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H-) 	r2 H} 	(i 	I 	i) 	; 8,tTf 

-NH- (CH 2 ) p 4 -N {- (CH 2 ) q5 -N 	(- (CH2) q6 -NH2) 2 

} 	2 	(iv) 

ct 9 tsZETOP1-t L < tJ-AtsZa75\ 6inatt., 

zri zri -e, 	pl-p4, 	q 1-6, 8,tTf r 1 - 2 tt, -,TtIAM,z.-.abz li 

---c-, 	1-5 ogt,k--e 	9, 

R8' 	tt, 	'):>>, 7f)1.=>, 77 /1/*=>, *77 /1/*=>, S-3,tVeL 

>iJ\.6i-sZETct 9 intR-L'sti.Z 7 Z i K6010.30-s 	1,, 

m' tt, 5 -8 0 a)Vtk-e 	9, 

n' tt, 0-m' Ogt,kTVJ, 

x' 64„ 0-20a)Vtk-e9, 

y' it, 	0-x' oV -e9, 

z' (4„ 0-20a)Vtk-e9, 

11E1 L, 	x' 	L z' 	LOR 14, 1 1,),_E 2 01,),-FT 	9, _LEE-alkWitbgAiiallIR 

(4,4174---evj, 	R6a, 	R 6 b, 	R 7 a, 	R 7 bs-3,tVeR 8 ' 	(4.1 --DODt')77.-Zink 

10A-77 Z ) OkRa vc_ S - 3 k, \ -c 4IV,Sc_intRU i kg-  - e 	9, 

L1' 8,tTfL 3 ' it, MThz.aff_li-c, - S - S - 	tt6 ff,±idniiaT 	9 

, 

L2' 64„ -NH-, -0-, -O (CH 2 ) p 5 -NH-, 't,:(4,-L2a- ( 

CH 2 ) q 7 -L 2b-TV'), 	Z.7.Z.7. -C, 	p5S-3,tTfq7tt, $HM,LaPL 1,-c, 	1 

-50gtk-ev,), L2attOCO, OCONH, NHCO, NHCOO, N 

HCONH, CON FIV-cttCOOT9, 	L 2 b6 NFItz_-.14.0 -eV,), 

L4' tt, -000- (CH2 ) p6 -  c 0 -, -NHCO- (CH 2 ) p7 - 0 

0 -, 	' tz_-.14.-  L 4 a  - (CH2) q8- C 0 - -C9, 	L'IZ:T, 	p6, 	p7, 	8 

ctTf q 86t, $HM,Laii_li-C, 	1 -50gt,k--e9, 	L 4 att, 000N H, 

-CH 2 NHCO-, NHCOO, NHCONH, CONHV-z_-.14-COOT 

9 N  

R9' 	8,tTfR 1 °' 	tt, MThz.aff_ I, -C. 7..K„ff,±ZottiViit I, < tJa 

WO 2014/185504 15 PCT/JP2014/063020 

H-] r2H} ( i i i ) ; 

-NH- (CH2) p4 — N {- (CH2) q 5 — N [- (CH2) q 6 — N H 2] 2 

} 2 ( i v) 

ZZZ\ p 1 ~p 4, q1~6% iJcfcTJ* r 1 ~ 2 L 

Xs 1 -SCDm.WLZ&V, 

R8' te, 'Jis>s 

v y & b tz. & m &y M 4R £ ti & T $ J it (D (u II % m L . 
m' 5-8 0 (DM^LZfoVs 

n' tes 0 ~ m' (D&gre&Vs 

x' tes 0-2 OOmUlZfoV, 
y' 0 ~ x' ©g$n?£>y, 

z' tes 0-2 OOmUlZfoV, 

{s Ls x' ,hz' tmute 1 J^±2 oj^TF-c&y. ±§E£sm3M£©i^JHi 
&fiES"e&y, R 6 as R 6 bs R 7 as R7b£i:t/R8' & 1 U 7 $ J It 

ft ©& 7 $ y it$is (c & IN T tc m$R Rrfg-e & y. 
LI' £<fctfi_3' ffistc^iiLT, -s-s-t/c&jimii^-e&y 

N 

L2' — N H —% -0-, -0 (CH2) P5-NH-% £/c(i-L2a- ( 

CH2) q7-L2b--e^y% p5£<fctfq7tt% ffiS(C^IiLT, 1 

~5©SiSt-e&y, L2auoco% OCONI-U NHCO, NHCOO, N 
HCONH, CON Ht/c&COO-e&y, L2b(iN H£/c(iO-eS)y, 

L4' -OCO- (CH2) p6-C0-% — N H C 0 — (CH2) p7-C 

o-s t/c(i-L4a- (CH2) q8-co--e&y, p6, p7% & 

cfct^q 8(t ffiKlZ&iLLZs 1~5©i|[tS>y, OCONH, 

-CH2NHCO- NHCOO, NHCONhU CON H£/c(iCOO-eS) 

y. 

R9' d3<fc^R10' tes ffiKlZ&iLLZs 
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[0042] 

1 --'t 41, it gMtk 1 - 1 2 011tUittWIX0)77)1.-)1,a---e 	9. 

k' 	14,, 	3 0- 2 0, 	0 0 0 0R-s1.-4--, 

_LEA ( I 	I 	I ) S-3,tt 	( I V) lz.f-30-C, 	R 1 ' 	S-3crYR 2' 	OaTta 

t 	gAtk 1-1 2 Oiltittzr.l, 531,-0077 )1, -)1,71.- a, 	77 )1.)1/2. 

-04 -z. i X, 	13,t'Y7/1/*)1/1077 )1/*/1/5S5L li-Cf,t, iNA..a, 	)( 	.11/a 

, i.3-)i.a. 	n -7°D L')1/./, -r V 70I Ejl.t, 	n -7-.)1,a, 	s e c -1 

-)1,a, 	tert-7/1/A, 	n -,N-:>)1/111, 5' > Ail, 8 ,,,V(fr 'T  .J 

6 	Le-  - - e, Sao A'Atk 2 - 1 2 op[atAtc.tt1X0)77 )1,17 )1f.t-61' 	L 

=)1,71- 	.Jtv;,:_tt,A-AN 2 - 1 2 011414V-c.tJ:=1X0D77 /1/=)1.7J- 	-:› 

a6LS3C16, 	.77)1./7-=/1/tc.(g--77)(.-=)1/%3(J:. tv.ARe. 2 iv,ko_Egat: 

iff--: Lizz7)1,-)1,Iltitz=mliatc.ttEwrit -g-tt,0)*ti 	Z:Le 

T5' 	o 

[0043] z: 0 ct --) t-St 'tc.I,J:3a1331,7_ --Dk,\ -c, 	121',q--, tjtj ta-A-0-ziaL u--c (t 

Fr 	16 416 t 0 T ts 07V, c1_67)1,*a, 7 V --11 / 7J-**:',1, 71') - 

11.C 1 - 3 7t 	:/a, :>7 7  )1, t )1A1*:› )1.a, 	7 Z J.I, 	c1_677)1,*. 

t)i,t-z=kx, 	c 2 - 7 7 ')l.7   z ra, 	1-1)-c 1 - 6 77 )11 -)1/:› EI*4...a, 	.> 

III.Ja, 	.J1))1,77.z/t7T4ip, 	'V-c-Ild:77-t-)1/4(;-A-c)1/Z)1/t, 	*)i, 

zka, 1\m/f1g-T (M,La, iitX.1-3tfl7*YA) 	*tiZJ__Le•-•Z 

. 	'•_. z: ---e, INA_a, 	C 1  _ 6 0Z-I'L 	77.-:1,t, jO,AN 1 - 6 	M1_,, 1,),TPO 

ts*,1]* -4- t)0L L-CitEIT-M, -.'S 1=DIZ, OM,k1 -2 4-0717J-tt li < 

aN1,,--,'tt.tz_-_EaNittt3-}-11X07)1.-)143)1/t=)1/10)107aAtk 1 - 1 

20 	Sit L < (SA-0.-.  Iltz_-: MA 	it. (431)1X0) 77 /1/*/l/g13ff ti:i3k. Lt' 

4N7-,--04tc--ef, 	'A'Atki 3 J-t_E07)1/*)1/g1331, , 	Olik tf, 	I- V 52 	)1. 

