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[0016] *W-Tvc_s-3(1z, *E81344ZCE,V,u, kgi-si-ttNot)in6Lct 9, tHI-4git 

TztrMli8oigAitioi=1=—vc_Rt-4-z 1- ib=1X,VEl_ii-Alli8] Ct 

-4-z, lirk---,'sti.tso—Rtt*tkaYArtff,V, 	43t:._a- ,N,H)j -4-zo 

3 Att, 	7°i-1-_E--eigA-,'st1.zfb!IXEMIEJ81=1=-77 -4-0 	•J_GAX 

PreigAarc_ 11E81344ZCE,V,UilIgtsi-ttN] C,)iii-4-zL, 	•J_.a)1=1=— 

t•c_fb!iX,IIMI 	Li tAlli8eRt Li -c t (4 3 B) , 	'fb!IX,IIMI 	LitcA 

li80±MetfAIJ-,'S 41,, Abe-C, M -,'Sti.Z (>4 3 c) . -0,1±g40,t.lz 

J_L (,,=ct 9 	,fb=1X,V0)1=1=-7yffmz--,'sti,g,t.lz 	(4 3 D) 0  

[0017] >4 3 oyArtffORLS-3o-c(b!iX,VELitc.WIJ8elt -,'sti.z)(t=XL, 

ttiV,-Foct -)vc_lit-,'sti.ze, *W-TiJtJ_.41.6o)(t=XLsc_firk- 1_, --0174gi 

Ws < -ct (to. AlAttfL=IXEM1Ii80) 	i=i= --e 	9, MThgAlli8 

iam4ZiAgoL4A_641z (4 4 A) 0 	•J_.a) 	1=1 = —vc_RRnrcfb=1XE 

C1,1_,A-A1J8eRt-4-z 	(4 4 B) . 	,fb!IX,IIMIl_ii-Alli8tt, 	,fb!IX 

goOli8ct 9 t Vii8m4Z eN <, Warmt:_*-r,  V ie---e-\b-4-  < tsz L4 

A_641z. •JAA'aii8rmo*-r,  V itali8v4ZIE,V,Uigtsi-ttNeA91)_sti• 

•J_. Lt: ct 9 , 	,fb=1X,IIMIl_ii-clEi8oAlii8rFil4Ztt -L's6vc_H< -,'sti., 	)±,111 

Vbet u, Vii8±,14-4e0M-,'sti.zL4A_641.z. Vt., •J_.0) L 	igl 

L a) Oli84Zets < 1-s-D A-A3 ib!IX ,IVElitcAlatt, iiimo,o- zRipm a) 

,fL=IXE0AMIJ86c_TEIEll_i,±, -,'st1., 	7t 1--(,:_ct9gx9Mb\ti.zL4A_6 

tt,Z (44C) 0  

[0018] ct-D -C, *W-itt, —,Vrc_S-3k,\ --C, 	ftg'It -4-Ztr011i80)±gA51---e 

-'D --C, Vi84ZIEU,  ittsittN04 -F-011i8ig4-4- z•J_. L -A-ti• 

5 (-;CF, 	1-*W-Tvc_b\b\zigA51_1 L t -30 ) lzrATZ. *W-it•LiJN. 

b\ZigAIrc_ct ti,a, —,Verc_S-3k,\ --C, t,'Itgit -4-Ztr011i8OigAi=1=10) 

1=1=—(,:_Rt-4-z 1- ib=1X,VEl_ii-Alli8] Ct -ezLk,\-)5-̀ 0JA/Y 

-) •o 

WO 2014/104207 6 PCT/JP2013/084932 

U&Sft (HI 2 C) , h—>;uc<£y|« 

•$tl& (m 2 D) o 

[0016] 

TZ>m$?&(Di%mtp(Dz\n~-lz%^TZ> £R£ 

m^nte^-xmmvmM&mtks ^sicg^s^-r^o m 
3A&% 7°U-h±T-i£#£ft£^Nbt£II(£>»=i •--^'to Z(Dit 

Z.<D~m--

®3B) , MMbWrnzWlLtcM 

wx, (@30 0 

z.tiz&v^ft4bitm(D=\n--tfM>f$,^tim-}& (03 D) 0 

[0017] H3©^M#J(cfc^NT^Mb^H^S^L/c««i^ti^p<^-XA 
It VXT (D <£ 9 (c }f M £ ti Z> if, * m ̂  if Z. ti b (D * ti - X A iz PS M L T fl¥ JBR 
£ ft&< T fc <fc i\, M^J]^t^ibitPM(DmB(Oz\ • --xh^Js *@S©» 

®4A) 0 zQ^n--iz\&%mz^fi\wm 
*w.btc.nmtf%3Ltz> (@4B) 0 &#4tWim*wi[stcMm&s ^Mb^ 
n©«i;y . «p^cdr> >>xt^x^^t< 
xbtiZo vx^mm^m^mm^m^wifx^) 
z:^tct-j. 5kfiitwm*%%btcmm(Dmmmmwitzbizm<zn, mm 

t/c, 

&#4twmoMmiznLtti^tis T# K—iz£ yixy t^xb 
tl& (@4C) o 

[0018] -n*i(cfc^NT, ^m^(Dt^mj5)^x 
fo-oXs mmmmwttmm^mmmcD^Txmm^mt&z.t 

(£1~FN <ht^90 ) (cM1"£o ^IPI^lcfr 

H^tl9 •So 
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[0019] Lite-D -c, VA,-Itt, - ,g)i-tonerc..80-c, tHlgit -4-- ztr01111E18a) 

igAi=1=irc_Rt L tc.xttRt L -3 zfb=1X,VI 	LiAli8 -4-z51-e 

msam4z1E,V, iThIgtsittNo4T--01i8igA-4-z •J_. L -A-ti• 

1 (-;CF , 	1 -*W-it:_b\b\zn51_1 Lto-). ) vc_124-4-zo *W-TtLiJN. 

b\z±g451, EzvVRtt, *W-TtLiJNIJN.z151t:_ct ti, a, —,Verc_ 8 

0-c, 	,fb=1X,VCI 	Liklifili8eRt L•tib L tz.- 4L=IX,VoUJEJ8a) a 1=1 = 

—/J\ 6, 	,fb=1X,IIMI 	L A-4E8 	1 	L. 	,fb=1X,V0Alli8o) a 1=1 =—R 

ttfb=1X,VoUili8/J\ 6 tsz 	1=1 = — L TZ •J_. L /PC 	Sao 

[0020] L tz_-.7Y-D --c, VA,-Itt, - ,g)i-tonerc..80-c, 	,fL=IXISCI 	LA-Alli8 

eRt Ltib L/ 	1=1 = —/J\ 6 	,fb=1X,VoUlli8/J\ 6 ts z a 1=1 = — 	ffMC-4-  

z51-e-D ---c, Warb14Z 	F.Id,V, imIgtsi-ttNo4T-engatib Lit a 1=1 

=—±gA-4- z •J_. L -A-ti•51 (iV,T, 	1-*W-Tt.c_b\b\zi=1=—T[Mz51 

J 	Lto-). ) 	vc_124-4-Z. 

[0021] it, *W-TtLiJNIJNZigA51, EzvVRtt, *W-Trc_b\IJN.Z151t: 

ct ti, a, —,Verc_80-c, 	,fb!IX,V*Mli8xttfb!IX,VOli80)(7).±gA-4-  

zzriLe-e,z. 	Lite-D-c, VA,-Itt, 	,g)i-tonrc.80-c, tHlgit 

-4-ztr01111i8ofb!IX,VViEt -4-z51

-  

	Oi81244VE,V, !Mt 

tsItNo4 -F--011i8±g4-4- Z •J_. L 	at,` 	51 0-;CF, 	1-*W-Trc_b\b\ZNE 

ti 	11 	Lto-  3 . ) VLIEATZ. 

[0022] [tHlgit -4-ztr011i81 

*W-Tvc_s-30 --c, tHlgit -4-ztrMili8tt, lirk---.'sti,i-so—RuMAGYA 

btff,f-erc..8o-c, 	L I- tHlgit (pluripotent) MEHIEJ8TZ. *W-TVC../-30 -"C 

, 	L. 1- tHlgittrMatt, lirk---.'sti,i-so—Rtt*tkaYArtff,Vvc_s-30-c, 	L 

i P SUlli8xtt L. I- E S Wij8--e 	Z. 

[0023] Cib=1X,11C1 	LA-Ali81 

*W-Tvc_s-30 --c, 	,fb!IX,VCI 	LA161i8L tt, lick---.'sti,i-so—RuM,k 

ayArt)±,V vc_ 8 kiN --C. Ulli8off,Vifb!IX,VGA11i80-ti.L ttAts 9, 	1.1 

1.11ThIg--eZ. *W-TtLs-3o-c 	1-,fb!IX,VE1,1-cAlli8i tt, 	1-N,,fb 

WO 2014/104207 7 PCT/JP2013/084932 

t&m*lZf££.Ltc5ltef££.L?Z>£#4kWim*i&l[,tcMm*&£TZ>l5fe-e 
fo-iTs mmmmwttmm& z. t 

(J^T, <ht^90 ) izmt&o ^ini^cfr 
fr&i&W5fes RX?/5U£s —SMHlci> 

L^Mb Lfc^Nbt^i©»©=i • -

—frb, ^Nbt£H£J$Lfc»£P££U ^^Mb^H©lffl^(Z)=i •--X 

&^3Mbt£fi©ilfflJ® btezun^—ttzz. 0 

[0020] Lfci)^T> ^©ffefiD^HlcfciNT, ^Nbt^I^L/cilfflJ® 

L^Mb L /c =i • - •-b^Nbt£fi(£>»fr b ta£ =i • --^Mf 

L/C=I• 

(£IT, =l • 

j ^ti^o ) izmt&o 

[0021] t/c, RX?/5U£s 

<£tU;£\ Tfc^b^^JSXttTfc^b^^JS©^^^ 

o Lfci)^T> ^©lfe©H*§(C£lNT, 

^I-^MJ®©{b^n»p^g#£is#Ritb 

(£IT, 

^ti^o ) izmt&o 
[0022] 

*m^c£iNT. ps^n^-xi*^©^ 

H (pluripotent) 0 

i P K E s«-e&£0 

[0023] i&wt imz^Ltc.mm'] 

(ommmmzsvxs w 
syRTfi-efe^o r^Nbt^ll«L/c«j &, rj$^Nb 
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*Mai Rtt 1- ifb1.12,EVIi8i L tg, 	viaiY 	Z. EfLUIIi8L is -D it 

•J__Ltt, Frk---,'sti.tso —Rtt*LkoDATO,VtLS-3o-  c, 	,fb7—)J —VA 

--efet,E--e 	Z. ggEfb7—t —tt, FR-Z-L'sti.tso—Rtt*tkoD'Attff 

Etz.-.81,\ -c, o c t 3/4, 	Nan og, 	SSEA-4, 	TRA— 1 —60 

--eZ. 

[0024] [marim4 	13Ja,V,U, kgtstttN1 

*W-Tvc_S-3k,\ --c, Oli81344ZCE,V,U,  kgts'ANtt, FRZ-L'sti,i-so—Rtt* 

RoD'Artff,Vvc_S-3o-c, 	E — )3 KiN ,) >0DMIVE,V,5t'It -4-Z-ttN-eZ 

o 4147TtLS-3o-c, Oli81344ZCE,V,U,  kgts'ANtt, FRZ-L'sti,i-so—Rtt* 

GYAATMLS-30-c, 5th$nrc_IfL*1111i8, -4-ZNA/J\ 6, 	E — t 

K/•') >0DMVE,V,5tittL)inA_, *Hili8-soDelaitgA- 4Z •J_. L etzT 	L 

00 nialli8-s/Noelakgtt, FR-Z-L'sti.fsk,\—Rtt*NODATOONLS-30 

---c, 	HIg'It4ZtrMili8oDUlli8-soDelakg--eZ. 

[0025] (H A) 

VA.-TVC_S-30--C, Oli81344ZCE,V,U,  kgts'ANtt, FRZ-L'sti,i-so—Rtt* 

oyAroM.:.,8k,\ ---c, t,y i) 	-Iti (Clostridium botulinum) 0)*R-EIA 

ai24:.81,./ZiN7/1/=> (H A) --CZ. *W-Ttz:Sik,\ --c, WIEJVA4 

	

 	E,V,U,  kgts'ANtt, FR-Z-L'sti.fsk,\ —Rtt*tkaYArt%St:-80-C. 5th$ 

tz.-.E(LUIE18 -4-- z#2,M5N. 6, 	t%y 1) 	ffi- 	(CLostridium botulin 

urn) ODMI-EIA*ai247.1-31,./Z 3 "DO)/\7 s')1/=>1)-7 a it—,> 	H 

Al 	(HA33) , 	HA2 	(HAI 7) , RTf, 	HA3 	(HA 7 0) 75\ 6 ts. 

