEND, L. NRIRICEWTLAIHESE L. CRIRICEWTY > H—D-NH-
(CH)n'-La=(CH) n>~C(=0)-BB DD 7 X / BICHEE T 5,

LPABRT 27 I /VBIEFICREINS Z &EAaWns, flxE, L-XIED-7
T/BTHY., FELKRL-FI/BEBTHD, . a—TI/BOM. B
—T7I=v. e—TFI/AT7OVE. vy-TI/BBEOBEDTI /BT
HoTHLL, IHITEBZIEN-—AFIEINAET I JBEEOIERAED
TI/BTH>THLW,

LPD 7 X/ BRERFIE. RICREINAWA, #BRTHT7I/HBELT. 7
—WF7Z=> (Phe; F) . FOZY (Tyr;Y) . A4 (Leu; L) . JY

i

>y (Gly;6) . 75=> (Ala;A) . /x> (Val;V) . Yoy (Lys; K

) . Y hILY Y (Cit) . YUY (Ser;S) . FIy¥IVEE (Glu;E) . PR

INSXVEE (Asp; D) FEZEIT2IENTES,
INLDIBTHEULLIEE, 2z TFZ53=v, JY2y N)v, VY
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CEUV TIVEIVEE TARSEVEBERIFE I ENT
OREFBICE > T, EYERHONY—rE22>2 bO—ILT B
I/BOBIE. 2H5TETEW,

[0096] LPOEMAHFIE LT,

v N
b, TX/E

N\

|

~DGGF-,
-(D-)D-GGF-,
~EGGF-,
~GGFG-,
~SGGF-,
~KGGF-,
~DGGF G-,
~GGFGG-,
~DDGGF G-,
~KDGGF G-,
~GGF GGGF-
EBIFHENTED, LEOD F(D-)D BD-FANSFUBEEKRT 5, K
HPOME—FYO > 25— PORICIFE LWLPE LT, -66FG-DF kSR
TFREEEEFBIENTE S,
[0097] 4. La=(CH,)n>-C(=0)-

La=(CH)n2=C(=0)-IC BT BLald, -0-DBEETH B D, XIFBFSTH D, n?
. ODLEDERTHZN, FELLIFEONMLITHY., LYBFZLLE
OFIE1THSB,

La=(CH)n2-C(=0)-& L TIUT DREDHDEEIFBH I ENTE %,
-0-CH,-C(=0)-,

-0-CH,CH,—-C(=0) -
~0~CH,CH,CH,~C (=0) -,
~0—CH,CH,CH,CH,~C (=0) -,



WO 2015/098099 65 PCT/JP2014/006421

~0~CH,CH,CH,CH,CH,~C (=0) -,
~CH,~C (=0)-,
~CH,CH,-C (=0) -,
~CH,CH,CH,~C (=0) -,
~CH,CH,CH,CH,~C (=0) -,
~CH,CH,CH,CH,CH,~C (=0) -,
bbb D BT,
~0-CH,~C(=0)-.
-0-CH,CH,~C (=0)-
THDIIFED. LHAEFEETAO0THIIFENTFE LU,
[0098] ') A —®D-NH-(CH,)n'-La=(CH,)n>-C(=0)-TRIX N B EDEHFI& L T,
~NH-CH,~-C (=0) -,
~NH-CH,CH,~C (=0) -,
~NH-CH,-0~CH,~C (=0) -,
~NH-CH,CH,~0-C (=0) -,
~NH-CH,CH,~0-CH,~C (=0) -,
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,CH,~C (=0) -,
EEBIFDLENTES,
[0099] &UWiFsE L <Id.
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,-0~CH,~C (=0) -,
-NH-CH,CH,-0-C (=0) -
Th b,
[0100] ') > —®D-NH-(CH,)n'-La=(CH,)n2-C(=0)-i%, $ERE L TA4H S 7TEFDH
RTHEIPEDHPFELWA, ISICFE LIS BRFOEREET
LDTH5,
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[0101]

[0102]

AFEBAOMTROP2HAGA YOIV Vasr— M, EEHMEERICEE L
1212113 ¥ H—ER DI X 1. NH,-(CH,) n'-La—(CH,) n2-C (=0) - (NH-DX) T~
INHBEORDFEGHIERE L THESFRZXRTEEXO6NS, K
RBOME—FRYI T2 s - MO LI N TRESYREHXKRT 2iE
BMEEAE LT, FICEFY) >~ B —D-NH-(CHy)n'-La=(CH,) n>-C(=0)-T
RINZEEOREN T I/ EEB - LBERDEET 2MESUEFEEE
BF2ZENTELD, BICFELVWEDIIROEDTH S,
NH,~CH,CH,~C (=0) - (NH-DX) ,

NH,~CH,CH,CH,~C (=0) - (NH-DX) ,
NH,-CH,-0~CH,~C (=0) - (NH-DX).,
NH,-CH,CH,~0~-CH,~C (=0) - (NH-DX),,

788, NH,~CH,-0-CH,~C(=0)-(NH-DX) D35 &I B2 FWICH D 7 I +—IVIEiE
DREETH DD, ILHLICASPMRLT
HO-CH,~C (=0) - (NH-DX)

NEHING ZEIREREIN, ChSDEEMIEARBORKE-FHI
VahF— NOBEEFEEFE LTEHEFREICAWVWS I ENTE S,

EMETXYTHYETHIARPORG-—FEYIL T 15— MIBWTIZ
. FEEOEEOEY—') v H—BEERS [-L'-L2-LP-NH-(CH,)n'-L2-(CH,) n?-C(=
0)-(NH-DX)] #MEICHEAIBLEDOIFELWL, ThS50EY—Y v Hh—
BEEDIE. 1HAEHY OFEHR-EHRELT. 1051 0&2BEIENIE
LW, BFELLEF2H1H8THY. LYUFFELLLIF3INSLB8THSB,
~(Succinimid-3-y [-N) -CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
~(Succinimid-3-y [-N) -CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX)
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX
)
~(Succinimid-3-y [-N)-CH,CH,CH,CH,CH,~C (=0) —~GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (
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NH-DX).
~(Succ inimid-3-y [-N) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0~CH,~C (=0) - (NH-D
X).
~(Succ inimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~CH,~C (=0) — (NH
-DX).
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0-CH,CH,~C (=0) ~GGF G-
NH-CH,CH,~C (=0) - (NH-DX).,
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0-CH,CH,~C (=0) ~GGF G-
NH-CH,CH,CHy~C (=0) - (NH-DX) .
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0-C
H,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX) .
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0-C
H,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX).,
INLDIBETEIYFFIELLIF, RDEDTH S,
~(Succinimid-3-y l-N)~CH,CH,~C (=0) ~GGF G-NH-CH,CH,CHy~C (=0) - (NH-DX) .
~(Succinimid-3-y 1-N) ~CH,CH,CH,CH,CHy~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX
)\
~(Succ inimid-3-y [-N) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0~CH,~C (=0) - (NH-D
X).
~(Succ inimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~CH,~C (=0) — (NH
-DX).
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0-CH,CH,~C (=0) ~GGF G-
NH-CH,CH,CH,~C (=0) - (NH-DX) .
~(Succ inimid-3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~CH,CH,~0-C
H,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX).,
X5, BELLE, ROEDTH 5,
~(Succ inimid-3-y [-N) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0~CH,~C (=0) - (NH-D
X).
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[0103]

~(Succinimid-3-y [-N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH—-CH,CH,~0-CH,~C (=0) - (NH
-DX).

~(Succinimid-3-y [-N)-CH,CH,~C (=0) ~NH-CH,CH,~0—CH,CH,~0~-CH,CH,~C (=0) -GGF G-
NH-CH,CH,CH,~C (=0) - (NH-DX) ,

AEBEOME—FYPI > Va5 —MIBWT, MTROP2HEEEY &
HEREETRYVA—BEIR. INETRRLY VA—RBEBICEVWTRLEF
FLWEBEDHEDERBE T ETHELW) VH—%5BEITLIENTE
5, COKRB)VAH—BEELTUTOBEDEDEZFEICERT &N
TE D, REBEOLWMMI A EDFEESEMTHY ., AmIAEY & OFEES
MTH5,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -GGF G-NH—-CH,CH,~C (=0) -,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) -
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) -,
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) -GGF G-NH—CH,CH,CH,~C (=0) -,
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) -GGF G-NH—CH,CH,CH,CH,CH,~C (=0) -
~(Succinimid-3-y [-N)~CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,-0-CH,~C (=0) -,
~(Succinimid-3-y [-N)=CH,CH,CH,CH,CH,~C (=0) -GGF G-NH—CH,CH,~0—-CH,-C (=0) -
~(Succinimid-3-y [-N)-CH,CH,~C (=0) ~NH-CH,CH,~0—CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH-CH,CH,—C (=0) -,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) ~NH-CH,CH,~0—CH,CH,~0~-CH,CH,~C (=0) -GGF G-
NH—CH,CH,CH,~C (=0) -,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) ~NH-CH,CH,~0-CH,CH,~0-CH,CH,-0-CH,CH,-0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) -,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) ~NH-CH,CH,~0-CH,CH,~0-CH,CH,-0-CH,CH,-0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) -,

INHEDIBETIYFFLLIE ROEDTH 5,
~(Succinimid-3-y [-N)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) -



WO 2015/098099 69 PCT/JP2014/006421

[0104]

[0105]

[0106]

[0107]

~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) -,
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0-CH,—C (=0) -,
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) -,
~(Succinimid-3-y [-N) -CH,CH,~C (=0) -NH-CH,CH,~0~-CH,CH,~0-CH,CH,~C (=0) -GGF G-
NH—CH,CH,CH,~C (=0) -,

~(Succinimid-3-y [-N)-CH,CH,~C (=0) -NH-CH,CH,-0~CH,CH,~0-CH,CH,-0-CH,CH,~0-C
H,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) -,

I, WELLIE. ROEDEZEIFBIENTES,
~(Succinimid-3-y [-N) -CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0-CH,~C (=0) -,
~(Succinimid-3-y [-N) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,-0-CH,~C (=0) -,
~(Succinimid-3-y [-N) -CH,CH,~C (=0) ~-NH-CH,CH,0~CH,CH,0~CH,CH,~C (=0) -GGF G-NH
~CH,CH,CH,~C (=0) -,

(&7 %]

RIS, AFEBOME—FYI Y Yas— bR TOEEREEDRERML
BEFREICDOWTERRAT %, 4H. UTICHEWT, bEMEaRTEDIC. &
RIERXPICRINZEEMOBS 2BV, $Aabs, IR (1) OEY
J. &Y (1) 1 HFEHT 2, FLhUAOBSOEEMICOVWTE
FERRICEEH T 2,

1. "EHE

XN (1) TRING, FATI—FIEZNLTREEEY— ) v hH—BED
BAELTWAIMAE—FEYIrYar— ML, BIAETEROFEICE > TEE
THIEMNTES,

[1617]

AB

3
LV L 2-LP-NH-(CH )M -L(CHM-C=OHINHDX) —— o o AB-L-LZLPNHH{CH,)N L -(CHN-C(=0)-(NH-DX)

2 1

[, ABIEZ, AN T ERYNEEEFTIMAEEZRL, LV & UTRIND
Do A—BEICEWT, Vyh—KRmdAv L4 IVILE CrRR)
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[0108] [1518]

[0109] &R o7/-8E (T I T, BREFIMEEAIPALEAL>TWDS) T H. BiF
BIICiE. L' D B D-(Succinimid-3-y [-N)-(CH,) n3-C(=0)-1c B T-(Succinim
id-3-yl-N)-ZBoN<T LA I VINEER2FEEERT, £/, -(NH-DX) Ik

[o110] [1E19]

[0111] TRINZB\EETHY. TFHTHYDO1EOT7 I/ EDKFERRF 1 EHFR
MTERT DEEZTT, ]

[0112] A, LEORBRICEVT, R (1) OEEYTIR. EOHrLY v h—
Kk E TOESED 1B 1 BOREICH L THEE LAESEE LTERIN
BT, CNIRBRBOLODEEMNREEHTH > T, ERICIILZEERD
BIAEST 1 EICHE L TERENMEES L TWRIEEIE VL, TORRIZUT
DELEREDFRBICEWTEHEEKRTH 5,

[0113] BT DHEICEI>TAFLIZEEW (2) & ZIWTERYIVEEE
T (3a) #RIGITDIEICE>T, APV Vasr—+ (1
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) BELETHIENTE D,

ZWTERDIVEEZET A (3a) 1d, HEZERMOAETRIZEN
TX% (Hermanson, G.T, Bioconjugate Techniques, pp.56-136, pp.456-49
3, Academic Press(1996)) , HIAIX. Traut’ sERBERAFEOT7I/E
ICERIES ; N— YOSV 1(IV) S—TFEFILFATIA/I—NE
ERAEOTI JEICERIEAK. EROFVLTIVEERIES ; N—
Boov4zIN 33— (BUINYFF) 7oA x— b aEBIELE
. BREEERIES; YFAMLA M= 2= XNWATNITEH )=,
NJR (2—=HIRFPIFI) RR7 1 VIERIE (TCEP)EDETE %
REICERIETIRAEARE Y VEOY X7 1 REEEET LTI TIER
DIVEEERIES ; EOFEEBFDRIENTERZNINLICREINS
T &I,

BHFEMICIE, BXFlE LTCTCEPA, AREYIVEIZILT 4 K18
HYIIRLTO., 3BEIEILEERV. FL— M IZ2URERHF T,
RARERIGIEEET, ERE Y VI RN T 4 RAEBSHIETERIC
BILINERMAER/EIENTES, FL—MRIELTE BIZEZFL Y
CTIVHNEEEE (EDTA) »2IFLUMN)T7IVEEEE (DTPA) &
EEFLZENTED, INHETMMBE20mMOBETAVRIEL W
o REMRE LTI, YYVBFT N)DLPERIBIN) DL BT N) DL
BREEZAVDIIENTES, BEFRMICKE. MAIZ4CHEISTCTIBE
ARBTCEPERIBIES ZETHIMNRIRRICETINLZAILTER
JIEEBETBHME (3a) 21852 &0 kS,

CZTRIVTZERYILEEEY - U H—EANIEIREEERET
BIETFAI—FTIREILL>TEY - v h—BoaREeaIE[ I &d
TZ %,

ZIWZ7ERYIVEEBETBHME (3a) 1@HEY. 2HE20EILHED
ey (2) 2EALT. A1 ESLY 2EAESEOEMI’HES Lizh
F—FWa3vvasr—hr (1) Z2HETEHIENTES, BEEMICKEK. L
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TJeERVILEZET3HF (3a) Z22CRERIC. tEW (2) ZR@IH
ERARENMATRBIENIEELWL, 2T, BE®RE LTE, BFEEF N D
LB, VBT N) LRIV N VALAFZRAVRIELV, RSO
PHIZEAEITHY., FYFHEICIKp H7BETRBIENIEELV, LA
W (2) ZABIEZBHEE LTI IAXAFIVRILEFS R (DMSO) |
IAFIEINLTIR (DMF) ( YAFILF7EINT7IR (DMA) [ N—
XFI—2—-EY Ry (NMP) E0OEBBREZAWVNE I ENTES,
teW (2) 2BAMIELERBEARARE. ANTERYILEEET SR
& (3a) 28LBBERICIAIE20% Vv vENMATRIGIENIELWN, K
EEIE. OBEIT7C, LYFEICIETOBE25CTTHY. RIGEFEI
. 0. BAE2EBETHD, RibiE. KRIEDIEEY (2) ORKBEEF 4
—IEEBRARILL > TERBEIRDIEILL>TRTTE S, FA—-ILEEH
RBEPZIE YATAVELEIN-TEFI-L-YRF1>Y (NAC) T
Hb, LYBEKMICIZ, NAC%Z, BWEEE® (2) ICHLT, 1BE2
ELEHEMA, BETIONBEIONAVFaAN—PFTEHIEICIY RIGE
RTTXE 3,
HELAE-FEYParras—b (1) F UTOHBEREICE TR
Wa. Ny 77— BE RRERTRAE—DFHY OXRYPEHES
BOREZTW, Mi—FYPa>yasr—b (1) ODAEETOIIENTE

oy
[0114] HBEEA : MAEXEMA—FEYI > 2 25— MNKBARDBNE
Amicon Ultra (50, O00 MWCO, Millipor

e Corporation) OBFERICHNAEXGRGE-EYI Y15 —
MNaikaE AN, 208 (Al legra X—15R, Beckman C
oulter, Inc.) ZAWVWAEEDNEE (2000GHE3IB800GT
S53E2 0p@E&ED) ICT. MAXIEMAE—RYI VY 25— MR R
L7

HiBREB  MEDRERE
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UVElE2s (Nanodrop 1000, Thermo Fisher

Scientific Inc.) ZAWI X—A—HREDCHEICHKW
. MAEREDOREZIT o, TOKRIC, AT EICELS 2 8 0 n mIkAE
(1. 3mLmg'ecm'A3E1. 8mLmg'cm) Z#HWE,
HBREC— 1 : EDN Y 7 7 —

Sephadex G—25#H&E%AFERALAENAP-—25A54A (Cat

No. 17—-0852—-02, GE Healthcare Japan

Corporation) &, A—HA—REDOHEICKEW, BIELFr YD
LH (137mM) RUTFLYITIVMERE (EDTA, 5mM) 288
) VEREE®R (1 0mM, pH6. O ; XEBIETPBS6. OEDTA
EFT D) ICTEEEIE, TONAP—25h85A—KICDE, fillK
BmR2. bmLAEDHAL%K. PBS6. OEDTA3. 5mLTEHEIH
B4 (3. 5mbL) 298 LAE, COBEDZEZHBREEAICL > TREL.
HBREBZAVWTHHAREDOREZTo/%&IC. PBS6. OEDTA
HERAWVWTIO0Omg /mLICHIKBESREL L,
HBRIEC — 2 : AD/NNy T 7 —

Sephadex G—25#H&E%AFERALAENAP-—25A54A (Cat
No. 17—-0852—-02, GE Healthcare Japan
Corporation) &, A—HA—REDOHEICKEW, BIELFr YD
LH (50mM) RTCEDTA (2mM) 220 ) VEBEER (50mM, p
H6. 5 ; AEAMIETPBS6. 5 /EDTAEMTS) ICTEAELIEL
o TONAP—-25RFL—RICDE, HAKBK2. SmLZzDHELE,
PBS6. 6 /JEDTA3. 5 mLTRHIELES (3. 5mL) Z49H
Lice COBEDZEHBREAICL > TREL. HBREBZRAVWTIHAKRE
DHEEIT->/-%IC. PBS6. 5 EDTAZEWVWT20mg. /mLIZH
HREZREL L,
HiBRED  mE—FYPa > P25 — bORH

miRD ) VEgEE®R (PBS7,. 4, Cat. No, 10010-023
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, Invitrogen)., Btt+r)oL (13 7mM) 2580 VEES

NUSLEER (10mM, pH6. O ; KEBMIZTPBS 6. 0&#T 5
) XiZSorbitol (5%) 28CHMEER (10mM, pH5. 5
; ABMIETABS EMT 2) OVWTIADBERTNAP-25Hh5 L%
LI, TONAP—25ASLIC, MiA—FEYPI02a75—bRIG
KBR (1. 5mL) 208, X*—H—HEOEDBEEBRTAEIESZC
ET. MABEDESER UL, COPBMESEZBEUCNAP-25A5LICOE
. BERCTRHIE VI 2 BEBHBFEEE2HEIORYRT LT, K
HEDEY) v HA—PEIFILEN (MR (2—HLRFIITFIV) KRR
74 ViEMIE (TCEP) . N=7EFI-L-YZXF4> (NAC) ., ¥
AFIVZIWKRFYR) ZRrVWERE-FEYI VY217 — N e,
HBBREFE - A -—FYWI v Va5 — MBI 2RBRERTAGF—SFH
=Y ORYPE-EEHORAE (1)

ME—FEYWIAV V17— MBI 2REEMRER. A -—FHarva
F—RhKEBED280nmRU3I 70 nmDIRRICHIT DU VIRNE %A
ELUERBICTEDHEZITOIIET, BHT B ENTES,

HEERICHIIDERAEIERAICEFET 22 TORMMEZBEORAED
MICE LW (BRAEOMRME) &S, HAEEYOI Y Vasr—vay
AIRICBWVWT, MARUEDDOEIRABRBUELLDDVWERET D&,
E—FEYIA D1 75— MIBITIMERERVCENRER. TROBRAT
~EN5,

A= Ap st A= €100CpF €420Ca T (1)
Ase=Ap et Aprsn= €030CrT €450Ca A (1 1)

ZZT, Apld280 nmiCBFME—FPI 0T 15— MKEBRDIRS
BaRL, Agld3 70 nmilBIFdHE—FYI VY 25— MKBARDIRS
BERL. Apndd 280 nmIZHIFZMEOBRHAEERL. Apadd 37 0n
MICBITDMEDORHAEER L. Apmld280 nmilHBiFzarTVasr—t
BIBRADRAEEZR L. Apxld 370 nmilBiF2a0 a5 — MRIERED
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[0115]

BHEERL. EamlE 280 nmICHIFZMEDELBRABEEETRL. €450
370 nmICBIFBIMEDENRNEBREEZRL. €5 5d28 0 nmilHiF
23072 — FRIREEDENRAFERZR L, €550E3 70 nmilHITS
AV 27— baIBAEOENRAFRREZRL. Clak—FEYIvTas—
MIBITBIMAEREEZRL, CdA—EYIr T2 5—MNIBIT2EYR
EERT,

TZT, Enmn Enszes Enose Epspld. BRICAERLLE GrEHEMEX
FEEYMDOU VRAIEN S/ ONLERME) PRAVLND, BIZIE. &4 xld.
MAEOT7 = JBEEAIA . BEFIDETE S E (Protein Science, 1995, vol.4,
2411-2423) ICL > THET DI ENHFE D, e, i, BE. EOTH S,
EnmBR T epmld. AWDIV Y2l — MR EEH D EIBEICABIEL
ABOBNEERET I ET, IUYNILE - R—=)LOER (RAE=FIN
BEXEBIVEAGRBXEZILARR) ICL>T, 822N TES, ik—%
MA>2ah— MNKBERD AR UVPARpZAEL. ThoDEZR (1) BT
(1 1) ICKALTELARREZHELS &L 2T, CRUC,ZRDBZ &
NTED, I5ICCEC,TRTZIET 1 HAHLY OEYTHFBSEH K
HBIENTED,

HBREF - AFE—FMO Va5 — MBI 2ME—9TFTHY OFEYF
HEABORAE (2)

ME—FEYIv 17— MIBITI2RE—DFhicY OEYTEBERUE
. REROHBREEICNZ. UTOREZRAVWIERREIOT NI ST 4
— (HPLC) ##iCE>THEROZ I ENTES,

[F—1. HPLCOWAY Y I ORE (RE—FYPa3rYa5—bOR
75) ]

RE—FYPIA V25— MER WImg mL, 60ul) ZJFF b
LARM=I (DTT) KB®R (100mM, 15uL) &BAT S, BEW
#37CT30DAVFarR—bFZIET, HE-—FYI>Tas5—bo
LERCHEROI 2T « Fig&&tm Lt v TIbE, HP L CHMIC
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[0116]

AWw3,

[F—2. HPLC%H#]

HPLCHM%Z, FEORMERKICTITD,
HPLCYZF4A:Agilent 1290 HPLCYZ54A (Ag i
lent Technologies)

MR RARKER CAIERER: 280nm)
#AS5L:PLRP—S (2. 1X50mm, 8um, 1000A;Agi
lent Technologies, P/NPL1912-1802)
AZLEE: 80T

BEMMEA : 0. 04% MY DIAOEE (TFA) KARK

BEEB : 0, O4%TFAEZSLTE M= N ILEARK

g5 N A5 :29%—-36% (0—12, 54) . 36%
—42% (12, 5—15%4) ., 42%—29% (159—15. 14) .
29%—29% (15. 19—25%)

BUTIVEAE: 15l

[F—3. F—4&f&#]

(F=3—-1) ZEYPOEAELTVWAWHEDLIE (L) RUHEE (Hy)
I LT, EMORBELILE (BEWHF—DOBEELALE: L) RUHE (
BYHN—DRELHE : H,. BYMHZOHEAELAHE: Hyo EYH=D
A LHE  Hy) 13, BE LAEMORITILE L TEKIEDE U TRIEH
BARELQRBIEND, Loo Ly Hoo Hyo Hoo HDIBICAHEINS
o LoRUH&DRFRHELRICEYKREE—I %L, L. Hoo Hyo H
2v HsOWTNDCBIY B TE I ENTE S,
(F-3—-2] ZEWI)UA-ICUVIRRIH 2D, YY) v Hh—DkEE
BICISC T, L. HERUEY) v H—OEILRAFRBEBVTTFRICH
STE—VEBEEOHEEIT,
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[%1]

L& v 7 miEw L (L)
= "— / HETE

g L #H DT VIR
L 8D ENVTOLIRE + R G B x e ) > T — D e R LRE

[0117] [#12]

H#H v — 7 mEMEME (H;)
= — /T

y H#E O IR EHRE
H#E DT VWIERE + G GBI E x B Y > — O AW SefR i

[0118] C 2T, BMAKICHITZLERCHEDOEILRAEFEE (280 nm) &,
BE4NDETE 3% (Protein Science, 1995, vol.4, 2411-2423) (&> T. &
MAEDOLERCHEOT7 I /BEJINSHEEINZEZRAVWLIENTES
s hTINADIFE., TOF7 I /BEIICHK>T. LEOEILRAFEHE L
T34690%, HEOEIRABEEE LTIS000%#EMESE LTHW
Teo Flo. B VA —OBIVRAFEH (280 nm) 1F. KFEHWY v h—
EAIWATRNIZN /) —UVXEN—TFEFIZATAVTRIGIE, YL 43
REZH VA RFAI—FILICEH L AL EMDOERD EIVIRIHRE
(280nm) AW,

(F-3-3]) E—/EEMLEESICHT28HEHE—ImEL (%) %

TRICHE->TEHET 3,
[0119] [#43]
L8487 mfE = A 100
N a A+ A
A .
HE = 7 mfbH = ik % 100

Apo + Ay + Apy + Apys
A Ay L, H&E 2OV — 7 B/ EM

[0120] (F—3—-4] HG&E-—"FYPIVI15—MNIBT2NE—DFHIYDE



WO 2015/098099 78 PCT/JP2014/006421

MEEEER %=, TRICK> TEHET 5,

YT REH= (L, C—VEBELEXO0+L L—VEMELEX 1 +H E—
HVEEEXO+H, E—/EBEX 1 +H,E—/EELX 2 +H ,F— /@&
tEx3) /100x%x2

[0121] HWEARETICHEITZR (2) TRINZEEDIIRA :
(maleimid-N-y )= (CH,) n3-C (=0) -L2-LP-NH- (CH,) n'~La~ (CH,) n2—C (=0) - (NH-DX)
THRINBILEMTH B,

A,
nik,. BRO2,158%x0.

L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.

ZIZT, nE, 156 DEHAERL.

LPlE. 72072320, Oy N Uy YLV B Y,
TIWEIVE, TANSEVBILBEENZ2HALTEDT7 I /JBTERI
NaRTFREREETRL.

niE, OMSH6DEKAERL.

g, OS5 DERAERL.

Lafg, -0-XIFBfFEZ L.