, 5- 	7T . J 11/1, i'' . / '5' 52 - , )1,a, 	)J-52.:›)1,1, 	r-i)-=)i,a8,ttf 

-7-  I-7 	)1/ai-*(1 Z ZI LIY --e_o 

[0044] R 3  aN 	R ib, 	R 4 a N 	S-3ctf R 4 bOI -4-- Z&I*VLIDelli)11RtJ.IIST 

1')N 	>Y-LAM3S-e'D-Ctot<N 	ID V 	J__,.. ---e'D —Cticki\ c, 	R 3a 8 

ti R 3 b 10) 	iYI' 	I/ .Ja --4-tli'Pirj.. (' N itAn 1,:i+t, 	n' 	egt 	

c: 

ko--e 

WO 2014/185504 16 PCT/JP2014/063020 

k' 3 0-2 0, QQQ(Dm.^m.t, 

[0042] ±=B^ (III) (I V) IZS^Z, R1' £<fctfR2' (D^Z"Mm 

t&s fizMWl 1~1 2 0jSf|£fcl£:fr^07>IUdr>lU^:SrV^ 
UT&, /^j\s& 

s X^;i/Sv n - 7°P fc^l/g, -f V 7°P tf;i/Ss n - 7>;USs s e c - 7" 

^)lSs tert-7f;H, n-'s^JUSx 0 > T^> 

o MS1$I2~1 2 0L&fl£/c^^^©7;b^ 

SlCfiWSx ^HHt^2J^±©±s3»C 
0!l^ UtC ~fctt = fi!|gr££#fr& 0£ Z t if 

Z^&o 

[0043] C0J:7^S£/C^^^ICOINTS ft/cj *|-&0S&g£ UT(i 

s T'J-Jl>***>£s T'J-

)l/C1_3^^^as *sTJ^ 7$ C,_67JU=l^r^ 

^JU^-JUa, C2-77^U7$ KS. h U-c T _6*>•=£*>S, v 

p^g* *>uJU7$yg£^t"A\ £/c&7-fe^ — JHb^i^uSs 

$JUg, ($|*.fcf, JMHfectt57y|l) %mfZZ£tfZ%£ 
o cCT\ $!)xJ£\ C , _60ZT<h xZ^Tjktes m.MW. 1 ~ 6 L> 

j^Hfn ~2 40^®^£ U< 

tem%^ntcmikt.tc\&frmK07)\s*)iti)vi£-)i^(bfo(bviWkm. 1 ~ i 
2©7^iit U< 

0iJ^^##(C-ets mMgkl 3bL±<D7JlsJFJIs$W&% 0IJZ.I& S'Jxs>;i/ 

Sv 51 h ^V^T^JUSk KP "t—JWS£><£T/ 

7^7^ JUg^F^r^W* -S il <h $ •So 

[0044] R3<\ R 3 bN R 4 a% R4b0g£^1-3£^#&©^JifcMi,%'e& 

Us <. 7'~P v R3a£<£ 

T/R3b0^^x31U>££:itTil^C&, n' tfUf&O-Cafc 
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Z75`, 	'tz_-.14-rn' 	- n' 	egt,k(:) -eZt 1) 7Z jnti.s. 	-4-z_ Lrz_td.;z 0  n 

tt, IN A_ a, 	'7)1/ 	Z >nk It ->:')11/IT-J1/0) N - )3 JI/tACW,7_1<ttt 

Offiarc_ ct (046ti,Zti) -a -")1...Z >nk-sli, T11 6t. IN A_ a, 	1j] 

Ri-ffitt U6LTZ*Fitil, 	(Bac i I I us) INOMTLAetrITZ 

ti)--y-")1.-Z>K6-s -4-0  -, 	R 3 a/-3,tVeR 3 b0Dr4-ZLt)(1> 

a-s -4-ttarcit, .J_ti.60DITZ-tt.Tti.OalY*Itat4=k4 1A4 Z t 

oLTIM--,'styck,\Zo  R 4 a8ctveR 4 blz -DO-CtROTZ. ISASON 

M5\61,t, tzTV,KUR3a,/-3,tVeR3beil>aTV'), 	R 4a 8cttje R 4 b  

[0045] R 6 a  S-3,tVe R 6 b OatL-DO --C7fVoT Z. IIMIMM'fbzIKAI75401reZta 

att, _EgEmnoamm(bAKAatt, A'ALk 6 - 2 7 OD 7711/ 11/IVC--ifi 

TaoT 	_LE77/1/JI/IL 1,--C tt, NA_ a, ,N-:»1,a (imA..an-,.:, 

)1,a) , 52 )1,a, 	r,>)1,a, 	K:»i,a, 	1- 1)52 )1,a, 5- 	52  

)1/I, 	> g52:»1,a, iNi)-52 )1,a, ,N7°52 )i,a, 7J- 5=s)i,a 

, Jt:»1,a, 4 a :»i,a, i-r:»i,a, /•>-( a :>)1/I, /•>I4 

:»i,a, 	K:»i,a, 	1- 1):»1,a, 5- 1-:»1,a, / . >:»i,a, /\ 

-i)- )1,a, 	s-3,tzpNi)i,a/Y(164-t.z. 	R 6 as-3,ttnR 6 boat: 

-pk,\ --Cift,TZ, ItIMMfbzIKAI/Pq0lreZtaatt, _EgiEtiOliOlt 

IIMMAzIKAIL li --Ctt, IN A_ a, _EgEtLIN7T li it.7)1.-)1/10$141:1=10A'„ 

A'Aseao 1 -51111e, A'A-A'A-seaLts-D-ck,Nza75164-t. 

zo 

[0046] R 6 a  S-3,tVeR 6 b OatL-DO --Ct6:4-Z, A'Atk 6 - 2 7 0)---mfb7_1<„ 

IL li-Ctt, 	7 l) -/l/I, 	7 	)1..Ji/I-iY(164-t.Z. 	.j_. 41. 6 ODt1T VLAN 

AWN L 1_, --C-  tt, 	7 i=)1/a, t7 	JI/a, 	I- ')/1/a, 	')/l/a, />:') 

JI/a, 	7 i -)1/aJ-iY1,i64-t.Z. 

[0047] R 6 aS-3,tVeR 6 b0DatL -Dlx-Cift,TZ, 	5- ')/1/a7YEIEL -4-Z5- 1=1 -)1. 

Ltt, :>1=1/>q)>LKI=i7it>1-1>if (Cl7H28) 	-L-4-- 

ZXM, #aatz.-..ttaizoibattt, --L's6rCitti.60,734474[11-Z. 

WO 2014/185504 17 PCT/JP2014/063020 

£A\ -n' tfg&0T£>£#'J 7$ Z £lZte&0 fu 
<?)i$$y^.y 

l>#) t. •2>i|ffls/^51-'U7v (Bac i I I us) 

- r^ R3afcsi;t/R3b(Z)^^: 

&^tm^iztes z.tib(D^mtz>:zti?n<D 
CD<hiI$?£tlT^£0 R4a£<£t/R4b(C-^NTt^]t§T£>£o $^sW©IE 

fcfribtes ifS L < &R3a£<£t/R3b;6*x51U>ST£>1'>U R4a£<fctfR4b 

vST£>£0 

[0045] R6ad3<fct^R6b©StC^lNT^-ri>. SaS&^^7j<*S^tSffl-eS)^ii 

±§Bf£ffl©^Jl&^j^b7KllS&. j^Hi&6~2 7(ZWU^US(CfMl 

T£>£0 ilBZJU^US-h LT&, (0!l*.tf n-/s**/ 

JUS) s f 'yJL'S, ^7 y^ri/Jls&s Kx^JUSs h U f 'yJL'S, 

JU&s ^V^Ts>JI/S, ^^r^T^JUSs y7 $ -risJl/S 

s si~Ts>ji/&s -r=ii>>/us% x-rzii/juSs =i^us, ^>x-r=i 
is)U&s K=l*>JUSs h'J^^Jl/S, T1 S^=ls>JUS* ^>^=I:>,IUS, ^ 

=£+j-=i*>JUg* £<£t^70^P^JUS;6^f £>ti£0 R6ai><fctf R6b©gic 

-DVTfemtZs ±§B^f£ffl©J^ 

S&^^7K*S«h Ltd ±§B(C^Lfc7JU^US©fI^©j^ll 

1 ~5{®^\ — fifp-n <h&-pTlN£>g^l£tf l^tl 

*S o 

[0046] R6ad3<fct^R6b©SJC^lNT^-ri>, j^lli£ 6 ~ 2 7 ©^M^HbTKSl 

S<hLT&, T'J-Jl^Ss Ztlb<D&£L^ 

MfatiUtLXtts 7JI-ASS i~7^ASs h'JJls&s **>'JJl>Ss *<yv 

)l&s 7x*5LJUS#tf#lfbtlZo 

[0047] Rea&£X?R6b(D&lZ-D^Z'MmtZ>. 'J Jl>gtffi&T&ZTn-Jl> 

ttes isV w<y$ J y\i h*P7it> K (C17H28) 