ZET/J\ 6int1R --,'stLZ 2 Rtt 3 iC3 ---eWiC--,'s t1.Z*af*Rtt-0)*a4* -A-tiN 

t) co - )-eZ. Vt., Oli81344ZCE,V,U,  kgts'ANtt, FRZ-L'sti,i-so—Rtt* 

0YAMMLS-30-c. 5th$rligrcilfUlli8C -4-ZE,VJN.6, H A 2 

(HA 1 7) EzTf H A3 	(HA 7 0) -c4* --Ls 41,Z*af2tc 	I, < tt 3 	3 -e 

WC--L'sti.Z*af*Rtto)*af* -A-tiNto-eZ. ghgE1)-1>t —,> 

H-I A 3 (H A 7 0) tt, —Rtt*NOTArtWet:../-30-C, E — )3 K/\ ') > 

0DMIVE,V,5tItRIR,-4-ZEAN Ezzi,, 5-LoisntLE3HLUJi8lt-4-ZE 

WO 2014/104207 8 PCT/JP2013/084932 

j&5k$Mb 

£"cfinrc££0 tuiB^^bv-^-tt, 
H(CJ5l/NTs Oc t 3/4^ N a n o g % SSEA-4, T R A — 1 — 6 0 

[0024] 

xm^tzs^Ts mmmmwMPs^n&iN-xfcMt 
^(Dmmmwjz^Xs E-ti u y(DmmmM^\^Mt^wxh^ 
o xm^tzs^Ts mmmmwMPs^n&iN-xfcMt 

&^falc|$7k$Mb^lfe£R££t"£ilj&ANS>. E-t> 
K^ u o ttiwz u 

[0025] [HA] 

*m^c£iNT. «P^*£PISpsmtzynwiz* Ps^^n^iN-xtt^t 
§k(D^MMWslZ&^Ts (Clostridium botulinum) 

(HA) -e&£0 ^m^as^Ts 

TK^U^TVS (Clostridium botulin 

urn) 3 -DCD^^tf — >Ht7°=l 1/J& — ̂ y KH 

A 1 (HA33) , H A 2 (HA1 7) , RXfs H A3 (HA 7 0) 

& m& ̂  m$R £ n & 2 x & 3 £ ti & ^ 
o t/c. Ps^^n^iN-xtt^t 

H A 2 
(H A 1 7) MHA3 (HA 7 0) L < & 3 j$ftV 

IIJ5& £ tl Z> m-gfaX & ̂  (Dm^W £ # i (DT? & £ o fu IB+f 7" =l > #•- * > 
KHA3 (HA70) -xmmko^MMmz&^Zs E-^K^U> 

zm&s RX?, «ftM^Nb«£P^-t£m 
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, ,iJN.6, 	ATIRttB 32ot%Y ,) 	-ffia)to)-ezJ_LiATI_AiNc, 	VZ.-.., 

It1>t —,> FHA 1 	(HA33) EzTfiHA 2 (HAI 7) tt, FR t -L's 

ti.tso—Rtt*tkaYArtff,ferc_s-30-c, Am, B 32, EzVe C MI 0 0 - 4 ' 41,0 AI 

'J') 	-ffiODt0D --e-D -C1`, (too  H A tt, FRZti,i-so—Rtt*LkaYArt 

)±,fet:...1-3k,v-c, 	-1)-1 	/
.}
t— ,/ Ht, 	,-ti,Tti., 	i) 	> Est> 1"--e-D 

.-ct,t<, XV2-e-D•--cctoo 

[0026] [Warm4ZIE,V,IMIgi-sltWo4? -p--eoUli8tgAl 

*W-TtLs-30 --c, 	Ilmarm4ZIE,V,IMIgi-sltWo4 -F ---coAlli8tgAi 

tt, "ftRjER 0 6 ti.zEzvVRtt-IVAR-L's tt.z. tHlgit -4-Ztr011i8otg 

AitEzveigAtgt-P111e 	AtgAAitotigttamarm4Zcu,V,u,  

gtsi-ttN4?, -ft•J_. L --Cff A_ zo Frk-,sti-so—RtttkaYArtff,Vt: 

8 o-c, Warm4ZIE,V,IMIgtsi-ttNtgAlziotgAtigttLt)in 1,---c t ct < 

. 5-lott, *E81344ZCE,V, iThIgtsi-ttN/9')t)iii 1,1-cti,,±t{tEil L-ctgA 

1, -c t 	00 tgAtigt. to 	7°1—  I- 	J-1,tWo) t oftEll 1,-c t ct 00  

[0027] 11E81344Z CE,V, iThIgtsi-ttNi tt. E3 ,fbOli8 	Tif,0 Liz b\6t3,,±)6t.c_ 

)in 1, -c t ct <, E3 ,fLUJi8eRt LitsofRIN-e±g±t tLt)in Liz t ct 00  

[0028] tigt6L4? -,'s -ft. 	11E81344Z CE,V, iThIgtsi-ttNi Valit, FR- -L's 41,4 

0—xtt*LkoYArtff,VtLS-3o-c, E3 ,fbOli8C -- Z'-*-Nriigts5-̀ 0J 

S'1.--eV,), 	M-Z -ett.a,!,R7f-ez„ tigttL4? -,'s -ftz ilmii8v4z 

FE,V, iThIgtsi-ttNi oalit, Frk---,'sti,i-so—RuM,k0D'Artff,Vvc_S-3o-c, 

5-th$nt:-.111111,18 -4-- Z#2,M5\ 6, 	5 n MJ,),_E, 	1 0 n MJ,),_E, 	X 

6t1 5 n MJ,),_Leti6tt,Z0 P1003  2A75`6, 	2 0 0 n MJ,),-F, 	1 5 0 n 

MJ,),-F, Rtt 1 0 0 nN/11,),-FTZ0 

[0029] ilearm4ZIE,V,IMIgtsi-ttNi 	tigtvc_4? -,'st-zfirk--L'stl.14:0—Rtt 

*LkoD'Attff,VL Liz, ;Mg±t3--1, 	X V] 9 L L - C*11101R 4--e t ct < , 

40.0#R4-et Oz 	, CAnts#R4-et ct 00  

[0030] *W-TVC_S-30 --C, WatgAtt, FRZ-L'Stl.14:0—Rtt*tkaYArtff,VVC_S-3l,\ 

--C. „"4ttg -gstiNo *W-Tvc_b\b\z±gIN EzvVRtt, *W-Tvc_b\IJN. 

WO 2014/104207 9 PCT/JP2013/084932 

AMXlABMCDtfy 'J IA\, t/c, 
h H A 1 ( H A 3 3 ) RXf H A 2 (H A 1 7 ) Rg^;* 

nte^-xmmko^mtmiz&^x. AM. BIN Rtfcmo^tn®# 

mmtztii^Xs &+t ? =i >#- * y K ^ ti^e tu u =i > tr^ > K -e& O 

[0026] 

a IN T. r^ mm^jm^mo^Txomm^m] 

fg ft ti It £ £ 1± £ ̂  <h T- tT ;i £ 0 £ ft ft ^ - x &*ti£ © (c 

aiNT. LTt <fc < 

, mm^&wzm^psmteyiiwz^toffiijubtci&i&z&mbxmm 
LTt<U\ i£#i£±fes i£#7°U-

[0027] &. ^^itmm^Bmbx^^miz 
iiiittJ:<, J^^Mblffl Lj&iNSPg'eiSitetc^ijpLxt<fc 

[0028] i£imc#££i±£ ©>j§Jt&. 
IN•-x&Wk(D(c d3INT, J$^Nb»£E££"e £ £ to& 
m&X'foVs %M%X$>tl&^LfeX%Zo i&ife£#£;*-t±-£ r«P^g#£ 
PMRTtifctiftj ©>j§Jt&. PS^^n^iN-xttmro^^tcaiNT. 

5nMJJl±% 10nMJJl±> X 

tt 1 5 n M^Lttf^lf £>ft£0 2 0 0 n M^TF. 1 5 0 n 

M^TF. Xtt 1 0 0 n MJ^T-efe^o 

[0029] r«P^g*£PI#^tgftt)ltJ 
LTs &©i£lte£&£M]|'J £ UT^Sro^-et <fc <. 

<fciN0 

[0030] *m^C£lN-c, «*&#&. 

Xs 38fti£#£#fr0 Xm^lzfrfrZi&Wjfes RXf/Xtes ^m^lzfrfr 
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znIt,7..,t4la, -160(„7.8o-c-,attigklt:TM-L's41Z1=1= — (z 

861 Z 	3 ,fb 	Q-- (fUlli8--e):MC-,'s 41, 	,fba.E*Hili8 -*-NlYgt: 

A-  'tskiN 	i=i=—) oPlarbi_E--ez L 0 -3 5thAW4 Sao attu, lirk- 

--.'s ti,i-sk,\ —Rtt*tkaYAIM,V(zSik,\ -C, Ti' ii_r_Tzve- IVAR-L's t1.z51 

vc_ct9'ff-)•J_Le- Z. 

[0031] *Wc_ 6 8 k,N -C, VaigAtt, [NZ --.'s ti.fsk,\ —R6t*tko : 8 k,\ 

-C, 7

-T

4 —  YOli8CEROtc.igAT 	-D•--  C t ctliN Li. 74 —Y 	igA---e 	-D 

—C t ctl.N. 74 —YO 	6t. [NZ --.'s 41,4 k,\ —X tt*tkaYAIM,Vt: 8 k,\ -C, 

MEF 	(Mouse 	Embryo 	Fibrob I ast) OjEn, 	SL 1 

0, )3zzi S N L 	7 6 / 7 7-f —YOJJ8,- iYtf 6 ti.z 0 74 —Y*Matt, 

lick --,'s ti.fsk,\ —Rtt*tkaYAIM,Vt: 8 k,\ -c, 	7 4 —YUlli801:1=1---e1`,, gftg 

it -4-ZtrOlfIli800.3IIIALtIn(1) -D < 9 474 — Y*Ifili8etff 	i, k, \ „ 

74 — YUlli8 tt, [NZ --.'s 41,4 k,\ —X tt*tkaYAIM,V lz 8 k,\ -C, tHlgit 

1-ZMIIIIi800.etLtIn(1)-D < 9 -C 	9 . tHIgit -4-Ztr01111i8oigAiti 

o') 	1=1 =— vc_fb3i.raEUIli8 	a 1=1 = — i= I = I*53 t•c_Rt -- 	z •J_. Le-- 	Z, 

75`6, 	SNL 	7 6/ 7 71'—' L\0  

[0032] VaigAtt, lirk-tql.14:0—Rtt*tkaYArtff,VVC_S-30-C, 5—th$ ct < 

MdEOli8M -ezAbN.6,4,gt -4-ztrOlIMoigAl=1:1 01=1=- 

1:1=1 *536ibt.E*Ei8Rt-L'st- z •J_. L e-c 	ZAit-C"ff 	•J_. L etff 	L 

00 [NZ tgli-S. ki \ —R tt*tkaYArtffOR VC- 8 kiN -C . t714gilt 	-4-  Z ME80 

ILY. 	FE ,V, Ezve/R tt OM 1-Z •J_. L t: ct -D -c, 	1=1=-1:1=1*53(z'fbitraE 

Oa 	5-̀ 0J$ct < Rt -.'s t- Z •J_. Litz 	Z0 

[0033] k,N 	 -4- trOlflaotgA 	51-  14,-Itt, - .tho)— 	6c.e,VS-3 -C, t714git 	Z 01

,V, -D -C. ihY. 	FE 	iThgtsAN04? -F--011i8igA-4-  Z J_. L, Ez v4E81E4 

4ZCEU,  kgi-stttN04 -F-COli8ig4-4- Z •J_. L 	-A-tiN5ItLI EIA -  4 - Z 0 * 

Selz IJNIJN. Z igA 	It: ct ti,a, — ,Velz S - 3 k,\ - C , 	itgit -  4 - ZMIIIIi80 

igAi = I= 10a 1=1 =— t'cibii.12,E*Ei8 	1 = 1 =-1:1= 1*igt:Rt --,'s t - Z •J_. LeT 

Z •J_. L IJN . 6 , 5—th$ ct < 	3 ,f bitE*E8 	It 	--e' 	Z L k, \ -) OA iY 	-,'s tV, 