(maleimid-N-y)-{Z. &=

[0122] [{b20]

[0123] TorINd,. LA ITVIE (2,5-dioxo-2,5-dihydro-1H-pyrrol-1-y LE)
TH>T. BREFIEEWBAER>TWIETHY,
=(NH-DX) &, R

[0124]
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[0125]
[0126]

[0127]

[0128]

[1621]

THRIN3, THOF7I/EOBREFIMREEMALER>TWIETH S,

L2lg, BIESTH DD, -NH-(CHCH,~0) n-CH,CH,-C(=0)-Td B I & ITIEn A
BUD2HNSA4THD I ENBEREARE LTEFELL,

LPORTFREEE LT, 2275320, TV NYv Yoy
IMLY Y BV TSIV TRRSFUVBHLREENDST I/
BHOLRERTF NERETHZLEMHIEEFEAEE LTHFE LWL, DK
BRTFREEDS S, LPRN4EOT7I /BTERINDIRTF REETHD
ILEMHIHEEFTEAFE L TEHFZ LWL, LYEBFENICIF. PPA-GEFG-DF k Z R
TF RBETHDIAMIEEFREAE LTEE L,

F 7. -NH-(CH,)n'-La-(CH)n2-& L Tk, -NH-CH,CHp—, -NH-CH,CH,CH,—, -NH-
CH,CH,CH,CH,~, ~NH-CH,CH,CH,CH,CH,~, —~NH-CH,~0-CH,~, X }&~NH-CH,CH,~0~CH,-
THHLEMPHEREAFEE LTHFE L, LYEFFEL <IE -NH-CH,CH,CH,-
« ~NH-CH,-0-CH,-. X (&-NH-CH,CH,~0-CH, CH Bt &M TH %,

T5IC. X (2) TRINZEEWIE. BHBRO2/N55THY, L2AE
EETHY., -NH-(CH,)n'-Le=(CH,)n2-H%, -NH-CH,CH,—, -NH-CH,CH,CH,~, -NH-CH
oCH,CH,CH,~, ~NH-CH,CH,CH,CH,CH,~. -NH-CH,~0—-CH,~, X |&-NH-CH,CH,~0~CH,~T
HHIEEMHIEEFEHEE LTEHFE LW, LYFFEL K. -NH-(CH)n'-La-(C
Ho)n2=A8, -NH-CH,CH,—, —-NH-CH,CH,CH,~. -NH-CH,~0—-CH,~, | -NH-CH,CH,~0—CH
~CHBIEENMTHD, IHIC, nh, BRO2XIIE THIILEMMFEL
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[0129]

[0130]

W,

F/e. N (2) TRINZDIEEWIZ. nHABEOD2HAS5THY, L2H-NH-
(CH,CH,~0) n*~CH,CH,~C(=0)-T &% > T, n*ABED 2154 TH Y. -NH-(CH)n’
—La=(CH,) n2=A%, -NH-CH,CH,~, -NH-CH,CH,CH,~. -NH-CH,CH,CH,CH,~. -NH-CH,CH,C
H,CH,CH,~. -NH-CH,~0-CH,-, X &-NH-CH,CH,~0-CH,~ T %t & H & R A
ELTHELL, LYFELLIE. DBRO2XIE4DIEENMTH D, X5
IC. -NH-(CH,)n'-La-(CH,)n?=A%, -NH-CH,CH,CH,~. -NH-CH,~0-CH,~. 3 |&-NH-CH,
CH~0-CH,~Td 2L &M IFE L LY,

COBRBAFBACEYMOREICERARFEEFEE LTHEELVWEDE LT
UTDHED%EHIRTHIENTES,

(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX).,
(maleimid-N-y 1)=CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) =CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0) - (NH-DX).,
(maleimid-N-y 1)=CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX)

(ma le imid-N-y 1)=CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) =CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX).,

(ma Le imid=N-y 1) =CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
(ma leimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,~C (=0) - (NH-DX) ,

(ma Le imid-N-y 1) -CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,~C (=0) - (NH-DX).,

(ma Le imid=N-y 1) =CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,CH,~C (=0) - (NH-DX) ,
(ma Le imid=N-y 1) =CH,CH,CH,CH,CH,~C (=0) —~GGF G-NH-CH,CH,CH,CH,~C (=0) - (NH-DX)
(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX).,

(ma Le imid=N-y 1) =CH,CH,CH,~C (=0) -=GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX) ,
(ma Le imid-N-y 1) =CH,CH,CH,CH,~C (=0) —GGF G-NH-CH,CH,CH,CH,CH,~C (=0) - (NH-DX)

A Y

(ma l.e | m | d_N_y l.) _CHQCHQCHQCHQCHQ_C (=0) _GGFG_NH_CHQCHQCHQCHQCHQ_C (=0) - (NH_DX
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)

(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,~0~CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)-CH,CH,CH,~C (=0) -GGF G-NH-CH,~0~CH,~C (=0) - (NH-DX)
(maleimid-N-y |)-CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX)
(maleimid-N-y [)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX)
(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,~0~CH,~C (=0) - (NH-DX)
(maleimid-N-y 1)-CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~0—-CH,~C (=0) - (NH-DX)
(maleimid-N-y [)=CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~0-CH,~C (=0) - (NH-DX)
(maleimid-N-y 1) =CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~0—-CH,~C (=0) - (NH-DX)
(maleimid-N-y ) -CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~C (=0) ~GGF G-NH-CH
,CH,CH,~C (=0) - (NH-DX)

(maleimid-N-y 1)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,-0-CH,CH,~C (=0) -GG
F G-NH-CH,CH,CH,~C (=0) - (NH-DX)

(ma Le imid-N-y 1) =CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~0-CH,CH,~0-CH,CH,
~C(=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX),

[0131]  LEEOBEEREEILEMOEISRBIENEZEY—) v h—{ba&hE. AT
ROP2HMANEZFORIGEFEFRERIGITZ I EICE>THTROP 2
RAEOE Y VEILEET VRN T 1 REEHQICEWTFAI—FTILES
EERIETCARBOMTROP 2HG—RYIVIV1 75— beEETSZ
ENTED, 2DHFE. MTROP2HADODRGEZFEFHEZFERAT I &N
FFELL, FICMTROP 2HAEZRITLIE L THELSN D RIGEFEAEI
F LW,

[0132] LITOHDOHAHEEFEFE L TLIYTFELWMEEMTH S,

(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y 1)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y [)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
(maleimid-N-y |)=CH,CH,CH,CH,CH,~C (=0)-GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX)
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[0133]

[0134]

[0135]

[0136]

(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,CH,CH,~C (=0) — (NH-DX
)\

(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX) ,
(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0-CH,~C (=0) — (NH-DX)
(maleimid=N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH;CH,~C (=0) - (NH-DX)

(maleimid=N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH~C (=0) - (NH-DX).,

(maleimid=N-y ) ~CH,CH,~C (=0) ~NH-CH,CH;~0~CH,CH,~0-CH,CH,~0~CH,CH,~0-CH,CH,
—C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,

T, LEOHBAHREEMEDOR TR :

(maleimid=N-y 1) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH
,CH;CH,~C (=0) - (NH-DX)

(maleimid-N-y L) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0-CH,~C (=0) - (NH-DX) ,
X

(maleimid-N-y L) ~CH,CH,CH,CH,CHy~C (=0) ~GGF G-NH-CH,CH,~0—~CH,~C (=0) — (NH-DX)
TRINZEEYHIISITTFFE LWEEYTH B,

BH, AVIaF— M NOBEEERT HHIC. ARLFETERLTED
N-EHEYHHPRREOEROI VY a5—8 BIZIEE18E) &RE
LTHEAOY MITBHIENTES, ZDHE. THEMBIIESRIOFE
HEMEOBICINE 2,

2. BEARE2

SOHEREZTHERBLEPFEAKRTH SN (2) THRINZLEEMRTEN

OB FFRINBZIEERHAZIETEDHECL>TEETDIENTES

(o)
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[1822]

NH,-DX

4
| P-NH-{(GH,In'-L*(GH,)r?-G(=0)-OH
| 5
¥
PH-NH-ACH)N!-L?-(CH,}r2-C(=0)-(NH-DX) NHA{CH n'-L2-(CH,)-C(=0)-CP?
2 12
PZLP-OH
8
CH N -LA(CH,)P-C(=O)-(NH-DX
N I 4= P-CLOY (0% PLP-NH(CH I -L-(CH,r?-C (0)-0P3
13

P2-Lr-OH
8 NH,-DX :

4 p !
PZLP-NH{CHN' L* (CH,)r? C(=0)}-(NH-DX) < P*LP-NH{(CH,)n'-L*-(CH,Jr?-C(=0)-OH l

9 14 ,
H-LP-NH-(CH,)N'-La{CHn-C(=0)-OP*
15
L™-L2-OH
H-LP-NH-(CHINT-La-(C H)n2-C (=0)-(NH-DX) 11
LI 2.0H 10 LELZLP-NH-{CH )n!-L2-(CH,)n-C (=0)-OP>
11 NH,-DX / 16
4 ‘
LT-L2LP-NH-{CH N Lo H)R-GEC)-NHDX) =  LV-L2LP-NHA{GH ' -L2-(CH,)n%-C(=0)-OH

2 17

[0137] [Xeh, LV BFREI LA I VILEERL. P PRUPIIIREREART, |
[0138] HIARVER (5) ZFMUETRTIL. EABEXY. XIEB/ \OTV{LME
ICEEE L., BEBFET. NH-DX (4) FAEFZFOREBFHFSINZEBERES
HBZEICE>TLEY (6) ZRETDHIEMNTES, NHDX (4) F. T
FHTFHAY (BFE4: (18,98)-1-7 3 /-9-TFI)IL-5-7)L40O-2,3-Yk RO

-9-t ROF ¥ -4-X FI)L-TH,12H-R> J[delES /[3,4 :6, 714V KUY T )

[1,2-b]1% /Y >-10, 13(9H, 1BH) - F V) &RT,

CORMIF, RTFRERICRERWVWSRIGERCERGEZERATNIELWN

o BHEIRTIVICEBEDEDNH DD, flAldep—=—bOT7z/—ILED

Jx /=B N—-EROFIRVYNMN)TY=LFHIEIN-ERFOFI R
UL REEANLRVEE (5) #N, N —Io o anFI)LALRIA
SRHEFT—IFI-3— (3=IAFIT7I/FOEL) ANKRIAZIR
EREZORAF ARV TIRBITNIEEETE S, . FHEIRATIL
& AR VER (5) &RVH7)LA07zZ M)A T7TET—NE
EDRIG ; AIVRVER (5) &1 — RV NYTFZYY)LFFM)EOQYY
JRARZDLAFHINAOQRRTI 74 bEDORIG ; AIVKRVEE (5) &
DTV I)RARVBIIFIINEDRE GBAE) ; AIRVEE (5) &hYD
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[0139]

[0140]

IZIIVRRT 4V RG2, 27 =JEYVINTYRNT 4 REDRIS (MILE
) ;AR VEE (B) &4— (4, 6—-UANFY—1, 3, 5—RNYTY
v=2—4N) —4—AFIENKR)ZULIB54 K (DMTMM) &0
M) TPOVEEREDRIS ; FICE>THEETDHIENTED, £/ 5B
IWRVEE (5) ZBEFETIRIEFA =N, AFFVILo0O) REDE/N
O e TURIBT S EICE > THETEDSBENT A NEFICL > TRIE
T2 EBTED,
LEEDORICELAIVARVEE (5) OFEIRTIV, BREEEKY. XIIE
NAT U EEEY (4) SEEREBEFETTICRERQREFRT—7 8
C~150CORMBECRIGIEZZ&ICL>TELEY (6) #8ET S
TENTED, Bd, [RNEERBE] SRTOREIFAINARISICS
WTEBEINZ2ENE SNAERIBERET 22 EORWVAEEEKT 5,
TEROZIRICAVWSREFRMAREBEREE LT, FIZE. KBF MY DA,
REBAY DL, TRIDLAINFYR, AVDLT MNED R, KEEF N
DI, KERIEH )DL, KRIEF RO L, KFRIEAYDLED, 7ILAY
EBXIFTIVA) TREBOKREIE. 7)L3F 2 R KEEM. XITKFEL
M n—TFILYVFOLEOTIFIL)FUL, XIFVFoLIA4Y 70K
WP I RORBYTILFILTI/))FOLIRKRINSEHREREIEE; U TF
DLER (M)AFILT)IL) PIREOERDYLTIVOERERBEE
s XLIKRREYY Y, 2, 6 FTY, AT, A-IUAFIITI/E
VI, MIIZFLTIV, N=XFIEILKRY Y, D4V TOEILIZFIL
7V, YPHFEY O[5, 4. 01l ovFo—-7—xv (DBU) £0
ERTIVHRIIERREFTRLENEOERBEES A BIF 2 ENTE S,
ARGICAWAREMRBREE LT, Yo0o0x4y >, 200K L,
ML ERRFO/NOT MLRIEKERBHE ; T h>kO7520 1, 2-
VANFDIHY, VXX VEOI—FTILRBE ; RVEY, MLIVE
DEEBRKRILKFZRBE ; N, N=IAFILHRILLTIR, N, N=IXF
LW7ERPZIR N=XFLEOYIY—-2—-FVEDOT7 I NRAE; 52
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[0141]

IFHRZENTE, TNHICMATHEEIKEL > TEIIAFILRAILEFRY R R
WRSVEDRIVEFY RRABE , 7Y AFLIFILTNVEDS B
VRBE; A/ =, T/ —NFOTIILA-IINROBEEEGRTS
EHHBETH D, ILIKRINFEZRELTHERTZIEHTE S,

ItE¥ (6) OXRIHT7I/EDFREEPELTE, tert—TFIAFD
AIWKRZIWER O —TINFA L ZIVAFILAF D HILKRZIVE, XV FF
SAHAINKRZWEE, RTIFRERICEEAVLONTWE 7 I/ EOREE%
AWBZENTES, OTI/VEDREEE LT, PEFLEZDTIL
AIANE; ANFSHNRZIVE, ThFANRZNVEZFOT7IIFY
AIVKRZIVE ; RSANFIRYINAFDANRZLE, N5 (XA
M) ZbAORVYINAFVANRZLEEFEOT ) =LA NFDANRZILE
s RUTUE, M) TZZIWAFIVEEDT ) —ILAFIVE ; RV A ILE
ZO7O4NE; 2, 4—IZbORVEVZIKRZNE, A= bOR
VEVZIKRIIWNEEDT Y= RIEZIVE ; 2BIFRENTES, R
BEPE, VIV EZIRETDLEDWOMHEZFICIH U TGERTNIT L,

Tonite® (6) OXRWm7 I/ EDREEP ZHRFREIESL I &ICE

TEEY (7) #8ETDHIENTED, TORREIL. TOREBEREICHL
EEPRGEZERTNIELL,

NRIFEPZCIRELIRTF RANRVEE (8) #EFMIRTIL. BREBE
KOFICFEL, BonbEaYw (7) KRIBIEZZ&ICE>T, L&Y
(9) ZHET DI ENTES, RTFRAIKRVEE (8) &bEaW (7)
DRTF MEEEHRT 2 RIGRHEPHE, BE, RUOREHEABTEI. &
B (6) OERTRREZEDHILFEERIRL THERATIIEEL L, REEPUS

ItE¥ (6) DFREETHENRLZEDOMSBEERBRLTERTNIELL, 7
S/EERETIEEYOHESZIIG U TERITE I W, Tl RTIFR
BNRICBERVWLNTWBRRIC, RTIFRAIKRVEE (8) 2#BKT 273
JBRERTF REIRRRIEERFREERYRL, BRIETEEY (9)
EELETHEHTED,
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‘wonribd® (9) 073/ EOFREEPEZRREI DI &ICL>TE
B (10) 28ETZENTES, CORREX. TOREEIKLE
REPEREEBRT NI L,

HIVRVEE (1 1) ZEMIRTIV, REBREKY. XIFE A \OT16Y
ZICFEL, Bonkiedt (10) ERIGIEBZZ&ICE>T, 8EW (
2) XIFaBETBHIENTES, AIKRVEE (11) &E58 (10) @
RTF FEEEEHRT 2 RGFHEPEE, BE. RURIHBRER, L&YW
(6) DEMTHRAR/ZEDMSEEREIRL THEATHIELL,

e (9) BBIZIETROAETEERET DI ENTES,

NRIFEPZCIRELIRTF RANRVEE (8) #EFMIRTIL. BREBE
KOFICFEL, BEEET. WLVRFIEAPTRELLTIVIEEY (
2) ERBIBZIEICEL>TEEY (13) Z2HBETDHIENTES, R
TFRANLRVEE (8) 8 (12) ORTF RESETHKT 2RIGE
BREE. BE RUNEHEABEILX. &6 (6) OERTRREZEDH
SEEZER L TERAThIEL W,

e (13) OF7 I /EDORERPUL. BERAVONIFEETRESL
TWT &L,

EFEMICITKBEDRERE LTE, X MFUAFILEZOTIOFT A
FIE; RVYINE, 4—ARFIRVYINE, M) TZZIXAFLESFD
TIV=IWAFILE; TEFINEFOTIVA/ALVE ; RVVAILEZEDOTO
ANE; tert—TFILITIZNV)IEEODYILE  EE2EIFB
ENTED, HLVRFVEIFR, XFIE IFILE tert —TFILES
DOF7IFIE, 7TIVILE XERVINVEEDT)—IAFILEEDIRT
WEELTRETEZIENTES, PTI/EBE, tert—TFLAFIAH
WRZIWE, AMFYAIRZNE, ThFIAVRZNVEBEEDOTILFILA
FORNIKRIIWE; PIINFIFDAIRIILE, XF9—TIF LI AF
WA FDAIWKRZIVE, RINAFIAIMRZIVE RSAMFIRVY
WAFIAIKRZIVE, XS (REFIR) ZhORYIIILFFIHILRZ
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WEEDT7Y) =LA NFUAIKRZILE; DIFH, PTEFILEZEOTIVH/
AIWE; RUDIVE, NI TZZIWAFILEZFOT ) —ILAFIVE ; RVY
ANVEZOT7OMNLE; 2, 44— bORVEVZRIKRIILE, I
FORVEVZIKRZIVEZEDT ) =V RIIVEKEZIVE  FE2EFBENT
x5,

ANRFLEOFREREPE LTI, BBRENILLE. FTHERTF FENRICH
WTHILRF L EDOREEE LTEERVONTWIREEZFERITNIE L
K, BAEBICIEXFILE, IFILE tert —TFLFEDOTIFILIRT
e PYVIVIRTIV, RYDIIRTIVETHY LR OREED SHEEEIR
LTEAThIEELN, COFEIC. TI/EOREREEDIVRFDEDRE
ENERDZTENIEEUTHRETEDZZENFELY, FIXIEPH te rt —
TFNAFSHALRZLETHY., PHERVINVETHIEAEDEEFERRK
MREDELTEFTEIIENTES, TNOLDRFREEITITI/VEEAILRF
VEZRETHLEMOUHEFICIE L TERLALBDOASEBRTNIE LS,
ETNODREEDUIBTICE L THZDOREEICIHS AR EEEZEBIRT I
= AW

/gonfibts® (13) OANKRFIEOREEPZRREITD I &ICE
S>TLEY (14) Z2BETHIENTES, ZORREI. TOREEIC
IS Ll RBeREEZBRTNIE L,

Bonibdst (14) ZFEIZTIV. BEBEKY. g NOs Y
EMEFICHES L. BEEFRET. &% (4) ERIEIHBZ &L >TESE
M (9) Z2BETEHIENTES, CORIGERTF RERICEERWVWER
HEEPERGEZERATNEELL. RIBEHPHE, BE, RUORNEHLBE
I3bEY (6) DERTIRAR/ZEDOAMLBEEERL TERINIELL,

&Y (2) 13, PIZETEROAETERIETHIENTE S,

ke (13) O7I/EOREEPZRREIEDZ&ICL>TEEY (
15) 28589252 &N TED, ZOMKRER. ZOREEICH ULEED
FEEZZERTNEE LW,
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[0144]

[0145]

HIVRVEEFEEE (11) 2FMIRTIL. EEBEXY. XIEB NOF
VEMEICEEL. BEEET. Sonied® (15) ERBIEDR &
ICE>TEEY (16) 2BETEIENTES, RTFRALKRVEE (1
1) &fe&W (15) OF7 I FEEEERT dRIGEREPHE. RE. kU
RNEMRBER. &Y (6) OERTRNEZEONSEEERL TERY
nid kv,

Bonibd® (16) OALRFIEOREELAHREIRD&ICE
STIEY (17) #8ET 22 ENTED, COBRREL. e (14
) DEGSICHITD2HANRF O EDORFREEBRICITO EMNTES,

beat (17) ZFHIRTI. REBEKY. XIEEANOTIEMEFIC
FEL. BELEET. AW (4) ERBIEDEICL>TEEY (2)
EENET DI ENTED, CORIBIEIRTF RERIEERAW S RGHAEP
ZHEERTNEL S, REBEEHEPEE, BE. RURIERBERICEY
(6) DEMTHRAR/ZEDMSEEREIRL THEATHIELL,

3. WERES

HEEDR (2) CRINDEAMITEROFEICL > THEEETZ &

£ TED,
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[1£23]

H-LP-OP*
18

L"-L2-OH
11

L"-L2-LP-OP*
19

|

L'-L2-LP-OH
20

l NH,~(CH,)n'-L2-(CH,)n?-C (=0)-(NH-DX)
7

L'-L2-LP-NH-(CH,)n'-L2-(CH,)n?-C (=0)-(NH-DX)
2

[0146] [FHA, LV EERWAT LA I VIEILEBRINEEDOLTHY ., PULIRE
BEERT, ]

[0147] &% (1 1) ZEFEIRTIL, BEABREKYSFICFEL. EEEAET
CRIGREPTRELAERTFRAILKRVE (18) ERBIEDZ&ICEST
et (19) 28ETEHIENTES, RTIFRKAIRVEE (18) &1b
a4 (11) ORTF NEEEERT 2REFEPEE, BE. RUOREH
RREIE. bW (6) OERTHRRZEDHSHEERIRL TERThIEL
Wo 1bEY (1 8) OANKFIEDREEPUILIRRREEL SBEEE
RLUTERTHIEEL W,

/gonfibsd®w (19) OANKRFEOREELZRFEIESD 2 &ICEL
S>TILEY (20) 2#28ETHIENTE S, ZORRER. 658 (14
) DEGSICHITD2HANRF O EDORFREEBRICITO EMNTES,

Boniibd® (20) #EFEIRFIV. RISEABREKYSICHEE
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[0148]

[0149]

[0150]

[0151]

BE®W (7) IKRIHBIEDZZEICE>T, EY (2) Z2HETEHIENT
Th, CORBRERTFRERICRERAVWDRISHECREEZERATNIEE L
o RIBZREPEE. BE. RURNEMGABRER(LEEY (6) OEXTEAN
b DA LEERRL TERBIRIEEL L,

4. WEHEL

BUFIC, HERE2ICEBOREFEAE (10) @55, n'=1, L=0D1t
&% (10b) OREFEICOVWTFHFRT S, X (10b) TRINSLES
Y, TOEXEZTNSDBFENIE. FIZIETROBETRET S ENT

X5,

[1624]
HO-CH,-C(=0)-OP®
P5X-NH-CH-O-L 22 P8-X-NH-CH,-0-CH,-C(=0)-OP® P5X-NM-CH,-0-CH,-C(=0)-OH
23 24
21
H,N-DX P7.Y-OH
4 PS-X-NH-CH,-0-CH,-C(=0)-(NH-DX) H-X-NH-C H,-O-CH,-C(=0)-(NH-DX) 27

- 25 R 26

P7-LP-NH-CH,-O-CH,-C(=O}<(NH-DX) P-LP-NH-CH,-O-CH-C(=0)-{NH-DX)
9b 10k

[RA. LIFRIEBERLCHED%ZRL. LIE7YILETH->T. 7EFILEEFD
FIWAIANEELL BV YA ILEZOT7OMNETHIHN. XIFKER
FEERL. XRCYR1HAL3BOT I /EBIMLLZA) IRTFRE, P
RUPIET I JEDREEA, PUTHLREF O EDFREREETRT, ]

A (21) TRINZLEME, BFHE2002-6035 1 SRHICEH
XNnBFEEPH (J. Org. Chem., 51%, 3196E, 1986%F) LHDHiE. X
EZEDOHEEIGA L. BREICIRUCTREEOREPEREEHRAZITI 2 &IC
£oT, BETBHIENTES, O, RIFT7I/ENMRESNWATI
BXIE7I/ENMREINAA) ORTFROBT7I RET7ILTE KT
R EMIBT I EICE>TERBIIENTES,

e (21) &, REGHQBES, BIELIZBEEFETTTANTHILE
BORERGTKBELZETZLEM (22) ERBIEDZZEICELST.
teaM (23) 2WET DI ENTES,
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CZTHEBTERRE LTRBAIZIE. 7 vibKREE BEE. MBS fHER.
) VB, RUBEOERE ; B, T VB NS MLIVRIKRVEE, X
ZIVERVEBEOEREE ; T S A0KRL — b B{EHR BEXX
BTV =L, BIEBEOILA REE; FEBFDIENTES, Th
S5DDBTIRRAIVKVEEE. FIC/HAT MNVIVRIVKRVEBAFELWL, I5H
ICIBE E LTI, BIICERNONABEEORHISHEEERL TEATHIE LS
EICAYDL tert—TJMEVRFOTILAVEERTIAFTR; K
BBt MY DL, KEBIEAVTLEDTILAY EBKERILY ; KRIEF KNV
L, KRIEAVYILEOTINAYEBKRES; VF VL a4y 70K
WP7IREOITINFINTI/)FUOLIIRKRINZ2BEREREE; VFY
L EX(RNYUXFILZIIL) PRREOERY IV TIVOERERIEE
s EMFFELV, RIMICAWSAE S LTI, 7 hZkknoo3>v0 1, 4
—IFF Y UEQI—FTLZBE ; RNAVEY, MLIVEOERERILKE
RBE EXAVLONG, FEEORBIIKEDREEMELTELL, ., P*
ICBIRINZT7I/VEOREREE LTE. &8, 7I/EOREBICHVWLN
ZETHNIFICHIRITAV, RERMAEDE L THRHEAE2 TEHLLT
SVEOREREEBFDZIENTEDIN, ARBFAICBEVWTPICBIRINE T
T/EDFREENMBIINZIZENH D, TOHEICIE. BEICG LU TEY
R7I/JEORESEREBFERBI T CEEREELAEATHIEL L,
Ib&¥ (24) &, 16E4 (23) OREEPAERET DI EICE > TEYE
FTEHIENTESD, TIT, PPELTHRINDAILARFLEDODREREELT
. HEAE2ICRKRNAQBONEHEINTSEY. CIHLEEERT ST
ENTEDS, IbEW (23) IZHEVWTE, 7/ EOREEPEAILARFVE
DIREEPHERL D FENIEEKETRETEIREETHDIENEE L,
BIZIE, P =D AL AFIAXRIAILKRZILETHY, PPHEIRY Y
IWETHZIEAEDEFERKRNAEDE L TESFRZIENTES, Fhb
DREER. PTI/VERVANRFVELFET I LEMOMESZICHRLT
ZBRINEL LK ENOSOREBEOREICEL TEZOREEICH ULEE

r
\'
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[0152]

PEREEBRTNIELWN,

HIVRVEE (24) ZEMIRTIV, REEREKY. XIFE/ A \OT 164
FICHEEL, BEFET. &Y (4) XIFZZORELEFEINDBERG
IHBIEICE>TEEY (25) Z2HWEL. "BonhkibEa® (25) DR
BEPERETDZEICE>TEEY (26) 2HETZHIENTES, bE
W (4) EAIVKRVEE (24) EORIGRVREBEPZRETDHIRETIR., &
EHE2 TRARLEHAEPRIGREERAZFROEDERVRIE L,

et (26) ERWMTI/VENMREINALTI/VBXIET I/ ENRE
INFAYIRTFR (27) 2RIBIEDZEICL>TEEY (9b) %
BEL., FoNnibEY (9b) OREEPEZRETE I EICL>TEEY (
10b) ZHETEIENTES, PELTRINET7I/VEDFRERELT
&, BE. 7I/EOREICBVWONZETHNITFICHIRIEA <, KK
BEDE L THERE2TEHLATI VEDREELZHEITD I ENTE,
ZOREICEL THFRERICHE CLEECERGEZRBIRTNIEL W, &Y (
26) £bEW (27) EORBTIER. RTFFERICBEFERRIN S RK
AECEGEEATNELN, LROFETEELALEEY (10Db) &,
EROBEFEICHKE > TEAFEPLLEY (1) IKESZENTES,

AEBEOMTROP 2HE—FEYPOA U YVasy— I, KEPICHEL Y
 XIEBRERTAELTERETIZIEICEY. KOERIIL. BREKISHE
LY., KL 2BELNEY. TOKRRKESOIEEMRTIES AFKE
IKE2IN5,

Floo KERICIE. B2 OBRFMEIEERFERMETIRILINE
BMHLaAEIND, ARAOME-—EYI LV TVa s — M EBRTHIRERFOD 1
LB, RFEMADHERAREEEEELEDS. BRFEAuKE LTE, flx
&, BKE (H) . M)FOL CH) . I30FE-125 (18I) FkidrF—14 (
) FaBIFBIENTES, Feo AEREEMIE. HIZE. MIFIL (
H) « 3DFE—-126 (PI) FFKFR—14 (“0) SO R LA THRIER
BINGED, REHUEEBINEWIE. BEZLIETIHEL. HREE. 6
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ZE. Ty traAHE RUBIEL. fIAE 1 EREGRZEFIE LTER
Thd, AFEPAORE—FYI> V15— NOLTORMGBEERIZ. K
MTHDEEEE[HLT. AFEBOTEICTEIND,

[EE]

AFBAOHTROP 2MAE—FY IV V2 s — ML, EHEICH L THE
BEEEETRTEND, BEEE LT, BICEIIHT 28REIRT/XIEFHE
BlELTHERATBZIENTES,

TROBAFEBEOMTROP 2HGK—FEYI VY ar— M, BEEDE
ZIBRETHDIEZREDLODERE L GERLTERTHIENTE
. ZORRELT, EHBOKRREZESE, BEZIA, IS5ICIEEMEEZ
WIETZ2ENTED, ThEICE> T BEBICBVWT, BICLZERDL
SOERP. QOLOUELERTE. BEBEEDESEZR > TCAERURMNE
RENE, EMEOMEICIEESRWEATH > TH., EHIEOETED I
PAYMAO—NICE > TEREZILBVWTLIYBVLWQOLEZERLDDLIYE
HOEBEEERITDIENTED,

AFBAOMTROP2HAE—FYI Y Vas— ML, EMERTOFERD
fli, 7YY MEEICBWTHOFEEEHEAEDLESERE LTEERAT
X, ARFMe. BEREE. RIVEVEEFEHAGDHLEDL I ENTES
o ISICIERATIVanNY MEELBTI2EYBEORFE LTERAT S
EEHETED,

BLED & S ASEENFEROM. HAOHRERADEEMIC &L > THlARERE
EMREICES L UEMROEEAIRI A, ISICIEWET20RVEET S
ZENTEDS, bbb, FICEREEOEMBICEWTTROP 2OHERRN

RBEINLEZICARFAORTROP 2HEA—FYI V25— beik5T
%2 & & o TEERROIIFEIN, FHOREHHET DI ENTE S, FIAIE,
ERIBRETHRRPICH SBHMEZIE. BETIURC. WThHOMEREIC
ER L EROBMAAEMEIRICN T 210%, BIESOMRIEPRTES, &
oo BICARMREORERICEVWTOEGB O, FHURIBETE
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[0154]

[0155]

[0156]

[0157]

 INBICE > TEOGEBINGISIRIEAFTE 2,
AFEADOMTROP 2HEA—FYI UV asr— ME, BEBICHLTELE
BEE L TR2BNICKSET 51, EERBICRMMNICERS L CEEWR % i1
THIENTES,
AFEBAOMTROP 2HA YAV Va s — MIERAINDIEOREEE
LT, fifE. BfE. REBELRE. KBE. fIiRE. SHaRBIFE. o
B BE. B XS/ —v. MR EbtE. 8RR TENRE. BERIE
 REEFEZZEFDLIENTEZY, ARNSREQIEMBICS VW THE—
EMA T 25— MROMAEDNR#TEL S RV ZHRITE L TWBEMET
HNIEINSITIFREIND Z &idawn,
AFEBAOMTROP 2HMA—FYI Y Va4 — M. HAEWICH L THF
BICKRETHIENTESD, LYBFFELLIEE NTH S,
AFEBADOMTROP 2HAA YAV Va1 s — MIEFTNEERMERMIC
BWTHERINIYMEE L TE, BREEPERSREICBVWT. ZO02FICH
WTCBEBEERAIhZEFRMAT oML SEERIRL CERT 2 ENTE
oy
AFEBAOMTROP2HMA YOIV Vs — M, 1 EULORZMIC
BEMEORDEECEZMERME L THREINED, Az, LEEEN
HERIE. RRIICIE. 1BULEOEZNFv T (BIZIE. BE LERE
) EET, JITRIRICIE. BIxE KRUSH (BR. BER. EER
XITEREIROM) BAEFEND, i, BRI Syhteal. K2H. i
M. IHETH> TLW, Kid., LEREZHNERDHIBIRARS IN D5
BIC. JYRKRHAF v T THS, RIBKEKR LOTICTFAIO—X
KBBRROCZ Y 2O—LKBERE S, BREFY YT LT, BT, F5HA
BROIDICERAING S, BULREZNEEAIL. SZO2BTRHMTHD
o LECHERMIEE . FMETHNIE., MEOREFXIZHALE Hid p HEE
BRI EEHED, BULAEFNFv Y TORFIEZ. E. W, Mart inic