$ biziz*tib<Dm&te%Mmt2>o 
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XMO 	5-  1=1 —)1. L 1, --C tt, FR7 	ti.Z t 0 ---e 14, ts k,\ e, IN A.. a, 	a VZT 

1=1 —)1., 	a l' i —11., 	L K 1=1 a 15-1=1—)1., 	—)1.0k, 	)3 >/5- 

1=1 —)1/, iZ 1-5-1=1 — )1, - . (4‘ZJ_L7V--- Z. #aav-cttao) 

5-  1=1 -)1/ L l, --C tt, INA.a. _E,Exmo5- 1=1 — )1,0ammvi* (i2,Rt::_ct 

9, 4? -4-ztmarc_tt, PfiZogga, 	L. K1=1 	ac)-31113t, Li < tt3,,i3e 

giA=Orii3TI-egi%io L K1=1 	R,I#erect 9 ag*--'s tt.-c kiN z b\., 	/tit )3 

)1/t)i/Iet)i/t)i/aNt:_ct 9 R!,#--,'s tt.-c kiN zibattt -g--4-z) 

tiZJ_.L7 -C.Z. V-,z, 	5-1=1 —)1414,i4qc_tt, *RHAoHnr_Ais 

tE)Yza-,'Stsk,NO,121 - , 	:>1=1/'> . />L 	i=i7it> 1-1>ill,LC 1 _, 

2 7)1, )1,a, 	S-3,tVe/i-z_-.14,/ \ 1=1 if>ff,± (INA.a , IAA, RA, 	7 ‘y A) 
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pAsp-DTX L Ma le i m i de-PEG-PBLGL eN411Xtz.-.gou i, A-. z -t)i/e-g---,'s ti.--ck,\ 

zo 

[0090] (/ \ --t 7° 	> L 7 	4 Z KLoarit) 

Ma le i m i de-PEG-PBLGO4 li -C 	)1..LL 0 . 	4 0, \ --t 7° >7YA -D tz_-./4 Ai 

AA:, fit217_1t)in Liz/ \--t 1>'74AglAtaii-co j_. 0 / \--t 1>%'74 

G)* r, otio gi-A0 mg .g. e50mM (Zts 9 EDT A0) MCA .g.e 1 m m 

vc_ 4: z ci: -) t: i,, 	1 o m g/m LO lr, liii.M (E77 Zit) 	--,'S66)iii 

WO 2014/185504 30 PCT/JP2014/063020 

Z>Z.tlZ£-?Ts 5 3 0m g ©PEG-pAsp-DTX %%tc0 

[0087] 1 m g ©PEG-pAsp-DTX^r, t X^ J{Wfaft, 1 : 1 

) 1 OmLCM^t, $J|2 3 3 n ZWbBifrb 

1 #'J -Z-fotcV 1 4. 

£ ©PEG-pAsp-DTXtt, K"tr ^ dp-fe JU tfPEG-pAsp-Ac(CxXLTfp 

•" L/c^lKCdfe'So PEG©IIS(i1 OkDa-efcSo 

[0088] (v w $ U V-) 

PEG3«(C^W $ KS£^-t£, K-tf Ux^U>yj =l-

JU-^U(in, 
Mt LtclbOZfoV, PEG0^fi (Da) & 1 OOOO^y, ^ 

$ >it©¥£)^s$U£4 o-c&y* 
7 x^JUStCS^T^ tlTl/N'So ) ^ffllLfco Maleimide-PEG-PBLG<h 

[0089] (^-tzJUOJFM) 

PEG-PBLG(OBn:60%) t PEG-pAsp-DTX<hMaleimide-PEG-PBLGt &s fimJ:b4 : 

5 : 1 -Z/U^MZmtlzm^Ls J -IVtLtcteJ7-tzh>»JPLT}§ 
ffiLfco •-* U-xA'tfU-^- (ta«ytE Rot 

avapor R-205, Vac(R> V-513) tMSi ITilp'f 'J V —0 7 'f 

J$U M(C-S^'J:#L/co lOOmM PBS (pH7.4) £jQx.T7 

NM2-L200) 

^»iILT$"tr>/U^t#/co PEG-PBLG (OBn: 60%) PEG-

pAsp-DTX<hMaLeimide-PEG-PBLG,h^M^(C|3^L/c$-tr>/U^#^^tlTU 

^ o 

[0090] (/\--fe7°51>h^U-r $ Kh©J5J^) 

MaLe imide-PEG-PBLG(C>tf LT ̂ Mb 0 . 4 0/\-"tr 7°^ >Ao tuU 17 

)lslZs *iM7K»JPLT/\-t7>>}^£ilML/c0 £0/\— 

^0*^MSj^0stit)lJt^ 5 0mMC^UEDTA 0stit)j§Jt^ 1 m M 

(C&£i:9(CU 1 0 m g/m L © \>=>^ hlSH (t°77.tt) 
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li it •1 , 	3 0 ttL-C 4 5 3rim off t, tc. 0,0C, 	.J_.', L -cii4itc. a za 	if)i, 

siLmIt21 [GE1)-4 i>t_11PD-10, 	'74,-tg',A : 1 0 0 m M 	1) Akt 1,1) r, IN 

41-1-  gi- A (pH 7. 	4) , 	1 mM 	EDTA] 	L, -1,43±M3-111JIR Lk°  

[0091] .J_.0111JIRAL, _LEZ-t/l/M3Lumat,, 	3 OttL-C 2 Hemow-4-  z .J_. 

L tz.-.ct -D -c, Ma leimide-PEG-PBLGO)71 4 Z KIL/\--ti>Lakt,\--,'S 

-ft, tlfrt ') 7—a= V i` l' L t, --coi\--ti>mat i) 7 —-A-4Z 

Z -t/l/TM LA:. Z: 7 liVigitaZAV.RM-Ditt'' ( Z ') t7t-11, Ami 

con 	Ultra-15, 	jj*-3M : 300, 000) 	TZ Zr_ L (;,-..-.ct -D -C, 	ari'si.7‘0)/\--ti 

>lt 	L„ PEG-PBLG(OBn:60%) 	.-4Zi \--t7° 	>ma K-t 	--t/l/Z -t 

)1.-A- 1-W74'rAV4'tz_-.0 	Z -t)1474*=1=10 K-t 	--t)irgs'att, 2. 154mg/mL 

- - e 	. D tz_-.„ 

[0092] (tLVIN 1 ) 

PEG-pAsp-DTXLMaleimide-PEG-PBLGL 	.ME.LL 9 : 1 -NERO, PEG-PBLG(OB 

n :ND 	E11044:b\D tz.-..1V,M-ttArtiN 1 LPletLli - -C / \--t 7° 	>ma K-t 

--t/l/Z-t)1.-A- 1-W7.4AV4ito 	Z-t)147.4*=1=10) K-t.L-t)1,-gia6t, 	1 

.273mg/mLT.D tz_-.0 

[0093] (tLVIN 2) 

PEG-pAsp-DTX0).7).CERO-C K-t--t/1/-Z -t/1/-g- -4-Z10%1=1-74 

A V4A-.0 	Z -t11474'rAl=1=1 0) K't 	- -t11,-As'ilt, 3.486mg/mLT 	-D tz_-.0 

[0094] COliVaiVi'ltMa 1 ) 

'Art1N 1 CDPEG-PBLG(OBn:60%)-4-Z/\--ti>ea K -t y 	-t )l. Z -t 

AA: ct ZUlliVaiViit, thtliN 1 0/\---t 7° 	>ma K-t 	--t)1/ Z -t/1/, 

8 ct TfitLVIN 2 0) K -t--.t)1/-Z -t)11,Z.-.ct ZWIE1813'ItLtLt`t Lit. 	-1)-> 

1)1AL ct ZUlliVaiViit, itit17 7 -7-r > 	-J- i a t)1/7"-A4"-tlili 

, A TCC 75\ 6fIMA LA: L IIIIIPLIIMAFIEIR P C — 3 Oa (HER2f5- 4 1) 