WO 2014/104207 10 PCT/JP2013/084932 

£P££;fr;£(ci:ftW:\ — ft£ =i n~-lz 

in--) PS^ 
^tita(cnRxf^mmftztiz#>£ 
tcj:y^T9 

[0031] *m^c£iN-c, «*&#&. P^£ftftiN-x&*ti£©^M#i(c£LN 

Ts 7 <<fclN U 7 -f 

MEF (Mouse Embryo Fibroblast) Ulllcjk S L 1 

0, StfSNL 7 6/7 7<-y«^We>ft£0 

< y &7 < t IANQ 

T£!**fflJ&©3Sj£tf£b&to0o < y-e&y, 

(D =i • - •- (cibMlfflJ®£ =i • - - E££ -tt & o <h -c $ £ £ 

AviQs SNL 7 6/7 7'f-ytti!)ttU\ 

[0032] *W<fc<5fc# 

4^SBlC7k#<b&J$^J]&£fg££l±£££tfT££^Tft9 L 

INQ PS^ft&iN-xtt^&ro^Jfe^icfciN-c, %>#W&<» 

M^m^RXf/X^imt^Ztiz^^Xs =i P--4^SBlC7k$Mb&J]tt 

^JS£*W<fc <fg££ 

[0033] 'ZCDfl'XD-mmz&^Z, Z>%tWfl&(D%;W&3lkX 

fe^T, 

S* * PIS RTtgft tilt ©#£T'ZZt £ #(C M1" £ 0 * 

i£#^©=i • --(c^NbM»£=i 

zzztfrbs «<£ < *3MbM« £ P&£'T? $ £ £ IN 9 & HI £ ft 9 
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zo 

[0034] 414,-Itt, -01-tonrc_s-30-c. tH1-4g,t -4-ztrflei8oti,,itirc_Rt 

LitxuRt L -3 zibt.E*1111i81 -4-z51-e -D -c, 	S.CE,V,u,  

gtsi-ttN04 -F--011i8 	tgA4 z •J_. L, Ezve*E8M4Z 	FE ,V, U,  ilgts'AN 

o4? -F--0111i8tg4-4-z•J_L -A-VIrc_124-4-z. *Serc_b\b\ztgAI 

, Ezve/Rtt, *Serc_b\b\znIt:_ctti.a, —S 	i:80-c. 	3 ,fb 

1.EVIi8eRt L•tib Lit 	,fL=IXE o*E80 a 1=1 = — iJN. 6. 	fb3t.EW 

li8M 	L. 	,fL=IXEGAtEi80)1=1=—Rttib=1XSoUli8b\6i-sz 

1=1=—L -4-Z•J__Le--eZ. 

[0035] *M7i6t, 	Opit0),ga6LS-30-c, 	,fb3t.EVIi8eRt L•tib Lit 	i=i 

=—/J\ 64b=1XEGAlli8/J\ 6i-sz 	1=1=—TFMC-4-Z51-e -D -c, ihY. 

Fid,V,u,  ittsi-ttN04 -F--011i8tgA-4-zJ__L, EztPlarAl4ZIE,V,u,  

kgtsi-ttN04 -F--en,gatibLiti=1=—±gA-4-z•J__LA-ti•Irc_r4-4-  

Z. 

[0036] *W-Tvc_s-30-c, ihICTL,V,U,  ittsi-ttNtt, Frk---L'stLi-so—Rtt*tkaYA 

ATFORLS-30--c, 	HIC,It -4-ztrfllli800.(,:_r44-4-zi-ttNo5tittfil5J 

/1E,V,-4-zi-ttN-eti6ti.z. *W-Tvc_s-30 --c. ihICE,V,u,  ilgtsi-ttNtt 

. lick- --,'s ti,i-so—Rtt*tkaYArtffORLS-3oc. iS.Fid,V,A1Jeti 6 ti.z. 

ihICE,V,u,  ittsi-ttNtt, Frk---.'stLfsk,\ —Rtt*tkaYArtffORC-8ki\ ---C, 	R 

a c— 1 FfLiViAM-eti6tt.Z. tigtt:..4?,St- Z 1-ia .F.EL,V,U kgfcCAN 

J Valit, lirk---.'stLfsk,\ —xtt*tkaYArtffMc_s-30-c. 	,fb3t.EVIi8 

oisrligt:_i=1=-11=1*3arc_f4fir- t-, 	,fo_r.2,Emiii8oisrrgt.c_R -4-z 

A75\6, 	5 0 µ,NAJ,),_E, 	1 0 0 µ,NAJ,),_E, Rtt 1 5 0 µ,NAJ,),ET 	9 , 	Pi 

otRA/J\6, 	2 0 0 m,M1-),-FTZ. 

[0037] ihY.Fid,V,u,  ittsi-ttNtt, Frk---.'stLfsk,\ —Rtt*tkaYAVFORVLS-30-c, 

ti,,A1M412,1.9t:_ti,,tt vc_t)in 1,-c t ct kiN L. 	tigt3-70,11(zt)in 1, --c t ct 00 	ihY. 

CE,V,u,  ittsi-ttNtt, Frk---.'stLfsk,\ —Rtt*tkaYArtffORC-80-c. 	3 ,fb 

itilmjEneRt Ltsk,NpAle---etittr:t)in L t t ct 0 L. 	,fb3.11E*1118.4 

WO 2014/104207 11 PCT/JP2013/084932 

^ o 

[0034] 

JS^STPMRT 

, RXf/Xtes *W&lZfrfrZ>V££l5felZ&Ml& -PMBZ&I^TS 5fc$Mb 

J®£P&£ U ^Nbt£fi(£>»(£>=i • --X&^Nbt^©»fr£>ft£=i 

U--)itZ>Z.)itf-Zl*Z>0 

[0035] ^(Di&commiz&^z, 

^PlSRTt^c&t/«P^g*£PiSRT 

fgftt)lt©#£TT-fu§E^Mb L/C=I •--£i£#-t& o <h 

^ o 

[0036] ^m^CfclNT. jSj££PM^fgfctlfttt. 

MMBIztii^Ts #£ •MtZMJ®(Dmj£izMJg •tZtilt(D£»J 

/PlS-t£t)jt^We>ti£o *HI^C£IN-C, jSj££PMRTfgfctifttt 

, jSj£PM£ytf#tfe>ft£0 

jSj££PMRTfgfctlfttt. R 

a c - 1 PM£y#tf#tfe>ft£o t%mzfei±m£& r^^PI#RTfg&tlft 

£Wto(c=i •--^^(C^E!]£1±, ^NbM»£WtotcP££-t£ 

5 0MM^ 1 0 0MM£1±, Xttl 5 0 MMJ.UT'I)^ IH 

*§©fil£fr^ 2 0 0 fJiMUTZfoZo 

[0037] jSj££PMRTtgfctlfttt. 

i^m^izismzmhn LTt<UN U i£ift5^0t(cMLTt<UNo ^ 

£PMRTfgfctlfttt. 5fc$Mb 

U J&iNSPg-el^ltetc^iJD LT t <£ IN U ^NbM»£5t 
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g t, z 75\ 6±-g±ttL5APH l, z t c`o 

[0038] N -Cc_13\75\Z±tE.45, Ezz f / 3W , *(3A,TtLii\b\z1t5It:-.(tti.IS 

, marE

ii

mol3E.V, MICtsi-ttNe3V -F--e*111)18itE4-0-  z z: L c: ct -D z, —,11: 

t:8oz, ri-1$14134ViEfilitse6itegcLi=1=—b\67- 4bAtilomin 

M 	- - e 	do 	k_, —SW:8oz, AAntstAfF)5z.ve/Rttfanl, D 

tv 1-40t--ints111:4C,Rotsovii---e -Dzt fithiY,Thzi=1=--75\6 

3 ,1b3.111101111181zzo 'i-c., *W-TNrc_b\b\ztia4I, EzvYRtt, 

*P547icz_b\ii\z1Miz,tti,a, —S*It:i8oz, 	--,'_ 6t:_t, ffMC:sti.z 

1:1_-1—, 	litegt.:7-.34b1X1,-SottEl8o1:1=—R14.73HL1XP,M111.8b\ 

6tszi=1=—L--4- Zzr_LeZ,Z. 

[0039] LitiY -D -C, *19517INc,z-.75\75\zttE45A, Eztf/Rtt, 7rA,--J=.1.:..75\75\zit 

51ffl 0 Z j_. L lz. ct -D ---C , 	ii ttgZitt lz 8 0 T , 73- 1L=IXTS(1AE18® 

1=1=—Rt7-R3IL=IX,Voniab\6tszi:1=- 034-4N:_f4z•J:. L e- -e 	, 

-,'s 6 Vc_tt 	MIX PRA118ASI)N. --D5-̀03 	ct < tEtr1-4-  z•z:. L 7V -re_ Z o  

[0040] *r+1,-7(s., - 0)i-toserts-3t,‘-c, marAilo*vli,viTimkgtstwgtlia 

00t (t  CF, 	r*D'Ac,:b\b\zAfLOCIti L to -). ) (LIM-g-Z. V41,--Trc_b‘ 

b\ zNah-T-tt cz_ 8(,/ 6 11111813FM* 	1E ,V, l'Iggts.'-ftNi c 	_LAG) L 8J --e., 

Z. 4KW-Trc..75\75\ZAM-tt(, 	A,--Tr..75\75\ZtgAI, *11.177=75\75\zit 

A. *19347Tvc_b\b\zEi=--)±MCa, Eztf/Rt*W-TNrc_b\b\zati 

3Ao)i-z_-.6731,:..{CERz,z. 	Lite-DT, 	*193177, 	- ,g)i-thof-VI(:..8oz, 

V34,-Tvc..75\75\zig* -5A, 4KM-it:..75\b\z151, *11.1,-TtL75\b\zp= 

—ffMMA, Ezve/Rt*194-Trc_b\b\ztiEti51(z8t1Z1M8 rOli8134 

1E,,V,1 -1 gtsANJ OftEilzrA-0-Zo 

[0041] *r34,-Itt, - 01-thoget:_8k,\z, *tgitA--4-Ztrneli8ploti,?,±t3L 

N118$1 4Z 	REAT=ff kV:0Na L'Ast,•- V I` ( J=), T . 	r*r34,----  t:.. b\ 75\ z* 

H Lt0:5 0 ) izrA-4- 0 *r9.17Tt:..b\75\z*sy 1-c:81,1z reargi4o 

ITLV,IIHIgtstNi tt, _E3k0L89 -ezo 793EF6:A\t\z-si i-t, 7pi. 

7Tcc_75\75\ZitEl5A, *N7-frc_b\b\zIt -A, 4KIEAvc_b\b\zi=i=—)T 

WO 2014/104207 12 PCT/JP2013/084932 

[0038] Rtf/Xlts titf 

*§ iz £ i vT, ffl§1^ FH £ #t & L & £ S tb to (c =i • - •- e> 5fc$Mb 
Sfc, — H^itcfc^NTs • 

<Kv hnV/N&V,Nj§^-efe^rtss!]to^=ip--A^^ 
t/c, 

J;tU£\ — gMHlc£iN-c% £<b(cW:v 

=i p --£x SKto(c^Mb^©«(Z)=i 

£> &£ n • - — 

[0039] UfctfoT, *F^(C 

SSJ]iS#ggtcaV/NT, 5k$Mbtftia>fcfflJ®a>=i 
• - -x tt^#\kWM(Difeffl J& AN e> & § =1 • - •- £^to iz m £ Z. £ if X £x 

[0040] ^©^©^tcatNr. 
$ti (J^~K r^^tcj&Nj&N^M^j ^tuN90 ) (cwr-So ^n^tcAN 

r«rB^g*^Mprtg^«j (i, ±&(Dt£i>jx$> 
&o *M^izfrfr2>i£W5fe. 