5 Remington s Pharmaceutical Scie
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[0158]

[0159]

[0160]

nces] ICEEBEING, TOUFIE. BHEORBRKICHINT 5,
EaDFEEYATLDNRHTHY., AEBAOMTROP 2HA-—FY I
Var— b NERSTLEOIERING S, EAFEELTE. BN, A
. BEREM. BBIRMN. RURTORBEEFLIENTEID. ThHICKR
EIND&IFAW, #5113 B2, FAFLEER-—ZAEHICLEE0D
THYRBD, HEDIFE L WREMEBICSWT, LR HY REMFBEEED
BEIE, FALELDEDTH S, FROMNKEE, FFELVIERSRETHD
RRUEFBHEICHEWT, LEEZMERYIZ. £ MAORIRAILS ICE
BLEEZNERYE LT, BEBNFIRICK > TUHF I B, KRRMITIE,
BIRAES OO OERYIE. BEOFREOKEBERTOBRRTH 5,
BETHDHE. LEBERRI L, A LARCENEBANTOEREMS IS
B-ODORBAMES (BIZIE VT hAY) 22H185, —RIC. LK
g BIZE FEHEROEETRT 7Y TIVELEY Y I FICEHLTY—I
INBBRTOIRERZIENRELITEKOERDE LT, JIEIC. Tk
EBENFIFRT—RITEELT. OVWThHITHEBEIN S, LREEMEA
IKE>TIREINZHETHZHE. Thid, HIAE. BEOHRESL —R
DKELIZEBEKEEUFEARN ML THEEING S, LEEENEFICL-
THREINZBE, EEBREKFLRBEKOT Y FILiE. flaiE, £8
AP ERISEEINEDS LD IC. REINES,
AFRPOERMERYIZ. REOMTROP 2HMA-FYI T2 5— D
HESUCEERERMTHo-TELWVWL, MTROP2HRA—FY I Yasy
—MRUODBLEB—DDINUNDREER ZEVCEREXRMTH>TH
W, REBFOMTROP2HGK-—FEYIV V2 s — M, HOEEERHR &
HIBETBHIEHETE, CNICE>TMEBEWRZIBEIBTEZIENTES
o CORBENTHERINIMORERIZ. E-—FEYITasr—reR
BFIC, Bl&IC, FdER L TEFBICREINTE LWL, TRENOREME
[BEeZATHRELTELVL, CORGEEEFIELT. abraxane,
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[0161]

[0162]

[0163]

paclitaxel, cisplatin, gemcitabine, i
rinotecan (CPT—11), paclitaxel, pemet
rexed, sorafenib, vinblastinXIEKRARE?
003703804 35ICRHOER. BICLH-—RHF7FOY (Va-7
oLy, JELYVE) | TIRAMNSLRFY - T74R7z4 b TR MO
VIVERE (WEFTV TV, SOFPT7VE) . 7AOTY—EHEEH
(FFAbAY—Ib, LAY =, TFEARIVE) SHEEBFZEN
TXH MERTHEETIRFTHNIEREIND Z &RV,
CORRREZERMIE. BIRINAMEREHELAMEL R OESF & LT,
RIS IREFISIIRREF & L THAE T hiE LW, RiEEBEF S L TH
FE T BRRICIE. COPFICBVWTHERINZBELLEFRMINEEINS
BHTH>THEN, FLEBFICEVWTHERKRICLT, COPHFICHVWTE
AIN2B8BOHARNY & SURREF & L THIT DI ENTE S,
EFMEXROMR R BEIIRSFEICL>TEELRT N AKPOE
EHEBRMICEFENI M TROP2IFE—FEY IV Tasr— M. ik—FY
Avvaly—MORMRICHT 2HMME,. d4abs, MRICHT 2EEEHR (
KdfE) ORICEVWT, HMELIEL (KJAEMEW) I DEDERSE
THO>THEEDEREBEIRIENTES, LENS>T. AP Ya
F—MNOERESEDREICH>TR., MiA—FYIvYar—MEREED
HAMEORRICEDVWTRESEZHRETSIEETES, AFEAOMBF—F
M2 ar— e MINLTEST2RICIE. FIZE 0., 001~
100mg " kg#&1[Oskix1~180HMEICT EOERTEHCORS TN
= AW
== i )
UTICRTERBICE > TARPEZEFMICEHRAT 25 AERBREIND
IKREINZDHEDTIERL, F, THSIEVWHRIERICEWVWTEREM
ICHEREINDHLOTIERW, T, FEMSBICEW T, FICKEEHDOAWVWEE

. BERUHIMEG, BROEN SERICAFTETH .
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[0164] [ERfEHI1 : DV RADRZEE/NA T K=< DHIF]

[0165]

[0166]

[0167]

1—1) IYRBEICAVSHBEO%RE

5X104EMNC | —H3 2 2#ika (& h3E/MEREMEMAR. ATCC

CRL—5806; ATCC:American Type Cul tu
re Collection) ERPMI—-1640 (Roswel |l P
ark Memorial Institute—1640) it (10m
|) THERREERICERL. PBS () VEERFELEREK) T2E%E
L. PBS (5600u ) FRICERAEL .

1—2) IVAANDRE

BALB c¥7X (6:8#) L. 1EIEO®REIEINC I —H322
A (1 X1 07M@) ZRIERARE L, 2~5EO8 1:BERBRTIT X 1
OEMNC | —H3 2 2/l %=MIERAGEE L, 6EEDERRETI.
NCI—H322#@%1X10%ff8 " 200u!| PBSTRER#IRRLV
ICEEERAZh ThEE L, BEMERERKRERENS 3 BRICHEE L,
1-3) ®/RELLTYZAOEEMBED %R
REFHAIVADEEZHEL., TYDIXLTRPMI 1640 10
%FBS (VIYRRIRIE) (+) BB L, MIEREBRE=E/ILANL
14+— (100um, BD Falcon#tt) I&LA#%E. 1500rpm
THEHME. ERICTEODLTLESZEE LKL, Tris—NH,CIEK& (2
OmM Tris—HCI pH7. 5, 0. 83%NH,CI| ; 10mL)
ZMA. ERTSHENEL -, MHEBERICRPMI 1640FBS (
+) B (10m 1) #mMA. BLAMLAF—ICBLAEH%. 1500 rp
mT5 9@ BRICGROLE, EFEZEZEL. BEMEZRPMI 16
40 FBS (—) i (10m ) TERBLL,

1—4) I TO0-<HIEO%E

P3U1TH#E (TPRITO—<#EL) Z2OL. 1500rpmT5
o, BRICUOED UL, P3UTHIRRICEDTA (0. 02%) && (1
Oml) ZpA. 37CTHEoBEMNIELL, P3U1HEEEBEKREZ1500



WO 2015/098099 08 PCT/JP2014/006421

[0168]

[0169]

romTO5o@E. ERICTEONLE, EFEZEEL. RPMI 1640
FBS (—) i5th (10m ) THE®EL .
1—5) RS
EREMEEIIO—<HMEES : 1ICADZLIITEAL. =008 (12
OO0 rpm, 59 Lk, BoNLBRESOMIEEE L <IE<C LR,
BLars, RYTFLYFYI—-)L—4000 (PEG—4000; 1
mL) 21 90 THRAICMA 72, TORKMBHICT DEICRPM | 1%
# (1 mL) 28OMA~E%. RPMIEHMAEMATELEAS0OmLELE
. EHBEBEREROOB (900 rpm, 542/@) L. BoNAEBRES
DHREEPZOMNMIIFEC LR, HATER (1 0% UBREMERTHA
T Media Supplement&iisi MI16405E#; 10
OmL) RICWZPMNIBEB L, ZMBREI6VIAEERTL—MIC
200ul /I TDOHEL, 37C, 5%CO,DAVFarR—F—HT
50%AVINIVNERDZETERELL,
1—6) BERTFT /) IOAINRAIAIWNAFZI3ITONAT) R—=TDRY
)—=y
NCI—-H322#if8%,. 967 )7L —HMI5X1 0%l "V IT
BEL, 37CT4 8HEEELL, MlBZ150u !l /DZILDODPBST
2EE&EL. BV IIICHLT, EBNATY R—TEELEE (50 1) &
MAACTIRERBIERA, 150!l 9T )IOPBST2E%E L.
FF)94INAAXx3CAZ3—FZ33 (kKA TSELEDICZ337
FAN—DRBEINLB AV N Y—ERIRTT/ 714V R CKERETF
HEAME2012 /7023751 85HHlEEZSR) ) 23X 108vp ./
100w | (1X10% p  Hifd) OIREICAZLIICRPMI 1640 (
—) EWMTHERL., COFERBZKRE100u | /DI TMAK, 4CT1
BREREIRISE,. 150w /Y TIOPBST2E%ESELE, RPMI 164
O FBS (+) #5100 u | /) TMATI 7CT2 4RSS

L7ze Galacto—Light Plus Reporter Gen
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e Assay System (Applied Biosystemstt
) ZFEALLEB—Ga l LR—4—EEF7ytA TUELAELNCI-H32
2HIlEE200u | /VTIDPBSTHEL. Lysis Soluti
onZz50u |l /U TITMATERT ONEBREL K, T OHEAHERK
(10ulL) #Galacton—Plus Galacto React

ion Buffer DiluentTl100EBICERL. White

microwell SH 96 well plate (Nunc#h) IC
MATCERTCIEERBItEE, Accelerator | 1&%#150u

| /I TA. RIVFSNILADVYS—Wal lac 1420ARV
Osx (Perkin Elmer#t) ZAVWTEERNZMWERIZEL.
18HYDFEHEEZRLU (RHXE) &£LT. NCI-H3 2 2{la~DY
AIWVABEEER LIc, CORICIT2TNAT) R—=TBORI)—=V T
IKHWT, AIEE (RLU) »ELEF (RIMET1T383RLU, FHETO
914RLU, X787 46RLU) T, 5000RLUMEDY
O—>Y%&&ER L, £9. 1RV Y—Zv5E LT, —EOMERMETE
LHNEZI960TTILDNAT) R=<oID>H581 7 ILOBET IV
EBRR L, I5IC, BRBRYV)—ZVJELT, TRRVY—ZVTER
BOFEICLY, TaFUs—hk (duplicate) TPYEA%EITH
T, @HAOREMENEO00RLUMEDY z IV ERMESE L. 1 RRV ) —
—VTTELNAE8 TINS5 2T IO TV EBRIELZ, Bk
Licva—vid2~4@Y 70—y TaTW, £/ V8—FIEBNAT
) R—< g%k 4 4 =R L 7=,

[RFEFI2 : NS T K= D SOHRADER]

JTYRH&v (Pristane;2, 6, 10, 14—FrSAFIRY
HFHhY ;0. 5ml) ZEENESLTFH2BEAE L8~ 1 0Bk
DY IARXIERX— YD R, REHI1 TRLNELE/ 7 O0—FIVIRGEEL
NAT) R—TZBERICES L, I5ICT10~21THLTNATY) K—
Y EBKBIEIEALRICEKERR L, B8ONABKERLDE L TER
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DEBRE®R. 40~50%MBT7VE=-VLTIENL. BT ILEELEE.
DEAE—t770—2RAh5 AL, 7OFTA VG- LICLDBEAEITV,
|l gGXIFZ | gMESZESH, BRE//70—FTIilE L,
[ERBIS : N4 T R—DEETZ2NEDREET SMEDORE]
EREFI2ICBEWTHERINENAT ) R—YDEET 2MED—DTH S
TINATICODWTHROBEZIT >/,
3—1) EFFUINLLEMEREEREDT | NATHRGAZBW -RE
hRE
5X104EMDNC | —H322#l@zE L., PBST3@E%E%H LA, E
Z—Link Sulfo—NHS—-Biotin (PIERCE#) %#0
Tmg/ m|DRETPBSICEELAE, NCI -—H322#ifg%=Bio
t in/PBSEKRP. EETIO0OHEA—FT—rLEEICTO0OOmMMTY
v /PBSEAKR (25ml) T2E%% L. £D&., PBS (25m )
T3EE&H L, R ROMBEEZRHE Ny 77— (150mM NaC I,
50mM Tris—HCI| pH7. 6, T%NP—-40 + Prot
ease inhibitor, Complete EDTA free (
Roche#t) 1#,/50ml ;2m|) RICE®HEBEL. 4CT30HBEN
LA, Protein G Sepharose (Protein G
Sepharose 4 Fast Flow (GE Heal thcar
eft) ) DNy 77 —%RENYy I 7—ICBHLTELN/Protein
G Sepharose BENYyI77— (50%ZXZY)—;30unl)
HHRRASRICINA,. 4CTIREAO—FT—MLAZRIC4ATCTSOBEDL
. EEEEWR L, COLEBICT INATHE (S3ug) 2MMA. 4CTI
BEREO—>F—ML/AE%ICProtein G Sepharose JBEN
vI77— (50%RZY—;60ul) ZMA. 4CT2RKEO—FT—hHML
7= B/ 77— (I1ml) TProtein G Sepharose
HOMEESELABICIXSDSH Y TNy 77— /"5% 2—ME (2-—
ANWHAHTRNITH/)—J)) buffer (62, 5mM Tris—HCI (
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25CTpHG6. 8). 2% (w/ v) SDS, 1T0% glycerol
RUO0. 01% (w/ v) phenol red) CBE®BLAE, 100T
THENFEMBREWIEL %, BKR%zLOIL. SDS—PAGE (R)Y7F¥
VLT X RTIVERIKE) ObOYF T e Lk,

3—2) SDS—PAGERUWVIRYYTOAYvTAVY

3—1) CTH®LAESDS—PAGEHYYFILEReady Gels
J 5-20% (BioRad#) #ZHWT20mATHK)EILAE. TILE
UXTLoAO0., TmA  cm2c7Ovra4 v Lk, Xv7L%PB
S—T (PBS (=) —0. 05% Tween?20) T5B%ELKE.
1RE7O0y* v V%70, AV TLV%EPBS—TT5HM3EMNESEL
7-%IcStreptavidin—horseradish peroxi
dase conjugate (Amershamfzt; PBS—TT200
OfFICHARLTER) &1 HEARBIER, XVTLYEZPBS—-TT10
AE4EEEL-%ICC ECL western blotting de
tection reagents (Amershamtt) B0Hyper
film ECL (Amershamtt) ZREWTERNOD/NNY RERELL
o EMEHI3I—1) OFIBICLYEFTFUSNILENC | —H3 2 2#flg%
. BICEEDHICE > THERNATROP 2 THEZEHNEELTWBKC |
7TASHAERCT | NATRAETRELRE L TRONLRELEDE. Th
ZFNDT TIHERMBEIDTTHRMCTCS DS —PAGERUY IRy 7Oy
FAVITICEYEBH LI, KC I 7TA3HGEET INATHEAEEZBAW WD
NOBEICHEWTE, DTTIHERNMTEPFEL4E6KkDadD/NNV KA, DT
TAERMULAEY Y TILTIRDFEI 7 kD ad/N\Y REBRE I N,
3—3) FAC St

N RREG—=UDST I NATIRAOIMENTROP 2TH2 I &N FH
TELH, BESQHAETHTICc DNADELGFEAIC & ik FRIRMEH
51357, FACSHEHODIER., E NTROP2HKIBCHOK 1 #BATIZT
| NA1HEIZEBERSERLALZS, TINATHREOHREREIEZTROP



WO 2015/098099 102 PCT/JP2014/006421

[0175]

[0176]

2THBIENTREIN, T, FEMBEKEPC1 4, FEMAEKENC | —

H3 22, MEMEMENC | —H21 22, ekl CAMI1, fhirEi

fEMLC2 “ad, BEMEEM I APaCa2, BEMEMKPK—1, &

I RREMIREMEP C 3. KRIBEMREMHCT 116, X5/ —<HlEKA37

5. EREMIEKS KOV I, EMREFMBE/KRPMI 8226, &M%

fEEMiEKK 562, PBMC (b MREMEBEKME) RUE bR % E

ALTEKRGFACSENREZT >k, FAELLHERREKIEVTNETRO

P2IGtETHY. MBBUADHIEMKTIZIPC3, PK1, SKOV 3HKBH

THholze —H. ERMBHMBIEVWTNHEETH >/,

[EEH 4 : FAERTEEEDRIE]

4 — 1) HAERELESEFER
MAEORELRTA L/ MFDVEROREZEMNIC) AV EF Y NEE

EHETHBDTICHEMER L, TODT3CIE, YIF7F)T7ER (DT

) OfEREE 7074 v GONMAEEREE SERRIEALEDETHD

o DT 3CIFMAEDF cAICHENICHSE LRET. MIERARYATH

PEEHEARMBEICL YRR ZEET S, COXREAWVWSE I &ETHRED

RELEEA L MFOVICLZBRMPEDIRERAFICRRIT S ENTES (Y

amaguchi, M., Hamada, H., et al., Biochemical and Biophysical Researc

h Communications 454 (2014) 600-603) ,

4—2) DT3CICLBDREILARLGICA L/ M VELOFM
96wl |l Platelld4ug/ mMLODTI3C (25ul) ZMA.
IHICERH T RIEFZNICECEFETHEINLT 1TEONA T F—<
DEBLEFE (25ul) #MMA, BBETI30DIvFar—ravlik, &

B, TINATHTEAEENAT) R=<LUADNAT) F—<DELET D7

AOR#HI 5MEIL, CDI9, CD46, CDES5, CD59, CD71,

CD73. CD147, CD276, EpCAM, XIFEGFRTHBHZ &

ZFOMER LI, 2X 1048 / mL (20% Low 1gG FBSHR

PMI 1640 ONCI —H322#f (50ul) 2B&L. =8
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[0177]

[0178]

T30QAvFanr—vavlLkE 37C COMvFar—4T3IHM
BEE L, BBRICEEEBRE. T0%WST—-10%FBS—RPMI 1
640 (100uL) #MA, 37C COAVFarR—4YRNTI1EEIY
Far—avl, EMREEE<T 70T L — M) —4— (OD,;5~0 Dy,
infinite200, FAVYIvRUKKRH) TRELL, FHELE
N T R—<HilEpEE EEDHT, CD59, CD71, EGFR, E
PCAM, RUTROP2ICHTZ2HAETHVARELBRLOPICI L/ MFY
VigENRD LN (F10) .

4—3) CD59, CD71, EGFR, EpCAM, ROTROP 2icxt
THOMAETORELRLSTICA L/ MF2 VEMHDEE

96we |l | platicDT3C (0, 0. 004, 0. 04, 0. 4
.4, 40pug/mL) BRAER (25ul) ZmMA. Bk (40ung/
mL; 25ul) #MMx,. BET3I0NAVvFar—ravlik, I5IC
2X 1048,/ mL (20%Low!| gGFBSIMRPMI 164O05#) @
NCI-H322#if8 (50ul) #EEL. ERT30pMrFan—2
3V LE 37C COMvFaR—4yTIHABELL, BERICLE
EBRE. 10%WST—1M10%FBS—RPMI11640 (100ulL
) A, 37C COMVFarR—INTIEESAN VFar—-—a v,
EHEEE L — Y —4— (ODup~0Dgy) TRIELE, FMHLEmED
BT, TROP22ICRTZ2HETHZT I NATORELLRSITS L/ b
FOUBENENREEMN oL (1 1)

4—4) UTROP2HMADE I/ O—VILBITHIHREILBRSTICSA L/ M F
o USEMEDEE

EEA I CICELCTREINAT INA T (RER: fEKNC |
—H322), KCL7A3, RUKCL2D6 (FZEE : BREKKCL
—MOH1), Pr1E1T1RUPr8HI10 (HER: BIEREKP c—
1) . NYTE6RUNY 17 (RER: EREEKPK-1) HICHIRD 7
7220 (R&D System) OFMTROP 2HADRHEILASTIC
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[0180]

[0181]

AL MFDUFRICDOWTERERS4 —3) SEKRICFEML ., TDRER.
SEOHMTROP2HMEDHATT | NATHANREBWEEEAE LTV
(B12),
[ZMEFIS : T I NATRAEEGTFOAURMEHEEI—RKTScDNADX Y
LZAF REIIOREEFASTINAT (LT TINAT) HiiADER]
5—1) TINATHAEGFORALEREEZI—RFRT2cDNADX I LA
F RESHUDIRE
5—1—=1) TINATIHREEENATY R—HS5DOmMRNADREAH
TINATHRGEDOAEREZZLUcDNAZIBIRTS27H. TINATH
BEENAT)R—<LYmMRNA Isolation kit (Roc
he applied scienceft) ZHVTMRNAAZREHL -,
5—1—2) cDNA (6’ —RACE—Ready cDNA) O&mHK
cDNA (5 —RACE—Ready cDNA) O&ITEREHS5 —
1—1) THEL/ZMRNA (100ng) ESMARTer RACE
cDNA Amplification Kit (CLONTECH#) %
AWTEREL T,
5—1—-3) 5° —RACE PCRICLDT I NATHRADOEHEAIEES
2T c DNADIEIEEERIDRE
EHBELTFOAEMEEDCcDNAZPCRTEBIEY 5/OD TS5 v —¢&
LT. UPM (Universal Primer A Mix:SMAR
Ter RACE c¢DNA Amplification KitilfiE
). RU'6’ —AGAGTTCCAGGTCAAGGTCACTGGCTC
AGG—3" (EBHIES3I3:754v— mG2aVR2) OEI%EET
2AYIXILAFREAVE, UPMIZSMARTer RACE c¢D
NA Amplification Kit (CLONTECH#) ICHE
DHEDEFEHL. mG2aVR2ET—IR—ADYIVRAEHE (1 gG2a
) DEBRIFDEIM HERET L,
DTS4 —DArEbE L, EfEFIS—1—-2) TEHRLEZcDNA
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(67" —RACE—Ready c¢cDNA) Zg8&1L/A5 —RACE
PCRICEYT I NATHAEDEHDODALMEHE2ZL c DNAZEIIRL 2,
PCRIZ. Polymeraset UL TKOD—plus (TOYOBO%
) #ZFBW, SMARTer RACE c¢cDNA Amplificat:
on Kit (CLONTECH®#) O=a7IICEW, 9y FFIUP
CR7OVSALTERELE,

5° —RACE PCRTEIELAEHOTERELZEL cDNAZMI
nNElute PCR Purification Kit (QI AGEN
i) #ERVWTHEE%, Zero Blunt TOPO PCR Clon
ing Kit (Ilnvitrogentt) #2AVWTCYZO0—=>4%L. 70O
—— VY LEEHEHOTEBEEESUcDNAOX 7 LA F REFIDY—I T
VABMERE L, Y=V I VRTSAT—ELT, T—HIR—ZADTY
AEHOEBBFOERINSHE LB TS1v— mG2aVR2, &
UP*NUP (Nested Universal Primer A:SMA
RTer RACE c¢cDNA Amplification Ki tilft
B) ZRWk,

V=0 TV ARG ELFESIENEE ([ABI PRISM 370
O DNA Analyzer| it lIApplied Biosyste
ms 3730x! Analyzer].,. Appl ied Biosys
temsft) ZEVWTEREL, Y —VIVARIKIE. Gene Amp 9
700 (Applied Biosystems¢#t) #BWE,
REINLT | NATHADOEHDALMEE I - RTS5cDNADR Y
L #F FEEF = BEFIROENES 1 ICR L. 7I/BEIZENES 2 IR
L7

5—1-4) 5° —RACE PCRIZC&LDT | NA 1HRKEORHATELE
%58 c DNADIEBIEEEIIORE
TINATHRGEOEREELFOATRFEHEDcDNA%ZPCRTIEIEYT 2
HOTS54<v—&LT, UPM (Universal Primer A
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Mix:SMARTer RACE c¢cDNA Amplificatio
n KitilftB) R*5’ —AGTCCAACTGTTCAGGACGC
CATTTTGTCG—-3" (ENES34:7547v— mKVR2) @
BilaEd24)IXILAFRKERAWE, UPMIESMARTer RA
CE c¢cDNA Amplification Kit (CLONTECH
#H) IKRBOEDEFEREL. MKVR2EF—IR—ADTIRABEDES
RIRDETI D HE&ET L Fzo

DTS4 —DiIHEDEE, EEHAS—1—-2) TERLEZcDNA
(67’ —RACE—Ready c¢cDNA) Zzgi&LAEL5 —RACE
PCRICKYT INATHRFEDREOTLEZAZEZL c DNALEBIEL /=,
PCRIZ, Polymerase& LTKOD—plus— (TOYOBO
#) #FEW, SMARTer RACE c¢cDNA Amplificat
ion Kit (CLONTECH#) OF=aFILIIRWN. vy FFIV
PCR7OY35LTEREL %,

5" —RACE PCRTHEELABHOATEEZEZZLcDNAZM I
nElute PCR Purification Kit (Q1AGEN
#) #AVWTHESR%E, Zero Blunt TOPO PCR Clon
ing Kit (Ilnvitrogent) #BwTsO—=v4L. 40O

—Z VT LEREOUREHESCcDNADX YV LA F REEHDI—o T
VAN EERL =,

V=PI VRATIAT—E LT T—IR—ADT Y ABFEDOEBEHEIHD
BN SR LA LR TSI —mKVR2EUNUP ZRAW,

=PIV RABRVY =V TV ARIGICIE. LaROEEEZB W,
REINEZT | NATREOBREOAZMEEE I—-RT5cDNADRY
LZF RERH ZBEFROEEFIES SIS L. 72 /BEINEZREINES 4 IR
L7z,

5—2) ¢cTINAITIRAEDER
5—-2-1) FASRVE MEMHEBERERNI S —p CMA - L KOHESE
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[0184]

[0185]

75ZXRpcDNA3. 3—TOPO /LacZ (Invitroge
nit) #%IREEZ=Xba | RU'Pme | THIELTELNDHME. 4kbd
T7STAVNE, BAUBSSICRTE M OB T FILRTE S cEESE
MHHE I—RIS5DNAEIEZSUCDNARA%Z, In—Fusion A
dvantage PCR/O—=v#%%wvhk (CLONTECH#) #H
WTHAELT, pcDNA3. 3/ LKAEERL,

pcDNA3., 3/LK%#HHELT. Fie/Z24¥v—ty hTPCR%
TV, BoNEM3., 8kbDISTAV MY VBRILBRELTISA 5=
IVTBIEILFIYCMVTOE—F—DOFRICTTFIVEHN., sa—=V
TH4 b RUE b e HEFEBEE AR D, FASRUE MuAESREREREAR
79—pCMA—-LKZBEL,
T4 -ty k

5" —tataccgtcgacctctagctagagcttggc—
37 (EE5HES3I5:F347v— 3. 3—F1)

5’ —gctatggcagggcctgccgccccgacgttg—
37 (BE5HES3I6:S547v— 3. 3—R1)

5—2—-2) ¥FASRUCE MK gG 1454 TEHERERI S —pCM
A—G1ODEE

PCMA—LK%AXbal&UPme | THELTkEIBY TFILRY
E b efEESEFHAIMYBRWEDNAKE S, BIBES6ICRT B NEHEY
TFHIVENRTCE N gG1EBREOT7I /B%Z1—F3¥25DNARI%
SUDNAMIE%, In—Fusion Advantage PCR#O
—=vJ%vy b+ (CLONTECH#) ZHVWTHELT. CMVJ7OE—
H—DTFRICTTFIVEN., 7O0—=TH4 b BN gG 1 EHEFERE
HELDFASRPE METE | gG 1454 TEHRRRI Y —p CMA—
G1%#EELL

5—2-3) cTINATIRAEEERERIRNT ¥ —DEE

EiHEFIS —1—3) TELNAET I NATIRAOEHOTLEEEHEST ¢
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DNA%ZFYFL—h&ELT, KOD—Plus— (TOYOBO#) &F
BOTZ4v—ty NCEHOAEHHEEZI—RFS5cDNAZZTDNA
IR ZIBIEL. FASKRTEMEl gG 144 TEHEHERNIVH4—p CMA
—G1%5RERB | p | TUMTLA&EMRICI n—Fusion HD P
CR/O—=v%4%vy h (CLONTECH#) #AWVWTHEATSEZEICL
Y, cTINATRGAEHEFERNII—ZBRE L, GONLREENI S —
% [pCMA—-G1/cTINAT] &®B&Z LK, cTINATHEKEED
XOLAF RENZEINES7ICHL. 7 /BRI EZENESSICRLE
o BABESTODXVLAF REEIRVCENESSODT I /BESIIE. B1IC
LERMINTWVWDS,
c TINATHRAEHEA 74—ty b
5" —CCAGATGGGTGCTGAGCCAGATCCAGTTGGT
GCAGTCTGGACCTGAG—3" (EBHUB=E37:754~v— T
INATH-—F)
5" —CTTGGTGGAGGCTGAGCTGACGGTGACCGCG
GTCCCTGCGCCCCAGAC—3' (fR3&ES3I8: 517 —
TINATH—R)
5—2—-4) c TINATIRAEBRERIRNT 4 —DIEE
EHBIE—1—4) TELNAET I NATHAOREOTEMERE ST ¢
DNA%ZFYFL—h&ELT, KOD—Plus— (TOYOBO#) &F
BOTZ4v—ty NTEREHOATEHFEEZI-RFScDNAZZEDAN
A zEEL. FA RO MEABRHEERNBNXI 4 —p CMA—-LK
ZHIRE¥RB s i W | TUIBTLAZ&EMIC I n—Fusion HD PCR
sO0—=—r¥Fvy b (CLONTECH#) #HVWTHEATEIEICLY,
cTINATRGEORFERIRNI S —%EBRE L, BONLRENRISI—%
[PCMA—LK cTINA1] &&ALE, ¢TI NATHREDORED
XU LFAF RENZEIROENES ISR L. 7I /BRI EZENES 1
OImL7, BIBESIDX Y LAF REEFIRTCENES1 0DF I /EEE



WO 2015/098099 109 PCT/JP2014/006421

[0187]

ik, B2ICHEHINTWS,

cTINATHGFBRHEATS1v—ty b

5" —~ATCTCCGGCGCGTACGGCGACATTGTGATGA
CCCAGTCTCACAAATTC—-3' (E3&ES39: 5147 —
TINA1TL-—F)

5" —~GGAGGGGGCGGCCACAGCCCGTTTCAGCTCC
AGCTTGGTCCCAGC—-3' (EBWES40: 54— TIN
A1L-—R)

5—2-5) cTINATHREDNRT—IVEE

FreeStyle 293F#ifa (Invitrogentt) i¥dv=2
TILICHEW, X, BEBEB Aok,
SHEUETERRD 1 X 1 OMEDF reeStyle 293F#fE (I nvi
trogentt) FreeStyle293 expression m
edium (lnvitrogen#tt) T9. 6mLICERLARZIC. 3
OmL Square Storage Bottle (Nalgenett
) ICEEL., 37C, 8%CO,MrFar—4—RNTO0 r pmT—EMER
E)HEHE LK, Polyethyleneimine (Polyscien
ce #24765;30ug) #0pti—Pro SFM (Ilnvit
rogentt; 200ul) ITAMAL. RICPureLink HiPur
e Plasmid¥vyh (Invitrogentt) ZEVWTHEEL LR
HERANI 54— (6ug) ROEHREENIS— (4ug) 20pt i —P
ro SFM(Ilnvitrogentt;200ul) IZHMLE, Pol
vethyleneimine Opti—Pro SFME&®K (200
wl) 12, FW|RYV4H—,"0pti—Pro SFME&® (200unlL)
EINARROMIEBHEL., IOICS5BRELZRICFreeStyle 2
93 FHIRRICARI LA, 37C. 8%CO, M FaR—4—T7HME. 90
romTiREDIEBEELTEONAEEESBLEE*Minisart—Plus
filter (Sartoriustt) THBLTFMBOY Y FILELE
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[0189]

PCMA—G1 /cTINATEPCMA—LK cTINATEDHEA
HICE>THREBINEERNEFXASTINANHGEEZ TcT I NATHE &
& L.