E110. WS TIVC-a-ja)ct -) VCATifi li it „ 

[0095] 9 6 r, i/1/7°1— 	VL, 	1 r, i)1/tz_-. 9 n 5 0 0 01E0) P C — 3 WIE187V-As 

41. Z ct -3 VC., 	1,011i8 	9 0 g. L O tight. BA li A-AXE T 4 	, 3 7 °C, 

WO 2014/185504 31 PCT/JP2014/063020 

Ltc&s 3 01C(CT4 5»iLfco ll^T, 

5111 [GE-9--T x>XttMPD-10, : 1 0 0 m M 'J MJ £ A 

S»)S(pH7. 4), ImM EDTA] U 

[0091] d©[I]J|X>$£, 3 (mcT 2 0tP^ffSt£ d 

<h(C<£-z>Ts Maleimide-PEG-PBLGCD^ U'f $ KS<h/\ —-tz 7°51 > 

1±\ h r ̂  
^J^MLfco Ami 

con Ultra-15, flg#lj : 300, 000) t & Z. tlZ£ ?T s 5kJ5J&©/\—fe 7°^ 

>£P&£U PEG-PBLG (OBn: 60%) —iz 7°51 V $p •" K"tz^ "tz 

K-tz^dp-tzJU#*^ 2.154mg/mL 

H-fo-otco 

[0092] (Jzblx^y 1 ) 

PEG-pAsp-DTX<hMaleimide-PEG-PBLG<h 9 : 1 PEG-PBLG(OB 

n:60%)£fflU&fro/c£l^£^«y 1 LT/\-t7°^>1^ K"tz^ 

dr-teJU$-teJU£#^-t£}^£t#/co K-tz^dp-tzJU#*^ 1 

. 273mg/mLT'£> o /cQ 

[0093] (Jzblx^y 2) 

PEG-pAsp-DTX©K"tz ̂  dp-tzJU$ -tzJU^r^t"£ 10%X^ 

&£f#fc0 K-tz^dp-tzJU#*^ 3.486mg/mL-e&otc0 

[0094] 1 ] 

1 ©PEG-PBLG (OBn: 60%) —iz 7°51 V $p •" K"tz* "tz 

ib$^yi K-tz^dp-tzJU^-tzJk 

^ i: t/iblx^y 2 © Kiz^^izJU$izJU(C<££|ffl^P$iltt<hJ:b$$L/co i§-"9"> 

fti7 7-7-f 

, ATCCA^iAUfct hfuim^fi5fcPC-3« (HER2*#T^ 7") 

ws icplllfco 

[0095] 9 6 ^xjU7°U-h(C, 1 x)Vfotc y #J 5 0 0 0P C - 3IfflJW# 

£ ti&<£ 9 ic, 9 OjxL 3 7 °c. 
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5%co2onizz,-F-e—HiitigAt_itz_-.0 igttL Li --C tt, 	RPMI1640 (Gi bco-rm, 	Inv 

itrogen) 	LI 0%F BS 	(biowestt) CEROtz_-_. glivt, 	-1)->7°)1,42 

/70) K -t 	-t ) l/ A' I. VC- td: Z ct -3 VC- iigt T *Ai li A-.34 A 	r, m)i/tLt)in L 

( 1 r, m)l/W'c 9 1 0 i..c. L) , 	3 7 °C, 	5 %C 020A-12%,-F-e 7 2 11124±gA 

Ljto 	-co... ,I 	WST 	Reagent 	(p(_) 	c,.)ju [_, 	( 1 r, i)l/tz_-: 9 1 0 µ. L ) 

, 	3 7 °C, 	5%c02on1zz,-F-en2HemigAVIP,t1A-.0 	-,, i)1.75\ 6, 

r< 4  5 0 n m o"*, 6z.: 	ay.g. (Abs450) Cglit L, -F,E03,kArc../ --i 

111118±,01$ 	(% 	Cell 	Growth) 	.*i±i 1_, A:. 	48, 	i!,At:,k41:1=10 	I > I- 

1=1 —)1.0)Abs450111 L tj-„ 	K-t q 	--t)i, 	.-' -A L td.-.0igAa.ftER L --c_EgEo 

to 	'Art Lit', i A/75N 6cgtz_-_19kY6g.4zo  

[0096] [1] 

(.1.:"7')14Migito)Abs450{A) - (/5:",47Abs450{6} 
x 100 % cell growth = 

(:.-/1+0--)vi)Abs4500.) 	- 	(/5>d>a)Abs450111.) 

[0097] K -t 	- -t/l/a' .g.L 1,---C tt, 	O. 05ng/mL, 	0.14ng/mL, 	0.41ng/mL, 	1.23ng/m 

L, 	3.7ng/mL, 	11.1ng/mL, 	33. 3ng/mL, 	8 „t Tf10Ong/mL L Lit. Vali 	Alli8til 

WA$ (%) , 101 	K -t y 	-1)1441 (ng/mL) L li -  C . MA 1,1- tk3Thfi=,k li, 

1C25 	(25%13E,V,3 	)(ng/mL)) 	.*,±, [_, tc„ 	e,A.-1 	 1 rj...77 -4-„ 

[0098] ts8, 1,),-FtaHlara,V,ItMa 1 05=s—  '0)!4'f*IN 	giE$54-4-  Z. 

( K -t g 	-t/l/1M41.3. 7ng/ml-Otaa) 

P C — 3 Oli8Mlli8±Pal$ (%) tt, 81. 9% (ArtiN 1) , 106% artiN 

1) 	, 	109% 	(thrtiN 2 ) 	- - e 	-D tz_-_,„ 

(F ))11.1ng/mLotaa) 

P C — 3 VaaAajj8±16,M$ (%) tt, 46. 5% CAttiN 1) , 59. 6% (th 

IN 1 ) , 	62.4% 	(thrtiN 2 ) 	--e 	-D tz_-_, 

( K -t . - --t)1/70,W41.33.3ng/mLOtaa) 

P C — 3 VaaAdatitia$ (%) tt, 24. 6% CAttiN 1) , 30. 0% (th 

IN 1) , 	33.9% 	(thrtiN 2 ) 	--e 	-D tz_-_,„ 

[0099] CUlliVaiVittiMR 2 ) 

WO 2014/185504 32 PCT/JP2014/063020 

5%CO20illTf-^iLfco mmtlsTtes RPMI1640 (Gibco™, Inv 

itrogen) t 1 0%FBS (biowest£t) 

* (D K-tz ^ ̂ -tz Jkijt(c4& 9 L o xMZmJP L 

(ICxJ^fcy 1 O/iL) , 3 7 °C% 5%CO20iHETt 7 2 0tP^i£# 

L/co WST Reagent (|fKz) L (1 1 0 fxL) 

s 3 7 °C% 5%CO20#H^TTfa2 0#^i£^£^ttfco $ 

14 5 0 nm®^i(C|tt§PM (Abs450) U ~F§E©&5S£gcf 

(% Cell Growth) £Jl!±!L/co =l > h 

P-jKZ)Abs450{g«h(i, K-tz^dp-tzJU^:#^ LT±IB© 

L/c1^ ̂  Z>0 

[0096] 

Abs450fl) - C?7>?<7>Abs450j|> 
% cell growth = x 100 

(u>hD-;K7)Abs450fi|) - C?7>^0Abs45Offi) 

[0097] Klz-^ dpiz>/U)®S<h LT(is 0.05ng/mL% 0.14ng/mL% 0.41ng/mL% 1.23ng/m 

U 3. 7ng/mL% 11.1ng/mL% 33.3ng/mL% £ iit/100ng/mL<h L/c0 

mm (%) . K-tr^dp-tr;U)jiS (ng/mL) <h LTs i£H£2MMlU 

IC25 (25%®S)jiS(ng/mL)) £fl!±iL/co 1 (C^t0 

[0098] (D^-wmwimtrntZo 
( K1z^dpiz>/U^S:)jiS3.7ng/mL(Z)if-^) 

PC-3«©1M$ (%) 81.9% (^JfeflJI) , 106% (Jzbl^y 

1) . 109% (tmrnz) -zh-otco 
( Klz^dpizjU^^jiSn. 1 ng/mL CD Jf-^-) 

PC-3«©1M$ (%) 46.5% (^JfeflJI) , 59.6% (J;b$$ 

0IJ1) , 62.4% (Jzblx^y 2) -Zfo-otco 

( K1z^dpiz>/U^S:)jiS33.3ng/mL(Z)if-^) 

PC-3«©1M$ (%) 24.6% (^JfeflJI) , 30.0% (bm 

0J1) , 33.9% (Jzblx^y 2) T&ofco 

[0099] C«p$smi^2] 
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1 

O. 