&M7&zfrfrZ>z} •——MfllJjfes JkXfi/X.lttffi7Hlzfrfr2>W£& 
Hfe<DtMZ&mxl* Z>o Ifcii^T, f©jte®IiC£lNts 

^^^tcANj&NSig#^, &M^tzfrfrz$k£l5fe. *ma<izfrfrz>un-
-MtfUjfe. Rxf/xittm^izfrfr&mftijfeiz&ttziUSB rmmm&w 
£PlSRTt&ft$)JtJ ©{^ic^T^o 

[0041] *mmz* ^(Di^ommz^Xs 
s (J^T, 

Kj ^fciN^o ) IzM't^o r 

IMqTtg&tJSfJ ttx J;2©^lJ^5. ^^(cANAN^^ry Ktt, *m 

7^ (C 7!)N 7bv •§ taHJj /is ^^^(CAN^N^ZI • — ~M 
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4C31, Ez-Cf/RaV3:177-sl,:b\b\ZMitio)tc_6(z,VER --eZ, 1,1git 

-4-ZtrMili8110ifitt4C3}tt, 	-irc_FRZ-L's X1 1. 	"ft' 	1 	117 1 /4's ti,Z.RIIVII 

ft--,'_ -1.Zto)ftER--CZo 

[0042] 	VA,-71,t--, 6 tz.-1,),TOPRZ -, ti,i-st,\ —R1, *tkoYI-1-00,N:111--4-  Z. 

[0043] 	( 1 ) 	IHIC't -4-ZtrNIFIi8o)ig4I--e -D --C, OfarAl4ZCE,V,IMIg 

tsItN0IVIT-01118t*4Zji L 	A v, 	31c, 

( 2 ) 	*. 'tit 	-4-' Z tin[1]1J80iii4F1=4:_Rt Lit.Rttftt 1, 	Z'fb=IX 

TIRCJI_,i-c.MaC -4-Z31-C -D --C, K131J8rAIOCIELV,DICts.1-AN04 

-F --CAENAtgATZ -c: L 	-.A.-t,•, 	51c, 

( 3 ) 	g4g11t -4-  zwano7-Riblxmotti-4-zw--e-D Z. WIJ8 

rAtoz.13E,V3 ihkgistNOtPIT--ekElatgITZ L. L 	A-t‘, 	Ac, 

(4) 	tHIg'It -4-Ztlali8e, 	L. 1-171g1tM1118--eZ, 	( 1 ) 1)\.6 ( 

3 ) 0)0 -rt./3\ t'claii0)g. 

( 5 ) 	L. I- 4,4gilttn11118e, 	h I- i P S MIJ8R a L I E SAE8-ez, 	( 

4) 	igai1i3O)5P0 

( 6 ) 	AmarAmorTATii-gts twe, E —t Ki') 	oAtitgi3jd,V,5tit 

-6- zi-ttN-ez, 	(1 ) 75\6 (5) (Do -rti.b\CLENC0 	I. 

( 7 ) 	*N8r44oFf[iv,Tictigtcctwe, 	--, 6 (L, NE1118-s ,(Dei-Mg 

--4-Z`AN--C,Z, 	(6) ilE$Sci(D31. 

(8) MI18$14*CE,V,TfillgtstNe, ;f*Y 1) 	-In-  (Clostridium botul 

inum) OrA4Elig-EIA*S'N“:11-341Z1N7/')1.=> (H A) ---eZ, 	( 1 ) 75\ 

' 	(7) Ok,\ftt.b\t:_,E$40 .1. 

(9) *Elinr44*V.ILV,Tfilgt-stRe, t'%') 	Zp (Clostridium botul 

inum) 0)*1-EIAa144:10- Z 3 "Dig)17 	s')l.-='2.-1)-1'.J7J1— ,'.J 

HA 1, 	HA2, 2&-y, 	H A 3 75\ 6 tsZET75\ 6int1R -,'sti.z 2 Rtt 3 	3 .--cq* 

p-,'sti,z*-81*--expz, 	(1 ) 75\ 6 (8) 0‘,\ -0175\1,71,E$10 -31. 

(1 0) 	ilt-figE*Ecf*OH A 31)-1>-,11—> H,, ATIRttB 3:10tV 

I) 	rto)to)--e)Z, 	(9) gagt,o)m. 

WO 2014/104207 13 PCT/JP2013/084932 

mtmzmM-znt* 
fgSft&fcflDSrteffl'CSa o 

[0042] 

[0043] [1] %mi&^t&m®?&(Di%MJ5}:£T:'$>-?Zs »P^g*M#RTt£ 

&4M ©#£T-"e$»SST&z.t %^h\ ^)i0 

[2] &Mfe*%tZ>nMm<D%m*lZf££.[,tc5UZf%±[,?2>&£Htit 
m%m L£>J5&Z fo^T, £MRTtEft till ©# 
£T-e«±£#i-& c <h 

£ £ £#iL\ 

C4] t; s#tgt££N*"e£>£. cn ^e> [ 
3] (D^ftlfrlzmM(Dj5}£o 

C5 3 t; t s i ps«x(it s E smmz&zs c 
4 ] IB*6©^io 

c 6 ] E - a Y >Mt£iM;m£ 
[13 C53 ©v,\-ffiAHc=Bi6<£>:fr>£o 

[73 $e>ic\ 

tzyanthz. [6 3 ESo)^)io 
[8] vSW&tfant*. tfVWTM (Clostridium botul 

inum) (Dffl$£^M%M.i=ii'fcte£)ti'f— > (HA) Z'Jb&s [13 t)K 

b [7] (Dl^tftjbHC§3fi0j&&o 

[93 (Clostridium botul 

inum) 3 ̂  © A? V^t > K 

HA1S HA 2, &TJ\ H A 2X(i3^-eti 

[13 frh [83 

do] tuiB^Sn"^© H A 3 y~~?^\ ytf—^y h &s A§yx&B5y©^y 
]J ZXM(D&(DZfoZ>s [93 lB»(D^)io 
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(1 1) 	*,Aiy, wf-ttgA--ez, 	(1 ) 5\.6 (1 0) 00-rtt.b\r-ENC, 

(Dac, 

( 1 2) 	11ariEEMU 	iTl,V, IDIgtsi-ttN 	-g',-V, t4-4gilt --4- z memo*, 

0 A:6 0, *EVA . 

( 1 3) 	miariAmsF.IdiV, PlIgtstttR,-V, *Igit -Tztrominotia 

	1:1=Itc.ftt Ltz_-.Rttftt L -3 Z4b=1X,IMILitz_-.Alli8C -4-- Zitt9)0, 

EOM° 

(1 4) 	Nallil4aVEAFTittstttn -gisti', tHIgitl- Ztrflili80 

3 -fb=1X,VVrtEtitZ A-AO, COCIto 

( 1 5) 	*,HIgit 	A--4-  z Mane, 	E. I- .- 71I'IttintlfIli8T 	Z, 	( 1 2) b\ 

6 ( 1 4) 00-rtt.ii\VCIENCOCOZttt. 

( 1 6) 	L. l',HIgittrMili8e, 	E. 	i P s AffiaRtt E. 1- E sAilia--ez, 

(1 5) E1co*Ii4M0 

(1 7) 	margmaig,v,Tgici-cotwe, E — t K• I) 	0)Ititi3EA5t'Ist 

-4- Z i-tt5C--e)Z, 	( 1 2) ii`i 	Cl 6) Oki\ ftt.b\lckia0AJNCto 

( 1 8) 	AMITA14*CIATfligtStRe, ,S 6 Cc, *0118-s,/•0*Iii- g 

-4-ZtX--eZ, 	(1 7) gaa000M0 

(1 9) 	NliNI3alf0a13.1fA7FIgtii:VM7V, 	1) 	- (Clostridium bot 

utinum) CAIEM-4,A4-E\cf*(::80- Z7J1.=>TZ, 	(1 2) 75` 1p ( 

1 8) Opt,\ -rtt.75\6cEN10EZCIto 

(2 0) 	marBEI4sma,v, I:Trim/Awe, t,y 1) 	Zp (clostridium bot 

ul i num) GAFIQ-EIA*al*r.:130- Z3 --Do),N7)1.=.1)-1t —,> 

H-IA1, 	HA2, Rue, 	H A 375\64ZU75\6EtR --,sti.Z 2Rti:300 ---e 

	

piC -,'sti,Z*a1*-eZ, 	(1 2) b\ 6 	( 1 9) Oki\ 1' tt.b\ lcigaili3O*Mttt 

0 

( 2 1) 	ilt-LE*1€`11*opH A 31t1N.J7Ji— ,>1-6, 	ATI-1 3UtBiliot\Y 

') cor:ti-opt --eZ, 	(2 0) E, iii, 0 *RAJA 0 

(2 2) 	to 	e, ai-tig*--ez, 	(1 2) 75\6 	(2 1) ok,\-ft-05.(zga 

WO 2014/104207 14 PCT/JP2013/084932 

[11] [1] 3bNe> [10] CDiN-fftjbHCsBii 

CD Jj/£o 

ti 2] 

%k<Dtctb(D* 

ci 3] 

m* tcL tcXU 9 Z ̂ Nb^H£J$ L /c«£t £ fc<&0. 

iMio 

[1 4] 

3Mb^£#t 

[1 5] [12]^ 

<Q [14] 0^TtiAHcl3®0M^o 

[16] t: t; h i P SMXtit: K E smmxfcZ, 

[15] 

[17] E-jbK^ •; 

[12] [1 6] ©V,N-rtLAHC|B«t©^mtlo 

[1 8] 

t§tzW!inv&&% [17] i3«60ia^o 

[1 9] mi&mgmZmgRim&MKtf, rfy'JZXm (Clostridium bot 

ulinum) [12] fr<b [ 

1 8] 0^t'tl7bHZBBM(D$KM^o 

[2 0] fflfaffl&m&U&gRTffiteynntfs rfVJZXm (Clostridium bot 

ulinum) 3 -D(D^^ — >^7°=! 

KHAU HA 2. RXf. H A 3 fre>fc£i#fr£>jiiR;*ft£ 2X(i3Mt 

[1 2] fri? [1 9] 0^TtlAMC§3tE0llJ5£t] 

O 

[21] ituIE^ft©HA3t7"3>*> Kti. AMXteB^0TK^ 

[2O]13S0lfi^o 

[2 2] tmtfs Mttt&m-V&Zs [1 2] frP) [2 1] ©iN-ftL^HClB 
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NC ODANCttt . 

(2 3) 	( 1 ) 	75\ 6 	( 1 	1) 	0 k, \ 1'4'05\ tzlEili, 0D 	I 0D A:6 0), 	( 1 2) 

7J`6 (2 2) 00-01.75\6LEENC,0AMIto 

(2 4) 	t'711g,t -4-ztrflaiJ8JERotig.M3L, War'Fil4 	FE ,V, ui gts 

1-ttNLA-ti•, 	.-Y k„ 

(2 5) 	•Itg,ht -4-ztrnali8oig41:1=irc_Rt-4-zxttRt i, -) Z'(b 

=IX,VE litcAli8C1-ZA-..60), 	(2 4) giENCO 	.''Y k„ 

(2 6) 	-g'It -4-Ztr01111E18(DigA0)1-z_-.60, 	( 2 4) 	,E$54,o). ‘y 1,, 

(2 7) 	*E81344ZCTAIMIgfcCAN -Asti', 	g'It -4- Ztr01111J80Dig 

1:1=4:=Rt 1_, tz_-.RttRt L-3 Z 	'fb=1XISCI 	1_, tz_-.*E8C -4-  Z Pr./be), 

(2 4 ) 	giENC,G)-Y I-0 

(2 8) 	tHlg'Itl-  ZtrMili8e, 	L. I- tHlgittr01111i8TZ, 	( 2 4) t" 

6 (2 7 ) 00ftt.75`1,7.1ENCO‘Y I-. 

( 2 9) 	L I- 	g'IttrMili8e, 	h I- i P S VII8Rtt L I- E S OjE18 --e 	Z, 

(2 8) 	0). ' 	I- 0I-. 

(3 0) 	marim4z1E,V, iThIgtstttNe, 	E — t KiN ') >0D*10.1diVi 5t'lt 

-4- Zi-ttN --eZ, 	(24) b\6 	(2 9) ok,\f ti.b\t:_,E$40-y I-. 