[E£MEHIG6 : TUVRIRTROP2E/ /O0—FILRMEDE MuFADERET]
6—1) TINATODOE M= 3V DRE
6—1—1) TINA1OAZBEBOHFET) VY

TINATQOAZEBEODFETY V7IE. HEAEETY v J & L TR
DhHE (Methods in Enzymology, 203, 121 —1
53 (1991)) IC&>TEFTEINE, Protein Data Ba
nk (Nuc. Acid Res. 35, D301—-D303 (2007
) ) IKEBHINZE NMESOT Y v OITEEED 1 RE5 (XigESEs
HOBEEINDZZRTEENAFALE) &, HISREINAEZT INATOH
TR ELER Uz, BRELT, 1ZEAD, TINA1TOEHOAEES
WK LTRARICT L—LT—JRICRED’H Z2MEDOHRT, &HHVESIE
FEHEETSELTTGERRINA, 0 31 U4D TINATOEEDH
ZRFICN L TREEWVEIHERMZET 2 & L GERINE, 70—47T
— VMBEOZRTEEIE. T INATOEHRUCEHICHIETS1 ZEAK
U3 I U4DEEEHAEHOET. [JL—LT7—0FTI] 2152 &I
Lo THEEINE, RWT, TRENRDOCDRIZCDWVWTOREKHRI VKR X
—2avhrIL—LT—JETIVICHEAAEN

BEIC. IXLF—ORTT INATOITLEEOTREMEOHZHFET
WaBdHIl. RAQRFEEMEZRS ZODOIRIVF—FEEZITo L,
tEFIEEZ, HROEOEIABERT SO/ >5LDiscovery S
tudio (Accelrys, Inc.) Z#ZAWVWTIT>/,

6—1—2) EMET INATICHT ZT7 I/ EREZFIDERET

ERET I NATIEOHEES, CDRYS>754>v% (Proc. Na

tl, Acad. Sci. USA 86, 10029—-10033 (1989
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) ) ELTRHAOAEICE > TITo /e 7O TS —HtKIE. 7L —LT—
VEENOT X/ BERMEICEDVWTGERIN ., TINATOIL—L4LD
— VBB OEN %, AEDT7 I /BEFIDKabatTF—49~X—X (Nuc
. Acid Res. 29, 205—-206 (2001) ) o2ThOErIL
—LT7—J&HEBRL, BRELT, HUPRTASHRGENIL—LT—U%E
HICOWTODT7 4%DEIBREICERL T, 77279 —& L TERIN
oo HUPRTA3IZDWTOIL—LT7—V4EBOT7I /VBEES, T I
NATIZDWTODTFPI/BAREESENIHE, EQ27I/BIMMERINSM
BERAELL, INSOREDOMEIF. ETEBEINATINATO=RT
ETNEFERLTOHIN, 2LTT7I9ESSY—LIZTS 77400305
RERNF—EBEN Queen et. al., (Proc. Natl., A
cad. Sci. USA 86, 10029—-10033 (1989)) &
STHZONZEEICL > TEBRINAE, BIRINAVWCOHD RF—KE
BT TH—HTEICBATEEICE>T, EMET I NATEFIAZLF
DEEFICEEH I N D HRICHEEL 1,
6—2) TINA1EHODE Mb
6—2—1) hTINA1—H1%44 FEH:
BIROEBIBESSICRINDT I NATEFHOT7I /BEES21 (1Y
O4vY) #N) Vi, PI/BES28 (FOYY) #7535V, 73
JBES30 (AM4>Y) #RNY VI, PI/BES35 (VLY I VER)
ETSZVIC. TI/BBES36 (RLAZY) #wYVIC, TR/8
38 (ZIFZV) H#YDUIC, PTER/BES39 (1vOq4>y) &1NY
VIS TR/BESST (JIVWHIV) 270 F =0, PR/ HBESSS8
(Dov) ZTNVEIVIC. TR/BESS9 (AFFZV) 2752 VIC
TI/BES62 (Vov) 273V, PI/BES65 (Vv
) ETIVSIVERIC, TI/BESGCT (VO Y) ZXFFZVIC,
TI/BES8T7 (Jx=ZIWT75=V) NI, PR/BESS88 (7
SZV) BALFZVIC. TI/BES89 (JxZIF75ZV) 24V 0O
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AV, PRE/BESO1 (A4 V) #F75=VIl, PR/BES92
(TIHIVEE) #TFRINSXVERIC, PTI/BESISL (F5=ZV) #2R
LA=Zvic., 78 > J B8

L

BES112 (ALAZY) Z2NY VIS, PER/BES114 (727
) ZFOS VI, PI/BES132 (753=V) #7LYI VI
BES135 (F5=V) 2AA4 2 VIl BEERMAD I EERHWVERE

EMET INATEHAZ ThTINAT-H1444T7EH] &HhiL
720

hTINAT—-H144 7EHOT7 I /BEESIZ. BEHIROENES1 2
ICEEEHINTWS, BIES1 2073 /JBENDO13E19FBEDT7 I/
BEMNORDES. 20BE140BBO7 I /VBEBEENLRDES. 14
173247 0FBD7 I /BBEENSRBEIN. ThEND T FHIVERS,
EHETEEE. SHEEBERICHLET S, BEANBES1 2073 /#ES%0
—R92X7LAF REFIE. BEHNFROENES T 1ICBHEINTWS, B
FESTT1DOXILAFRENDTIBES TEEHDODX VLA F R LARSE
Fl, 583FE420FBDXVLAFRIILASEI. 421753821410
ZEEHOX VLA F ROLRBEIN. FNEFNS T FHIVERN. EHEHATLE
By, EEHEEMBEBEIAI—-—RLTWS, BHES11DX I L FF L
SRCEIIEST1 2073 /BREIIE. BI3ICHEHEINTWS,
6—2—2) hTINA1—H2% 1 JEH:
BIROEBIBESSICRINDT I NATEFHOT7I /BEES21 (1Y
O4vY) #N) Vi, PI/BES28 (FOYY) #7535V, 73
JBES30 (AM4>Y) #RNY VI, PI/BES35 (VLY I VER)
ETSZVIC. PTR/BES3I6 (ALA=V) 2w) Vi, TR/ BES
38 (ZIFZV) H#YDUIC, PTER/BES39 (1vOq4>y) &1NY
VIS TR/BESST (JIVWHIV) 270 F =0, PR/ HBESSS8

\\'
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(Vov) #TNWHIVIC FI/BBESE9 (AFF=V) 2752V
TI/BES62 (VV) ATVIYIVIC, TI/BES65 (VY
) BTV IVERIC, TI/BESCT (MvOAYY) BXFAZVIC,
TI/BES8T7 (Jx=ZIWT75=V) NI, PR/BESS88 (7
SZV) BALFAZVIC, PR/BES89 (DxZIFSZV) =4V0O
AV TI/BES92 (JIWII V) ZTRINSF VBRI, 73X/
BESI5 (F5=V) #ZALAZVIC, PE/BES102 (1vOMY
V) EOAY VI, PI/BES104 (FANRSFY) YU, 73
JBES107 (FRNRASFY) )V, PR/BES111 (RLA
ZV) BETIZVIC. TI/BES112 (RLFZY) #RY VI, 73
JBES114 (DTS5 V) 2FAYVIC. PI/BES132 (
TSZV) NI IVIC, PTR/BES135 (75=2V) 242 V(K
 EXMASIEEHUVESIINAEZEEMET INATESEAZ ThTINAT
—H24%14 7EH] &HE L1k,

hTINA1—-—H24%4 JEHOT I /BEIIE. BEIFROEIES 4
ICEEEHINTWS, BIES1407I /BEND1BE19FBEDT I
BEMNORDES. 20BE140BBO7 I /VBEBEENLRDES. 14
173247 0FBD7 I /BBEENSRBEIN. ThEND T FHIVERS,
EHETEEE. SHEEBERICHLET S, BEANBES 14073 /BES%0
—R92X7LAF REFIE. BEHNFROENES 1 3ICBHEINTWS, B
FES13DXILAFREINDTITBES TEEHDODX VLA F RHLARSE
Fl, 583FE420FBDXVLAFRIILASEI. 421753821410
ZEEHOX VLA F ROLRBEIN. FNEFNS T FHIVERN. EHEHATLE
Bodl, EHEBHEBENZI—-RLTWS, BEBIES1 30XV LA F N
SRCEIES 1407 /BREIIE. B4ICHEHEINTWS,
6—2—3) hTINA1—H3%1 JEH:

1
]

I ROMEIBESSICRINAT INATEHEOTFTI/EESE28 (7O
V) #75=vIiC, PR/BES3I30 (A4 V) #1) 0L, 7/
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H536 (RbAzZv) 2z VI, PR/BESI3I8 (FILF=V) &)
VI, TE/BES39 (1voqay) &)Ul TR /BESS S8
(Do) Z27NWV8IVIC. TR/BESES (Vov) 27083 VRIC
TI/BESG6T (AVYAADY) ZAFFZUVIC, PI/BES8 7 (
JIZIVTFSZV) ZN) Il TI/BES88 (75=2V) Z2ALA=
VIC. TR/BES92 (JIVWIYIVEE) #T7RANSFXFUVBIC. 73 /BE
595 (75=V) #ALAZVIC, PTR/BES102 (1vaOq42Y)
EOADVIC. PR/BES104 (FRASFY) 2E)VIC. TI/B
BE107 (FARZFY) #RUYVIC, PI/BES111 (RLA=ZV
) BETSZVIC. TI/BBES112 (RLA=ZY) H#NY VL, TI/BE
BEE114 (7xzZ)75=Y) #FO VI, PTR/BES132 (73
—V) BUMIIVIC, TI/BES135 (F5ZY) #2040, B
A DB EEHOVEREIINEZEMET INATEEAZ ThTINAT—H
3454 TEH] &L,

hTINAT-H3%4 JEHOT7 I /EBEESIZ. BHIROEINES1 6
ICEEINTWS, BEFES1607I/BEBENDOTHET1IFHDOT I
BEMNORDES. 20BE140BBO7 I /VBEBEENLRDES. 14
173247 0FBD7 I /BBEENSRBEIN. ThEND T FHIVERS,
EHETEEE. SHEEBERICHLET S, BEANBES 16073 /#ES%0
—R92X7LAF REFIE. BEHNFROBENES 1 5ICBHEINTWS, B
TEST15DXILAFREINDTIBES TEEHDODX VLA F RO LARSE
Fl, 583FE420FBDXVLAFRIILASEI. 421753821410
ZEEHOX VLA F ROLRBEIN. FNEFNS T FHIVERN. EHEHATLE
By, EEHERMBEBEIAI—-—RNLTWS, BEHNES15DX I LI F RiEE
SRCEIIES 1 6DT I /BEEIIE. BISICHEHRINTWS,
6—3) TINATE#EHOE Mb
6—3—1) hTINAT1—L 144 TE384 :
BEFIRDEBHIES 1 0ICRINDT I NATEFEOT7I /BES23 (N
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) BTNSIVIC, PI/BES28 (EXRFYY) #70UVIC, 7
I/BES29 (V2v) YUK TI/BES3I0 (7752
V) BEEVUIC. PTR/BES3 1 (AFAZV) 20420 TI /B
BE33 (RLAZY) #F75=ZVIC. PTI/BES40 (YY) B#RL
FZUIK, PR/BESC62 (JIWFIV) 2)20Il. PTR/HESG63
(EYY) 2753 =VIC. PI/BES80 (FRANRSFVE) 2t Vi
TI/BES83 (RLAZYV) #Y VI, PI/BESIO (75=
) ZTVANSEFUERIC, TI/BESI3 (7JxZIT7IZV) 2042
TI/BESI8 (N)Y) 2042 VIC. PR/BES100 (7
SZV) #7OYVIC, PTI/BES103 (A4 Y) 27z )75 =
VIS TR/BES120 (P353Z2V) 278300 PR/BES12
6 (AM>Y) ZA4vVOAVIC, PR/BES129 (753=V) 2L
TV, BEMAD I EEHVWEEGIINAZEMET INATEHEEZ ThT
INAT-—L14478H] &hi Ll

hTINAT—-L144 7E$EHDOT7 I /BEEIIE. BEIHIROBEIES1 8
ICEEINTWS, BEINES18D7I/BEID1 BE20FBDT7 I/
BEMNORDES. 21BE129FBBO7I /VBEENLRBES. 13
OBE234BEDOT7I/BEENLRDZEIN. ENETND JFHIVET
RET A, REEHEESICHEYST D, BIES1807 I /B4 ]
—R92X7LAF REFIE. BEHNFROBENES1 7ICBEBEINTWS, B
HES1TOXYLZFREEIND1BECOBEDX VLA F RO LARSE
5l 61 BE38THEEHDXVLAFROLAZES. 388BET02F
BOXVLAFRHNLRBEHN. FNENY T FIVERS. BRETEEISE
7, REETEBBEINEI-RNLTWS, BEHNEST17TDXI LA F REES
RUOERIHES 1 80DT7 I /BEEIIE. HIOICHEBHINTWS,
6—3—2) hTINA1—L2%1 TE344 :

BEFIRDEBINES 1 OICRINDT I NATEFHOFTI/BES28
AFIV) 7OV, TI/BES29 (Vo) )Y

\

\
4l

~~

E
J

( 1
N
i
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BMES30 (775 V) )L, PR/BES3 1 (AF4=
V) EOA Y VI, PI/BES333 (RLAZY) 275V, 72/
BMBES40 (EYY) 2ALF =V, PTI/BES62 (JILY3IV) %

Jovil, PTR/BESE63 (YY) 275=VI. 7I/HBES80 (
TANSZFUEE) #E) VI, PTR/BES83 (RLAZV) 2 VIC
TI/BESO0 (7S ZV) ATANSEURIL, T /BESI3 (
JIZITFISZV) EOA4D VI, PTE/BES98 (NYY) #Oq4V Y
I PI/BES100 (F5=v) &#7O)vic. 7I/BES103 (
OA4YY) #7272 FTS5=VIC. TI/BES120 (F5=V) 270
IV, TI/BES126 (A42Y) 24042V, 73 /BE
B129 (FP5ZV) #ALFAZVIC, BEMAD I E#HVEREIIhE
MET INATEREEZ ThTINAT-L2441 J&RHE] &L L,

hTINAT-—L24%4 TREDT I /BEIIE. BIIFROEIIES20
ICEEINTWS, BEIES2007I /BEBENDOT1HE20FHDOT X
BEMNORDES. 21BE129FBBO7I /VBEENLRBES. 13
OBE234BEDOT7I/BEENLRDZEIN. ENETND JFHIVET
RET A, REEHEESICHEYT D, BIES2007 I /BERFI% 0
—R92X7LAF REFIE. BEHNFROBENES1 9ICBHEINTWS, B
FEST1O9ODXIVLAFREINDTITBECOFBEHDX I LA FRHLARSE
5l 61 BE38THEEHDXVLAFROLAZES. 388BET02F
BOXVLAFRHNLRBEHN. FNENY T FIVERS. BRETEEISE
7, REETEBBEINAEI-RNLTWS, BEHNEST19DX I LA F REEH
RUORHNES 2007 I /BEEIIE. I7ICHEBBEINTWS,
6—3—3) hTINA1—L 341 T84 :

FRARDEIES 1 OICRINETINATREOT7I/ BEFES28 (k&
AFIV) =70V, PR/BES29 (Vo) #w) Vil 7R/
BMES30 (775 V) )L, PR/BES3 1 (AF4=
V) EOA Y VI, PI/BES333 (RLAZY) 275V, 72/
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BESA40 (E)V) 2ALA=VIC. PI/BES62 (JILYIV) %
VovIil. TR/BESE63 (B)Y) 27930 TR /BESS8O0
SEVE) =Y UIC, TR/BESS83 (RLFZV) k)Y
K. PI/BBES90 (773=v) #2F7RNRNSFVEBIC. T /BES93
V7S ZY) #OA4Y VI, PI/BESI8 (N)Y) #0404
VI PR/BES100 (Fo=v) 2#7nYvic. 7I/BES103
(OM>Y) 272 FP5=0IC, PR/BES120 (75=V) 27
WEIVIC, PR/BES126 (M2 Y) 24V0OA42 VI, PR/B
BE129 (F5ZV) #ALFZVIC, BERADIEAMVEREIINE
ERMMET INATESEE ThTINAT-L3%44 T84 &L,
hTINA1T—-L34%4 TREDT I /BEIIE. BEIFROBEIES2 2
ICEEEHINTWS, BIES2207 I /BEFID1T3E20FBDT7 X
BEMNORDES. 21BE129FBBO7I /VBEENLRBES. 13
OBE234BEDOT7I/BEENLRDZEIN. ENETND JFHIVET
RETEME. REEHEESICHEYT D, BIES2207 3 /B4 0
—R92X7LAF REFIE. BEHNFROENES2 1ICBHEINTWS, B
TES2T1DXILAFREINDTITBECOFBEHDX I LA FRHLARSE
5l 61 BE38THEEHDXVLAFROLAZES. 388BET02F
BOXVLAFRHNLRBEHN. FNENY T FIVERS. BRETEEISE
7, REETEBRBEINAEI-—RNLTWS, BEHNES21DX I LA F REEH
RUORHNES 2207 3 /BEIIE. H8ICHEBHINTWS,
[EMBI7 : hT I NATIRERERNI 5 —DOEREMAEDEE]
7—1) hTINATOEHERRERV Y —DESE
7—1—1) hTINA1—HI1HRRERIH—DHEE
EHROENBFS11ICRThTINAT-—HIDXI L F REID X
JULAFRBESI6HEA4ITICRINEhTINAT—H1OAZEMBEE%
O—FF2DNAERIZEZSECDNAMTRZEK L (GENEART® A
TEEFERY—ER) . @ LEDNAKMEATY L —hELT, KO
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[0198]

[0199]

D—Plus— (TOYOBO#) &FEODTS/4<v—ty hThTINA
1—H1OEZEMEEEI—-RT5DNARINEZSCDNAKAAZIEIEL, F
ASRUVE MER |l G144 TEHFEENRISY—p CMA-G 1 %HIR
BEB | p | CUMTLABMRICI n—Fusion HD PCR#O—=
v7%y b (CLONTECH#) ZAVWTHATSZEICLYNhTINA
1 —HI1RENIS—ZEBRE L, BONLERENISI—% [pCMA-G
1/hTINAT—-H1] &@& L1,
T4 -ty k
5’ —agctcccagatgggtgctgagcec—3 (fRIBES4S
1:754<%— EG—Inf—F)
5" —gggcccttggtggaggctgagec—3 (BIES4
2:7F54<v— EG1—1Inf—R)
7—1—2) hTINA1—H2HRENIH—DHEE
BIROEIEZES1 3ICRThTINAT-H2OX 7L AF REFIDOX
JUAFRBEE36HEL3TICRINDhTINAT—H2DAZEEE%
Jd—RISDNAEIZZLDNAKFZEXL (GENEART# AL
BEREFERYT—ER) . EREHI7-1—-1) ERAKOAFEThTINAT -
H2RIERIV Y —%BELL, BONLREENISY—% [pCMA-G 1/
hTINAT-H2] &L,
7—1—3) hTINA1—-—H3RERII—DESE
BRIROEINES15ICRThTINAT—H3OX Y LA4F REEFIOX
JLAFRESIE6HELIT7ICRINDEhTINAT-H3OAESEES
Jd—RISDNAEIZZLDNAKFZEXL (GENEART# AL
BEREFERYT—ER) . EREHI7-1—-1) ERAKOAFEThTINAT -
H3RIWRI Y —%BELL, BONLREENISY—% [pCMA-G1/
hTINA1—-H3| &®E L7,
7—2) hTINA1OBRHEERERY Y —DEE
7—2—1) hTINA1—L1HERERIH—DHEE
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[0200]

[0201]

EHROENES 1 7ICRThTINAT-—LI1DOXILZFF REHDR
JLAFRESI8BEL402IIRINDZhTINAT-L1OAESEES
JO—RISDNABINZZLDNAMEZEXLZ (GENEART® A
TEEFERY—ER) . @ LEDNAKMEATY L —hELT, KO
D—Plus— (TOYOBO#) &FEODTS/4<v—ty hThTINA
1—L1OEFZEEEEI—-RT5DNARNEZSOCDNAKAZIEIEL, F
ASRUVE MEMGAERERERNIV I —p CMA—-LKZFHIRERBs i W
T LAE/RIC I n—Fusion HD PCR&ZO—ZVv¥Fvhk (
CLONTECH®#) ZAWTHATSZ&ICLIYNhTINAT —-L 1 X7
ROHY—HBE LT, BONEERERIH—% [pCMA—LK /hTIN
Al—-L1] &mALTk,

T4 -ty k

5" —ctgtggatctccggcgcgtacggc—3  (HRIETE
543 :754<%— CM—LKF)

5" —ggagggggcggccaccgtacg—3 (EINES44

TSR —

KCL—1Inf—R)

7—2—-2) hTINA1—L2FERENIH—DHEE

BIROEIEZES19ICRThTINAT-L2OX Y7L AFREFIDOR
JLAFRESI8BEL402IIRINDZhTINAT-—L20AESEES
Jd—RISDNAEIZZLDNAKFZEXL (GENEART# AL
BEREFERY—ER) . ERHI7-2—-1) ERAKOAEThTINAT -
L2RI|RIV Y —%BEBRLI, BONLRENISY—% [pCMA—-—LK/
hTINA1—-L2| &®BELT,

7—2—3) hTINA1—-L3IRERII—DESE

FRIRDEIBES21ICRTh T INAT-L3IDXYLFF REFDX
JLAFRES3I8BEL402IRINDZhTINAT—L3OAESEES
Jd—RISDNAEIZZLDNAKFZEXL (GENEART# AL
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[0202]

[0203]

BEREFERY—ER) . ERHI7-2—-1) ERAKOAEThTINAT -
L3R|ERIS—%EBELEL, BONLERRENISY—% [pCMA-LK/
hTINAT1T—-L3] &6ELT,

7—3) hTINATHEOEEERH

7—3—=1) hTINATIFREDNAT—ILEREE

EEFIS —2—5) ERAKDAFETEHEEL L,

PCMA—G1, /hTINAT—-H1&pCMA—LK /hTINAT-—
L1&DHAETICE>TEEBINAZhT INATHAEE ThTINAT—H
1L1]. pCMA—G1/hTINAT—-H2& pCMA—LK hT|I
NAT—L1TEDHMERICL>TEBINAZhTINATHREEZ ThTIN
A1—H2L1]., pCMA—G1, /hTINA1—-H2&pCMA—-LK
JShTINAT—L2EOHEEHICE>TEREINAZhT I NATHAE T
hTINAT—H2L2], RUpCMA—-G1/ hTINAT—H3&p
CMA—LK/hTINAT—-L3:DHAEHICL>TEEINALhTIN
A1#itA% ThTINAT—H3L3] &mE L7,
7—3—2) hT I NA1HEDERE

hTINAT—HTL1, hTINAT—H2L1, hTINAT—-H2
L2, RO'hTINAT1—H3L3AZUTOAETEELL,

FreeStyle 293F#ifa (Invitrogentt) i¥dv=2
TIVICHEW, R, EEEB o7k, WEUEREHED1. 2X 1 09EDF r
eeStyle 293F#il8 (Invitrogen#tt) #3L Fer
nbach Erlenmeyer Flask (CORNING%t) ICH
EL. FreeStyle293 expression medium (
Invitrogen#t) THFIRLTIT. OX 1 O0AKE m | [TEASLL /<%
IZ. 37C. 8%CO, M vFan—49—RNTI90 r pmT—HEIRE D BE
L7e Polyethyleneimine (Polyscience #
24765 ;3. 6mg) #0pti—Pro SFM(Invitrog
entt; 20m 1) I[IAEL. RICPureLink HiPure P
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asmid¥Fy bk (Invitrogentt) #RVWTHERELABRERENR
24— (0. 8mg) RUEBHKENRIY— (0. 4mg) Z20pti—P
ro SFM(Ilnvitrogentt;20ml) IZHKmMLE, Poly
ethyleneimine  Opti—Pro SFME&K (20m |
) IS, BERJH—/0pti—Pro SFME&K (20ml) ZMA
RPN L, SOKEPAMELAKICFreeStyle 293
FHERRICHAML, 37C. 8%CO, M vFaxR—4—T7HME. 90rp
MTIREDBELTEONEELF%#D isposable Capsu
le Filter (ADVANTEC {#CCS—-045—E1H) T
58 L7

7—3—3) hTINAI1HEDER

EE7-3-2) THRLNALBELEIOHMHAEEZ, rProteinA7
J4=F4—0OXbM)574— (4—6C) &EFIvINAROFTT
N4~ (BR) OD2EBEIETHERELIL, rProte i nA774=

4 —=90OX KIS T4 —RBHEEESIVINA ROFO TS 4 MESETE
DNy 77 —BERTIRIE4-6CTERELL, RMIC, BELEZ, PBS
TEEELL~~MabSelectSuRe (GE Healthcare
Bioscience#B, HiTraph>L) IF7TS54 0Lk, BEL
BN ZLICETAS KK, DSLBEB2EBULEDOPBSTAHSLZREEL
foo RIC2ZMTPIIFZVIERIREAKR (PH4., 0) THAHL, AD2Fh

B EED, TOEDEEN (Thermo Scientifict

.Slide—A—-Lyzer Dialysis Cassette)ll
FYPBSICE#RLILKR. 5mM)VEESFM)D AL/ 50mM MES p
H7. Oy 77— ERMRLEEARE., 5mM NaPi 750
mM MES /30mM NaCl /pH7. OO/N\y7J77—TEALIN
ESIvINARAFITNREIA NI L (BHERRNMFSYy R Bio—
Scale CHTType-|I Hydroxyapatite Col
umn) IZ7 754 L, BIET MDD LICE 3 ERNREDER L % X5
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[0205]

[0206]

[0207]

L. MEDEENIBEDEEDH, TOBED%EN (Thermo Sci
entifict#t, S|lide—A—Lyzer Dialysis Ca
ssette) IC&LYHBSor (25mM ERXRFVY /5% VILE K—
. pH6. 0) "DKREHETo/-, BEICCentrifugal U
F Filter Device VIVASPIN20 (oES9FEUF
10K, Sartoriustt, 4C) [CTERMEL., | gGEBEA#20mg
sl BLEISRR USRI E Lk,

[ZEH1 : hRS THERERENI S —DFER EMBDOEE]

h RS 7#HikiE, EREAKRE2003 /707456 6FICRBHINTVDS
BiH, RUEHOT7 I /BRI EE IR LT,

1—1) hRST7THAEHERNT §—DEE
BIFRODOEIES29ICRT h RS THAEHD XV LA F REFIDX Y
LAFRES3I6HEL437TICRINDIh RS THAEHOITEMRHEZ I —
N3 25DNABRINZECDNAFZEHL (GENEART#®H AIER
FEMRT—ER)  EEFT7—-1-1) ERAKOAFEThRS 7THEEHRE
BRI —%BE L, BONAERENIS—% [pCMA—-G1//hRS
7] && Lk, hRSTHMGHEHEDT I /BEEIZEIROEBHIES IO
IR L7

1—2) hRST7THEAEHERIENT §—DER

BEFIRDOEBHNES I 1ICRTh RS THEREOX I/ LA F FEIDX S
LAFRES3I8BEL402ICRINDh RS 7THABRFEHOILMRHE I —
N3 25DNABRINZECDNAFZEHL (GENEART#®H AIER
FEHRT—ER) | EEHT7—-2-1) ERAKOAFEThRS 7HEEHRE
BRI —%BE L, BONAERENIS—% [pCMA—-LK "hRS
7] &w& Lk, hRSTHMAEHDOT I /BEES ZEIIROEIES 3 2
IR L7