) 

[0100] 

[0101] 	[1] 

[0102] 

mL, 

-. 

r, 

ItMi0 

1) 

1) 

itit17 7 — 74 > . — J-:> a t)l. 	4-. •-t .li 

L HECIIMEIRNCI-N87VJEJ8 (HER2t:')5-4 1) 

0 0 0 0 41:10)NCI-N87„Ei8 L Lk ,i„ 	K -t 

4.1ng/mL, 	12.4ng/mL, 	37. Ong/mL, 	111.1ng/mL, 

Ong/mL L litz_-_A, 	td: 6Tfit: 3 7 °C, 	5 %C 

0,1, r, m)1.1 75\ 6 tigt 	M 	1,, 	I) Akr-ggitTIMIZIK 

i/1/ 1 	2 1113 549-  li A-A, VtTiigt 	t)ili 

, nig4111247V 7 211124 6Z.-.4Z VC 1 

1 Lpeoy-0,5- -/ffk,N, 1C25 (25%F.IIVA 

ts8, 1.),-;l 	2 OAT —g 

( K -t g 	-111/1*M.g.37. Ong/ml-Otaa) 

NCI-N8M80*E8±Va$ (%) tt, 82.6% 

""C 	- D A:. 
( K-t g 	- -1)1,1*a'g.111.1ng/mLOVia) 

NCI-N8M80*E8±Va$ (%) tt, 73.0% 

- - C 	- D A:. 

li, A TCC 

CElll,Ntz_-_,„ 	1 

g 	-.t/l/MIA.0.5ng/mL, 

333.3ng/mL, 

75N 6fIMA Lit 

7'/l/tz_-_, 9 n 

1.4ng/ 

8 ct Ve100 

1 He4±g4 i,, 

( P B S ) 	t.C. --C 

9 1 0 0 IL L 

Oli813$,V, 

*i±i li A:. 

Z. 

92.9% (.LLVIN 

88.0% (.LL VIN 

0 2 0n- 12%,-F-e 

li 	( 1 	r, i )1/1-z_-_, 

P.,,ig4 litz_-_,,,V, 

)(ng/m1-)) 

o)!Af*IN 	. ,gEilsc -4-  

(ArtiN 1) , 

(ArtiN 1) , 

A' Itfil 1 ft Vgil 1 LL VIM 2 

PC-3 win 3.3 8.4 9.2 

NCI-N87 *FM 88.1 403.4 N.D. 

IN 

_EgEgA75\ 6, PEG-PBLG (0Bn : 60%) 	-4-  z t ') 7-  Z -t/i/EtItflAttt (A' 

)iN 1) tt, PEG-PBLG(OBn : 60%) 	-,S tin,\ t') 7 - -Z -t11,ITAZi-tt (L AI 

1 S-3,t ve 2)  6:a/<---C, WRILIEURI.±51--CMIIIIi85-thARTZTZ •J__LiY3 

mi) ^II^Sir^$-Ari^O^^^^(%09:uaO)9iad-93d SW (L^5? 

m ^H^gir4-$-Ari^^4-^^(%09:uao)9iad-93d [2010] 

ON V£0P F88 TO A8M-T3M 

Z'6 V2 ex £-Dd 

z mmi L fi ma i \mm 
[L^] [ 1010] 

°^/c^a (L 

mmv %0 '88 ^ (1 ̂«) %0 mu sw (%) mmmmcommASN-ION 
(^if0im/Bu I * 11 £2KH ) 

°^/c^a (L 

^$q:f) %6 '26 * (Lli»¥) %9 '28 SW (%) WA8N-I0N 

(^if0im/Bu0 ) 

\<?# [00L0] 
° 4-^21 

£! ((-|w/6u)£ff{^%S2) S20I imm\< 

liii v ( 
1^00 i ri^/^irxo L) 

221 (sad) ^0^ 

^#^£0 L.ii^li0zOO%S KOU £21&<=!& :?"|w/6u0-0 

001#^# ^/Bug-gee *"|ui/6u i 1111 *"|w/Bu0 "£6 S~|W/6U 1 'p *-|ui 

/6ui7• L ^ai/6ug-0^Sff{/ir^^^2^d ^§iffl|Z.8N-I0NO)®}O 0 0 0 L 

0 L "Ep'-Alffl? C£>^^'2H3H) §iffl|Z.8N-I0N¥5^iH ^ 

n YII ̂ v? o o i v ^ n E <* 4- - & <> A - ̂ c. 

0Z0£90/H0Z<IfAL3d ee t0SS8I/H0Z OAV 
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75\ -D tc o  _LEMAtt, W1180/ \ --ti>opij-i,ROD,w,t:..r44-)6fEr,-,'Stt, 

tc. zri L 75\ 6, PEG-PBLG(OBn :60%) 0)Ea6: ct Z 	*1..140NEll tt, gneiaigitL 

-4- Zrn.ft•t 1)7— a=v 1-1,0),:,:M:..ct 6 -4' RIL'Stt.ZL4A..641,Z0 

6 lz, t') 7—, -t/l/EM-tt OrL±MiSLODNEti/AlefFnl 	)3 _ XL. 

Ora+L4A..641,ZA-.6, 	1 --,'Stt, 1-ttt:..tt-ifROAJINtttsk,\tOL4A.. 

641Z. 

[0103] Ciji`,11M3thAIEMIC 

HER2131,1t L 1- MaNCI-NENE8 	A T C C75`. 6itit17 7 —7-r> . —J-:> a 

t/1/7 4-''t 	Lk L --C" MA L. tc 	RPMI1640+10%FBstigtillk,\, 5%co2-F, 37°C 

t:- -CigA L. fOlt:-/2\RL TZMIlinktLfSZ Veivivst-ito  miji8tIli% 

to_l< tz.-. E.  A 1_, , 	6. 0 x 107ce 1. 1. s/mL tZ:. td: Z ct -3 Pill  Lit. 	L'i 0)*E8SENAtz.-.),_07's 

LitAlaigAJEllaN (19*/ 	1-> • 52  4 V 	> V > 7"-A A ''''t II . Itl A 	I- 

B D 7 	1) ifAH 	(t_qaoss) ) 	a' Ail A. tz_-. (*MAI. : 3. 0X 107ce l ls/mL 

) 0  Zit 	— K7 r, Z (Ba lb 	nu/nu, 	63m, 	I9* 	-t,  —)I, Z • 1) /—T,L-A4 

--t,TO 	1 E 	tc 9 3. 0 X 106g/100 µ,Ltz.-.4 Z ct -3 Vlidlit53 /3 -F tz.-.4aLito  

-. 0,1 1 5 1917. 	— K 7 r, Z 	iliV L,   Ea 4 	en130mm3 tLfS. -D tz_-. L Zr_ 	""C 

7'Alit'A'4 Lit. 	K -t --t)1/-7-'6;MT 7 mg/kg0DIR4MT'Art4N 1 0) Z -t )I, L 

tAjziN 1 0; -t)1.*11111TIFIIM#R4 Lt. --,'S 6 lz, tAIN 3 LL-T, A 4 

--eZ 1 0 % 	1=1— 	5iA . tfA'4 li A:. 	--ArtiN 8 ct Ve-.LLVIN-ett, 	1 

LL-C 5 IN °DIVA 	PI 0 ito  Z -t )1..I<Ad#R41111-G 8 ct Ve#R4•1 1 0 El H6:.., 

— K7 r,011Mr4•14q0S-3,t Vei**Cfrif L. 12r441S-3,ttP*MO Z -t)l. 

2 Ad#R4Fint:14-4-  ZIR4•1 1 0 H H OD$Wfil CAM' li it. MA.-2 t.7. 

T. 

[0104] 

WO 2014/185504 34 PCT/JP2014/063020 

fr-otco ±§Ei£H&. 

tcZtfrb, PEG-PBLG (OBn: 60%) 

-y br<D^mz&btf£M$ti2>£%z.bti2>o £ 
*>izs &>j7-$-tz)immm^(DUTm&(Dmft/mmm/tm^-XA 
(D^Tt^TL^ti&tcisb, foQ^n&m%izitm%(Dnm£tzi^(D£%7L 
<Q tl&o 

[0103] 

HER2R§1£t; h 1 ̂NCI-N87«^ATCCij^ft^F-^^V^-t^a 

^-^Utt^tt^aUTliAL/co RPMI1640+10%FBSi£ife£ffll\ 5%C02T, 37°C 

(cxiML. ^mtz^mtt^mmmztz^^mm^^tco 
feKtCKU 6.0Xl07cells/mL(C4^i:9liML/co Z (DlMB&fflfetZtiUfe 
L/c«i«fflS» h> • x< 9 + vy®nDn« r 

B D 7 h 'J yjuj (g&jSH) ) («>lJt : 3. 0Xl07cells/mL 

) o Site2— K "7 £3. (Balb nu/nu% 61^ — JUX • "J/<— 

^±M) 1 En^/cy3.0xi«/l00ML(c4^i;9^iySI^T(cgfflL/co 

^©&1 5 BP^2-K^T^t^U Sfi^*^^130mm3(C4o/chZ5-e 

^y^r^L/co K-tr^dr-trjU^^-e7mg/kg(Z)^^M"e^Wy 1 

Jzblx^y 1 ©$tJU£^0JSffS^$^L/co £££, Jzblx^y3 <h LTs Ufa 

?•$)& 1 O%3^P-3^£$^L/C0 ^«y&<£t>mb$$$y-m, is# 

mm&j3-mmzttT&&5-m i oa@©ffi^{s^}iy^L/c0 

"To 

[0104] 
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[2] 

[0105] 

I% 

[0106] 

nm 

)l. 