(3 1) 	Oli81244ZCTAIMIgiVANe, --,'S 6 lz, Ulli8-soDeiallg 

	

-4-Zi-ttN--eZ, 	(3 0) 1,E$540.-Y k„ 

(3 2) 	Warbil4ZF.IdiVilThlgt-StNe. t'Y 1) 	Zp (Clostridium bot 

La inum) OMI-EIA*ai4qc_S-3t.tZ/\7")1.=>--eZ, 	(2 4) ;J`6 ( 

3 1) 00ftt.b\TC_ENCO 	V F 

(3 3) 	Oli81244Z C.IdiVi iilgt-StNe, t'Y ') 	Zp (Clostridium bot 

id inum) OMI-EIAafq,:.10- Z 3 --Do),\7")1.=>1)-1 	>t— ,> 

H-I A 1 , 	H A 2, Ezlf, 	H A 375\ 6tsZET75\ 6int1R --,'sti.z 2R6t 3 iZ3 --e 

hG 	ti.Z*ai*-CZ, 	(24) 75\6 (3 2) 0 of ti jj. rciE$40.‘y 1, 

0 

(34) 	nEE*ai*ODH  A 3 1)-1 	":.it —.t,":1 Ht, AMIRtt BM-10Dt'Y 

WO 2014/104207 15 PCT/JP2013/084932 

i6©$Ij5£t)o 

[2 3] [1] frh [1 1] <D^?tlfrlZ3d,WL<Dj3fe<Dtctb<Ds [12] 

[2 2] ©lNl*n3bHCiB^©M^o 

[2 4] 

MlWt ho 

[25] 

[24] sEitfiD^v Ko 

[2 6] &ffi&%GTZ>&Mfl&<Dt&m<Dtctb<Ds [2 4] §Eii©*v K 

[27] 

#* izL fcX ttfg£ L 9 £ ̂ Mb^H %W, L fc« % P&£ 12> tc sb (D, 

[2 4] =m(D*v ho 

[2 8] th[24] ̂ 

b [2 7] CD^"f ^ h0 

[2 9] M h#t£t£MW. t; h i P Sflffljj&Xttt: h E 

[2 8] %m(D*V ho 

[30] E -a h^ u 

[24] jbN£> [29] ©l\"fftAHCsEii©^V hQ 

[3 1] 

MtZtfoWZIbZ. [3 0] %m(D*v ho 

[3 2] ^7^X1 (Clostridium bot 

ulinum) (DW&MW&.-aWlZ.&\rt2>^-? Vfo?- — [2 4] [ 

3 1 ] ©INfftjbHCsEiifiD^V h0 

[3 3] Iffl^F^iSlf^rlESFRltb&tJt^ TK^'J 5?7.11 (Clostridium bot 

ulinum) Z> 3-D(D^^ — 

h H A 1 % HA 2. RXf. H A 3 tl£ 2X(i3^ 

[24] [3 2] ©IN-fftjbHCsEiiCD^V h 

o 

[3 4] jtusE^tt© H A 3Ht7"=l>^-*> htt, A^X-tiB^©^ 



WO 2014/104207 
	

16 
	

PCT/JP2013/084932 

') 	Z -iti(Dtpg)--CZ, 	(3 3) giENCO‘Y I-. 

( 3 5 ) 	igAe, attigAT 	Z, 	( 2 4 ) IJ\ 6 (34) Ooftt.b\tLia 

NCO 	V 1-0 

(3 6) 	( 1 ) 	75`6 	( 1 	1) 	0)k,\ -4' t1.75\6z.-.E$40510)A-.60), 	(2 4) 

b`6 	(3 5) Oki\ ftt.b\t'LENCOL v I-. 

(3 7 ) 	( 1 ) gy

m

` 	( 1 1 ) Ok,\ftt.b\tLENCOIrc_S-3(1ZOli81V4 

/
6 

FEL,V, ich4gt•'ANGAE11. 

A'Sf1.1 

[0044] 'V.-F. AVM t: ct 9 *W-T 	--,'S 6 Vc_MEItL,N,BA -4-z e, 	.j_. tt, 6 ttiN,-Tnts, 

ta)--e-D -C, VA,-Itt .J_.41.6 -A'AINVCAUFR-,'S tt.Z t OD-etttsk,\0  

[0045] [/\7")1.=> (HA) e i P SUJEMLEzaTVN (- .0) 1 ) ] 

>4 5 r.:771--AlaiT:)a — )11,:./1t -D -C i PSWIEntgAlitz_-.0 	' .-4', 	7 -f 

—YOJE18_Elz i PS EL (day 0) , 	2 4 Hem (72 LlZtrfifitigt-etigt 

.5- 1`4 LA:. 	3 EA (day 3) 	Vc..8k,\ ---C H A Ci.)ilill, 2 4Hem-r >"3-1-  I' L 

, 	PBST2 IAA 1_, ---c trfifitigt-etigt.5- 1 Lt-. (day 4) 0  -. 0,1, 	9 EA 

(day 9) 	--e 2 4 H :*fitiiigt-Ctigt .5.11_, A-. 0  *11,1, igl -,S tt.tz_-. 

WIEJ8 0 0 c t 3 / 4  OR/R,,KLAIEJ8*t5I-NetiE li, 'tz_-_, 	D A P I *t 

.Tr -D ito ftEll litzAli8, igtt, 	HA, EzTfigAAitttl,),-Fo) L89 --ez 

0 

[0046] („a) 

i P SUJJ8 :T i c 	(Np 	39) 

7 4 —Y*E8 : S NL 	76/7 (Np 	5) 74 17-1:>> — c911.ICA 

(7). 

(igt) 

iPSOJEJ8:Repro 	Stem (1Pn , 	ReproCELLttl) 

, 5 n g /m L 	F G F — 2 

7 4 — YOJEJ8 : DMEM (7%FBS, 	1%Penici 	I 	I 	i n—st 

reptomycin 	solution) 

WO 2014/104207 16 PCT/JP2013/084932 

C3 3] mW,(D*y K 

[3 5] %mt>\ mi-tftmzfo&s [2 4] [34] (D^tnt>Hzm 
W.(05-y K 

[3 6] [1] fab [1 1] (Dl^ttltHZ3d,WL<Dj3fe<Dtctb<Ds [2 4] 

frb [3 5] CD^"f ^ Ko 

[3 7] [1] ci 1] 

[0044] J^"F, 

bcoxh-ox, 
[0045] (HA) tf i P SmmiZR&TBW (^0 1 ) ] 

HI 5 IZ^kTM^X^riy IL— JllZfit-o X i P SlffliS^ri^S L/co tfx 7 -f 

-y«±(C i PS«^iIL (day 0) , 2 4 0#F^£lC$fti£irci&ife 

3Bti (day 3) ICfc^T H A L 2 4 0#^ >^=L^<- h L 

, P BS-e2S^}f LXmm^mxmm^Ltc (day 4) o t<om. 9am 

(day 9) It2 4 0#^ Zlii L /cQ tl/c 

»©0 c t 3/4©fgIl£&^«|fefe;£T«£U t/c, DAP l^fe 

£frofc0 i£i& HA, 

o 

[0046] [«] 

i P S « : T i c (N p 3 9) 

SNL 7 6/7 (Np 5) 7-f 

CJ^±fe] 

i P SlffliS :Repro Stem (j^qq^u Rep roCEL l_£t!^) 

% 5ng/ml_ FGF — 2 

7 4 : DMEM (7%FBS, 1%Penici I I in-st 

reptomyci n sol ut ion) 
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/r, 

)3zt 

r 

M) 

—4 

Fatt4TZ1N77)1.=2 

RTfH 

a'f*--e 

[1] 

c 56 4-1  ) 

2 4 r) i)1.11 — 	0-.6 	R : 	1 . 	9 

'JO 

CH A) 

H A *a 41,04 L L ---c , -F,E.s. 	 1 t.c..,ENi,o)t%Y 

H A— 1 —H 

A — 2 tt, LttL, 	HA 1 —3 0)1)-1 

9. 	1.111116CALI.11-,'S tt.it H A *af4q,AWC: 

C 32-e H A 2 EzTf 3 eB 320)H A*af*Mt4 ---eZ„ 

2 e B 3:1---e H A 3 eC 320) H A'5.0 

(*1) 

c m 2/r 'A., i?E'i ttl : 0. 	4 m L 

1) 	-ffia)*R-IEIA*.iSi* 

A-4 	itEll LA:. 48, HA-1 

>t —,> 1-75"-C B 320)* 

Sao H A — 3 tt, HA 1 

H A — 4 tt, HA 1 

P B S S'I.P1 U Vc_ -4-  Z tc.6, 	2 fR 

PA' 138 	AR L, 	--,S 6 Vc.. , ig tt (R e p 

(M al. : 	1 0 0, 	5 0, 	1 0, 	1 n 

	

-)jii A., 	i 	PS„  

3) 0)igtt.5- 14:-../-30 ---C, 	H A— 1 

	

- - 0),I, 	t = 9 6 h 	(day 4) 0) 

 igAtop,i, ito  

d a y 9 r.: 8 0 ---C , 	IN 	Ce I 	I 

	

w,t)inogtvcm90, 	 

HA 
HAI 

(HA33) 
HA2 

(HA17) 
HA3 

(HA70) 
E—cadheringigft 

1 B2 B B + 
2 B Bli B + 
3 C B B + 
4 BII B. C3:1! — 

138*Ai 

±g±t31 

(H A giAtl • t)31- 51) 

"ff .D t-.0 

o 	St em) CER 

66LbFGF (Wkg.  

(igAlt) 

3 7 °C, 5%co2nmtt,-F 

i P ShElf18o3V-M, 

-&13 g---et)J1:1 

VC- 8 0Z, 

(M) 

day3, 	day4, 

H A 0*Ai : PI U*AiA 1.1(z -Astt.Z 

-4', 

0 --C*gi 

P BSTH A 

1_, tz_-.„ 

5 n g/m I) 

7 2 h 	(day 

2 4 111Vig4 LA:. 

EzTf 

t= 

day5, 

li, 

H A 

WO 2014/104207 17 PCT/JP2013/084932 

24r)x;^L/-h (JsSJfjt : 1 . 9 cm2/^iJl/( tnti&w : 0. 4 m L 

/0 xJU) 

CHA] 

H Amount LTs TIE^ 1 
A- 1 ~H A —4^SLfco H A — 1 

&t/HA-2&, H A 1 ~3(Z)Ht7"=l>^-^> h^TBSy©IS 

^trc&y, Ais^is^-e^^o HA-3&, HAI 
^Cgy-eH A 2RX?3ifBM(DH A&<£foUft~Z$>Z>0 H A - 4 &s H A 1 
St^2^B§y-eH A 3^C§y©H Am-swunzfo&o 
[H1] 

(»1) 
HA HAl 

(HA33) 
HA2 

(HA17) 
HA3 

(HA70) E-cadherinlSflFtt 

1 BM BM BM + 
2 BM BM BM + 
3 CM BM BM + 
4 BM BM CM — 

CH AliM • 
HA omR : IH P B S)j|]t£^] 2® 

itc0 zt. PBstHA%®mmRu $%izs mm (Re P 

ro Stem) £ ̂  IN T %%R L /cQ (it/US :100, 50, 10, 1n 

M) 

££>(CbFGF (lt)ji^5 n g/m I ) i P S L/c0 

c t&m&m 
3 7°cs 5%co2mmmT 
i P SMti&<DMtt&s t = 7 2 h (day 3) ©i&ife£&lC£lNT, H A - 1 

~ 4 U 2 4^iUfc0 t = 9 6 h (day 4) (D 

i&ite&icfciNT, HA^jproi^jtetciajy#^ i£#£3®^L/c0 

CiBfl) 
d a y 3, d a y 4 % d a y 5 % J&.TJ* d a y 9 IN Cell 
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Ana I yze r 	2000 	(itliTni, 	 '2  

	

ttl) TigAUlli8Er, LP* 	gR'f'4' Lit° HA-1100nM, 50n 

M, 	1 0 n M, )3v`, 	1 n NA --etAi li it Via0BRIMAVS4A 	ti,Ttt, >4 

6, 	7, 	8, 	Ezz) e 9 tz-_,-T -  4 - - . 

[0047] >4 6 tz.,-,-T -4-  L89, 	HA-1 	1 00n MtAil Ltctaa, 	d a y 3 0)11,, , 

---eRt l, ---C 0 tz_-.EfLUIEJ8tt, 	d a y 4 1-)Atqr, T 	475\-D tz_-.„ 	d a y 4 

--e tt, Warbl tz= WA e--e ,, WIEJ8eAbAbr< < IFIEITfitz_-.TMLI-s-Dtz_-.0 	day5 

1-)A, IVIV75q1 	9, WIE180):Me/J\ -,'S < 49, *MR ±eg' 	l, A-AE=1X 

offML ts 9, 	1=1 =— ori-,ee, z_-_. , tz_-.0 	d a y 9 VC..80-C, 	d a Y 51,)1 

( 	VC.Rt li tz_-.14 b *EH a 	As tiIA id e R, 6 ti.tz=0  

[0048] >4 7 tz.-.77 -4--  L89, 	HA-1 	.5(:) nM t)irl li tctaa, 	day3-5 -Nt 

1 0 0 n Mt)irl I, ittaa L ROT 	-D t0 tz_-.ks. 1,, 	d a y 9 V:. 8 o --CI 

ibUli8ttR, 6 41,475\ -D tz_-.0  

[0049] >4 8 tz_,-,-7 -4-  L89, 	HA-1 	'.1 0 nM Wu 1_, tz_-. Via, 	d a y 4 -ett, 	d 

a y 3 0)11,, ,TRt L t \ tz_—.1 	̀4LO 	75' 7 '> li ---C k.\ Z ct -3 tz.:R, A_ A:. 	L 

75\ L, 	day5 --eTfEfLUIE180#17YE,  zri.D it. 1,),*, E3 -(LUIE18 

WA-Mt, tr& 	li it. 