1—3) hRSTHAFEDEEEESR

1-3—1) hRS7HEDERE
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[0208]

[0209]

[0210]

hRS7H&FIEIpCMA—-G1 / hRS7&pCMA—-LK " hRS7¢&
DHEHICLYERHT7 -3 —-2) CEKRODFETEEL .
1—3—-2) hRS 7H#iknis

EEB1-3—-1) THESNEEELBEIOERHI7 -3 -3) EEHROA
ETHREL

[E/#ERFI8 : hT I NATIRAEKRUh RS 7HRADIMERKEREDIE]
8—1) MAT—IVEEDHKE (BELE) ZRVWHRESEROAIE

k&R (Recombinant Human TROP—-2 Fc

chimera) EOREEEHAEIZ. Biacore 3000 (GE
NIWVAGTNAFHAT VR () ) #@EAL. BE{LLEEM gG (
Fab) fiAiCiEz ) A FELTHIR (Fv7Fvy—) L. MEREETT
FANMNELTRAETDF v TFv—EICTITo, MEM 1 gG (Fab)
ik (Human Fab capture kit, GEANJZAHTT/INA
FTHA4 TR (BR) ) k. oY —FvFCM5 (Bl Acore, I nc
L) ANTEVAYTYUTERICTH 2000 RUAERESIER, VD7 L
VAENICHERERICEEL L, VY= IR\ I 7—&LTHBS—EP
+ (10mM HEPES pH7. 4, 0. 15M NaCl, 3mM
EDTA, 0. 05%Surfactant P20) #BuW/i, e M
gG (Fab) ikzaEEMLLEFY TLIC. MAZETEELEFEEWS80
MERMLUEER. MEOHERRINAR (1—-1000nM) ZRE3IO |
SHT300MWEARML. 51EXHmE6 0 OMEDHERIEZE=4—Lk. B
ERBRELT, 20%DMSOEEL10mM GIly—HCI pHT,
5ZRE10u | /HT6OMERMLI, T—% OEMTICIK. DY 7 b
7 (BlAevaluation software, versio
n 4. 1) ®Bivalent@BEETNERBWVWT, BEREERKkon
. BEEES Kk o f f RUMHELR (KD ; KD=koff kon) %
BH L7,
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[%1]
B/ KD
(M)
1 hTINA1T—H1L1 6. 3E—08
2 hTINAT—H2L1 6. 9E—08
3 hTINA1—H2L2 7. 1TE—08
4 hTINA1—H3L3 5. 8E—~08
5 cTINAT 5. 6E—08

AT ELTEELEZRWN-ESEH

[0211] 8 —2) HBRMMAZRWHRRESEROAE

k&R (Recombinant Human TROP—-2 Fc

chimera) EORBEEHAEIZ. Biacore 3000 (GE
NIWVAGTNAFHAT VR () ) #@EAL. BE{LLEEM gG (
Fab) fiAiCiEz ) A FELTHIR (Fv7Fvy—) L. MEREETT
FANMNELTRAETDF v TFv—EICTITo, MEM 1 gG (Fab)
ik (Human Fab capture kit, GEANJIRTTINA
THA4TVR () ) k. o —Fv S CM5E (Bl Acore, Inc
L) ATIVAY TV TERICTH2000RUAERAEIEL, Y7 7L
VAENICHERERICEEL L, VY= IR\ I 7—&LTHBS—EP
+ (10mM HEPES pH7. 4, 0. 15M NaCl, 3mM
EDTA, 0. 05%Surfactant P20) #BWik, ik b |
gG (Fab) mifAzEEMLLEF Y TLEIC. AEEH 1 RN L &,
MEODHERRIAER (1—1000nM) #HRZE3IOU | 9T300MHE
AL, 5IEmET 6 O ORWEOMEHEEZE=s— L, BEBRELT. 5
VEVINRY T —ICTHERLEZ25mM NaOHAE®RE1I0OW | /%
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TIWE. 2EFMUE, F— 5 ORATIE. ERFECLYTo %,
[0212] [R2]

Z2E ) KD
(M)

1 hTINAT—H1TL1 2. 7E—08

2 hTINAT—H2L1 3. OE—08

3 hTINA1T—H2L2 2. 7E—08

4 hTINA1T—H3L3 1. BE—08

5 hRS7 3. OE—10

*J'L'H-("j'./jﬂllh & LT*’E%?J'LMS,&% L\f._ = l:ll% Ii EIJJE

[0213] [EHefI9

[0214]

: hTINAT-H1L1 ADCODEEL (1) ]




WO 2015/098099 126 PCT/JP2014/006421

[1£25]
MsOH
IPIL >y V\/uo“
T
HO o
o
HO (H o
|
>L0’LN/YN\/U\N N on >L0
H o
T3
HO ©
‘\ Vi (o}
H
H O (H C '
NS )L O N Mg O Oy
H N N ( N7 0 0 0
0 H g H NH ’
TFA % P IiEs
F/V\N/ %L%\:\
0
N
HO ©
b s
o o 0 H O #H 0
{LN/\/LLN’\VO\/‘OA\)LN/\WN\)LN N\)LNWO
S Ho Hy H o~ NH _LH#ES
Zz R O
(L N
F7""N \%;\
X 0
T
o HO O —
/:-,
\)
ATINAT-HAL1— J';' ”/\ o N/Y HoJ
0

b

HOO

6.6

[0215] T#&1 :tert—TFI (44— {[ (1S, 9S) —9—ITFI—5—
Z)A0-9—-kkrROFL—4—-XF)—-10, 13-IAFY-2, 3,
9, 10, 13, 15—~x4%ErO—-1H, T2H-RYY [de] ES
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[0216]

J 3,4 6, 7]4vKkY)Y/ [1, 2—=b]l F/Y)Y—1—494)L
173/} —4—FFYTFIV) A= A=k

4— (tert—TKrF2HILKRZINTI/) THVEE (0. 237 g,
1. 13mmol) #¥/00X%Y (10mL) AL, N—kb RO
AP UA4IR (0, 130g. 1. 13mmolL) . RUO1 —ITFIJL—
3— (3=UXAFNTZX/TOEN) AIKRIA X RIERIE (0. 2164

1. 13mmol) ZMATIKERHLL, TFYTHVOXDIVERE

(0. 500g., 0. 94mmolL) . R®MYIFIF7IY (0. 157
mL, 1. T3mmolL) #MA/=N, N=IUXAFIKRILLTIRAER (1
OmL) IETFL., EBRICT—HER®E L, BEZRBEEEL. B5Nhk
BEME )V ATNVAZ LAY NI S 74— [V0OARI L~ ORI
L X9/ —=)b=8:2 (v/v) ] ICTHEL. Z&Lte®w (0. 595
g. BEEN) %57k,
'"H—NMR (400MHz, DMSO—d,) §:0. 87 (3H, t, J=
7. 2Hz), 1. 31 (9H, s), 1. 58 (1H, t, J=7. 2H
z), 1. 66 (2H, t, J=7. 2H=z), 1. 89—1, 82 (2H
, m), 2. 12—2. 21 (3H, m), 2. 39 (3H, s), 2. 9
2 (2H, t, J=6. 5Hz), 3. 17 (2H, s), 5. 16 (1H
, d, J=19. 2Hz), 5. 24 (1H, d, J=18. 8Hz), 5
42 (2H, s), 5. 59—5, 55 (1H, m), 6. 53 (1H,
s), 6. 78 (1H, t, J=6. 3Hz), 7. 30 (1H, s), 7
79 (1H, d, J=11. OHz), 8. 40 (1H, d, J=8. 6
Hz) .
MS (APCI) m/z:621 (M+H) -
IT#2:4—-73X/-N—[(1S, 9S) —9—IFI—-5—-7)F40O—-
9—krROFY—4—XFI)—10, 13-FFvy—2, 3, 9, 10,
13, 15—AFH#EbRO—1H, 12H—-A~RYY [de] ¥5/ [3 ,
4’ :6, 7] 4Ry [1, 2=b]l FIVv—1—AN] THVT
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[0217]

T RMNY ZF ORI

FERTRE1TEELEEY (0. 388g, 0. 6 1TmmolL) #4500
A& (9mL) ISBE LA, MY ZIAOEE (9mL) AMMA T4/
B LE REZREZEEL. BONELEREMES )V ASVASL7OT K
J574— [200KRNL~70O0KRIVL : X/ —)L:K=T7 :3:1 (
v/v/v) OHEREKE] ICTHEEL. Zied® (0. 343 9. EE
M) %157,

"H—NMR (400MHz, DMSO—dg) §:0. 87 (3H, t, J
=7. 2Hz), 1. 79—1, 92 (4H, m), 2. 10—-2, 17 (
2H, m), 2. 27 (2H, t, J=7. OHz), 2. 40 (3H, s
), 2. 80—2. 86 (2H, m), 3. 15—3. 20 (2H, m) ,
5. 15 (1H, d, J=18. 8Hz), 5. 26 (1H, d, J=18

8Hz), 5. 42 (2H, s), 5. 54—5, 61 (1H, m), 6

55 (1H, s), 7. 32 (1H, s), 7. 72 (3H, brs),
7. 82 (1H, d, J=11, OHz), 8. 54 (1H, d, J=8.
6Hz) .
MS (APCI) m/z:521 (M+H) -
TEE3:N— (tert—TJME2hIRZII) UL TY)III—L—7
TZIVTSZIN—N— (4— {[ (1S, 9S) —9—IFI—-5-7)F
O—-9—-kROFY—4—XFJ—10, 13-IFFy—-2, 3, 9, 1
0, 13, 15—AxHERrRO—1H, 12H-~RYY [de] K5/ [3
L, 4 16, T1AVRYT [T, 2—b]l F/)v—1—4)L] X
JYy —4A—FFVYTFIIN) TV UFTIR

N— (tert—7rFIHILERZL) FJYVINTYVII—L—-—Tz=)b
PSZITY)Ty (0. 081g, 0. 1T9mmolL) #¥7OOx4vd > (
3mL) IZAEL. N—erROFPRIPVLAIR (0. 021g, 0. 1
O9mol) R, 1 —IFI—-3— (3=IUAFITI/TFTOEN) AR
43 NiERRE (0. 036g. 0. 19mmol) #1MAT3. 5EMEE
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Bl TORBAKRE LEIRR2THEAEEY (0. 080g. 0. 15
mmolL) ZMALN, N=IUXFIRILTIREBE®R (1. 5mL) IIE
TL. BRICTAREER L, AEEZRBEESL. BOoNEEYWES Y
ATNAZS LA NS 74— [VO0FRIL~7O0OKRIVL : X5 ) —
W=8:2 (v/v) ] ICTHEAEL. Ziiket (0. 10649. 73%)
5T,
'"H—NMR (400MHz, DMSO—dg) 8:0. 87 (3H, t, J=
7. 4Hz), 1. 36 (9H, s), 1. 71 (2H, m), 1. 86 (
2H, t, J=7. 8Hz), 2. 15—2. 19 (4H, m), 2. 40
(3H, s), 2. 77 (1H, dd, J=12. 7, 8. 8Hz), 3.
02 (1H, dd, J=14, 1, 4. 7THz), 3. 08—-3. 11 (2
H, m), 3. 16—3. 19 (2H, m), 3. 54 (2H, d, J=5
9Hz), 3. 57—-3. 77 (4H, m), 4. 46—4. 48 (1H
, m), 5. 16 (1H, d, J=19. 2Hz), 5. 25 (1H, d,
J=18, 8Hz), 5. 42 (2H, s), 5. 55—5., 60 (1H,
m), 6. 53 (1H, s), 7. 00 (1H, t, J=6. 3Hz), 7
17—7. 26 (6H, m), 7. 31 (1H, s), 7. 71 (1H,
t, J=5. 7Hz), 7. 80 (1H, d, J=11. OHz), 7. 9
2 (1H, t, J=5. 7Hz), 8. 15 (1H, d, J=8, 2Hz)
, 8, 27 (1H, t, J=5. BHz), 8. 46 (1H, d, J=8,
2Hz) .
MS (APCI) m/z:939 (M+H) +
[0218] T#&4 : UL IWTYII—L—7xzZ)VT75=)I—N— (4— {[ (1S
, 9S) —9—-IFI-5—-7).F40-9 -k ROFY—4—XFJ—10
, 13—7F%vy—2, 3, 9, 10, 13, 15—AxH4ERrRO—1H,
12H-~RVvY [del ¥5/ [3", 4 :6, 714Ky [1,
2—=bl1F/UY—=1—4a4NL] 7/} —4—FFYTFI) JUIUTZI
K kY 704 OFFERIR
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[0219]

FEETITRITHELLEEY (1. 97g. 2. 10mmolL) 2#¥ /00X
v (TmL) ITBEELE, M) A0OEE (7mL) 202 T1RBEIE
BLE, BEZREZEL. MLIVEMATHFEL, BOoNLEKEME D
VATNAS LA NI ST 44— [V0ARIVAL~7OBRIL : X5 )
—JL:K=7:3:1 (v /v /Jv) ONEEHE] ICTHEEL. ZEts
¥ (1. 97 9. 99%) =87,

"TH—NMR (400MHz, DMSO—dg) §:0. 87 (3H, t, J
=7. 4Hz), 1. 71—=1. 73 (2H, m), 1. 82—1. 90 (

2H, m), 2. 12—2. 20 (4H, m), 2. 40 (3H, s), 2

75 (1H, dd, J=13., 7, 9. 4Hz), 3. 03—3. 09 (
3H, m), 3, 18—3. 19 (2H, m), 3. 58—3, 60 (2H
, m), 3. 64 (1H, d, J=5., 9H=z), 3. 69 (1H, d, J
=5. 9Hz), 3. 72 (1H, d, J=5, 5Hz), 3. 87 (1H
, dd, J=16. 8, 5, 9Hz), 4. 50—4, 56 (1H, m),
5. 16 (1H, d, J=19. 2Hz), 5. 25 (1H, d, J=18

8Hz), 5. 42 (2H, s), 5. 55—5, 60 (1H, m), 7

17—7. 27 (6H, m), 7. 32 (1H, s), 7. 78—7. 8
1 (2H, m), 7. 95—-7. 97 (3H, m), 8. 33—8. 35 (
2H, m), 8. 48—8. 51 (2H, m) .

MS (APCI) m/z:839 (M+H) +
T#5:N— {3—-[2— (2— {[3—- (2, 6—-YAFVY—-2, 5—-V

ERO—TH-EO—IL—1—4JV) 7O/X/4)] 7/} ThF) I
2] AN/ ANY TIIUNT)V O —L—7zZ)VT7Z5=)b—N— (
4—{[ (1S, 98) - 9—IFN—-5—-7)AO0-9—-kKrkOx>—-4
—XAFN—10, 13-YFFvy—2, 3, 9, 10, 13, 15—AFH
ERkO—-1H, 12H-A~RYY [del S5/ [3", 4" :6, 714V
RS/ [1, 2—=bl F/)Yy—1—A)] PIJ)} —4—FFVYTFI
) T UTER
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FERTR4ATELLEEY (100mg, 0. 1T19mmolL) N, N—
IAFIEKRILTIR (1. 20mL) BKIC. o4V 7O0ELITFILTFI
(20. 8ulL, 0. T19mmolL), 3— (2— (2— (3—7L4A

\

AIRTONRVYTIR) IhFY) ThFY) TAOXVEEN-II V4
TUN (50, Tmg, 0. 119mmol) #mMA. =BT EEHERL
fco MEZREBEL. BONLEBWEL )V ATNAZLIOT NI ST
«— ook~ o00FRIVE : XF/—L=5:1 (v/v) ]1IKT
BEL. ZRibaY (66. 5mg, 48%) a#FEBERKE LTHEL,

'TH-NMR (400MHz, DMSO—d,) §:0. 85 (3H, t, J=
7. 4Hz) , 1. 65—1. 74 (2H, m), 1. 77—1. 90 (2

\

H, m), 2. 07—2. 19 (4H, m), 2. 30 (2H, t, J=7
2Hz), 2. 33—2. 36 (2H, m), 2. 38 (3H, s), 2
76 (1H, dd, J=13. 7, 9. 8Hz), 2, 96—3. 18 (

9H, m), 3. 42—3. 44 (4H, m), 3. 53-3.76 (10

H, m), 4. 43 (1H, td, J=8. 6, 4. 7THz), 5. 14 (

1TH, d, J=18. 8Hz), 5. 23 (1H, d, J=18, 8Hz)

, 5. 38 (1H, d, J=17. 2Hz), 5. 42 (1H, d, J=1

7. 2Hz) , 5. 52—5, 58 (1H, m), 6. 52 (1H, s),

6. 98 (2H, s), 7. 12—7. 17 (1H, m), 7. 18—17.

25 (4H, m), 7. 29 (1H, s), 7. 69 (1H, t, J=5.

5Hz), 7. 78 (1H, d, J=11. 3Hz), 7. 98—8. 03
(2H, m), 8. 11 (1H, d, J=7. 8Hz), 8. 16 (1H,

t, J=5. 7Hz), 8. 23 (1H, t, J=5. 9Hz), 8. 44
(1H, d, J=9. OHz) .

MS (APC 1) m/z:1149 (M+H) +.

[0220] T#6 : ak—FYPa>rrasr—b (1)

HAEDBT : EEM7ICTHERELART INAT-—H1L 1%, &A%

1ICEEE L AAH@EIREB (280 nmIR¥@BEELT1. 54%FEAH) RV



WO 2015/098099 132 PCT/JP2014/006421

CAHHAWT, PBS6. O/EDTAIKTTIOmg, /mLICARLE, X5
W (10. OmL) #50mLFa—7ICHEL, 1TOmM TCEP (R
RIERIEHKASH) KBA®K (0. 31 7mL ; HRE&—SFICHLT4S. 6
HE) ROCTMY VBKRZAUVILKEKR (Nacalai Tesqu
e, Ilnc. ;0. 500mL) A%k, RARDp HMN7. 40, 1
RTHBIEaMRLIBIC. 3TCTIRBA VFar— T2 &IC&
2T, RFEREYIVEHOIZNT 1 RiEEERT L .

HREEEYY o h—0avTVasr—vay . LEBRREERKATI0H
A FaANR=—FNLERBICVAFIVAILKRFD R (0. 56 7mL) ZIM
L7ce RWTLETTRS THAIEEMD 1 OmMI X FILRILKRF D RIARK
(0. 635mL ; ik—9FICH LT, 2%E) #MA. Fa—70O—
F—4%— (MTR—-103, 7X7UHKAat) 2AVTERTS OHHE
L. B v h—s2hEAEEItEL, RIS 1T00mM NAC (S
gma—Aldrich Co. LLC) K&K (0. 127mL ; Hitk—
DFICHLT1 8. 448) Z2MMA. ILHIKERICT200EERL. Y
) A—DRIGEELEIEE,

FEEL: LEERRE. EEAE 1 ICRE LA HBRIEDICL 2B EITL,
ZEMAE—EY IV V2SN EEETEBEHRE35. OmLBA,
FRMEETE - WEAE T ICRE L 2 HBIREE (e, 250=4 964 (FHAE
) €D 370=18982 (EAE) #FEM) #FEMALT. FROFMLHELSE
720

nAERE: 2. 70mg./mL, fikyE: 94. 5mg (95%) , #
BREEICTAEINLAGE—9FHY OEYTEESEH (n) : 6. 6

[0221] [Z=fEfHI1 O : hTINAT-HILT ADCOD/ESY (2) ]
[0222]
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[1526]
0
0 H  NH THE1

[ ] N- °

F N

e ‘«0
— HO D o
0 o] ,\/J.i H oo
0 N
hTINA1-H1L1 #A&A)Lﬁ/\/ ~0 u/\gf \)LE

[0223] T#1 A —FEHavrasr—k (2)

TAEDBTT : RHEFI 7ICTERELEZAT INAT-HI1L 1%, 885%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CAHHAWT, PBS6. O/EDTAIKTTIOmg, /mLICARLE, X5
® (2. O0OmL) Z4mLFa—7ICHEERL, 1O0mM TCEP (RR
LR T2 EH) KEK (0. 0690mL ; Hik—2FICHLTSE. O
HE) ROCTMY VBKRZAUVILKEKR (Nacalai Tesqu
e, Ilnc. ;0. 1T00mL) A%k, RARDp HMN7. 4£0. 1
NTHDIEEBBLLRIC. 3TCTIEBASA YFar—FDIEICL
2T, MERE Y IEDY RV T 1 RiFEEET L,

REEEY) v h—0dvValr—ay: FEBAKRE15CKATIO
DA VF2R— M UEBICERG O TRS TEAELEHD 1 OmMI X F
WRLEFY REB (0. 127mL ; E—DFICRHLT. 248) %
MA. 1 5CKBICTIREAS Y Far—rL., BN v Hh—ahk~EE
I, RICO 1T00mM NAC (Sigma—Aldrich Co.
LLC) K&K (0. 0190mL ; Hfik—2FICHLT1 3. 8HE) %
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MA. Fa—70-—F7T—4%—%ZFAVWTERT200HEERL. ¥ > hHh—
DRIGEBLEI T,
R LAk E, WERETICEH LAHEREDICL ZRBREEITL.
ZEEMA—EY IV VA S NEEBETDAREI. 00mLBL,
FRMEETAE - BEAE 1 ICRE L HRBIRIFE (e, 250=4 964 (ERIE
) . €p,370=18982 (EAE) #FER) 2FRLT. TRORKKEEER
1o
niAsRE : 2. 08mg //mL, HiAIRE: 18. Tmg (94%) , #
BRBEEICTARINEZRE—DFHIY OFPTHFESE (n) 1 6. 1
[0224] [==EHI1 1 : hTINAT-HILT ADCOESRL (3) ]
[0225] [1527]

0 o) o) H © [ H O
&JN/\/ox/‘o’\)LN/\n/N\)kN N\)LN/\/’\FO
N\ o H H o H a H NH Ifg“ﬂ
Y o)
[ TN
F N/\ﬂ\\/ "\0
—_—

i‘(

0
f_&r/\iNﬁ\/omo/\/LNﬁ(n\/mN n\)l\nwo

hTiNAT-H1L1 —

[0226] T#1 : ;A —FYPav a4y — b (3)
FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
VICEEE LAH@IZEB (280 nmR@E LT, 54 %5EA) R
CAHMBAWT, PBS6. O /EDTAICTI1Omg /mLICAMLE, &F
B (5. OmL) Z15mLARKICHEERL., E#HRTIMY VEKEZHDD
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LKBK® (Nacalai Tesque, Inc. ;0. 0813mL)

ZMATE. 37CTI1OnEBEHRLE, B TF10mM TCEP (RR
e TEMIEH) KAK (0. 0745mL ; FHAE—QFICRHLT2. 3
WE) ZMALE. KAROpHMN7. 00, 1THTHDHZ %ML,

STCTIRKEIRHTZIEICE>T. IIFREYIEHOIANT 1 RiEE
ZiRm LT,

REEEY) v h—0dvValr—ay: FEBAKRE15CKATIO
DEIRME L RICEREG QO TS THEALEMD 1 OmMI A FIL AN KRF
YRBEKR (0. 162mL ; A—2FICHLTS. OHEB) ZPo>< YTH
TLAALMA. 1 5CKBICTIEREERL. M) v h—zHhkAEE
I, RICO 1T00mM NAC (Sigma—Aldrich Co.
LLC) K&E®& (0. 0418mL ; fixk—2FICHLTT1 2. 94E) %
Mz, EET200@EIEHL. BEY) U H—DORIGZFLEIEL,

R FEEARE. BIEHE T ICEKEEH LAHBRIBEDICL 2R ETV.,
FMAE -T2 NEEETHBERE2 1. OmLiGr,

FRMEETE - RERE 1 ICRB L HBRIFERTF (ep, 250=4964 (
EAME) €5, 370=18982 (FANE) 2ERA) #EALT. Tk
[E%xfST,

MRE: 2. 19mg/mL, kN8 :46. Omg (92%) , #
BEREEICTHAEINEMAE—DFH Y OEPEHIRFEH (n) : 3. 6
s HBRFFICTRAESNEMB—2FHicY OXRPFEHEEEH (n) 3

6,

[0227] [=EHI1 2 : hTINAT-HIL1T ADCOESRL (4) ]
[0228]
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[0229] T#1 : A —FEHavrasr—k (4)

TAEDBTT : RHEFI 7ICTERELEZAT INAT-HI1L 1%, 885%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CxaBAWT, PBS6. O/EDTAICTT10. Omg /mLICEASLE,
ABR (6. 0O0mL) 21 5mLARFRICEEML., HEHRTIMY VEEKERZ
HYOLKAK (Nacalai Tesque, Inc. ;0. 0813
mL) ZmMA/#%, 37CT1O00MEERLA, BET1O0OmM TCEP
(ERIERTEHRNAM) KBK (0. 162mL ; HE—DFICHLTS
OLEB) #MMALE. KBRDPpHAT7. 0+0. 1RTHDTE%EHR
L. 37CTI1REERTICEICEL>T. MFEREY VO RILT 1 R
=R v Vo

MEEEYY vh—0aAvyar—Tay: LEAKRET1S5CKATITIO
DERE L2 RICERGIO TEDL THRAEEEMD 1 OmMI X FILZILERF
YRAR (0. 389mL ; AE—2FICHLT1 2, O%E) 2po>< Y
ETRLANSIMA, 1 5CKRBICT BREHERL. BYY Vv h—s2HiEAR
EXHf, RICCT00mM NAC (Sigma—Aldrich Co
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LLC) K&K/ (0. 0418mL ; AFA—2FICHLT1 2. 9Y4E)
ZMA. ERT200EE®HL. B VH—DORIBZFELEIEE,
FEE: bERARE. BUEAE 1 ICRHE LA BIREDIC L 2REE ATV,
FEEMA—EYPI U T 15— eE2EBTIZRRE21. OmLiGk,
R : BUEAE 1 ICRE L AHBRIEFERTF (g5, 250=4964 (
EHRME) €5, 370=18982 (EhHE) #FEM) ZFEMRLT. TEEORFM
BExBk.
MAEBRE: 2. 19mg./mL, fHifAlE:46. Omg (92%) , H
BREEICTHEINZMA—2TFHIY OEYPEHEESEH (n) 7. 0
s RBREFICTARIN B —DFHIY ORYPEER/EHR (n) 7
. 0,
[0230] [Z#£%5I1 3 : hRS7T ADCODYEEL (5) ]
[0231] [1k29]

I

o 0 H O H Q
H H o H g5 H NH
0
| 2 0
F i N S,
~. —‘<0
HO O
162

[0232] T7#1 : Bk —FEHarTasr—k (5)
HADBIT : SEFITICTHERELAZhRS 7%, &S AETICREHLAH
WREB (280 nmikkfE&E LT, 56%&A) RCCEZHAWT, P
BS6. O/EDTAICT1O0Omg, /mLIZEASILA, KBK (2. OmL
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) ZAmLFa—TICHEERL, 10mM TCEP (RRIEKIEKARH
) KiER (0. 0690mL ; A—FICHLTS. 0HE) R*1MY
VEEKEZEZAHY Y LKEBEKR (Nacalai Tesque, Ilnc., ;0

100mL) AMAf, NKERDOpHMNT. 420, 1NTHBI L%
BRL/BIC. BTCTIHEAS YFaR—FTEZ&ICL>T, HifREY
VEBDT AT 14 FigEERIT LT,

MEEEYY vh—0aAvyar—Tay: LEAKRET1S5CKATITIO
PDEAVFAR=PNLRBICERBHIIITRRS TELIELEMD 1 OmMMI A F
WRLEFY REB (0. 127mL ; E—DFICRHLT. 248) %
MA. 15CHKBICTIREAI YFar—bL, ) v h—5EREAEE
I, RICO 1T00mM NAC (Sigma—Aldrich Co.
LLC) Kia#& (0. 0190mL s ;ik—aFICHLT1 3. 848) %
MA., Fa—7H0—F7—49—%ZAVWTEERT209BEEHRL. EWY>hHh—
DRINEEEIH,

FEEL: LEERRE. EEAE 1 ICRE LA HBRIEDICL 2B EITL,
ZEME—EY IV V25— NEEBETIBEHRE9. 00mLBA,

FRMEETE - WEAE T ICRE L 2 HBIREE (e, 250=4 964 (FHAE
) . €p,370=18982 (FAE) #FEMA) 2#FEALT. TEOREELR
720

MERE: 2. O4mg./mL, ARE: 18. 4mg (92%) , #
BREEICTAEINLAGE—9FHY OEYTHEESH (n) 1 6. 2

[0233] [Z2#EH11 4 : hTINAT-HIL1 ADCOESL (6) ]
[0234]
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I#S  hTINATHI1L1—

[0235] T#21 : ( IN= L (QOH—=JWALY=9—aILXAKFY) HIKRZIL]
TJYDIY PIJ) AFILTET—H

N—9—TINALZIANFIHIRZLTYILTYSY (4. 334

, 12, 2mmo |) . FhZEFrOZ7ZY (120m 1) RUMILTYV

(40. Om ) B EEMIC. EYYY (1. 16ml, 14, Tm

mo | RUTUBEELSA (6. 84 g, 14, Tmmo |) #i1Z. SEREME

BhL, RISREEZERITHANLAR, NEPEES A MEBICE > TR
T, BETRMELL. BONCERBYEFRIFILIOARL. KRUHENE
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[0236]

BKTHSR, BRELBKMBY /R VLTER L, BEEZHRETT
BELE® BohEBRBYMES Y ASLAS L0 NI 574 — [AF
B BRI FN=9:1 (v/v) ~FfBTFIL] ICTHRAL. BELS
#1 (3. 00g, 67%) #&EBEGKE LTHE,
'"TH-NMR (400MHz, CDC I, §:2. 07 (3H, s), 3. 9
O (2H, d, J=5. THz), 4. 23 (1H, t, J=7. OHz)
, 4. 46 (2H, d, J=6. 6Hz), 5. 26 (2H, d, J=7.
OHz), 5. 32 (1H, brs), 6. 96 (1H, brs), 7. 3
2 (2H, t, J=7. 3Hz), 7. 41 (2H, t, J=7. 3Hz)
, 7. 59 (2H, d, J=7. 3Hz), 7. 77 (2H, d, J=7.
3Hz) .
T2 :RYII [ ({N= [ (OH—ZIAFLY—9—AILXFEY)
AIVKRZIV] TV 72J/) AMFY] PEFT—H
FEIR1TELtEYw (3. 68g, 10. OmmolL) RURVIIL
ZYyaL—hk (4. 99g, 30. Ommol) OF Sk rOTSY (4
O. OmL) &RIC., AV L tert—ThFEYR (2. 249g, 20
. OmmolL) #0CTMA. FBICT1 50/ LA, RINERICER
ITFI, KZOCTMA, BFB¢TFI)V. 7 00RILLTHIEL, B5hiE
WEZMBT N DLTREL, 8L, BEZREBEL. SOoNLRE
BMaTAFHY> (40, OmL) . K (10, OmL) ITHFEL. KEEK
=F+MYSL (1. 01g, 12, Ommol) . #OO0FXEBE9—7)IAL
ZIAFIL (2. 59g, 10, Ommol) A, EET2MREHL
oo RIGBRICKEZNA. FFEETFILTHE L., SONCEBEBEEZMREB S b
VO LTEIEL, 28U, PEZRBEBEL. SONCEEMEY ) AT
WAZ LAY RIS 74— [INFH Y BFEETIFIL=100:0 (v v
) ~0:100] ICTHAEL. EEHRKOEZERLEM (1. 889, 40%
) EiST,
'"H-NMR (400MHz, CDCl,) §:3. 84 (2H, d, J=5,
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[0237]

[0238]

5Hz), 4. 24 (3H, t, J=6. BHz), 4. 49 (2H, d,
J=6. 7THz), 4. 88 (2H, d, J=6. 7Hz), 5. 15—-5
27 (1H, m), 5. 19 (2H, s), 6. 74 (1H, brs),
7. 31—=7. 39 (7H, m), 7. 43 (2H, t, J=7. 4Hz)
, 7. 61 (2H, d, J=7. 4Hz), 7. 79 (2H, d, J=7.
4Hz) .
TRE3: [ ({N=[(OH=ZIALY—=9—AILANXY) AIKRZIL
1 7Uv} 7)) AbF] BiEg
FERIR2THELLLAEY (1. 88g. 3. 96mmolL) #T%./—J
(40, OmL) . BEEETFIL (20. Om 1) ISR LT, XSV I ALK
R (376mg) ZmMA. KEFEI T, ERICT2HERE®RLE &
BEESA MNERICK > THRE, BEEZREBEL. Eikedt (1. 6
2g9. EEMN) EEBEMGKE LTHEL,

'"H—NMR (400MHz, DMSO—dy) §:3. 62 (2H, d, J=
6. 3Hz), 3. 97 (2H, s), 4. 18—4, 32 (3H, m),
4. 60 (2H, d, J=6. 7Hz), 7. 29—7. 46 (4H, m)
, 7. 58 (1H, t, J=5, 9Hz), 7. 72 (2H, d, J=7.
4Hz), 7. 90 (2H, d, J=7. 4H=z), 8. 71 (1H, t,
J=6. 5Hz) .