I=1 

0 

[0107] 

AA0111 kLOA011 kLVO1J3 

il] AIMS f*fi 119.6% 147.5% 174.8% 

41 Atti2M 104. 6% 104. 3% 106. 3% 

)1/Et*.IM-tt 

vim 

-TIAIJI=1=4:-Asti.Z 

7:)-t-ii>7"-A4- 4±-11. 

')1,,(b 

otein 

,±A'ff 

r,0314t1OTA 

,,---1:1=1---e3 

0)Traut' 

--t7°9-> 

..s. 	 2 tz_.- 771_, tz_-.MA75\ 6, 	PEG-PBLG(OBn : 60%) 	.-4-  Z t 1) 7-Z -t)1/E7"*.ff 

1-tt (AttiN 1) -Ix41 Z L, PEG-PBLG (0Bn : 60%) 	--,S ts 0 t 1) 7 - Z -t 

	

(thtliN 1) 	t'A'4 L it. taa, s-3,ttngi*IR4Littiiia (ft 

3) 	(Z.LL'<Z, 	7r, 	,OD'f**gr'fbt:..$H3Aetso=IXSA'iR,l_, -D -D, 	L 

aNCI-N8M80±VA 	BA-SVC-#11$1J -e 	Z .J_. L iY3/J\.-D it o  

(M 	,ICJ 1 ) 

(A lexa488 	//1.--,'S tl.tz_-. S H ibi \ --t 1>(/)IAMI) 

/ \ --t 7° 	>tlAd (22mg/mL) 	lmLl. 5mL 	74 	1=1 	a — it:=3NR l_i tz_-.„ 

	

L. Zv 	>lt -4- ZA.6, 	if/1/ 	siAfitt.'' (G E 'NA/ 	17- 

 	ItliTni 	1-13D-10j 	) 	.''ff -D it. 	3Y6Y61.EitCE110, 	280 

rz. 8 t./ Z iji`,40)MI.Arif 	.,'ff 0 1 Omg/mL t.c.. ts Z ct -3 6:.=1111  li tz_-.0  A lexa488 

-‘y I, 	(-r 75- 	ji=1:')—Xt_11, 	if.11:%, 	[Alexa 	Fluor 	488 	Pr 

Labeling 	Kit] ) 	-I 	Ell L, 	,,V4 ZO VCIE NC, -,'S 41, ---C OZim F 	i — 

tz.-.4t. -D --C fj-i,i4v=1=1 0) 7 Z i 1 	)1.4b l, tz_-.„ 	ari'r,‘0))1.'fbAd 	( 7 )1.7J- 

-t 4 >gf344) tt PD-10CER l, \ --C' M 	L. 	1.31.It6.L --Cij-t4*Vhbl.* 

.D tz_-. 	(280nm8ctVe494nm) 0  A lexa488 	//1.--,'S tl.tz_-_, \ - -t 7° > 1 0 

M  '13,13(,-..34 l_, ---C20 	10)10mg/mL 	Trout' s 	Reagenta (1mM 	EDTA 	* 

(pH 	8.0) 	) 	Ci)31:1Litz_-.0 	Trout's 	Reagent 	Z S Hibaztt 

0 °C, 	4 5 3 ,'1 - l.N, ari-si.7\i'lr.:PD-10CE110-CLULLA 

s 	Reagent 	M 	Lit. 	L'i OAX,VG)Alexa488 	//1.--,'S tl.tz: S H ibi \ 

1,),TAlexa-Hercept i n-SHL -siTiE-4--  Z. 
(Z -t)1.0)±MZ) 

WO 2014/185504 35 PCT/JP2014/063020 

[H2] 

mmmi ifc&Mi i=b^e^U3 

119. 6% 147.5% 174. 8% 

104. 6% 104. 3% 106.3% 

[0105] PEG-PBLG(OBn:60%)^^'r^/1-xU^-$-tr>/UE^I 

J&Ml (^»yi) PEG-PBLG(OBn:60%)£^£&Utf 

juiMi abi^yi) zs&xfmtez&i*[stems (tt 
$x^y3) (cib^T, th 

[0106] (tti^yi) 

(Alexa488^^jU^ tltc S H jb/\-"tr 7°^ 

/\--te7°51>$^y(22mg/mL) 1mL£1.5mL 4 ZL-XIZ^^L L/CQ 

(GE^U*^ 

^pnp=g rPD-10J )^T^fc0 280 

nm(C£tf &i|yi{;fc©Ml£MJ££tTUl0mg/mL(;:;&'i> <£ 9 (CllM L/c0 Alexa488^ 

h -f 77^ y • 'v — XttlUk jSpp^S TAlexa Fluor 488 Pr 

otein Labeling KitJ ) Us tlTU^ 7°P h =1 — 

juct^yS^7^JMb Lfco (yjit 

n-t^yimW) &PD-10£EINTI&£U 

(280nm;j3J;tM94nm) 0 Alexa488;7/><>/U^—1z7°51 V 1 0 

0 UMPI^C^ LT20^M©10mg/mL Traut's Reagent}^)^ (1 mM EDTA 

(pH 8.0) ) ^^JPL/co Traut's Reagent (C <£ £ S hMbJxJ^i 

4 SJ^it7m(CPD-10^ffilNTi®iijM 

©Traut's Reagent % L/c0 CI CD^H(Z)Alexa488;7/><,'U^ tltc S H \k/\ 

— iz7°51>^:s iilTAlexa-Herceptin-SH<h|||Et"50 

[0107] ($-trjKZ)ffM) 
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PEG-PBLG(OBn :100%) 	90mg L Ma le imide-PEG-PBLG 	10mg 	(IIIR(Z.-gs 	'1 9 : 

1) 	.,1,-rat,, 	)( 	J-11/V-z_-.(4,7-t 	> --- 	C-t I) 7 — C741174 --,'S t-.  A:. 	-. 41, 

TttOt ') 7 H74A100m1-t 	7 	1:1=ITEaSictlieti7 — (b L„ iit 

— 	---CVC744 	ig 	1-  Z L'i L T Eat ') 7-0 7 -f 11./AX77 	J1.7 7 

"i 4 to "(g it t I) 7-  D7 4 )I,1,n100mg  VC_PBS 	10mL3' )J1:1 L. Mig;WItT 

PI 0 '741174 -,'S .tito _EgiV4A -14)130AtT( ii EEIRVARMTL-AA"tll  : t )1 

i 4 	NM2-L200) 	.JEll 0 Z, 	-,A3+ -Z -t/l/ib 	.,'ffk,\ 1 0mg/mL3a Q t I) 7— Z 

-t)1474AV4I tc. All3M91_1,11tLct 9 'f464-t.tc:JAD Z -t)1474A(Z-DO-C. Y 

-I t Z V 	Y6MLY61.It VC. -C-  t ±,f1g1IJ if 	.,'ff -D tz_-.0  

[0108] (A lexa-He rcepti n-SHL 7I 4 Z KLoar,t) 

_LE-C14 6 ttitA lexa-He rcept i n-SFV4A0. 75mL (/ \--z 7° > L 1,-T 1. 5mg 

3) L _EgElOmg/mLOM'ai t ') 7 - Z 't 114W,414mL 	4 A-/-f 77)1. C'Il 0 

-tan L, 	3 0 °CT 211124akt-.'S -fftz_-. 	(Ma le imide-PEG-PBLGitiG)714 Z K 

L S H ibi \ — -t 1> L (1){4)311arit) 0  arita, 4t-F--e-EhA4 ILkA, 

t±"flgldt 	.''ff -D it. aVrAltl6Z.-.-gsti,Zakt.0)Alexa-Hercept in-SHIt 

-4-Zi-z7.67)(;_atir_iNIUM-A.7 4 )1.' — 	()</l. 	Z I) t7t-1<, 	itliTni 	[Am i co 

n 	Ultra 	U l trace l-100K : 100, 000MWCO _I 	) 	CE110 ---C 4 °CT, 	3000 rpnfe 5 fg 