[0050] >4 9 (;,:-.77 -4-L 8 9, 	H A— 1 	1 n Mt)JFILittaa, 	d a y 31,),*, 	d a 

y 3 0)11,,TRt 1,-C ki \ it E 	b*E8 OfiRida) Iff), 	759P, ki \ it 0  WIE180):M 

gz..''fbAblib*IflaGA-C-tt, 	R,  41,475\-D tz_-.0  

[0051] H A- 2 	1 0 0 n M, 50 n M, EzVe, 	1 n M-etAil 1_, Aztaaogyina 

r,40A.-.41.Tt1,3'4 1 0, 	1 	1 EzTf 1 2 t.c.,,-7 -4-0 	3'4 1 0 t.c.,,-7 -4-  L 8 9 , 	H 

A-2 	1 0 0 n Mt)j1:10)taatt, 	H A— 1 	1 0 0 n Mt)j1:10)taa (>46 

) 	L Re--e.D tz_-.o 	41 1 t z_ .- ,-T - 4 - - L 8 9 , 	H A— 2 	5 0 n Mt)juOtaatt 

, 	H A — 1 	5 0 n Mt)NOtaa (>47) 	Lpia--e-Dtz_-.„ 	1 2 tz.-.77 -4-- L 

89, H A— 2 	1 n Mt)NOtaatt, H A— 1 	1 n Mt)31:10)taa (N4 9 

[0052] H A- 1 EzTf H A- 2 oe, A 	- ,E 	2 tz.-. 	L 6 Z„ -s 	2 6z.-.77 -4--  L 8 9, 

WO 2014/104207 18 PCT/JP2013/084932 

Analyzer 2000 (j^pp^u G 

ttM) L/c0 HA-1£100nlVU 50n 

M, 1 onM, Rtfs 1 

6% 7 „ 8% 9 

[0047] H6(C^-t<h&y, HA— 1 £1 00 n MfSflp day30S|jS 

-e^LT^/cS^^Mb«^ d a d a y 4 

-m. day 5 

l«s PfPeWIt y, 

©MI<h&y, =l ^fc0 d a y 9Cfcs^ts d a y 5 £1 

[0048] M7 H A- 1 £5 0 n MgSflp day3~5"eH: 

1 0 0 n L/cif^r t mBZfo -o tc0 tctc U d a y 9 

b tlt£fr-z> tc0 

[0049] H8(C^-t<h&y, HA-UIOnMML/cifl^ day4m d 

a y 3 9 iZ%Xtca L 

Av U d a y 5tItfm^b»©^^i:9fco «3Mb« 

COTM^ }j£*L/c0 

[0050] H9(C^-t<h£l<,U HA-U1 nMML/cifl^ day3J«, da 

y 3©0t^-e^^LT^/cS^^Mblffl^©^I±i(Z)^^^^/co 

[0051] HA-2^100nM, 5 0 n M, RXfs 1 n M^SJl L/cifl^(Z)lMls 

1 o, 1 i&tjti 2(c^i-0 ii otc^-r^kJ. H 

A — 2 £ 1 0 0 n mmwrn-Stes HA-UIOOn MfSflpCDif^ (HI 6 

) tmrnzfo-otc o ii WC^-f^y, HA-2&50 nMgSflpCDii^tt 

, HA-1^5OnMiJ]n0l|^ (@7) t mffiVft o /cQ H 1 2 <h 

ay, HA-2^1 n MgSflp CDHA-1^1 n MgSflp©*!^ (i9 

) <h IWI^HT'S) O fco 

[0052] H A- 1 &tfH A- 2(Dffim%TE3m2lz££dbZ0 ^2[Z^t t&V, 
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HA-1)3zTfHA-26t, 	100nMRTf5OnMtAilLitctaa, day3 

011,,--eRt LT' ki\ tc.lib*IIIIi8egg/J\ EzVVRttAM li ito  

[0053] 4  1 3 tL, wf-tHrc_tit2s./1,k:IfUlli8t:W4-' Z H A — 2 OiSIEN 

r,litz_-.MA,-7 -4-„ 	P1>4tZ.:77 -4-L81,), 	H A— 2 	1 00 n M-et)31:1L ---c 2 

4 Hem91.111-4-z L, N,'f LOJEJ8efg /7 Vc.. KU li it. 

[0054] H A— 3 	5 0 n M, EzIf 1 0 n MTt)JFILittaao)BANTORS4PA.-  

t1,Ttt,4 1 4, 	Ez Tf 1 5 6Z.,-T -4-„ 

[0055] >4 1 4 t.c..77 -4--  L89, 	HA-3 	50 n Mt)JFILittma, 	d a y 3 0)11,, , 

TRt Li-COitifUlli8fiAtiOtIteiL 	9 , 	d a y 4 1-)A, E3'fb 

Ma0tMLLtlzEMMIVAtitt48/J\L-Co-Ditoday9V:80-C 
, 	a 1=1=-011=160 —3,E,13 V,-..-.IibUjE187YR .D tc„ 	d a y 4 r.:80-T, 	i P 

S marczArime-e 5-, 	i P S WIEJ80))±WA'D- 	< 4Z/etc:TWIRL td: -D ito  d 

a y  5 1-)A, 	i P SOli80±Paltz=4*10, WIEJ8P1±eg' 	Litz_-.0TE=IXOffno) 

i P S Oa TWjZ -,S tt.tc. 	1=1 =— L ts -D it. —--e, 7 4 — YOli8Oilltte 

a z_-_. , it°  48, HA-3100nmtAiLitctaat, HA-350n 

Mt)JFIlitctsaL Pletsei Ae A. 6 tt.tz_-.. 

[0056] >4 1 5 tZ.:77 -4-  L89, 	HA

S

—  3 	1 0 n M t)J1:1 Ltctaa, 	d a y 3 1,),*, 

E3'fb*IIMOfiRi-A:0#1)c75P,01-z_-.0 WIE180)±,Vgz..'fb, E3'fbUIEnonC. 

, Ezti', 7 4 — YOli8OilltEttEr,T V-s IJ\ -D tc.„ 

[0057] H A— 4 	1 0 0 n M, 	5 0 n M, Ezlf, 	1 0 n M-et)31:1 i_, tc Via a)Byin 

VAIRS4PA.  >4 1 6 t.c.77 -4--. PI >4 tz.-.77 -4--  L89, 	d a y3 0)11,,TRt li-C 

0 tc.I'fb*Ei8WiAtIOD#120,0A-... 	Le. Li, 	H A —4e1 0 On MO 

tma, E3'f USW:Ai-406A \ /YE 	-C 0 Z /J\ t 1, 41,4 00  

[0058] H A— 3 EzTf H A— 4 GAiiA -FEE-s 	2 tZ.: 	L 6Z. 

[0059] 

WO 2014/104207 19 PCT/JP2013/084932 

H A — 1 RXf H A — 2 1 00nMM'5 0nMIiinLfci|^ day3 

[0053] m 13 tc. H A - 2 (DBWttm 

HL/cilIWlHKC^lT t & l), H A — 2 ft 1 0 0 n LT 2 

4^nsaitSi:, (ciiJItL/c0 

[0054] HA-3£50nlVU StflOn M TfSiP 

1 4% J&.TJ* 1 5 (C^t"o 

[0055] H 1 4lZ^tt&V, H A-3^5 0 nM»L/cii^ day30S|jS 

day4m J&^Mb 

d a y 9(C£^T 

% =| • day4CfilNt, iP 

i p SiJSCW^K d 

ay5m i ps«©±^iitc#^. 

i p stitc =l • — -1fttco —J5Z\ 7 < 

&Z?tco HA —3^1 0 0 nM»L/cii^t, HA-3£50n 

M Jp U /c ̂ *n" <h [R] ^11 ̂ |p ^ A. ibtlfco 

[0056] M 1 5 iZ^Tt&V, H A — 3 1 On M^iP L/ci§n\ day3J«, 

, RXfs 7 

[0057] HA-4^100nM, 5 0 n M, RXfs 1 0 n M^SJl L/ci 

islEH^JI^rHI 1 6 t & y, d a y 3 CD0t^T'^§j£ LT 

LAV U HA-4^1 OOnM0 

*1^ Ltl^^o 

[0058] H A - 3&t/H A - 4 ©i£H£T§Eil 2 

[0059] 
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[2] 

[0060] 	AIii,E.s. 

A- 

[0061] 

[0062] 

, 

(*2) 

0) 

H 

Ez 

HA i4Va ' -1 	r ' 
day3IZIEL:Cl‘tz 

lig*31-1E 	flgiiiiO3-118.  m D -L-_—, Pailit8011411§ -E- Oft 

1, 2 

100nM 
MA 

• day41Z-ISLIT 	linlIzItirolh% 
L.). NH ligbc-kb-kb.MIE13ZY tz-.31M 

Oft*I=4-8i1M-IE*33.  
1L 	1180)g±ig 

50nM • daY5P).141:: 	1M5VAL., EWS 
= I:1=-0) fF.S8^-eZt 

1 OnM M /Mk. 41,,MX 
zasts.t.a. 

1 nM ITt% 

3 

1 00nM 
Nil` 

 
• • day4r=h1, I roil ran tz1C011b% 
9 	4: irReAbAbRCIFOU :t ifii •-: 

Feeder' 1180)tiln 
50nM • day510iztan/JMX1., 	7.̀.i. 

mizi=-0iKeLML. 

10nM MX gaNti:Zta, FeederfalllitOnlatcit 

4 

1 00nM 

MX Naltj:Ztd:l, 50nM 

1 OnM 

Viact 

tRttIltflI1J -L's 

tt-etigt3 -01,tc. 	 

li8*t51-eftlE 

veig4Ait 

	 2 t,-_,,-7 -4-L 8 9, 	HA- 1 Ez.TfH A- 2 Otaa, 	H A -  3 Ez.Tf4 

9 t 3th$ct < E3 ,fb*IfIli80);:ati759rg/J\EzveRttAM Lit. 	it, 

3 otga, 	HA-4 ot'i'act 9 t 5thsct < E3 ,fL*1111i80);:atliArg/J\Ez 

ti.itc, 

[7 4 —y*HijEj87V i P SUJEMLEzal-- JSIT] 

7 4 —Y*1111i8_E: i P S „111a 
	

4fM li , 	7 Ea 	-e 2 4 Hem J:." L rafElitg 

igkl, ig4,s ti.tc*fao 0 c t 3/4 (DRIR,,ma 

1,, 	V-z_-_, 	DAP I *t 	.,'ff -D A:. 	ItEll Litz_-41111E18, 	igtt, 

tt1-).-F 0 L 8 9 - 	COZ 

ram  
i P s aj8 :T i c 	(Np 	39) 

7 4 —yaljj8 :MEF 

Ctigt) 

iPSNIIJEJ8:Repro 	Stem 	(if.la l , 	Rep roCELLt4) 

5 n g/m L 	F G F - 2 

WO 2014/104207 20 PCT/JP2013/084932 

[H2] 

(H2) 

HA day3IC^4LTL\fc 
IBisfcSMbflflJl&fcJSroilljS • n-—jps|0j!sro®!§ •eroffi 

1. 2 

100nM 
>8;T£ 

•day4IZfcL>rfflHaiffll-BSIHlA<fc 
y. aiBa^Af>-¥>s<#o:fc^s§ MSSCOS® 

1. 2 
50nM 

>8;T£ 
•daySjy&IOHfllfe^lftU iESfc 

1. 2 
10nM ssiis* 

KV&S&L 

1. 2 

1 nM a* 
KV&S&L 

3 

100nM •day4(rfc^rifflflS^(=^:ffl^S. 
FeedeHMroil|!Si 

3 50nM •day5jy^|CSfflBaA^^L. jEffift 
=io~— 

FeedeHMroil|!Si 
3 

10nM FeederiffllSroflSt'SL 

4 

100nM 

HS&lt&L 4 50nM HS&lt&L 4 

10nM 

HS&lt&L 

[0060] fu§E^2 HA-1M'HA-20^ HA-3RX?4(D 

y <fc < L/co t/c, H 

A - 3 H A - 4 ©Jy <fc < 

[0061] [7 -f i P 

7<-y«±tci ps«^iiu 7amt-e2 40t^^,h(cii^ 
±te-e^±te55^L/co iMtis fei^?nfcW©oc t 3 / 4 

JSlfefe^-CfllsS U Ztcs DAP l|fefe£?Tofco i£i& & 

fcm~F © i:fesye&5o 
[0062] [«] 

i p s« : T i c (N p 3 9) 

7 -f : M E F 

Cigife) 
i P SlffliS :Repro Stem (j^pp^u Rep roCEL l_£t|^) 

% 5ng/ml_ FGF — 2 
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[0063] 

[0064] 

[0065] 

7 4 — Y*111jEn : DMEM (7%FBS, 	1%Pen ici 	I 	I 	i n—st 

reptomycin 	solution) 

('-g4-1 ) 

2 4 r,i)1.11-1 	(1.6 	R : 1 . 	9 c m2/r,i)1., tigta' : 0. 	4 m L 

/r,i)14 

CigAAlt) 

3 7°C, 	5%CO24112%, 

ARV 

day3, EzTf d a y 7 r.-.80-C, 	IN 	Cel 	I 	Analyzer 

2 0 0 0 	(if.1Pn , 	GE/\)1, 1777 /47j-1)--ri>ttO TigA*111jEnn, 

r, li Ma .11.R•f'4' li it. "f'4' 6 tt.PARIMAIRS4PA.  >4 1 7 tz= ,-T To 

>4 1 7 6:-/-7 -4-  ct -3 lz, 	fbit.N,O1j8tt 	1=1 = — 0 0-653 (M-111J) 	Vc_Rt 

li it . 