T4 : 9H—TALY—9—AAFI (2— {[ (2— {[ (18,
9S) —9—IFI-5-TL04O-9—-kbROFY—4—-XFJ—10,
13—-CA4%vy—2, 3, 9, 10, 13, 15—A~AFHEeRrROo—1H, 1
2H—~RYY [del ¥5/ [3’, 4 :6, 714V Ry [1, 2
—bl ¥/ VY—1—Aa4N] PX/} —2—FFYVILFY) LFI] T7X
JY} —2—FFVIFI) A—RAX—K

KAT. TFHTHVOAVIIEEE (0. 283 g, 0. 533mmolL
). N—eEROFYRIPVY4XIK (61, 4mg, 0. 533mmolL)
. RO LETRITELLLEY (0. 205g, 0. 533mmolL) ®N
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[0239]

, N=UXFIKRILLTIR (10, OmL) BRI, N, N=Yq1v 7O
PILTFLT7IY (92, Qul, 0. 533mmolL) RN, N -
SoaOnFUIAIKRIAIR (0, 143g, 0. 693 mmol) &0
Z, BERICTIHERE®R L, BEZREEBEEL. E§OoNLEEYWEL YD
FILASLYOAI NS 74— [POOKINAL~IOARILL : X5 =)
:K=7:3:1 (v/v./v) OPEEHRE] ICTHEEL. ZFEtEW (
0. 3529, 82%) #%FRBEMRKE LTHEL,
'H—NMR (400MHz, DMSO—d,) §:0. 81 (3H, t, J=
7. 4Hz), 1. 73—1, 87 (2H, m), 2. 06—2. 20 (2
H, m), 2. 34 (3H, s), 3. 01—=3. 23 (2H, m), 3.
58 (2H, d, J=6. 7Hz), 3. 98 (2H, s), 4. 13-4
25 (3H, m), 4, 60 (2H, d, J=6, 7THz), 5. 09—
5. 22 (2H, m), 5, 32—5, 42 (2H, m), 5. 50—5,
59 (TH, m), 6, 49 (1H, s), 7. 24—7. 30 (3H, m
), 7. 36 (2H, t, J=7. 4Hz), 7. 53 (1H, t, J=6
3Hz), 7. 66 (2H, d, J=7. 4Hz), 7. 75 (1H, d
, J=11. OHz), 7. 84 (2H, d, J=7. 4Hz), 8. 47
(1H, d, J=8. 6Hz), 8. 77 (1H, t, J=6. 7THz).
MS (ESI) m/z:802 (M+H) .
IR5:N—[ (2= {[(1S, 9S) —9—IFI—-5—-7)40O0-9
—brROFY—4—XFI—-10, 13-UFFYy—-2, 3, 9, 10, 1
3, 15—=A%H4#bRrRO—1H, 12H—-RYY [de] ¥5/ [3", 4
16, 714V RYY (1, 2=b]lF/YV—1—a4N] FX/} —
2—FFVIMNFYD) XFN] TYIUTINR

FERTR4TELLELEY (0. 881g, 1. 1TO0mmolL) ®N, N—
UAFIHRILTIR (11, OmL) @B/&IC. EXYTYY (1. 1mL)
EMZ. ERT2RERER L, BEZRBEBEL. BRLELEMEESURSE
MaER"l, REAWIE. ThULEOBEIFTHTITRORISICAW:,



WO 2015/098099 143 PCT/JP2014/006421

[0240]

[0241]

TR6 :N— [ (OH=TNLFLY—=9—A X MFY) AILKRZNL] T
IIWT)I L=z TSI —-N-[(2— {[ (1S, 9S) —
9—IFN—-5—-7)040-9 -k ROFY—4—XFI—-10, 13-V
A¥v—2, 3,9, 10, 13, 15—AxHErRO—1H, 12H-—R
v [delt¥3/[3,4 :6, 714Ky [1, 2—b] *
I =1—AN] PRI} —2—FFVYILFY) AFN] TVIVTZ
N

KAT. LEEIRS5THELREEY (0. 439mmolL) ., N—kRO#
AP UA4ZIR (0, 101g, 0. 878mmolL) . RUN— [ (9
H=2WAL>Y=9—AIXNXY) AIRZNL] TV T) 2 —L —
JIZNTS=Zy (BE2002-6035184%;0. 440g, O,

878mmolL) N, N=UXAFJRILLTIR (50, OmL) BKIC
N, N =oAL RYA4IRK (0. 181g, 0. 878
mmol) ZMA. ERICT4HBERER®E L, BEZREBEL. o1k
BEME )V ATNVAZ LAY NI S 74— [V0OARI L~ ORI
L:AH)—=)Lb=9:1 (v./v) JICTHEL. e (0. 269
g, 58%) EHEEBEEMGKE LTHEL,

MS (ESI)m/z:1063 (M+H) -.

TR7 UM T)IN—L—TJz=Z)VT75ZI—N—=[(2— {[ (1
S, 98) —9—IFL-5-7)0AO0-9-bROF -4 —XFI—1
0, 13—-Y#%v—-2, 3, 9, 10, 13, 15—A*xH4ErOg—1H
, 12H—-RYY [del EZ/ [37, 4 :6, 714Ky [1
, 2—=b]1 F/UV—=1—A)] X/} —2—FFVILFY) XFI]
JYIUFTIR

FEETE6 TELEY (0. 2699, 0. 253mmolL) ®N, N
—IAFIVRILTIR (4. 00mL) BKIC, EXRYTY (0. 251
mL, 2. 53mmol) #mMA. ERET2RMIER L, FELRTE

L. EREMESURENER. KREYMR., CThULOBHRIZTHLT
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WORDRIBICA W,

[0242] T#8 :N— [6— (2, 5—YA*FVY—2, 5—YkkrkOo—-1H-EO—
W=1—=A)) NFHI)AL] TIVINT)VIN—-L—-—TzZIVTS5Z)b—
N—[(2—{[(1S, 9S) —9—IFIN—5—-7)AO0—-9—-k RO
FU—4—-XFJ)—-10, 13-VUFF*Yy—-2, 3, 9, 10, 13, 15
—AFHbeRO-1H, 12H-XRVY [de]l] EZ/ [3", 4" : 6,
714Ky [1, 2=b]1F/)Y—1—-4A4)] PX/)} —2—FF
VINFY) XFN] TYVPUTIR

FRIR7TEAEEY (0. 253 mmolL) N, N—=YAFILKRIL
LF7IRK (10. OmL) BRI, 6—<TLAIRAFHUYBN-IIY
432Y) (0. 156g, 0. 506mmol) #iMx. =ET3IHEE®E
Lic. PREZRBEBEL. SONLEREMEZL VATV AZ LT NS
74— [J0OFRNML~y70O0KRIML : XY/ —IL=9:1 (v v) ]I
THHEL., Z2tEa® (0. 100g, 38%) #hEREKE LTEL,
'H—NMR (400MHz, DMSO—d,) §:0. 83 (3H, t, J=
7. 2Hz), 1. 09—1. 21 (2H, m), 1. 33—1. 47 (4
H, m), 1. 75—1. 90 (2H, m), 2. 00—2. 23 (4H,
m), 2. 36 (3H, s), 2. 69—2. 81 (1H, m), 2. 94
-3, 03 (1TH, m), 3. 06—3. 22 (2H, m), 3. 23—-3

74 (6H, m), 3. 98 (2H, s), 4. 39—4. 50 (1H,
m), 4. 60 (2H, d, J=6. 7Hz), 5. 17 (2H, s), 5

39 (2H, s), 5. 53—5, 61 (1H, m), 6. 50 (1H,
s), 6. 96 (2H, s), 7. 11—-7. 24 (5H, m), 7. 28
(1H, s), 7. 75 (1H, d, J=11. OH=z), 7. 97 (1H
, t, J=5. 7Hz), 8. 03 (1H, t, J=5. 9Hz), 8. O
9 (1H, d, J=7. 8Hz), 8. 27 (1H, t, J=6. 5Hz)
, 8. 48 (1H, d, J=9. OHz), 8. 60 (1H, t, J=686,
5Hz) .
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[0243]

[0244]

MS (ESI1) m/z:1034 (M+H) +
TR :fE—FYyya>ras—h (6)

FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
VICECE LA @IZEB (280 nmR@HE LT, 54 %) R
CAHMBAWT, PBS6. O /EDTAICTI1Omg /mLICAMLE, &F
W (10, OmL) #50mLFa—7JICHEL., 10mM TCEP (R
RIERIEK/RRESH) KBAK (0. 31 7mL ; ImE—HFICHLT4E. 6
LUE) RCITMY VBKEZHYILKSEKR (Nacalai Tesqu
e, Inc. ;0. 500mL) #MAtfk, "BABRDOpHMNT7. 40, 1
RTHBIEaMRLIBIC. 3TCTIRBA VFar— T2 &IC&
ST, EREYIBOI AT 1 REEEEET LT,

MEEEY) vh—naAvyasr—yvay  FEERREEBKATION
A FaANR=—FNLERBICVAFIVAILKRFD R (0. 56 7mL) ZIM
L7ce RWTLETIR8 THEAILEMD 1 OmMI XA FILRILKF T RIARK
(0. 635mL ; Hik—DFICH LTI, 2YE) #Mi. Fa—70O—
T —ERAVWTERT4 O0MIER L. Y v H—s2RkBEEIEL
o RIC. TOOMM NAC (Sigma—Aldrich Co. LLC
) KA (0. 127mL s JifA—2FICRLT1 8. 448) #MA. <
SICERICT200EER L. B v H—DOREEELIE,

FEE: bERARE. BUEAE 1 ICRHE LA BIREDIC L 2REE ATV,
MBIV V2SN EEBETSERE35. OmLEL,

FrMERTm : WEAE 1 ICEB L AHBIRIEE (&5, 250=5178 (EHE
) €D 370=20217 (EANE) %#&EM) 2#FEMALT. FTROFMHELSE
1o

nAERE: 2. 70mg./mL, fikyE: 94. 5mg (95%) , #
BEREEICTAEINLRE—DFHY OXYTHEEE (n) : 6. 4

(o)

[=#EH11 5 : hTINAT-HIL1 ADCOD/ESL (7) ]
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[0245] [1E31]

T8 hTINAT HIL1—

5.7

[0246] T#21 : A—FHavvasr—k (7)

FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CAHHAWT, PBS6. O/EDTAIKTTIOmg, /mLICARLE, X5
R (2. OmL) Z4mLFa—TJICHEERL, 1O0mM TCEP (RR{t
MIEMASH) KaKR (0. 0690mL ; HilA—LFICHLTSE. 0
2) RCTMY VBKRZHYDLKAKR (Nacalai Tesque
, Inc. ;0. 0299mL) ZMAfk, ABAROPpHAT7. 0+£0. 1
RNTHDEEBBLLKIC. 3TCTIBES YFar— b FTEIEICL
>T. MFEREVPEODYZIVT 1 RiEEEZET LT,

HEkEEY ) vh—0arvyasy—yay: EEBRKRE15CKAT10
DEAVFaAR—PLERICEREHF14TRESTEHLEEHMDT OmMI X
FILZNEFY REER (0. 127mL ; HiFE—DFICHLT9. 2Y48)
ZMA. 15CKBICTIRES YFax—bL. EWY v h—2hEAE
EXHf, RICCT00mM NAC (Sigma—Aldrich Co

LLC) K&K/ (0. 0190mL ; A—2FICHLT1 3. 84E)
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ENA. Fa—7O0—F7—49—%2FAVWTERT2008EHL. EYW) U h
—DRIGEIZLES 1,
R FEEARE. BIEHE T ICEKEEH LAHBRIBEDICL 2R ETV.,
FEMAE -T2 N EEBFTHBRE9. 00mLiErE,
FRMEETM - ®REAE 1 ICRE L HBRIFE (e, 250=517 8 (FHHE
) . €p,370=20217 (ERE) 2FER) Z2FALT. TROFHEEEZRS
T=o
ni&sRE : 2. O4mg /mL, HifAIRE : 18. 4mg (92%) , #
BEREEICTHAEINEMAE—DFHY OEYPEHRF[EHR (n) 5. 7
[0247] [EEHI1 6 : hTINAT-HIL1 ADCOOVESL (8) ]
[0248] [1£32]

T8I hTINATHILT ——( |

6.7

[0249] T2 1 : JAx—FYPav2as5— b (8)
FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
VICEEE LAH@IZEB (280 nmR@E LT, 54 %5EA) R
CAHMBAWT, PBS6. O /EDTAICTI1Omg /mLICAMLE, &F
B (30. OmL) Z100mLERICHERL. BT IMY VBKEZH
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o LkKEKk (Nacalai Tesque, Inc. ;0. 4875m
L) ZMx7#%&. 37CTI1O00@IRH LA, BHET10mM TCEP (
RRIERIEMRASHE) KBE®R (0. 9721 mL ; AFE—DFICHLTS
. OME) AIMX®%. NARDpHMN7. 00, 1HNTHBIEEMHSR

L. 37CTI1REERTICEICEL>T. MFEREY VO RILT 1 R
=R wir U o

HEkEEY ) vh—0arvyasy—yay: EEBRKRE15CKAT10
DERS L RICERGI1 4 TR THRAEEMD 1 OmMI XA FILZJLK
FORAR (2, 33mL; AAE—DFICHLTT1 2, 0HE) 2po>< Y
ETRLANSIMA, 1 5CKRBICT BREHERL. BYY Vv h—s2HiEAR
EXHf, RICCT00mM NAC (Sigma—Aldrich Co

LLC) K&K (0. 25 1 mL s d—9FICHLTT 2. 948) %
Mz, BRT200MEFERL. Y v H—DORIGEELI B,

FEEL: LEERRE. EEAE 1 ICRE LA HBRIEDICL 2B EITL,
FRMAE - 25— EEBETHBRRE98. OmLGk, ZOD%
CEEREVICEE LALBREAICK ZBEREETVL. EXRNRGE—EY
aAvyas—baE8BT58K%17. 5mLiBk,

R : RIS AEVICEB UL ARBREERTF (ep, 250=5178 (
RAME)  ep,370=20217 (EHME) 2ER) 2EALT. TRONM
BExBk.

MERE: 14, 6mg./mL, AIRE: 256mg (85%) , #iE
BEEICTHEINAAAGE—DFHIcY OENTEHEEE (n) 1 6. 7
HBEREFICTARINEME—DFHizY OEMEIR-EE (n) 7.
O,

[0250] [2#Ef11 7 : hTINAT-HIL1 ADCOESS (9) ]
[0251]

’
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[1£33]

T KhTINAT H1L1—

[0252] T#21 : A —FEHarrasr—k (9)

TAEDBTT : RHEFI 7ICTERELEZAT INAT-HI1L 1%, 885%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CH#BAWT, PBS6. O /EDTAICTIOmg, /mLICARLE, &B
B (5. OmL) Z15mLARKICHEERL., E#HRTIMY VEKEZHDD
LKBK® (Nacalai Tesque, Inc. ;0. 0813mL)
EMZAl%k, 37CT1 OEERLL, #ET10mM TCEP (R
bR T2 E) KBKR (0. 0778mL ; Hik—9FICHLT2, 4
WE) AMAE. KEROpHAT7. 00, 1TRTHDIEEMHERL.
STCTIREIRH TSI &ICE>T. MBREV DI I T 14 RiGHE
Z=iEio L7,

MEEEYY vh—0aAvyar—Tay: LEAKRET1S5CKATITIO
DERS L RICERGI1 4 TR THRAEEMD 1 OmMI XA FILZJLK
FORAR (0, 162mL ; A—2FICHLTE. O%E) 2po< Y
ETRLANSIMA, 1 5CKRBICT BREHERL. BYY Vv h—s2HiEAR
EXHf, RICCT00mM NAC (Sigma—Aldrich Co
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. LLC) Kia® (0. 0418mL ;iAFA—o2FICHLTT1 2. 94E)
ZMA. ERT200EE®HL. B VH—DORIBZFELEIEE,
FEE: bERARE. BUEAE 1 ICRHE LA BIREDIC L 2REE ATV,
FEEMA—EYPI U T 15— eE2EBTIZRRE21. OmLiGk,
R : BUEAE 1 ICRE L AHBRIEERTF (g5, 250=5178 (
EHRME) | €p,370=20217 (ERHE) ZFEMA) ZFERALT. TEEORFM
BExBk.
MAERE : 2. 26mg./mL, fifdlE:47. 5mg (95%) , H
BREEICTHAEINZMAEA—DTFHEY OEYPEHESEH (n) 3. 5
s RBREFICTARIN B —DFHiY ORYPEHEHEHR (n) 3
. 6,
[0253] [Z#£41 8 : hRS7T ADCODEEL (1 0) ]
[0254] [1r34]

o @1(
a HN
I . hRS7 _Aql

5.6

[0256] T#21 : A —FYPav2as—h (10)
HADBIT : SEFITICTHERELAZhRS 7%, &S AETICREHLAH
WREB (280 nmikkfE&E LT, 56%&A) RCCEZHAWT, P
BS6. O/EDTAICT1O0Omg, /mLIZEASILA, KBK (2. OmL
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) ZAmLFa—TICHEERL, 10mM TCEP (RRIEKIEKARH
) KiER (0. 0690mL ; A—FICHLTS. 0HE) R*1MY
VBBKEZEZAHYILKZEHK (Nacalai Tesque, Inc. ;0
0299mL) #MAtf, KEEDpHA7. 0£0. 1TRTHBIE%
FEER L7<18IC. B7CTIHWEA YFar—FTIZ&ILL>T. HifRE
VIBDIY R T 4 NiEEERETT LT,

HEkEEY ) vh—0arvyasy—yay: EEBRKRE15CKAT10
DEAVFaAR—PLERICEREHF14TRESTEHLEEHMDT OmMI X
FILRIEFYREKR (0. 1269mL ; ik—2FICH LTI, 2%HE
) A, 15CKABICTIREA YFax—sL. EY) v Hh—%HmEA~
EEIH, &I, 100mM NAC (Sigma—Aldrich C
o. LLC) K#&®& (0. 0190mL ; AA—LFICHLT1 3. 84E
) A, Fa—T7O0—FT—49—%ZFAVWTEERT209BEHRL. %>
H—DORBEAEELEIH i,

FEEL: LEERRE. EEAE 1 ICRE LA HBRIEDICL 2B EITL,
ZEME—EY IV V25— NEEBETIBEHRE9. 00mLBA,

FRMEETAE - BEE 1 ICERE L HRBIRIEE (e, 250=5178 (ERIE
) . €p,370=20217 (FAE) %#EA) 2#FEALT. TEORMEELR
1o

MERE: 2. O7mg./mL, AIRE: 18. 6mg (93%) , #
BREEICTAEINLAGE—9FHY OEYTHIEESH (n) : 5. 6

[0256] [==fEf1 9 : hTINAT-HILT ADCOO/ESS (1 1) ]
[0257]
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[1£35]
(e} HzN. o~ /0
N o.N OH 2 R Tea
ey '
&N_/O T 0 ) IRz j&‘\\vh’ )
F N \%‘\ T F NI/L B
0 VT
MsOH ™
HO O \Hb
R R
O._N N OH
H O H
a E’.’ E/E ; E/E o._N_K N N._~ (o}
s =N G
VAR 0 NH
I3 AN
F N 7
0
e S
HO O
HN\)OL l!:E[\)OL N o °
2 N i i s M o, |
H/\(‘)r : H g NH &T/WE D
= 98 N‘QO THS
TFA FOsrmNT i
0
e
HO O
0 H © H @ H
X
<\/.,ZI/\/\/\WN\,JLH/\YN\)LE/\gw\/\O,\FO

hTINAT HTL1

[0258] T#1 :tert—7FI [2— (2— {[ (1S,
—5—-7J)0A0-9—-kbrfOF>—-4—-AFIL—-10,

7.1

9S) —9—ITFII
13—vA4FY—-2

, 3, 9, 10, 13, 15—=AFxH#ErFO—1TH, 12H-~xXYY [de
137 [37, 4 :6, 7]4RYT/ [1, 2—b] F/)—1

—AI] 7I)} —2—FFVIMFY) TFI] A=/ A=k
IFxHTHVOADIIVEE (3. 104,

5. 47molL) &%, 4— (t

ert—TJKrNFTAILRZWNTE)) THVBORDLYIZ {2— [ (ter
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[0259]

t—7hMFTAILARZN) PRI/ T RFV) B (J. Med., Chem
., 19924%, 354, 2928H;1. 65g, 6. O1Tmmo l) %
AWT, REMTOIRT EEARICRLHIE, Folbd (2. 5649, 7
3%) ZREBERKE L TR,

"TH-=NMR (400MHz, DMSO—dy) §:0. 87 (3H, t, J=
7. 3Hz) , 1, 26 (9H, s), 1. 81—=1, 91 (2H, m) ,

2. 13—-2. 22 (2H, m), 2, 40 (3H, s), 3. 08—3.

26 (4H, m), 3. 43—-3. 53 (2H, m), 4, 00 (1H, d
, J=15, THz), 4. 05 (1H, d, J=15, 1Hz), 5. 1

4 (1H, d, J=18, 7THz), 5. 22 (1H, d, J=18., 7H
z), 5. 40 (1H, d, J=16. 6Hz), 5. 44 (1H, d, J
=16. 6Hz), 5. 59—-5, 66 (1H, m), 6. 53 (1H, s
), 6. 86 (1H, t, J=5, 4H=z), 7. 31 (1H, s), 7.

79 (1H, d, J=10. 9H=z), 8. 49 (1H, d, J=9. 1H
z) .

MS (APCI) m/z:637 (M+H) -,

T2 :2— (2—-7X/)TbhFY) —N=—[ (1S, 9S) —9—-IFI
—5—-7)7z0-9—-krAOFT -4 —XAFI—-10, 13 -IHFFY-2
, 3, 9, 10, 13, 15—AFHERrRO-1H, 12H-XRYY [de
1>/ [3,4 :6, 714Ky [1, 2—b]l Fx/)>v—1

—A)] PEMT7I RN T FOFRRIE

TEETRE1 TRE®m (1. 509, 2. 36mo l) &, EWEHI10D
TR2EERICRIBIE, Ebd®w (1. 50g, EEMN) ZREBEE
& LTI/,

"TH-=NMR (400MHz, DMSO—dy) §:0. 87 (3H, t, J=
7. 5H=z), 1, 81—1, 92 (2H, m), 2. 156—-2, 23 (2
H, m), 2. 41 (3H, s), 3. 05 (2H, t, J=5. 1THz)

, 3. 15—3, 23 (2H, m), 3. 71 (2H, t, J=5. THz
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), 4. 10 (2H, s), 5. 19 (1H, d, J=18. 7Hz), 5
24 (1H, d, J=18, 7H=z), 5. 43 (2H, s), 5. 58
-5, 66 (TH, m), 6. 55 (1H, s), 7. 33 (1H, s),
7. 73—7. 84 (4H, m), 8. 55 (1H, d, J=9. 1Hz)

MS (APCI) m/z:537 (M+H)

[0260] T#E&3 : N— (tert—7hFThHILERZWN) TUINLTY)IIL—-L—T
I=)IVFPZ5=Z)I—N—-[2— (2— {[ (1S, 9S) —9—IFI—5—
074A0-9—-kROF -4 —XF)I—10, 13-IFFY—-2, 3,
9, 10, 13, 15—AFHERrRO-1TH, T2H-RYY [de] ES
J 3,4 :6, 7]4vKkYyY/ [1, 2=b]l F/YY—1—49)L
173} —2—FFVILFY) ZTFN] T)VPVUTIR

FEETR2TEAIEY (554mg, O. 85mmo |) &, EhEfHI1
OIRI EEKICRBIE, ERbedw (775mg, 95%) 257k,
'"H—=NMR (400MHz, DMSO—-dg) §:0. 85 (3H, t, J=
7. 3Hz), 1. 36 (9H, s), 1. 78—1. 89 (2H, m),

2. 13—-2. 22 (2H, m), 2, 39 (3H, s), 2. 71 (1H
, dd, J=13. 4, 9. 8Hz), 2. 95 (1H, dd, J=13.