Mirg 	3 afu'D to Alb FR M- 	' IA •1 0) _E 3 i* r.-.10mg/mL 	L-:> Z5-4 > 	PBS 

rid 	IT EA 140) 7 	4; K tZ.34 l, --C 5 	1 t )] 1:1 L„ -AZT 3 0 3a)t„--,st-z zri 

L-ez-t)1,itioarita)71.4 z Kg330i>.''ff-D it. AfIJE0)1--:> 

5-  4 > 	-4-' Z tc.6 VC_ if/l/ 	siAfit211 (G EiN/1/ 17-7 -tii>7"-A4--t 

_II, if-.11:%, 	[PD-10] 	) 	'.,'ff.D /to 	j_. 0) L 5' glira L 1_, --C 1 0 % 	m — 	7.1< 

'745,A (w/v) 	--e 745410)1T1',"ff -.3 j_. L --e Z -t )I. 0);  	MIL Li -C-  0 Z. "f'4' 6 41, 

A-. fj-tf**Iia Z -t )1474'riI tz34 Li -C-, 	A.MM (7 4 )1, 	-t7it-i X : 0. 22 gm 

) 	8 ct Ve3At311-'ff -3 Z.: L t: ct 9, 	A lexa488 	1/1.--.'S tl.tz_-_, \ - -t 7° 	Ali 

az-t)vIilionnizii Lit. AV-I'AIJODt±,fl 	Y-1 t Z V h Y6MLY6 

lit t: -C "ff -D it. 	A Z -t/l/l'Alitt, *MAI I) 7 - a = V 	a OD-g$i.YON 

14%--e 	9 . *MAI ') 7 - a = V 	8 (D-gs$1Y9ONE%--e 	9, *MAI') 

WO 2014/185504 36 PCT/JP2014/063020 

PEG-PBLG(OBn: 100%) 90mg<hMaleimide-PEG-PBLG 10mg (|HI(C#^M9 : 

1) MU ttl 

'J U x/<# Is 

-f- XMStf lj7-07-f^A^7^^7 7 X 

%%tco fffctf'JV —©7^JUA$j100mglCPBS£10mL^jnl^ 

I>T* NM2-L200)^ffiUT, im#? $ -teJHbfefrlM 0mg/mUI£-# U V- $ 

<£ y % |Q tl/c Zl CD $ iz Jl/^^.hZ'D # 

[0108] (Alexa-Hercept in-SH<h"7 U-f $ K<hCDJxJ/S0 

-tIBT't# <Q tl/cAlexa-Hercept i n-SH}§)^0. 75mL (/\ — iz 7°51 > £ LT1.5mg 

#) <h±IB10mg/mL(Z);Ii-n^ "J "7 — $ izJU)||>S4mL£:^ 

"OFbfflU 3 O°C-e2 0t^J5J^^1±/c (Maleimide-PEG-PBLG^©^ W $ K 

tSH4k'\—£7?>t(Dm\\&fc) o 4°CTt-TO Lfcll 
fco tl&7fcJx£5CDAlexa-Hercept i n-SH^:P^ 

•?> tc.lt) ®7 -f JU-57— (^ JU^ j^pp^ TAm ico 

n Ultra ULtraceL-100K : 100, 000MWCOJ ) £fflUT4°CT, 3000rpm-C5{& 

/lifts £ 3 Wtt-3 tco (Cl0mg/mL L> PBS}§ 

$ K(C>tfLT5^mMU ^T-3 O^SJ^^H-SC: 

£"C$-feJl/t£©7fcixJfc©"7 U-r $ KSBftfiD^xv^fT^fco ®i!lfi©L-*> 
XTM (G 
Ms j$n°£ rPD-10J o £ CD <h $•<h LT 1 0%X^P-X7j< 

(w/v) T?S§>$©S&£fT9 %btl 

tctiifam'&SiizfommzttLTs 5i®Ma (7 -f X : 0. 22yLtm 
) Cl^lCcfcy, Alexa488^^jU^tl/c/\--tr7°51>iS 

^-tzjus^yoiis^itT L/CO ^ ̂  ± ^ ̂  
SfHCTfrofco #^U^-ZL->> ha©M$« 

m%-e&y, #*§^u V-IL->> K/3©^^^90Mfi%-es>y, #*§^u 



WO 2014/185504 
	

37 
	

PCT/JP2014/063020 

7—== V I- yo)-A- $7V1ON'i'%-eZI-Set:$1 -4-Z. 48, i-710 -t 

")< > 1-$14067_1<ttI4 	$e0%-eZti4ia= V I- a 	LiON 'A' %-A- 	L. 

a= V I` 8 	50N' %a 	Lk/VOL li-cieta),MA..Z J_. L t -e 	Z. 

[0109] (', .4N2) 

PEG-PBLG(OBn :76. 8%) 	10mg LPEG-PBLG(OBn: 100%) 	80mg L Ma le i m i de-PEG- 

PBLG 	10mg (MR tZ.:-A-14 1 	: 8 : 1) 	L CEllotz_-.1,),M4t, EARN 1 Lpiet: 

L -C. A lexa488 	i)1,--,'S ti,tc/ \ --t 7° 	>eA z -t)1,111Alel L tco 	i!,A 

Z -t/l/tAlitt, ra@rt ,) 7 —a= V I- a 0)-A- $7Y10N'i'%-C 	9, a= V 

I- a VC_ 8 6.1 Z iRAK't 't ')< > 	$$0 67_10tI4 	$ e23. 2%-e 	Z ,Verc_M 

-4--  Z. 'V-z_-_, 	i!,A Z -t11/IAli6t, -F,E0MRIN 4 L Pet:, ra@it ') 7—a 

=V 	(3 a)-g- $7Y8oN 'A' % -e 	9, *MAI 1) 7 — a = V I- -y 0`)--A$7Y10 

[0110] (MaiN 3 ) 

PEG-PBLG(OBn :76. 8%) 	40mg LPEG-PBLG(OBn: 100%) 	50mg L Ma le i m i de-PEG- 

PBLG 	10mg (MR tZ.:-A-14 4 : 5 : 1) 	L CEllotz_-.1,),M4t, EARN 1 Lpiet: 

L -C. A lexa488 	i)1,--,'S ti,tc/ \ --t 7° 	>eA z -t)1,111Alel L tco 	i!,A 

Z -t/l/tAlitt, ra@rt ,) 7 —a= V I- a 0)-A- $7Y40N 'A' %•"-C 	9, a= V 

I- a VC_ 8 6.1 Z iRAK't 't ')< > 	$$0 67_10tI4 	$ e23. 2%-e 	Z ,Verc_M 

1-Z. Vt., 	,!,A•Z -t)i.l'Alitt, -FgEoMM 5 L Pet:, ra/fit ') 7—a 

= V 	(3 a)-g- $7Y5ON 'A' % -e 	9, *MAI I) 7 — a = V I- -y 0`)--A$7Y10 

[0111] (MaiN 4 ) 

PEG-PBLG(OBn :60. 6%) 	10mg LPEG-PBLG(OBn: 100%) 	80mg L Ma le i m i de-PEG- 

PBLG 	10mg (IIIRVL -g- 	1 	: 8 : 1) 	L CE110A-.1,),M4t, EARN 1 Lpiet: 

L -C, Alexa488/1,--L'stt,j-ci\--ti>eAz-t)i,taAlieli_itz.L0 	i!,A 

Z -t)i/tAdtt, *MAI ,) 7 —a= V I- a 0)-A- $7Y1ON 'A' °/0 --e 	9, a= V 

I- a VC_ 8 6.1Z VAK't -t ")< > I- $$0 X7_10 I4 	$ e39. 4%-e 	Z ,Verc_M 

1-Z. 