"D ,(,:. 	ig11934875\ 6 3 19'1 (day 3) 	Vc.., 	ihI13.IdiViA1J -CZR a c — 

1 	inhibitor 	(if.1Pn :NSC23766,Calbioche 

rritt) 	50, 	1 0 0 Xtt 1 5 0 µ,MtAi 1_, tz_-.1,M,l,t, _LEL pat: 1_, --c- 

VaigARTfEr, .''ff -D it. "f'4' 6 tt.PARIMAIRS4PA.  >4 1 7 (•:-.77 -4-0 

(Rac— 1 	i 	n h 	i 	b i 	to rgiN_II•t)][151) 

R a c — 1 	inhibitor*C:igtt (Repro 	Stem) 

PI 0---C*f1i I, A-. (*CAI. : 5 0X61 1 0 0 µ,M)0  

6r.:10 F GF (itliTni, 	Rep r oCE L Ltt, whb g. 5 n g/m I 

) 	.)31:1A... 	i 	P SWIEnr=t)ilillitz_-.0 

4 1 7 6z.-.751-ct -3 tz.:, 	R a c— 1 	inhibitor 	t)ilia)taarcjj-, 

1=1= —M-653t:..Rt litz_-.4b311EVIEJ8e, ihIF.Id ,V, Alt-e 	Z R a c — 1 

i 	n h 	i 	b i 	to rt)ilill- ZzriLt:_ct-D -Ci=1=-1:1=1*53r.:Rtl_itz_-.„ 

Oa 	1=1 =-1:1=1 *53VC_Rt -,'S -ft Z .J_. L eT 	, 	.J_tt.t: ct 9 	'fbit.EVIi8 

WO 2014/104207 21 PCT/JP2013/084932 

7 4: DMEM (7%F BS, 1%Penici I I in-st 

reptomyci n sol ut ion) 

2 4 ^xjU7°U-h : 1 . 9 c m*/-} ijk jgjfef : 0. 4mL 

/^ xJU) 

3 7 °C% 5%C02#HET 

CiBfl) 
d a y 3% ^.t/d a y 7 IN Cell Analyzer 

2 000 (F§pnp£, GE^)\,7>tr7/UXy-4^>Z#.Wk) 

[0063] ii 7(C^-Ti;9tc, (*MU) iz%^ 

L/co 

[0064] o 3 am ( d a y 3 ) jSj£PM£iJ-C£>£ R a c -

1 inhibitor (j^pp^ : NSC2376 6, Ca I b i oche 

mttM) £5 0, 1 OOXttl 50/iMilinLBm ±UtmmzbX 

[Rac-1 inhibito rMM • 

Rac-1 inhibitor ̂ ||R : (Repro Stem) & 

H^rmRLtcmmiz •. 50x1*1 OOMM)Q 

$t>tZ b F G F (FSP°P£, Rep roCELL WMfg. 5ng/m I 

) &1JUX.S i P S«»JP Ltco 

[0065] HI 1 7 <£ "MC, R a c — 1 inhibitor 7fc^iPCDi§-n 

=l • jSj£PM£!J-C£>£ Rac-1 

inhibito r £^Jpf £ £ £ IC<fc o T =l •—— 

^rPfiiFt" ZCLtlZtk-oT £ =i •=- *£SB £ 

o «t?T, 

»£ =l • -•-^^SBiZ£ n-£ d <h "C $, ZLtllZ£V 
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.1t -"C 	Z L'IL 7V7Tlik --,'S tt.tz_-.0  

[0066] 7 4 —Ytej8L Li-CS N L74 —YOjEnCER 0, Rac-1 	i n h i b 

Itor 	(5 ORtt 1 0 0µM) 	.±g11144875\ 6 3 19•1 (d a y 3 ) r=t)J1:1 

1_, ""C ig A 	"ff -D A-. L :. 	, 	Rac-1 	inhibitor 	t),,i(DtmaL 

Pm:. 	Thili,E*E11i8tt a 1=1= —1:1=1 *53t:Rt 1,/t (date not shown) 0  

[0067] [/\7")1.=> (HA) e i PSOJEMLEza-4--iss (-.0 2) ] 

Rac-1 	inhibitortLct-D -rEA4 --,'stttz_ibiltEMatz:JA 

6 	H A OVA 	TifilE Lit. 	1', 7 4 — YUlli8_Et: i P S Oa 	4fM li (d 

ay 0) , 	2 4 Hem zr:L r=trfititigt-etigt.5- 1 I, tz_-.0 	3 EA (day 3) 6:-.80-C 

100µ,M 	Rac-1 	inhibitort)JFIL24Hem-r>3-1 

- 	L, 	P BST2 IAA 1_,Zrfititg±t-eigtb.5- 1 L it (day 4) 0  5 ET 	( 

day 5) VC. S-30"--C H A — 1 Ci)J1ill_i 2 4 H 	m4 J"z'- ILL, 	P BST 21. 

AA li -Ctrittiiigt-etigt.5- 1 1_, tz_-. (day 6) 0  - . (/),I, 	8 EA (day 8) Ve 

2 4 Hem zi-L vc.trgtitigt-etigt.5- 1 t, tc. igkl, igA --,s tot ea (Doc t 

3 / 4 ODR/R,4-0[11118*t51-e40., L, 	'tz-_-, 	DAP I *t.,'ff.D tz-_-0  

PI 1_,  tz--- *EH li8. tigt, Ez Tfi igA A it ttl,),T 0) L 8 9 T 	Z0 	R a c —1 	i n 

h i b i tor /A Tf H A MA la Tfi t )31:1 	I 6 t _E it 0) A 9 L 1_, A-. 0  

[0068] (telj8) 

i P sUjj8 : Ti c 	(Np 	39) 

7 4 — Ytajj8 : M E F 

Cigt) 

iPSOJEJ8:Repro 	Stem (1Pn , 	ReproCELLttl) 

5ng/mL 	bFGF (if.IPni, Rep roCELLttO 

74 — Ytajj8 : DMEM (1 0%F BS (G I BC0t1l) , 	1%H E P 

ES 	(sigmattl), 	1%Penici 	I 	I 	in—streptomy 

c i n (NACALA I 	T ESQUE t20  ) 

C '-g- 4-1  ) 

2 4 r, i)1.11— 	(1.6 	R : 1 . 	9 c m2/r, i)1., tigtE : 0. 	4 m L 

WO 2014/104207 22 PCT/JP2013/084932 

$ £ £ t tltco 

[0066] 7 4-#Mti&£[sTSNL7 Rac-1 inhib 

i t o r (5 OXttl OO^M) (d a y 3) 

LTipS^rtT -otc tZ15s R a c — 1 inhibitor 7fc^jQCDi§-n <h 

IHHtC, (date not shown) 0 

[0067] (HA) tf i P Smi&lZR&TBS (t(D2) ] 
Rac—1 inhibito r (C tltcfcfrfcT&ffltMMlZJk 

H A (DftM^kWM Lfc0 £t\ 7<-^«±(Ci PS«^iIL (d 
ay 0) , 2 4mmz:tlzmm%mxmm£&Ltc0 3 am (day 3) 
1 0 0 MM Rac—1 inhibitor L 2 4 0^1 -f 

-hu pBs-e2jt&>#(day 4) 0 5am ( 

day 5) H A - 1 L 2 4 0tPPM >^r^-h U PBSt2$ 

(day 6) o ^(Dm. 8 am (day 8) %x 
2 4Bmz:tizmmmxim^btc0 tmrn^ ^nfc»oct 

t/c, DAP \m&*fi?tc0 m. 

L/c«, igife, RXfmm&mmTCDt&VXfcZ o Rac-1 in 
h i b i t o rM'H AroilMliO^ittl^IU ̂  UfcQ 

[0068] mm) 
i P S« : T i c (N p 3 9) 

7 < : M E F 

Cigife) 

1 P SlliS :Repro Stem (j^pp^u Rep roCEL l_£t!^) 

% 5 n g /m L bFGF (^pnp^, ReproCELLftl) 

7 4-#imk : DMEM (10%FBS (Gl BCOfti) , 1 %H E P 

E S (sigma £tM) % 1 % P e n i c i I I in — streptomy 

cin (NACALAI TESQUE*±M) ) 

mm 
2 4 ^xjU7°U-h (JS®^ : 1 . 9 c m2/^ x )ls : 0 . 4mL 
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/r, i11/) 

(M) 

d a y3, 	d a y4, 	d a y 5, 	d a y6, EzTfd a y8t:-.80-C, 	I N 

Ce I 	I 	Analyzer 	2 000 	(if.1Pni, 	GE/N/1//7- 77 4 A- 

It-1 i > 	t-TO TigAVII8 	Er, li Ma 	14R•fg Ii,./.  A:. "i4 6 ti.tclANNEr, 

40A.  >4 1 8 tz.-.771-0 

[0069] cont r o ILLZ, 	H A— 1 OtAil"ff4-)1"4:75\-Dit1M-tt, _EEL PI 

0 igAR TAM .''ff .D it. Ti 6 ti.k..BANIORS4,4 	>4 1 8 VC..77 -4-0 

[0070] 41 8 t.,-...- 77 -4-  L 8 9 , 	Rac— 1 	inhibitor OWN,: ct 9 	m 

=-1:1=16536:Rt li -C ki \ tz_-A34 b 311EVIEJ8 	As tiIAti e, 	H A own tz= ct 9 

, 48 /.1 \ Ez V' / X tt A M li tc. j_. L e40-,' S t t.t c . 0 

[0071] [7 -r —Y I/ ZigA7V i P SUJEJ8t.c.RaTVR] 

igLL-CSynthemax 	Surface 	(if.1Pn , 	Corn i 

n g ttO 	,ftEll l,, -- 0)_Er= i P S Oa .4fM L. 	7 19•IVC 2 4 HeA zfs 

L (ZNEtitigt-etigt3-/ li tc. igkl, igA-,'S tLitlE80 0 c t 3 / 4 OR 

iR,A-AIENEn*t5I-Negps, L, 	'tz-_-  , 	DAP I *t-'ff.Dtz-_-.0  {VII 1_, tc.- ea 

, igtt, EzVeigAAit ttl-;CF 0 L 8 9 ---e 	Z. 

[0072] („a) 

i P SUJJ8 :Tic 	(Np 	39) 

Cig±t) 

mTeSR(R)lmedi um (1Pn , STEMCELL 	Techno 

logiestV 

C74-4.) 