4, 4, 3Hz), 3. 09—-3. 23 (1H, m), 3. 23—-3. 32
(2H, m), 3. 40—-3. 62 (8H, m), 3. 73 (1H, dd,

J=16. 5, 56, BHz), 4, 03 (2H, s), 4. 39—4. 47
(TH, m), 5. 17 (1H, d, J=18. 9Hz), 5. 25 (1H
, d, J=18. 9Hz), 5. 41 (1H, d, J=16. 8Hz), 5
45 (1H, d, J=16. 8Hz), 5. 57—5. 64 (1H, m)
, 6. 54 (1H, s), 6. 99 (1H, t, J=5, 8Hz), 7. 1
3—7. 26 (5H, m), 7. 31 (1H, s), 7. 76—7. 82 (
2H, m), 7. 90 (1H, t, J=5, 2Hz), 8. 13 (1H, d
, J=7. 9Hz), 8. 27 (1H, t, J=5. 8Hz), 8. 49 (
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1H, d, J=8., 5Hz) .
MS (APCI) m/ /z:955 (M+H) +
[0261] T#4 : UL TYII—L—TxzZ)VT75Z)—N—-[2— (2— { [
(1S, 9S) —9—IFN—-5—2040-9—-krROFT -4 —-XF)
—10, 13—-Y4%v—-2, 3, 9, 10, 13, 15—AxHErO—
TH, 12H-ARYY [del 5/ [3", 4" :6, 714V RKYY)
[1, 2=b]l F/VV—=1—-AN] X/} —2—FFVYIIFY) IF
W] Vo r 72 RN 2L A ORI
FRIRITELILEY (630mg, 0. 659mmo |) %, =HH
1TOITRA EERICRBIE, EEREEYW (688mg, 92%) 25k,
'H—NMR (400MHz, DMSO—d,) §:0. 86 (3H, t, J=
7. 3Hz), 1. 79—1. 90 (2H, m), 2. 13—-2. 22 (2
H, m), 2. 39 (3H, s), 2. 71 (1H, dd, J=13, 4,
10. THz), 2. 99 (1H, dd, J=13. 4, 4, 3Hz), 3
09—-3. 23 (1H, m), 3. 24—-3, 32 (3H, m), 3. 4
1—3. 71 (7H, m), 3. 86 (1H, dd, J=16. 8, 5. 8
Hz), 4. 04 (2H, s), 4. 52 (1H, td, J=9. 0, 4.
1THz), 5. 17 (1H, d, J=18, 9Hz), 5. 25 (1H, d
, J=18. 9Hz), 5. 41 (1H, d, J=16. 5Hz), 5. 4
5 (1H, d, J=16. 5Hz), 5. 56—5, 65 (1H, m), 6
55 (1H, s), 7. 13—7. 26 (5H, m), 7. 32 (1H,
s), 7. 80 (1H, d, J=11, OHz), 7. 87—-8. 01 (4
H, m), 8. 29—8. 36 (2H, m), 8. 46—8. 55 (2H,
m) .
MS (APCI) m/ /z:855 (M+H) +.
[0262] T#5 :N— [6— (2, 5—YF*FY—-2, 65—y ROo—-1H-EO—
W=1—=A)) NFHI)AL] TIVINT)VIN—-L—-—TzZIVTS5Z)b—
N—[2—-(2—- {[ (18, 98) —9—-IFIL-5-7/IFO0-9-k
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ROF>—4—-XF)—-10, 13-YFrxvy-2, 3, 9, 10, 13,
15—AFHErRO—1H, 12H—-RYY [de] ¥5/ [3, 4’
6, 714 KUY/ [1, 2=b]l F/Yr—1—94)] PX/} —2—
FFYINFY) TFN] TIVSVUFTIR

+TETR4 THLLEEW (240mg, 0. 247mmo l) &, V4V
TAOELIFILTIVORDYICMN)IFLTIY (31, 4ul, 0. 2
2mmol) &, 3— (2— (2— (3—=LA VA4 RTONRVYTIR)
IhFY) ThFY) FANRVEBN-RITVLAITVILOKRDYIC6—TL
AIRAFHUBN-XI V43P (95, 3mg, 0. 31Tmmol
) ZRAWT, EfEfl1 OIES ERAKICRGIE, EitbE® (162mg
, 62%) &8,
'"H—NMR (400MHz, DMSO—dg) 8:0. 86 (3H, t, J=
7. 6Hz), 1. 13—1. 22 (2H, m), 1. 40—1. 51 (4
H, m), 1. 78—=1. 90 (2H, m), 2. 09 (2H, t, J=7
6Hz), 2. 14—2. 21 (2H, m), 2. 39 (3H, s), 2
74 (1H, dd, J=13. 6, 9. 7Hz), 2. 96 (1H, dd
, J=13. 6, 4, 5Hz), 3. 08—3. 24 (1H, m), 3. 2
4—3, 30 (1TH, m), 3. 33—3, 40 (4H, m), 3. 47—
3. 68 (7H, m), 3. 72 (1H, dd, J=16. 6, 5. 7THz
), 4. 03 (2H, s), 4, 42 (1H, td, J=8. 6, 4. 2H
z), 5. 17 (1H, d, J=18, 7Hz), 5. 25 (1H, d, J
=18. 7Hz), 5. 40 (1H, d, J=17. 2Hz), 5. 44 (
1H, d, J=17, 2Hz), 5, 57—5. 64 (1H, m), 6. 5
2 (1H, s), 6. 99 (2H, s), 7. 13—=7. 25 (5H, m)
, 7. 31 (1H, s), 7. 74—7. 81 (2H, m), 7. 99 (1
H, t, J=5. 7Hz), 8. 03—8. 11 (2H, m), 8. 22 (
1TH, t, J=5., 7Hz), 8. 47 (1H, d, J=9., 1Hz) .
MS (APCI) m/z:1048 (M+H) -.
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[0263] T#26 : AAF—FYPIvvasr—h (11)

FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CAHHAWT, PBS6. O/EDTAIKTTIOmg, /mLICARLE, X5
B (3. OmL) Z1 5mLARKICHEERL, BHRTIM) VEKEZH)D
LKBK® (Nacalai Tesque, Inc. ;0, 0488mL)
EMZAl%k, 37CT1 OEERLL, #ET10mM TCEP (R
B TEMRNAM) KBK (0. 097 2mL ; E—HFICHLTSE. O
WE) AMAE, ABROpHAT7, 0£0. THTHB I &EHERL.
STCTIHBEERTZIIEICE>T, MBEREYVEBOY RN T 1 NiEE
Z=iEio L7,

mEEEMY vh—DaAvTah—ay : LEA®RET1B5CKATIO
DEFER LARICEREF 1 1aTE8 TRALEWD 1 OmMI X FILZILK
FORBKR (0. 2333 mL ;fA—2FICHLT12, OL8) 2o
KYBTFLAALMA, 15CKAICTIREERL. B v hH—%2HE
~AEEIHEE, RIS, TO00mMM NAC (Sigma—Aldrich
Co. LLC) Kk&® (0. 0251 mL ; Hidk—oFICLT12. 94
B) ZMi. ERT200BERL. EYY Vv H—DORIGEELIEE,

mE FRERRE. BEREICREB LAHBIREDICL ZBHEZITV.

ZEMAE YO Va2l NAESETRARE1 4m LBk,

R - RS AEVICEB UL AHBREERTF (ep, 250=5193 (
EANE) €5 3,0=20347 (ERME) 2#FEA) 2FALT. TR0
ExB7,

mAERE: 1. 93mg./mL, fiklyE: 27. Omg (90%) , #
BEREEICTAEINIAGE—DFHY OFYTHEESE (n) 7. 1
s RBREFICTAEINEME—DFHY ORYTHRBEHR (n) = 7
. 0,

[0264] [Z#15|2 : hRS7T-CL2A-SN38DF%EL (1 2) ]
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[0265] [1536]

NH,

hRS?—-QfO o
: NNy
R o

T3E1

NH,

[0266] T# 1 : ;uk—FYPa>rTas5—H (12)

HFAADBT : BEFVICTHERELEZhRS 7%, SlERETICEHLH
BEEEB (280 nmikAFEEHE LTI, 54%FERH) RUCEHBAWT, P
BS6. O/EDTAITIOmg /mLICFAE L/, ABK (10. Om
L) Z250mLFa—7ICHERL, 10mM TCEP (RR/IKIEHKI
=) KARKR (0. 31 7mL ; ImAFE—9FICHLT4E. 654E) RT1TM
) UBBKEZHY I LKEKR (Nacalai Tesque, Inc. ;
O. 500mL) #iMAk, KBRDOpHAT7., 40, THTHDI &%

RBLAERIC, STCTIREAA YFaR—MNTB2&ICE>T. iARE

VIUBDIRAINT 4 RfEEAEBT L.
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HREEEYY o h—0avTVasr—vay . LEBRREERKATI0H
A FaANR=—FNLERBICVAFIVAILKRFD R (0. 56 7mL) ZIM
L7z RWT, KXERFFLFHEEFE2011/02935 1 3F5HMEBICK>TE
BLECL2A-SN38D10mMIXFIZINKEFS RBEK (0. 63
SmL ; fifA—HFICHLTO. 2HE) Z2MA. Fa—JO—75T—4%—%
AVWTERTA ONRERL. B v h—sREAEEI B, RIT, 1
O0OmM NAC (Sigma—Aldrich Co. LLC) K&aM® (
O. 127mL ; I{E—2FICFLT1 8. 448) #MAx. ILICERIC
T200MERL. MY v H—DORIGEELI B,

EE FERBERICOWT, HiEAE 1 —HBBEFEDICKEHLALTILS
BEHREEZ 2O YIRL. ROWTRYVILR—K80 (0. 01%) %22
BIT225mMRILNAO—RBRICTABRICNAP —25ASLICLZ T
2 EBEBEE 1 QT BICBEONZAHK (35mL) 2FBZREEL
720

RS EIEECIRAT DR HEIRIC D W TS AE 1 ICEEHE L - HRIREE
ZEALT. TROFEEESL,

MERE: 2. 78mg./mL, ARE: 97. 3mg (97%) , It
E—DFH=Y OENFEREEE (n) : 5. 6

[0267] [=fEfI2 O : hTINAT-HILT ADCOO/ESS (1 3) ]
[0268] [1£37]

o]
I)J\N/\o/\fo
o NH H JNH
C HN )
N 04\ o
HN/YNH 2
o

gt

THEl  hTINAT H1L1—]

[0269] T#1 : ;k—FYPaI>v a5 —H (13)
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FADBT : RHEGI7ICTHESRELAZhT INAT—-H1L1%, 8iEh%
TICEEE UL AHBEEB (280 nmRAFREELTT. 54 %FEH) RV
CA#BWT., x5 PBS6. O/EDTAICE#L. 10mg. /mLODHK
REEICHAR L, XK (100mL) 2RYA—RRX—FED250mL
EAJVSZAABHRICAN. ITRT4 vV RY—5—EHET. ERTIMY
VEBKRZAV D LKEAKR (1. 4mL) ZMAkE 10OmM TCEP
KB (1. 62mL ; HA—DFICRHLT2. 5H8) 22Xk, XBR
DpHMN7. 0£0. 1THTHDIEEaMBLAKIC, EHEELEL, 37
CT2BBM v FarR—bFB&ICLY. MEREY IOV AT 4 R
=R v Vo

RAREEY) v h—0aryasr—Tay : LEBRE 15 CIOAENE,
"HET. DMSO (3. 24mL) Z->< YFFLTMAL, RWT, £
HEHI14TR8DIEEWE 1 OmMMEUDMSOEKR (1. 76mL ; ik
—HFICHLTE. OXE) 2o YFBFLTMAK, COAEKE15C
T, THBEER L. BEMY v h—ERAAEEIE A, RIC. BT 1
O0mM NACKE® (0. 324mL ; HA—2FICHLTSE. 048
) AMMA, IHIKERBT200FM Fax—bL, RROEY) Vv H—
DRIGHEEZIEI -,

FEE IR, LEBRIC2 O%BEERK (WO, 52mL) &ABS (1
OO0mL) #Wo< Yx, KABRDpHAES. 5+0. 1Lk, TDER
BEFEESE (0. 45um, PVDFIR) 332 &IC4&YBEBYERNT
. DREH200mLEL, TOBBICH LT, RAZBE (XILIBRE
tt. Pel l icon XL Cassette, Ultracell 3
OKDa) . Fa—7Ry7 (KEI—IW/IA—T—HTRH4—TL v IR
v7 model 77521—-40, R¥FAYy R model 751
8—00) RU'Fa—7 (KEI—NIRN—T—HTRYIY—TLYIRFa1—
7 L/S16) TEHRINLRAZBEEZRAWV. RAZ2BBERZIT L
o Thabbt, RIGRICEREE®RE LTABS (11600mL) Z®ETFL
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WO 2015/098099
BHS, RAZBEHEITIET, RESOEY) v H—RUMOESF
EREEBRETIEEEHICBEEREABSABIRL., ISHIBRBETIT L

PVDFIIE) %47

an
>

T\, 2R
o Boh-BEARKICTHLT, BE58E (0. 22 um,
W, EXEMAFE—-EYaA o ar5— M NE2EE69 538%% 8 8mLiE,

MR - HIBBRIEE & HBRIEF (€p,280=5178 €p,370=20

217%(EH) #FRALT. TEOF®HEERST,
MARE: 9. 96mg mL, EINE: 876mg (88%) , Hii
: 3. ;

BEEICTARIh K —2FHicY ORYPTEHEESEE (n) 8
HBREFICTAESIN TG —FHY OXPFEHRESE (n) : 3.

8
[EfEfFI2 1 : ADCOIMEEMNR O]

[0270]
21—a) ADCOHmBEEME (1)
YTI9R:5—6EBOEBALB c—nu./nu~v9X (BEKF+v+—J
Farms

2 - YNN—KAEH) 2XZBREHAICSPFRETTS —7BEEME L,

Funabashi

TOAKRE L EEFRGEE (FR-2,
Ltd) ##eEL. MEL/AKEK (5—15 p p mREEFREE

Co. ,
FTRUDLBKRERMLTRR) 252,
FEN 2 TOMRICENT, BEEORBRRVEREETFAT VY

Corp. ) TIERBIC

RUE.
IFx1))X— (CD—-15C, Mitutoyo
SEXIILUTICRTAEY

2EAIE L. FEEAE (mm3) #5tEL L,
EEAE (mm3) =1 2XEZE (mm) X [5& (mm) ]2
FE—YO v ar— NI TEEREK (BMRAHKIFEETE) ©

[0271]

FML., 10mL "k gDKREBZERHIRAIZRS L. ATCCHLEBALL
EMNKRIBEMBEHKCOLO205 Z4ERIBKICEEL/LZ2X 10 ce | |
sZBALB c—nu/ nuxUXDERAREERICKTHIEL (DayO

Day 7 KEEAICENFEER L, Fk—EWIoTas— (1
14, 21122T10mg/k gDEE

) .
). (6) . (12) #2Day?7,
TEBIRNKRE L, BMENRE L TEPEZRSLTWARVWhTINAT -
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[0272]

[0273]

[0274]

H1L1HARChRS 7HifA%E25mg 'k g DAETERKRICKRS L.
RE—FYWa>Vasr—b (1) . (6) OBEICL > TEBFENS K-
EarTasr—b (12) OBRSICHRTELLES L. WIhiERE
FEMNHISIRARBE LA (K1 3) . Ay, Hb. HEIIEH. MELESHF
BERT,

21—b) ADCOHESE®SR (2)

ATCCHhLEBALKLE MNERREMAEKBx -—PC3%IfBALB “c
—Nnu/nNuvTJRICHBEL. BEICEFBRKLLESERZHBALB ¢ —
nu,/ NnuvYJXERIEIMICKETHELT (DayO) . Day 1 6ITHAE
BILBEDITEERE L, AW Vasr—k (1), (6) . (12
) ZDay 16, 23, 30iC2T10mg .k gDRETE#RIRRANIESL
foo BBMERBEE LTENEHESLTVWAVhTINAT-HITL1HAFRY
hRS7HFE%E25mg .k g DAETEKICES L, MFE—FYavY
a7—h (1) . (6) OBREICL>TESKEI M K -—FEHO Y V2 s —
b (12) ODERSICEEARTELLRY L. WIhE BEEIEEINGMR % FiE
L (M14),

21—c) ADCOHESE®R (3)

ATCCHOLEBALLE MNERREMEMCapan—1%ZlBALB
c—nu/nNuIYTRICHEL, BICEF#MKLEZESFZBALB "¢
—nu/ nuvx T ARRAIEEICKTHEELT (Day0) . Day 18ICH
EBICEDITEERELL, M-I vasyr—k (1) . (6) . (1
2) #Day 18, 25, 32iIL£T10mg .k gDEETCERRAKRS
L7z BRMERRE LTEMERBELTVWAVWATINAT-HITL1HEK
ChRS7H#E%E26mg 'k gDAETHERKICKRS L, iA—EHYaY
Jags—h (1), (6) O/EICL > TEESKEIRE-—EYI L Vas
—h (12) OBREICHEATELIREAS L. WThd EEEIEINGISR % F
BELEL (BM15),

21—d) ADCOHESESRE (4)
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[0275]

[0276]

[0277]

EHEFI21—a) EEKRICCOLO205A#MBALB, "c—nu./nu
YORICKETHEL (DayO) . Day 1 1 [IEFRICESTEZERLL
o Day 11, 18, 25ilHFE—EYPa>r2as5—h (2) . (5) 2=
T10mg kg, AAE—FYIVYasy—h (7). (10) 22T 3m
9/ kg DAEBTERRAKS L, E—FWPa3rTas5—hk (2) . (
5) . (7). (10) OFEICL>TVWIT Nt EBEIEIIGIMREFHEL
= (816) .

21—e) ADCOIEEMR (5)

EREFI21—b) CEBRICBXx—PC3%BALB c—nu./nuv~
DA TH%IEL (Day0Q) . Day 25(IlHBFRICEDITEREL K,
nE-FWarrasr—k~ (2) . (5). (7). (10) 2Day?25
. 32IC2T3mg kg DAEBTERRAKRS L, MAE-—FYPIVTa
F—hk (2) . (B) . (7). (10) OBEICL>TWIT b ERIEE
mElspRE=RELLE (17)

21—f) ADCOmEBMR (6)

EHEFI21—a) EEKRICCOLO205A#MBALB, "c—nu./nu
YORICKETHEL (DayO) . Day QICEFRICEDITERKEL .
Day9., 16iICH@E—FYPI>Tasy—K (3). (4). (8). (9
) Z2T10mg "k g DAEBTERKAKRS L, i—FWI>vay
—h(3). (4). (8). (9) OEEICL>TWI N ERIEEIH
WREFHELL (M18),

21—g) ADCOHmEBMR (7)

EREFI21—b) CEBRICBXx—PC3%BALB c—nu./nuv~
DA TH%IEL (Day0Q) . Day 2 1 ICEFRICESTEREL .
Day21, 28iIFE—FYPa>r2asr—br (3) . (4) . (8). (
9) #2T3mg  kgDRAETERRRZS L, K —FYPI T2y
—h(3). (4). (8). (9) OEEICL>TWI N ERIEEIH
WREFRELL (M19) .
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[0278]

[0279]

[0280]

[0281]

21—h) ADCOHEBEUR (8)

ATCCHhLEBALKLE MIREEMBEMN IH: OVCAR—-3 8X1
Oscel |l s#Matrigel (Becton, Dickinson a
nd Company) ICBEL. B BALB c—nu/nuvY7RICK
T#iEL (DayO) ., Day 25 IlEEAICEDITAEREL/, Day?2
BIChtk—EWarrasr—h (3) . (4). (8). (9) #27T3m
9/ k gDAEBTEBRRANKRS L, AFA-—FYITVas5—h (3) . (
4) . (8). (9) OFEEILL>TWINEEEEBEINFIMRERELL
(M20) ,

21—i) ADCOHmEEBEUR (9)

ATCCHALEBALLE NEBEMEHENCI —N87 1X107cel |
sHEEAEKICHKBEL, HBALB c—nu/ nuv RICHTHIEL
(DayO). Day6IlBEAICEDITEZERLK, Day 6IliiffA—X
Mavyasr—hk (3). (4). (8). (9) #2T3mg . kgD
ETRHRARES L, ik—FWarJas—k (3) . (4). (8)

(9) OFESICL>TVWTh L EEIEENFISRE=FRELLE (21) ,
21—j) ADCOHmERMRE (10)

ATCCHhLEBALKLE MEMBEMNC I —H292 5X10°%cel
| s #4EHEAEKICEBL, MEBALB c—nu./nuvyRICHTHIE
L (DayO). Day9ICEEAICEYITEERE L, Day 9Ilinik—
ZWavyar—h~(3)., (4), (8). (9) 22T3mg . kgd
AECE#MIRNBSE L, Ax-—FYPI>vasr—h~ (3) . (4). (8
) v (9) OEEICE>TVWIT N EEIEEIRNREFEELL (M2 2)
21—k) ADCOHmEEMR (11)

ATCCHSEALLE MNESERMAEKF aDu 3X108cel | s%
ABEEKICEBL, BALB c—nu/ nuvYRICETHIEL (D
ayO). Day 1 1ICEEAICESITEERLL, Day 1 1ICHAE—%
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[0282]

[0283]

[0284]

[0285]

Mavyasr—hk (3). (4). (8). (9) #2T3mg . kgD
ECEFRRNES Lz, iA—FEMPa>rasr—bh (3) . (4) . (8)

(9) OFESICL>TVWTh L EEIEENFISRE=FRELL (23) ,
21—1) ADCOIRESE®SER (12)

ATCCHALIBALKLE MERREMIEKCFPAC—-1 4X10¢ce
| | s&#4ERIEKICEEL. MBALB, c—nu,/ nu~vY9RCETH%
#L (DayO) ., Day 1 4ICEAFRICEHDITEZER LA, Day14(C
ME—FWarYasy—h (3). (4). (8). (9) #2T3mg/
k g DAETERIRABRS L, MAE—FYPaIvTar5—r (3) . (4)

(8) . (9) DESICL>TWThLESEENFISIRERELL (H
24),

21—m) ADCOIRESE®SE (13)

EfEFI21— | &BE#kIC. CFPAC—1%#fBALB c—nu/nu
YORCETHBEL (Day0) . Day 1 4ICEERICEDITEERLE
s Dayl4ilmE—FYParyar—k~ (8). (13) 22Timg/
k g DRETCERRAKRS L, E—FYParTasr5—k (8) . (13
) DFREICE>TWThEEIEENFISRERELL (25)
21—n) ADCOIRESESER (14)

ATCCHLEALKLE MNERBREMEKHPAC 3X10%cel s
EEBREKICEBLTEHBALB c—nu/ nuvyRICKRTHIEL (
DayO). Day 1 2ICEFRICEHEDITZERLL, Day 1 2ilHE—
ZMaAryas—h (8). (13) 22T3mg .k g DAHETERIKN
BE5 L, A—EWarvasr—h (8) . (13) oF5ICL>TWT
htEEIEmintmReFRELL (126) .

21—o0) ADCOIRESESER (15)

ABFEEAL 2 -4 TV AREFENM S AF Lk NRERER
ENOGY IR (RBBHMEIEN ZERBYFPRIARAN) O TICHIELIENE
IHCELEEERE. ISOICMNOD—scidvoX (HEAKFv—I R -
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JIN—#AEH) ICRTHEL (DayO0) . Day 2 7ICEERICEST
“ERELE, Day2 7iIihx—FEYPa>rasr—h~ (8). (13) =%
T3mg ./ k g DEETE#RIRAZE Lz, MA—FEWPaI>2asr—K (8
) v (13) OESICI>TWThEEEEEINFINRERELL (27
) o
[0286] [EfEHI2 2 : ADC DH#RBESIR O]
TROP2HREMMEKTHZBxPC3, NCI—H292, NIH
:OVCAR—-3, CFPAC—1, FaDu., k MilREMEZECa | u
—3 (ATCC) . b rIPEEMEMKCaOVI (ATCC) . RC'TRO
P 2R MMEKTH D & Ml Ca lu—6 (ATCC) . Eb
FEEEEMEKAS75 (ATCC) 2% ADCOHMMEIROTMICE
AL/, BXPC3RUNCI—H292i310%Y<aIEME (Mo re
gate) AZLRPMI1I 1640 Medium (Gibco) T, NI
H:OVCAR—-3IE20%VIRBREMBERVGO. O1Tmg /mL Ins
ulin(lnvitrogen) a2a0RPMI 1640 Medium
T. CFPAC—1iE1 0%V BREME-#SL 1 scove ‘s Mod
ified Dulbecco s Medium (Gibco) T, Fa
Du, Calu—3KkU'Calu—6IF10% Y RRRMEA*ESLEag |
e’ s Minimum Essential Medium (ATCC)
T, CaOV3RUWA3T751FT10%VBEMEAEDul becco
"'s Modified Eagle Medium (Gibco) T. #
nNZh2. 2X108ce | | s/mLICASL. 96 \MEEER< /0O
TL—MIO90uLdDOERELL, BEICRPMI 1640 MediumT
100nM, 20nM, 4nM, O, 8 nM, 0. 16nM, 0. 032n
M, 0. 0064 nMIZFERLEIE-—FY I Tar—F (4) . (8)
tH L IZHBEDAEHRPMI 1640 Medium#Z1OuL$DHEML
T. 37C. 5%CO,FTCTOoHAEELL, BER. w1 /07L— %A
VEIR—S—IPSBRYEL, BERETIONEREL, EEREFEDC
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[0287]

[0288]

el | Titer—Glo Luminescent Cell Viab
ility Assay (Promega) &ML, 7L—rIFH—T
1 0OfEEH L THIREZRMRICTL—N) -4 —THRAEEZFHAIL =,

6 H A& OMRIETEAER IR TERE L,
MHREIEFEFER (%) =a+bX100

a : 6 HEEERORERMD o)L OFHE - EERBORERRND =
L DFEHE

b : 6 BREIEEROEMRMND =)L OFHE - EERBEORERRND =
L DFEHE

FG | gofIERXTEH L,

Glgyg (nM) =antilog ((50—-—Ff) X (LOG,, (d) —LO
G,o (c)) = (f—e) +LOG,, (d) )

c :RAEREC

d : RIKRE d

e  MIFBE c ICH T B HIfRIEHEEE X

f o RIAEE JICH T D MBREERER

c. dIZMRIBIEFERSE 0% AT 2 Tc>d,
ME—FEWarYas—b (4) RO (8) &, TROP 2HRMGEHAE

HTHBZBxPC3, NCI—H292, NIH:OVCAR—-3, CFP
AC—1, FaDu, Calu—3, CaOV3ICHLT. Gls,<1 (n
M) Om#lENR%E R~ L, —A. TROP 2HREMHMEMKTHSC a |
u—6, A375ICH L TIEFMMIENREZRIAN>/Z (>100 (nM)

) o

BESRZ ) —TF X b

BEAEST : T I NATHRADEEDITELEHEAI—RKFS5cDNADRXY
L 7 F FEc3

BEFES2 : T I NATIRADOEHDOIERIHD T I / BEECT!

BHNES3 : T I NATHREOREOTELEZEZI—RNTSZcDNADRY
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L 7 F FEc3

BE7lES4 : T I NATIRAEOEFEDOIERIHD 7 X / BERECT!

BHIESS : E bYW T FIVRTE b e BEBHEEEI—-—RT XY
L 7 F FEc3

Bi7ES6 : E NEEYWBY T FILRTCEN I gG1EBEEEZI—RT S
XU L#F RESSY

BEFEST7 : cT I NATHRBEHOX 7 LA F REES

BEHES8 : c T I NATHMAEHRD 7 X/ BEECS

BEFESO : c T I NATHRBAEEREDOX 7 L A F REBS

BE5lES 10 : ¢TI NATHMABERFEOT I/ BES
BRFIEE11:hTINAT—H1OXYLAF RERF

BEFES12: hTINAT-—H1OF7I /EEET
FRFIEE13:hTINAT-—H20DX Y LAF RERF!
RFIEE14:hTINAT—H20D7 3 /BES
FRFIEZEE15: hTINAT—H3OXYLAF RERF
RFIEE16: hTINA1T—H3O7 I /BES
BRFIEZEE17:hTINAT—L1OXYLAF RERF
BHES18: hTINAT—L10O7I/EEET
BRFIEZEE19: hTINAT—L20OXYLAF RERF
BHES20: hTINAT—-L20D7 3 /EES
RFIEE21:hTINAT—-L3DOXYLAF RERF
RHES22: hTINAT—-L3ODOT7I /B

RHNES23 : TINATHEADCDRH 1 O7 X /BEES!
RHNES24 : TINATHEADCDRH2D7 X / BEES!
RHES25 : TINATHEADCDRHID7 X/ BEES!
RHNES26 : TINATHEADCDRL 107 X /BEES!
RANES27 : TINATHEADCDRL 207 3 / BEES!
RHNES28 : TINATHEADCDRL 3D7 X /BEES!
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EHES2 9 :
E5ES3 0 :
: hRS 7THREABHEDO X I L A F REZFI
RHES3 2 :
: 754<v— mG2aVR2

fCHES 3 1

fch%E=S3 3
EiES3 4
fCHES3 5
fcH%E=S 3 6
ECHES 3 7

BL5&E=S 3 8 :
: 54— TINATL-F

fcH&E=S 3 9

fefl#&=4 O :
: 54— EG—Inf—F

ECHES 41
ECH&ES 4 2
ECHES 4 3
EcHES 4 4

169

h RS 7IHEEHDIX Y L F RELF!
h RS 7IAEHEHD 7 I /BESY

h RS 7AREHD 7 X/ BESY

: 75437 — mKVR2

: F34%— 3. 3—F1

: 754~%— 3. 3—R1

: 754<%— TINATH-F

754%— TINATH-R

754<— TINATL-—R

- 54<v— EG1—Inf—R
: JS54<v— CM—-—LKF
- 54<v— KCL—Inf—R

PCT/JP2014/006421
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[55KIA1]

AR DEFH
R
[1E1]

THRINZHEEMEEEMERTROP 2HiA & RN -
~L1-L2-LP-NH- (CH,) n'=L2- (CH,) n=C (=0) -
THRINDBEDY v A—%NL T, MTROP2AEDE V IERIC
BETDIIRILT 1 REEHBDICBVWTHERItEFA T —FTILES
WKL > THEIE AL EEZRBETI2ME—FYI > Yas— b,
(ZZT. MTROP2HiEIE, LOKRKICEWTHREST %, HES
HEEMIE. 107 I/ EOZERRFEFEFEESEMIE LT, -(CH)n2-
C(=0)-ZDDAIRZILNEILHEET 5.

A, nik, 0N 56 DEHERL.
g, OS5 DERAERL.
L&, -(Succinimid-3-yl-N)-(CH,)n3-C(=0)-%7= L.

ZIZT, niE, 25 8DEFHAERL.
L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.