WO 2014/185504 37 PCT/JP2014/063020 

-7-zL-y JfoKft-fe 

V* y S^0^7M£S&^tf0%"C£>£&feU = y h a ̂ 40K*%#^ u 

ZL->> h/3£50ftm%#^L/cfi*§<h LT!^ifx.£o<ht-e$£o 

[0109] (g*g|0iJ2) 

PEG-PBLG(OBn:76.8%) 10mg tPEG-PBLG(OBn:100%) 80mg tMa Le i m ide-PEG-

PBLG 10mg (JllllC^ifil : 8 : 1) ISM 1 [WJ^MtC 

LTs ^exa488^^Ol^tltc/\—\zy0^y^^iz)imM^mMLtc0 m% 

-?-=L-y h a©#^Wl0|tm%"e£>l'>U ZL-y 

K a iz&ttzmfrfeizv/- y Kii©ii7j<ttS{^^^23.2%-e$>zmmzm% 
TZo %tcs T§E©§Si^y4,h^mc, 
— v h/S©#^^^80SM%"e^)l'J. #^§^U^-ZL->> hr©#^^^10 

mm%T? h & mm ^ t & 0 
[0110] («J3) 

PEG-PBLG(OBn:76. 8%) 40mg tPEG-PBLG(OBn:100%) 50mg tMa Le i m ide-PEG-

PBLG 10mg (|III(C#^*4 : 5 : 1) ISM 1 [WJ^MtC 

LTs ^exa488^^Ol^tltc/\—\zy0^y^^iz)imM^mMLtc0 m% 

-7 — IL-v h a©#^^^40SM%"e^)l'J. =L-y 

K a iz&tf&mzKtt-tr > Kii©ii7KttS{^^^23.2%-e$>zmmzm% 
tZo %tcs TBZ<Dumm5tmmtz. #*§^U^-ZL 
— v h/S©#^^^50SM%"e^)l'J. #^§^U^-ZL->> hr©#^^^10 

mm%T? h & mm ^ t & 0 
[0111] (»J4) 

PEG-PBLG(OBn:60.6%) 10mg tPEG-PBLG(OBn:100%) 80mg tMa Le i m ide-PEG-

PBLG 10mg (|III(C#^*1 : 8 : 1) ISM 1 [WJ^MtC 

LTs ^exa488^^Ol^tltc/\—\zy0^y^^iz)imM^mMLtc0 m% 

-?-=L-y h a©#^Wl0|tm%"e£>l'>U =L~y 

h a y KII©ll7KttS^W^39.4%-e^^ll*i(Cffi^ 
T&o 
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[0112] (MaiN 5 ) 

PEG-PBLG (0Bn : 60. 6%) 	40mg LPEG-P BLG (OB n : 100%) 	50mg L Ma le im i de-PEG- 

PBLG 	10mg (MR t -C. -g- 	4 : 5 : 1) 	L CE11 0 tc:1-),M4t, EARN 1 L Rat: 

1_, -C, A lexa488 	i)1,--,'S ti,t,z/ \ --t 7° 	>eA z -t)1,111Alel L /to 	A 

Z -t/l/tAlitt, rati?rt 1) 7 —a= V I- a GYA- $7V4ON 'A' %•--C 	9 , a= V 

I- a VC_ 8 6.1 Z V7_10t-t ")< > 1$000,7.10 IT 	4%-e 	Z ,Ve VC-$H 

T Zo 

[0113] (MaiN 6 ) 

PEG-PBLG (0Bn : 60. 6%) 	20mg LPEG-P BLG (OB n : 100%) 	70mg L Ma le im i de-PEG- 

PBLG 	10mg (MR VC_ -g- 	2 : 7 : 1) L CER 0 tc:1-),M4t, EARN 1 L Rat: 

1_, -C, A lexa488 	i)1,--,'S ti,t,z/ \ --t 7° 	>eA z -t)1,111Alel L tco 	A 

Z -t/l/tAlitt, amt') 7 —a= V I- a GYA- $7Y2ON 'A' %•--C 	9 , a= V 

I- a Vc_ 8 6.1 Z iR7_1<ftt 	)< > 	$140 67_10tI4 	$ e39. 4%-e 	Z ,Ve VC-$H 

T Zo '1"z_-.. 	A Z -t/l/tAIJ tt, rati?rt I) 7 — a = V 	(3 0)-g 	$7Y 70N' 

%TV') , *MAI ') 7 - a = V HY ODA- $7Y1ON IA °A-  e 	Z get:-$H -4-  

Z 0 

[0114] (Z -t)l.-TAIJOUli8OgR 9 12s,(7)-MR) 

1. 	5 mL7-1 1=1a-Itz_-.(,) n 2 5 000011:10)NC I -N8 7*EH 

a e-gs 	41. Z ct -3 VC., 	"Ma 	9 0 il L ig) tigt t-C. SEN 1_, PAX /VT t )31:1 1_, it 

o 	igtt L 1_, ---C tt, 	RPMI1640 	(G i bco-rm, 	Inv i trogen) 	Ll 0%F BS 	(biowest 

t) cEllotco  i\--t7° >LL -c0Aekg.e4µ,9/mL6Z.-.4Z,t -3, Fat 

RN 1 — 6 0) Z -t/l/talA. - 	a — it: tAil 1,, 3 7 °C, 5 %C 0 2 01-AirF 

--e 2 111Vig4 Litco Ulli8 	P B S— 2 IIIAA li, 	2 %/*/1,L,7)1,52L F' 

/P BS  -e*Ei8ifl_i, 	71=I —1)-4 1)<—— (19*/ 	1> • 52  4 ' 

v > 	.4-4±,T,C 	itl iTn , 	I-BD Accur i -rm C6 7 1=1 -it-r i`)(--J 	) 	.1E11 

0'.g.'Yt I_ ( F I-1-A) CAM' Lt  7.0 "14 6 tt.tz_-. :43 Lg.g.111 	, t') 7 - Z -t MA 

.g.. 	-if r.-.1 ril A..k.tkiatZAE l_i -C , 	-WiEn/NO) Z 't 11/11 Alia)MIRCA 	, 	, t 9 

Af*nrc_ tt*Ei8-s/N GAiall 8 ct ZMIli81'NOgRI2s.MODATAI 	, iiTifi li it 

WO 2014/185504 38 PCT/JP2014/063020 

[0112] (g*g|0iJ5) 

PEG-PBLG(OBn:60. 6%) 40mg tPEG-PBLG(OBn:100%) 50mg tMa Le i m ide-PEG-

PBLG 10mg (|III(C#^*4 : 5 : 1) ISM 1 

LTs Alexa488^JU£ft/c/\--tz7°51>i^$-tz,iU$^y£ill[L/co 

-7 — IL-v h aCD^Mmt^WWYo-^h^, =L-y 
h a > hii0^'39.4%T&£mm^ 

T&o 

[0113] (g*gt0iJ6) 

PEG-PBLG(OBn:60.6%) 20mg tPEG-PBLG(OBn:100%) 70mg tMa le i m ide-PEG-

PBLG 10mg (|III(C#^*2 : 7 : 1) ISM 1 

LTs ^exa488^^Ol^tltc/\—\zy0^y^^iz)imM^mMLtc0 m% 

-?-=L-y h a©#^^^20SM%"e^)l'J. =L~y 

h a > hii0^'39.4%T&£mm^ 

t-50 t/c, 

^ o 

[0114] 

1 . 5 mL7<^Pf2-7^fclJ|]2 5 0 0 0 Oi®NC I — N 8 7 B 

tiz i: 9 iz% 9 o ^ L Ltcwm-emu u/c 
o ip±fe<hLT(is RPMI1640 (Gibco™, Invitrogen) <h 1 0%FBS (biowest 

tt) o —1z7°51>h LT©||-)jiS^4 yu, g/m L 9s IS 

®&0|J 1 ~6©$tjUS^y£^zL-7HcMU 3 7 °C% 5%C02©3iijtT 

-e2u/cQ p B S-e2u 2%/^^UA^U^t; K 
/PBSt«@SU 7P-+M (B*^ h> • 7^ 

jSpp^S TBD Accuri™ C6 7P— +M h ^ —J ) 

(FL1-A) ^r)iy^L/c0 % b ^ 'J ~? — $ izJ\/}m 

jt£-^cSU/cMt(ciiiLT, &^js^©$tju£!&y©iijjifi£, <fcy 
Win L/c 
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o *QA 	4 2 vc_,-T -4-0 tss-3, 	4 2 a" 	7 o3ftNitt, gaiN 1 vc-tio-C*,±, 

--L'stLit:43;36g1.0)< 	7 >11-1 	1 0 0%L Lit± 	0`)$D'clIFI --ezo 	>4 2 t: 

/-7 -4- LS-39, a= V I- at:d t li it Z -t/l/talit: 80-  ZiRzIOVES.53306 

7_1<ftl.ao 	Tiff -k-00,12 vcAIJIN -4-  Z •J_. L t: ct -D ---c, SnOli8opz -t)1/111J 

oEititect 9 ftAtLrbi_E-4- zo 

gAis0f1JfflriVilt 

[0115] 	*RHAtt, ti`JYA,AM-0Et2'z'AM-03T1--e, tffiLEL*1J1,11 -4- z•J__Le-e 

zo 

WO 2014/185504 39 PCT/JP2014/063020 

•Ztltc%iyb&g.<D**/J7>ife%'\ 0 0%t[;tct%<Dfattife-Z$>2>o M2tZ 
vitt&Vs =L-V Ka(C^BHL/c$-tr;uM^y(ca^^i®7j<t^i^^©ll 

TKttJt u £ pjf ^ o §50 (C u rnt Z> z. t tz <fc O T , *1 (D $ -tz JlMM 
mm^tf^vmrnz^tZo 

[0115] *mm. ftmzmmtzzttf-et* 
*o) O 
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