ZIT, nHE, THS56DEHAERL
LPid. 20 7BO7 I/ BTERINZRTF NEEERL.
Lalk, -0-XIFBE#HEE%E L.
—(Succinimid=-3-y l-N) - ;xR = :
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[553K1R2]

[553KIR3]

[553K1R4]

[162]

TRINZEETHY., TOEDODIMUTHTROP 2HEEHESL
 TRDERFEFLETINZEC Y VH—BEROAF L VEELRESE
ER-)

LPORTF REEN, 7z T7S5=v, Uy Ny Y
V. DMWYV B, TV IV TRANRSEFVEBMLEIN
2T7I/BHOOLABZRTF REETHZERKIE 1 LBOMGE—FEYD
voarhg—Nh,

LPAS, AT DN SRBIENDZR T F REETHBHEKRIE T XIE 21
REOMGE-EYIvTasr— |k,
~GGF-,
~DGGF-,
~(D-)D-GGF-,
~EGGF-,
~GGF G-,
~SGGF-,
~KGGF-,
~DGGF G-,
~GGFGG-.
~DDGGF G-,
~KDGGF G-,
~GGFGGGF- ;

(22 F(D-)D] IFD-TRANSFUBERT, )

LPAS, 4EDT7 I /EETERINIRTFRERETHIHEKREIX
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[E53KIR5]

55 KIR6]

[553KIR7]

[53K1R8]

[553KIR9]

[55K1R10]

[55KIR11]

B RIR12]

2 ICEEORGE—EYI T a s — b,

LPAS, F hSRTF RBRED-GFG-THBHERIE1 ~40WTFhh
—HICREOMAE - Tasr—h,

RBR2 NS5 DEBHTH> T, LLHABEESTHBHEKRKETI~L50DW0
IO —IRICEBOMGE—EYI vV ar—k,

N2 M55 DEHTH > T, L2A-NH-(CH,CH,~0) n*~CH,CH,~C (=0) -
THY., Mhi2XIE4 THZHEKRET~50VWThH—IHICEEHODHR
-y 5— Nk,

-NH-(CH,) n'-L2=(CH)n>-C(=0)-A%, 4 DS 7 RFOHEHREZHET 588
DEETHZERE ~7TOVTHh—BICEHORG-—FHar Y
al— b,

~NH-(CH,) n'-L==(CH) n-C(=0)-#%, 5 XIZ 6 RFDER%EE T 5 I
DEETHZERE ~7TOVTHh—BICEHORG-—FHar Y
al— b,

=NH-(CH,) n'-L2=(CH,)n>-C(=0)-A%, AR DWTNHTH H55KIE 1
~9DWIFNM—IBICEHOME—FEYI VT a 5 — b,
~NH-CH,CH,~C (=0) -,
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,~C (=0) -,
~NH-CH,CH,CH,CH,CH,~C (=0) -,
~NH-CH,-0~CH,~C (=0) -,

-NH-CH,CH,-0-CH,~C (=0) -,

=NH-(CH,) n'-Le=(CH,) n-C(=0)-A%, AR DWTNHTH H55KIE 1
OILEREDIMAE—FEYPIvIasr—h,
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,-0~CH,—C (=0) -,
~NH-CH,CH,-0-CH,~C (=0) -,

—L'-L2-LP-NH-(CH,) n'-La=(CH,) n2=C (=0) - IC KM & fE & X B /- K —
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) h—BEELN. ROBENLZEEEIND 1EOEY—) U Hh—EE
THDIERETI~9DOVWThHhA—IRICEHOMAE—FEYITas—
bo
-(Succinimid-3-y -N)-CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX)
-(Succinimid-3-y -N)-CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX
IR
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~C (=0) - (
NH-DX).
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,~C (=0
)-(NH-DX),
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,CH,CH,CH,
-C(=0)-(NH-DX).
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,—-0-CH,~-C (=0
)-(NH-DX),
-(Succinimid-3-y -N)-CH,CH,CH,CH,CH,~C (=0) -GGF G-NH-CH,CH,~0-CH,~C
(=0)-(NH-DX).
-(Succinimid-3-y -N)-CH,CH,~C (=0) -NH-CH,CH,~0-CH,CH,~0-CH,CH,~C (=
0) -GGF G-NH-CH,CH,~C (=0) - (NH-DX) ,
~(Succinimid=3-y [-N)~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~C (=
0) ~GGF G-NH-CH,CH,CH,~C (=0) ~ (NH-DX) .
~(Succinimid=3-y [=N) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~C
H,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH,CH,~C (=0)  (NH-DX) .
~(Succinimid=3-y [=N) ~CH,CH,~C (=0) ~NH-CH,CH,~0~CH,CH,~0~CH,CH,~0~C
H,CH,~0~CH,CH,~C (=0) ~GGF G-NH-CH,CH,CH,~C (=0) ~ (NH-DX) ;
(22T, -(Succinimid=-3-y-N)-{x = -
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[1£3]

TRINZEBETHY., COEOD3IMTHMTROP 2HAFEES
. TRIDEBREFLETINZST) VA—BERNOAFL VEEES

RS
- (NH-DX) (23R =, :
[1b4]

TREIN2, 1HO7I/EOERRFHIBELAEL>TWIEE

Yo
~GGFG-1&. -Gly-Gly-Phe-Gly-DF h SR TF FEEEZRT, )
[EEKIA13] RIEEEM — ) Y h—BEM D ROBENSEIEND 1 BORY -

) A—BETHDHBEKE 2ICEHOME—FYaA>rTar—h,
~(Succinimid-3-y l-N)~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,~0~CH,~C (=0
)~ (NH-DX).
~(Succinimid-3-y l-N) ~CH,CH,CH,CH,CH,~C (=0) ~GGF G-NH-CH,CH,~0~CH,~C
(=0)-(NH-DX),
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~(Succinimid-3-y [-N)~CH,CHy~C (=0) ~NH-CH,CH,~0-CH,CH,~0-CH,CH,~C (=
0) -~GGF G-NH-CH,CH,CH,~C (=0) - (NH-DX) ,

[ERIE14] R
[1t5]

Me

;0
Me
TRINHZTEEHLELEMEMRTROP 24 s 2 RN :
~L1-L2-LP-NH- (CH,) n'~La- (CH,) n2=C (=0) -
TRINZBEDY VY H—%ENL T MTROP2HFEDE Y VEBIC
BETDIIRILT 1 REEHBDICBVWTHERItEFA T —FTILES
AENLTHEIELIEEBBETIRE-FYO V25—,
(ZZT. MTROP2HAERL ORIGICEWTIREST 5. MESM
b &I~ (CH) n2-C(=0)-FBR D H IR EIHEET 5,
AP, nliE, OHS 6 DEHAERL.
g, OS5 DERAERL.
L', -(Succinimid-3-y[-N)-(CH,)n*-C(=0)-% = L,
ZIZT, niE, 25 8DEFHAERL.
L2id, -NH-(CH,CH,~0) n*~CH,CH,-C (=0)-X I3 & #EE % T L.
ZIZT, nE, 156 DEHAERL.
LPi&. -GGFG-DF h S RTF REEEZRL.
Lafg, -0-XIFBfFEZ L.
—(Succinimid=-3-y l-N) - ;xR = :
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[553KIR15]

[55KIR16]

[E5KIR17]

[55K1R18]

EERIR19]

[5K1R20]

[1£6]

TRINDEBETHY., COEODIMTHTROP 2B EHESEL
 TROBRFRFLETINEEG ) VH—BEROAFL VEELRGSE
T 5, )

NM3THY., eHAO0OTHY., mHh2THY. L2A-NH-(CH,CH,~0) n4-
CHiCH,~C(=0)-TH > T, nH2THY ., LA BESTH D H.

N1 THY, A1 THY., M5 THY., LLABEFESTHY., LA
-0-THBHH. X

N2 THY., A1 THY., M5 THY., LLABEFESTHY., LA
-0-TH3, HKRIE1 4 ICEHEOMGE—FEYWITYar—

A2 XIE5 TH>T. AEBEETHBHEKRIET 4XId 1 5125
BOMGE—FEYaA T s5— 1k,

A2 XI5 T&H > T, L2H-NH-(CH,CH,~0) n*~CH,CH,~C(=0)-Td Y
A2 XRIEATHBEKRIE 41 SICERHEORGE YUY
27— b,

~NH-(CH,) n'-La=(CH) n-=C(=0) -1, LA FOWThATH 2 ERKIE 1
4~1T70WThH—IHICRBEOMGE—FYPI 17—k,
~NH-CH,CH,CH,~C (=0) -,
~NH-CH,-0~CH,~C (=0) -,
~NH-CH,CH,~0-CH,~C (=0) -,

BIRINA 1 EOEY - Y H—EED 1 EHY OFHEEE
A1 Hho1 OBOEETHZHERET~18DVWTHM—IBICEEHD
RE-FYPaIvIasr—=h,

BIRINA 1 EOEY - Y H—EED 1 EHY OFHEEE
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[55K1R21]

[55K1R22]

[55K1R23]

[55K1R24]

EERIR25]

[E53K1R26]

[55K1R27]

H2H5 8EDERTHDERET ~18DVWTNH—IBICEHDI
FE—FYPa>Tas5—h,

BIRINA 1 EOEY - Y H—EED 1 EHY OFHEEE
N3IDL 8EDEHEETHZERET~180WVWTFNHA—IBICEHDIN
FE—FYPa>Tas5—h,

BEXRE1I~21O0WThA—IRICEEROIAE—FEHMWI VP asr—k
. TR, XIEThSOKNIMEEET HEE,

BEXRE1I~21O0WThA—IRICEEROIAE—FEHMWI VP asr—k
. TDE. XREEThSOKIYEEET HNERERT/XISHESRE

fie, B, KRB LRE. KIBE. fiiRE. SHaRBEE. i
B BE. B XS/ —v, MR EhtE B8R FEWRE. B
TEEREE. NIEREEICERY 52720 0EKRE2 IRHONEREERY
/RISIEE,

BERIFE1~21O0VWTFhI—IRICEEEHOMGE - T as7— b
. TDE. RIEETNSOKYPEZFERDE L. BZHNICHEINLD
HEIND & 2B T 5 EEMBNRY.

fie, B, KRB LRE. KIBE. fiiRE. SHaRBEE. i
B BE. B XS/ —v, MR EhtE B8R FEWRE. B
SEEE. XIS REBISEAT 272D DEKIE 2 5 BEHOERMEK.

BERIFE1~21O0VWTFhI—IRICEEEHOMGE - T as7— b
. TDER. XZENLDOKM%RET B aR/HeT2EBERY
/RISBDRES .



1/15

WO 2015/098099 PCT/JP2014/006421

[Ed1]

BAES7 - c T INATHAEROR T LA 7 FEF]
atgaaacacctgtggttettcecctcatgetggtggecagecteccagatgggtgectgagecagatcececag
ttggtgeagtetggacctgagetgaagaagectggagagacagtcaggatetectgecaaggetict
gggtataccttcacaactgctggaatgcagtgggtgcaaaagatgccaggaaagggtittgaagtgg
attggctggataaacacccactctggagigeccaaaatatgcagaagactticaagggacggtttgeo
ttoetetttggaaacetetgecagcactgecatatttacagataageaacctcaaaaatgaggacacy
actacgtatttctgtgcgagatocggggtteggtagtagetactggtacttcgatgtetggggegea
gggaccgcggtcaccgtcagctcagectoccaccaagggeccaagegtottoceccectggracectac
tcoccaagagcacctotggeggeacagoecgocctgggoetgoctggtecaaggactacttaccaogaacce
gtgaccgtgagctggaactcaggegecctgaccageggegtgcacaccettococecgetgtectgeag
tcocctecaggactctactecectecagecagegtggtygacecgtgeectoccagecagettgggcacccagace
tacatctgeaacgtgasatcacaagoocagoaacaccaaggtggacaagagagttgageccaaatcet
tgtgacaaaactcacacatgcccaccctgcecccageoacctgaactectggggggacectcagtette
ctcttccececccaaaaccecaaggacaccectecatgateteccocecggaccectgaggtcacatgegtggtyg
gtggacgtgagccacgaagaccotgaggtcaagttcaactggtacgtggacggcgtggaggtgeat
aatgccaagacaaageccecgggaggagecagtacaacagcacgtaccgggtggtcagegtectcace
gtectgecaccaggactggectgaatggcaaggagtacaagtgcaaggtctccaacaaagecctecoeca
gececccatcgagaaaaccatctccaaagecaaaggecagececgggaaccacaggtgtacaceetyg
coceoccatcocogggaggagatgaccaagaaccaggtcagectgacctgectggtcaaaggettictat
cccagcgacatogeogtggagtgggagagecaatggcoccagooccgagaacaactacaagaccaccecth
cceghbgetggactecgacggetecttecttecctetacageaagetcaceglggacaagagecaggtgg
cagcagggcaacgtcttetecatgeteegtgatgeatgaggetectgeacaaccactacacccagaag
agcctotecectgtetecacggeaaa

LS IVEREI (1-57) . BIEESEME (58-420) . TEMEE (421-1410)

BRFIBESS: c TINATHMAKEEDT 2 / ERES|
MKHLWFFLLLVAAPRWVLSOIQLVOSGPELEKPGETVRISCKASGY TFTTAGMOWVORKMPGKGLEWIGWINT
HSGVPEYALDFRGRIAFSLETSASTAYLOISNLENEDTTTY FCARSGEFGSSYWY FDVWCGAGTAVTVSSASTE
GPSVFPLAPSEKSTSGETAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLOSSGLYSLSSVVTVPSSSL
GITQTYICNVNHKPSNTKVDERVEPKSCDETRTCPPCPAPELLGGPSVELEFPPRKPEDTLMISRT PEVTCVVVD
YSHEDPEVEEFNWYVDGVEVHNAKTKEPREEQYNITYRVVSVLTVLHOQDWLNGEEYKCKVSNKALPAPIEKTIS
KAKGOPREEQVYTLPPSREEMTENQVSLTCLVEKGFYPSDIAVEWESNGOPENNYKTTPEVLDSDGSFFLYSK
LTVDESRWOOGNVESCSVMHEALHNHYTQRS LS LS PGK
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BAES : c TINATHEREOR Y LA F FESI
atggtgctygcagaccceaggtygttecateteooctgetgetgtggatctecggegegtacggegacatt
gtgatgacccagtctcacaaattcatgtecacatecagtaggagacagggrecageatcacctgeaag
gocragtcaggatgtgagtactgectgtagectggtatcaacagaaaccaggacaatctoctaaacty
ctgatttactcggecatcctacecgectacactggagtecctgatecgettcactggecagtggatetggy
acggctttcactttcaccatcagecagtgtgcaggetgaagacetggeagtttattactgtcageaa
cattatattactocgotecacgtteggtgetgggaccaagetggagetgaaacgggcetgtggaeogec
coctececgtgttecatetteooocectecgacgageagetgaagteceggecacegaecteegtggtgtge
ctgctgaataacttctacccoccagagaggeccaaggtgeagtggaaggiggacaacgecctgeagteo
gggaactcccaggagagecgtgaccgageaggacagcaaggacagecacctacagectgageageacao
ctgaccctgagcaaagceccgactacgagaagcacaaggtgtacgectgoegaggtgacccaceaggge
ctgagcteccocgteaccaagagettcaacaggggggagtgt

SO ILER (1-60) | AIEREE (61-387) . EHMEHE (388-702)

BHRE10: ¢ TINATIRAKBEHOT =/ BES
MVLOTOVFISLLLWISGAYGDIVMTOSHEFMSTSVGDRVSITCRASQDVSTAVAWYQOKPGOSPEKLLIYSAS
YRYTGVPDRFTGSGSGTAFTFTISSVOAEDLAVYYCOOHY I TPLTFGAGTKLELKRAVARAPSVEIFPPSDEQ
LESCTASVVCLLNNFYPREAKVOWEKVDNALQSGNSQESVTEQDSKDSTYSLESTLTLSKADYEKHEVYACEY
THOGLISPVTKSFNRGEC

L5 LERF (1-20) | AIEMEE (21-129) . EEMEE (130-234)
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RAIEE1 1 hTINAT-—HI1DOXY LA F FEES

atgaaacacctgtggttcttocteoctgetggtggecagetaccagatgggtgotgagecaggtgcagetyggtyg
cagbctggegoocygaagtgaagaaaccaggcegacagegtgaaggtgtectgecaaggocageggetacacettt
accacogecggeatgcagtgggtgecgecaggetaectggacagggectyggaatggatgggetyggatcaacace
cacagoggogtgoocaaatacgecgaggacttcaagggcagagtgaccatcagegecogacaccageacctec
acagcctacctgeagetgageagectgaagtecgaggacacegecgtgtactactgegecagaageggetle
ggcagcagctactggtacttcogacgtgtyggggccagggeacoctegtgacegtecagetecagectccaccaag
gogcccaagegtettececoctgygcacactectoccaagageacctetgygeggeacagecgecetgggetgoeotyg
gtcaaggactacttceccogaaccegtgacegtgagetggaactcaggegeecctygacecageggeghgeacace
ttocoogetgtoctgeoagtocteaggactetactocateagecagegtggtgaceygtgecectecageagettyg
gocacccagacctacatctgeaacgtgaatcacaageecagcaacaccaaggtggacaagagagttgageeo
zaatcttgtgacaaaactcacacatgeccaccetgeocageacctgaactectggggggacecteagtette
ctecttoeccecaasaacoecaaggacaccectecatgateteceggacecoctgaggtecacatgegtygtygatggac
gtgagocacgaagaccectgaggtcaagttcaactggtacgtggacggegtggaggtgcataatgccaagaca
aagcccocgggaggagecagtacaacageacgtaccgggtggtoagegtectecacegtecectgecaccaggactgy
ctgaatggeaaggagtacaagtgeaaggtectcecaacaaagecctcececcageccecategagaaaaccatetee
aaagccaaaggccagcoccgggaaccacaggtgtacaccatgeccecateccgggaggagatgaceaagaac
caggtcagcctgacctygcectyggtcaaaggettectateccagegacategcegtggagtgggagageaatgge
cagococgagaacaactacaagaccaccectocecegtyctiggacteegacggeteattectteetctacagcaag
ctcaccgtggacaagageagglbggecageagggcaacgtoticteatgetecgtgatgecatgaggctetgeac
aaccactacacccagaagagcectetecocctgtetocoggoaaa

LHILVERT) (1-57) . WIZEfEE (58-420) , EFEMEE (421-1410)

BIEE12: hTINA1T—H1OF7 =/ BEH

MEKHLWFFLLLVAAPEWVLSQVOLVOSGAEVEEPGASVEVSCKASCY TFTTAGMOWVROAPGOGLEWMGWINT
HS5GVPEKYAEDPKGEVTISADTSTSTAYLOLSSLEKSEDTAVYYCARSGFGS YWY FDVWLOGTLVIVASASTK
CPSVFPLAPSSKETSGGTAALCCLVEDYFPEPYVTVIWNSGALT SGVHTFPAVLYSSCLYSLSSVVTVPSES ST
GTOTYTCNVNHKPSNTKVDERVEPKSCDKTHTCPRPCPAPELLGGESVILEPPKPKDTLMISRTPEVTCVVVD
VSHEDPEVEFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGREYKCKVSNEALPARPTIEKTIS
KAKGOPREPOVYTLPPSREEMTKNQVSLTCLVKGEFYPSDIAVEWE SNGOPENNYKTTPPVLDSDGSFELYSK
LTVDESRWOOQGNVESCSVMHEALHNEYTORSLSTLSPGR

LA FIVERE] (1-19) . aIZEREE (Po-140) . EFEE (141-470)
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EIEZ13:hTINAT—H20OXY LFdF FEEH
atgaaacacctgtggtitotteoctectgetygglggcagetcecagatgggtgoetgageocaggtgecagelkbggty
cagtctggegecgaagtgaagaaaccaggegecagegtgaaggtgtectgeaaggocagegygetacaccttt
accaccgccggcatgcagtgggtgcgecaggctecctggacagggectggaatggatgggctggatcaacace
cacagcggcgtgocccaaatacgecgaggacttecaagggcagagtgaccatcagectggacaccageacclteo
accgcctacctgecagctgagecageoctgaagtcegaggacaccgeogtgtactactgegeccagaageggetto
ggcagcagetactggtactiicgacgtgtiggggecagggcacaoctogtgacegtecagetcagectecaccaaq
ggcccaagogtottoceeotggecacectaectecaagageacctotgygcgycacagecygcectgggetgocty
gtcaaggactacttccocgaaccogtgacegtgagetggaactecaggegeoctgaccagoggegtgeacaca
ttccecgetgtectgeagtectcaggactectactecctcagecagegtyggtgacegtgecetecageagetty
gycaccragacctacatetgeaacgtgaatcacaageccageaacaccaaggtggacaagagagttgagece
aaatcttygtgacaaaactcacacatgeccaccetgoccageacclgaactectggggggacectecagtette
ctctteooceccaaaacccaaggacaccctecatgatecteccggacceectgaggtcacatgegtggtggtggac
gtgagocacgaagaccetgaggtcaagttcaactggtacgtggacggeglbggaggtgeataatgecaagaca
aagocccoygggaggagecagtacaacagecacgtaccggotggteagegtectecacegtectgeaccaggactgy
ctgaatggeaaggagtacaagtgcaaggtectecaacaaagecctoccageccocategagaaaacecatetee
aaagccaaaggccoagcococgggaaccacaggtgtacaccetgecececateccgggaggagatgaccaagaac
caggtcagectgacetgectygtcasaggettetateccagegacategecgtggagtgggagageaatgge
cagcccgagaacaactacaagaccaccoctecegtgetggactocgacggetecttettcetictacageaag
ctcaccgtggacaagagcaggtggoagecagggcaacgtettoctcatgetecegtgatgeatgaggetetygeac
aaccactacacccagaagagectctecctgtecteceggeaaa

G ILESR (1-57) | AIEMEE (58-420) . EEMEE (421-1410)

RABEE14: hTINAT—H2O7 3 /RS

MEHIWFFLLLVARAPRWVLSOVOLVOSGAEVEKPGASVRVSCRASGCYTFTTAGMOQWVROAPGQGLEWMGWINT
HSGVPKYAEDFKGRVTISLDTSTSTAYLOLSSLEKSEDTAVYYCARSGEFGSSYWYFDVWGRGTLVTVSEASTR
GPSVFPLAPSSKSTSGOETRAALGCLVEDYFPEPVTVSWNSGALTSGVHT FPAVLOSSGLY SLSSVVIVPSSSL
CTRTYICHNVYNHEPSNTEVDRRVEPKSCDKTHTCPPCPAPELLGGPSVEFLIFPPEPKDTLMISRTPEVTICYVVD
VSHEDPEVRFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHODWLNGEEYKCKVSNEALPAPIEKTIS
KAKGQPREPQVYTLPPSREEMTENQVSLTCLVEGEFYPSDIAVEWESNGOPENNYKTTPPVLDSDGSEFFLYSK
LTVDESRWOOGNVESCAVMHEATHNHY TQKSLSLSPGK
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EIHEE15 hTINAT—HI3IOXZLAF RFEEH

atgaaacacctgtggttettcotectgetggtyggcageteccagatgggtgectgagocagateccagetgyty
cagtetggecgeccgaagtgaagaaaccogdegadgagecgtgaagutgtectgcaaggecageggctacaccttt
accaccgcecggcatgecagltgggtygcageagatgectggeaagggectggaatggatgggctggatcaacace
cacagcggogtgeccaaatacygcecgaggacttcaagggcagagtgaccttcagoctggacaccagecacctec
accgcectacctgecagetgageagectgaagtecgaggacaccgeegtgtactactacgoccagaageggetta
gogcagcageoctactggtacttecgacgtgtggggecagggecaccctecgtgaccgtecagetecagectecaccaadg
ggcccaagegtettcococtyggecaccetoctocaagageacethctggecgocacagecgeectgggetgecta
gtcaaggactacttococcogaaccegtgacecgtgagetggaactecaggegoooctgaccageggegtgeacaco
ttoccogetgtectgeoagtoctcaggactectactcoctecagecagogtggtgaccgtgeccteccagecagettg
ggcacccagacctacaltctygcaacgbgaatcacaageccageaacaccaaggtygacaaqgagagttgageecc
aaatcttgtgacaaaactcacacatgeccaccctgeccagecacctgaactectggggggacectecagtette
ctectteoccocecaaaacccaaggacacccteatgateteceggacoccetgaggteacatgegtggtggtggac
gtgagecacgaagaccctgaggtecaagttecaactggtacgtggacggecgtggaggtgecataatgecaagaca
aagcococgggaggagcagtacaacagecacgtacecgyggtyggtecagegtcctecacegtectgecaccaggactygg
ctogaatggcaaggagtacaagtgcaaggtcteccaacaaageccteccagecccecategagaaaaccatectece
aaagccaaaggcecagoccogggaaccacaggtgtacacectgececcatocececgggaggagatgaccaagaac
caggtcagcectgaccetgectggtcaaaggcttctateccagegacategeagtggagtgggagagecaatggc
cagcccgagaacaactacaagaccaccootoccgtgoctggactecgacggelecttettectectacageaag
ctcaccgtggacaagagcaggtggcagecagggocaacgtocttectecatgeteecgtgatgecatgaggetetgeac

aaccactacacccagaagagcctcecteecctgtctecocggcaaa

LHFIIVERR (1-57) . AIEEfEE (58-420) . EEMEE (421-1410)

BHEES16: hTINAT—H3®OF I /BELH

MEHLWFFLLLVAAPRWVLSQIQLVQSGAEVRKPGESVKVSCKASGYTFTTAGMOWVOOMPGRKGLEWMGWINT
HSGVPKYAEDFKGRVTFSLDTSTSTAYLQLSSLKSEDTAVYYCARSGFGSSYWYFDVWGQGTLVTVSSASTK
GPSVFPLAPSSKSTSGGTARLGCLVEDY FPEPVIVSWNSGALT SGVHT I PAVLOSSCLYSLISVVTVESSST
CTQTYICNVNHEPSNTKVDKRVEPKSCDKTHTCPPCPAPELLGGPSVELEFPPEKPEKDTLMISRTPEVTICVVVD
VSHEDPEVKFNWYVDGVEVHNAKTEPREEQYNST YRVVSVLTVLHODWLNGKEYKCRVSNKALPAPIERTIS
KAKGOPREPOQVYTLPPSREEMTENQVSLTCILVEKGEYPSDIAVEWESNGOPENNYKTTEPPVLDSDGSEFEFLYSK
LTVDKSRWOOGNVESCSVMHEALHNHYTORKSLSLSPGK

ST ILERE| (1-19) . RIZEFEEE (20-140) . EEEE (141-470)



6/15

WO 2015/098099 PCT/JP2014/006421

[E6]

RINFES17: hTINAT—L1DOXY LFAF FEE
atggtgctgcagacccagglbgttcatctecetgotogctgtggatetecggegegtacggegacateccagatg
acccagagecctagecagectgagegecagegtgggegacagagtgaccatcacatgecaaggececagecaggac
gtgtccacagecgbggectggtatcagecagaagectggeaaggeccccaagcetgetgatectacagegeccage
taccggtacaccggegtgoccageagatttictggeageggetccggecacecgacttcaccctgacaatcage
agcchtgecagocecgaggacticgeegtbgtactactgocageageactacatcacoeecctgacctttggocay
ggrcaccaagctggaaatcaagcgtacggtggecgecceccteoecgtgttecatettccoceccectecgacgageay
ctgaagtceggoacegectocgtggtgtygectgetgaataacttetaceccagagaggecaaggtgcagtgy
aaggtggacaacgccctgecagtcocgyggaactcccaggagagegtygaccygagecaggacagcaaggacageacc
tacagcctgagecageaccotgacectgagcaaagecgactacgagaagecacaaggtgtacgectgegaggty
acccaccagggectgagoctccecccgtecaccaagagcetticaacaggggggagtgt

SOFIER (1-60) . AIZEMEEE (61-387) . EFTEE (388-702)

BEANEFES18: hTINAT—L 1DOT 3/ BEES|
MVLOTOVEISLLLWISGAYGDIOMTOSPSSLSASVGDRYTITCHKASQDVITAVAWYCOKPGKAPKLLIYSAS
YRYTGVPSRESGSGSGTDFTLTISSLOQPEDFAVYYCOOHYITPLTEGOGTRLEIKRTVAAPSVEIFPPSDEQ
LESGTASVVCLLNNFYPREAKVOWKVDNALQSGNSQESVTREODSKDSTYSLSSTLTLSKADYERKHEVYACEV
THOGLSSPVTKSFNRGEC

LFFIERF (1-20) . RIEFEE (21-129) . EEMEE (130-234)
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BHEE19: hTINAT—~L2MXY LAF FEF
ataggtgotgcagacccaggtgttcatetocctgetgectgtggatetecocggecgecgtacyggecgacategtgaty
acccagageocctagecagectygagceyecagegtgggogacagagtgaccatcacatgecaaggecagacaggac
ctgtccacagecgtggectggtatecagecagaagectggecaaggcocccaagetgetgatctacagegecage
taccggtacaccggogtgocragecagattttetggeageggetccggecaccgacttcaccetgacaatcagoe
agcctgcagoocegaggacttegecgtgtactactgecagecageactacatcacceccctgacetttggecag
ggcaccaagctggaaatcaagegtacggtyggecgeccectecgtgttecatettecocccctecgacgageag
ctgaagtcoggeaccgectoogtggltgtgectgectgaataacttctaccecagagaggecaaggtgeagtgyg
aaggtygacaacgcecctgnagteoeggygaactaeccaggagagegtgacegageaggacageaaggacageace
tacagcctgageageaccootgaccotgagcaaagecgactacgagaagecacaaggtgtacgectgcgaggtyg
acccaccagggcctgagctecccegltcaccaagagettcaacaggggggagtgt

SOFIILVERN (1-60) . WEMEE (61-387) . EEMEE (388-702)
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MVLOTOVEISLLLWISGAYGDIVMIQSPSSLSASVGDRVTITCRASQDVSTAVAWYQOQKPGEAFPKLLIYSAS
YRYTGVPSRISGSGSGTDFTLTISSLOPEDFAVYYCOQQHY ITPLTFGOCTKLELKRTVAAPSVELIFPPSDRED
LESGTASVVCLLNNEFY PREAKVOWEVDNALOSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHEVYACEY
THOGLSSPVTESEFNRGEC
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HHIFES21: hTINAT—-L3OXY LAF NS
atggtgctgcagacccaggtgttcatctaecctgctgetgtggatetecggegegtacggcgacategtgatyg
acccagageoctagecagectoagegecagegbgggegacagaghgaccaltcacatgecaaggecagoecaggac
gtgtccacagecgtggcecctggtatcagcagaagoccggeaagcagececaagetgetgatectacagegecage
taccggtacacecggegtgeccagecagattitetggecageggetecggeacegacttecaccectgacaatcage
agcctgcagcecegaggacttcgecgtgtactactgeccageagecactacatecacceccectgacctttggeecay
ggcaccaagctggaaatcaagegtacggtggecgecooctocgtgttecatettoccoeecctccgacgagcay
ctgaagtccggcaccgectecgtggtgtgectgetgaataacttctaceccagagaggecaaggttgecagtygy
aaggtggacaacgecctgcagtecegggaactaeccaggagagegtgaccgagecaggacagecaaggacagcacse
tacagcctgagcagecaccetgaccectgageaaageegactacgagaagecacaaggtgtacgectgegaggtyg
acccaccagggcectgageteccccgtcaccaagagecttcaacaggggggagtgt

SOFTIVES (1-60) . WEMEEL (s1-387) . EHME (388-702)

EHES22: hTINA1—L3OF /BT
MYLOTOVEFISLLLWISGAYGDIVMTQOSPSSLSASVGDRVTITCKASODVSTAVAWY QOKPGROPKLLIYSAS
YRYTGVPSRESGSGEGTDEFTL T ISSLOPEDFAVY YCOOHYITPLTFGOGTKLEIKRTVAAPSVEIFPPSDED
LESGTASVVCLLNNFYPREAKVOWKVINALGSGNSQESVTEQDSKDSTYSLSSTLTLSKADYREKHEVYACEY
THQGLSSPVTESFNRGEC

SOFNEE (1-20)  BIZEEE (21-129) . BEMEE (130-234)
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BEHES23: TINATRIEKDCDRH1D7 =/ BRES
TAGMQ

BRHES24: TINATHRKDCDRH2M7 =/ ERES
WINTHSGVPKYAEDFKG
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