2 4 r,i)1.11— 	(1.6 	R : 1 . 	9 c m2/r,i)1., tigta' : 0. 	4 m L 

/r,i11/) 

CigAAlt) 

3 7°C, 	5%CO24112%,-F 

(M) 

WO 2014/104207 23 PCT/JP2013/084932 

/0 xJU) 

mm) 
d a y 3 % d a y 4, d a y 5 % d a y 6 % RXf d a y 8 IN 

Cel I Analyzer 2 0 0 0 (j^pp^u G E^JUX^rJ7^^ ̂  

y-^jLyxttm) mbutc^mmim 
1 8 

[0069] con t ro I hit, HA—1 _b§B<h|W] 

8tc^-r0 

[0070] M 1 8 <h & y % Rac— 1 inhibitor CD^jQtCi: y Zl • 

H ACDgsjnic<fcy 
s ftl'jN&tf/XttSgM LtcZt ifwm^ ti/co 

[0071] PSflffljj&lC&Br-rsaff] 
ip#® (h UTS y n t hemax Su rface (j^pp^u C o r n i 

ngttl) U "t(D±lZ i PS«^iIU 7B^fe2 4^fir 

L fco ftfcflfflJS© 0ct3/4 CDfg 
t/c, DAP Hfefe£^/c0 M L/c« 

. mm. Rxfmm?kmmT(Dt&vxfcz>0 

[0072] mm) 
1 p s« : T i c (N p 3 9) 

Cigife) 
mTeSR(R)1med i urn (j^pp^% STEMCELL Techno 

I o g i e s ttM) 

2 4 ^xjU7°U-h (JS®i : 1 . 9 c m2/-} iJk i£±fem : 0 . 4mL 

/0 xJU) 

3 7 °C% 5%C02#HET 

CiBfl) 
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d a y 6 (Z.80-C, 	I N 	Ce I 	I 	Ana I yze r 	2000 (OA 

, G EiN/1/ 17-7/47J-1)--ri>t21) --eigAVIi8Er, LP* 	gR"1141  

Lt-.0 

[0073] 7 4 — Y L ZtAlOitaa t ME F74 —  YUlli8 L Pet:, 	'fbit.EVIi8 

Eta 1=1 = — 0 M-653 (Mid) VC- R t Lt. 

[0074] 'D ,.(,:,, igARNia75\ 6 3lE4(day3)6Z, 	R a c — 1 	i n h i b i 

t o r.1 0 OR6t1 5 0µ,Mt)JULtcl-tt, _LEL Rat: 1,---CMEnigA 

EzV'Er, 	''ff -D it. "ig 6 t1.itIAMMEr,40, 	>4 1 9 6Z.-7 -4-„ 4 1 9 tt, 	R 

a c— 1 	i n h i bitore150 m.M0)taa0)BANINEW4ATZ 

0 	>4 1 9 (Z..-7 -4-  ct -3 VC., 	R a c — 1 	inhibi 	tort)31:11-  Z Z: L VC, 

ct -D --C, 	'fbit.EVIi8tt a 1=1= —1:1=1 *53t:Rt -,'S t.  Z .j_. L e-e 	it. 	.j_. 41. 

t:_ct 9, 	7 -I — Y1 	ig40)Viat, WIE180.F.IdiViTZ ZriL VC..ct .D"--  

ibillEVIEJ8 	1=1 = —1:1=1 *53tz:Rt -,'S -ft Z Z: LeT 	, 	Zritt.t: ct 9 	'f bill,  

EVIEJ8C --e 	Z :. L 7Y,-71:0--,S ti.tz_-.„ 

[0075] [/\7)1.=> (HA) e i PS*Iflar:RaTVE (- 03) ] 

Oa L 1_, ---C1.),-F 0*M 1 R tt 2 	,(tEll 1_,, 	HAL 1_, -C H A— 1 	,(tEll L„ 

H AG)t)J1r41.. 	5 0 n ML litcL),M4t, iN7 f7Jl.9 => (H A) ei PS 

Oa tz.:EzaTtea (-.0) 1 ) L PI UAitT, igARTAR,"ff -D ito Ti 641. 

it. MMIEr,40, 	ti.Tti. >4 2 0 t.c._,-T T. 

[0076] (hEla 1 ) 

Ma) 

i P SUjj8 : 2 0 1 B7i  

7-f
— 

	S N L 7 6/7 Oa 

t) 

iPSOJEJ8:Repro 	Stem (1Pn , 	ReproCELLtt) 

74—YME18: DMEM (7%FBS, 	1%Penici I I i n—st 

reptomycin 	solution) 

Ma 2) 

WO 2014/104207 24 PCT/JP2013/084932 

d a y 6 IN Cell Analyzer 2 0 0 0 (j^pp 

GE^J\,Z'T7/U 

L/co 

[0073] y^-^'iyxmm(Dm^^MEFy^-^mmtmmizs 
(i=ip--(Z)^M (*MU) izf%£. btco 

[0074] iSSm^3Bi ( d a y 3 ) IZS Rac-1 inhibi 

t o r£1 0 0X&1 5 0/iMilinLBm ±IE«h mmz LT«i£# 
Rmm^-otco 9tc^f0 @19tt R 

a c — 1 inhibitor #150 M M©lf^©lMlsiEf|^E"e£>& 

o 119 Rac—1 inhibitor & Z t IZ 

£-?Zs Zti 

lz£Vs 7 < -yiyXmrnvtM-Sbs fflB&M£&MgTZZ£lzJ:z>r£ft 
ztiiz£ y5fc$Mb& 

£ l&£T? $ & d <h it £ ti tc o 

[0075] (HA) tf i P SmmiZR&TBW (^©3) ] 

LTWT0»1 X&2£f£fflU H Ah ITH A - 1 U 

H A©»}j§Jt£5 0 n Mt ^<f)l^-~y (HA) tf i PS 

mmizjk&tmw (^©n ?#e>n 
2 o o 

[0076] [« 1 ] 

mm) 
i P S« : 2 0 1 B7t 

7-f-y«fflJS : S N L 7 6/7 « 

Cigife) 
i P SlffliS :Repro Stem (j^pp^u Rep roCEL l_£t!^) 

7 4 : DMEM (7%F BS, 1%Penici I I in-st 

reptomyci n sol ut ion) 

[«2] 
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Ma) 

-2 454E-2i 

74 -Ytfla:SNL76/7Ma 

Cigt) 

iPSOJEJ8:Repro 	Stem (1Pn , 	ReproCELLtt) 

7 4 -Yala : DMEM (7%FBS, 	1%Pen ici I I i n-st 

reptomycin 	solution) 

[0077] 4  2 0 t:...-7 -4-  L 8 9 , 	'fbit_E*1118 	-Asti` 	1=1 =- tt, 	H A C)3P-4-  Z 

L, N,fLUIE180).*±A:759rgiNATfiRttAM Lit°  

[0078] [iN7 	Jl.=> (H A) 75Tet6:R4 TiSiT] 

4 2 1 6.C..-7 -4-0a 17:')a-)1.6:.It -D -C i P SOli8VcetigA Lit. ' .4' 

7 4 -YOIJ8_Et: i PSEL (day 0) , 2 4 Hem j:. L rattiiigt 

Tigtt.5- 1 Lit. 3H•1 (day 3) 6:-/-30-CH A 	5 0 n MtAil 1,2 4 HVA-1 

-3_, - I-1,, 	PBST2 IAA 1,-Clittiigtt-eiigt.5- 1' Lit (day 4) 0  

- . 0),I, 1 0 lE4 (day 10) 	' -"C 2 4 Hem z_-•:L tz.-lvitigt-etig-t3-4.1 t, tz_-.0 

igkl, icig otaiiveatt 	T70,. 	att75` 6 3 19•1 (day 13) 6Z.: 80-C HA 

5 0 n Mt)ili 1_, 2 4 Hem-r >-3-1- 	1,, 	P BST 2.g..AA 1,-CtIttitg 

tt-etigt.5.-7-0 Lit (day 14) . - 0)•1, 	1 0 19 MigA, tet, 	H A 0)t)J1:1 

EzVeigA (1 0 Hrm) 	.,-ff-D it. igA --,'S tt.tz_-.M8 0) 0 c t 3 / 4 0) RIR, 

01111E18*tITMIE li, 	V-z_-_, 	DAP I  	A'-'ff.D tz_-.0  ftEll LA-AIE18, tigt 

, EzT1`ig4A4t6tl-)1-F0) L 8 9 ""C 	Z. H A L Li-CU, 	H A - 1 	-ftEll Lit 

0 

[0079] („a) 

i P SM8 :Ti c (Np 	39) 

74 -Ytajj8 : SNL 	76/7 (Np 	5) 74 1-74:>>-c 911.11A 

(7). 

Ctigt) 

iPSOJEJ8:Repro 	Stem (if-.1Pn , 	ReproCELLtt) 

WO 2014/104207 25 PCT/JP2013/084932 

i psmm : 454 E-2t 

7 : s N L 7 6/7« 

Cigife) 

i P SlffliS :Repro Stem (j^qq^u Rep roCEL l_£t!^) 

7 4 : DMEM (7%F BS, 1%Penici I I in-st 

reptomyci n sol ut ion) 

[0077] ^2 HA^ijnts 

[0078] [A7^l/fz> (HA) 

M2. 1 i PS«^i^SLfc0 £t 

. 7-f-y«fflJS±lC i PS«^iIL (day 0) , 2 4 0#^ oh ICfctftiglfe 

3Bti (day 3) H A £ 5 0 n MgSJn L 2 4 0#^ 

>#2^-hU P BS-e2S^}f (day 4) 0 

1 oam (day 10) %x2 4mmz:tizmm%mxmm$i&{.tc0 

Wkttfrb3B®; (day 13) ICi^THA 

£5 0 nM»L 2 40trPM>dr^^- K U PBSt2tMLti^ 

mxmm^Ltc (day 14) 0 1 oar^©im MK. HA©» 
Rtfmm d oar^) ^nfc»®oc t 3/4 
^«afefe)£-e5i!£u t/c, DAP mm 
s RX?mm0kmZ£lT(Dt&VTJfoZ>o HA^UTtt, HA-1^fflLfc 
o 

[0079] mm) 
i p s « : T i c (N p 3 9) 

7<-y«:SNL 76/7 (Np 5) 7^f MI)£ 

Cigife) 
i P SlliS :Repro Stem (j^qq^u Rep roCEL l_£t!^) 
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[0080] 

[0081] 

, 5n g/mL 	F G F — 2 

74—YO:DMEM (7%FBS, 	1%Pen ici I I i n—st 

reptomycin 	solution) 

C'-g4-1 ) 

2 4 r,i)1.11— 	(1.6 	R : 1 . 	9 c m 2/r,i)1., tigta : 0. 	4 m L 

/r, i11/) 

CH A gltit.'1 • t)J1:151) 

H A 0)*Ai : PI U*CANtz.-.-Astt.Z P B SM.g..PlUtz.-.1- Ztz_-.671), 	2 PA.  

138*Ai''ff -D ito 	-4', 	PBSTHA 	fR13-8*Ai L. 	-,S 6 tL, igtt (R e p 

r o 	St em) CER 0 --C*Ai LA:. 	(OVA.g. : 5 0 n M) 

--,'S 6 t: bFGF 	(Wkg. 5 n g /m I ) 	.)ilil A.., 	i P SUJEJ8(ZtAl Ltc.„ 

CigAAlt) 

37°C, 5%CO 2412%,-F 

i P SWIE180t44-M, 	t= 7 2 h 	(day 3) 0)igtt.5- 14:1-30-C, 	H A 	- 

1.--et)J1:1 L, 	2 4 Hem tgA t, tz_-. 0 -- 0,1, 	t= 9 6 h 	(day 4) 0)±g±t5Z1 

tz= 8 0 -C. 	H A ,W,t)irl CD tigt (Z. -b)J 90A., igA vg#,P, 1, A-. 0 

ARV 

day3, 	day4, 	day10, 	day13, 	day14, 	day20 

, 	day23, 	day24RTfiday3Or.:80-C, 	IN 	Ce I 	I 	An 

alyzer 	20 0 0 	(if.1Pn , 	G EiN)l./7- 77 /47J- )-(i>t1) 

T ig A *EH a 	.Ar, li M I* 	Wig Lit. 	to, TM --,'S tt, A-. 	1=1 = — EzTf 	3 ,fb 

1=1 = 	 'fb.ii.tE*Mli8 -Astsk,\ 	1=1 	0) g— 
II I

=—) 

Lk 	. i3tgliJ li , 	3'fb 	1=1 =— a) ,T,U-E; 	,±, i_, /t o 	-- o)MA 	>4 2 2 :..,-T -4-0  

thtliN Lli -  C , 	H A C,..)31:1 litS01-;),M4t, 	Pli U-Alt-eattigAD tz_-.0  

-- °DMA 	>4 2 2 t:..77 -4-0  

>4 2 2 VC.1-30 -C, 	IEIAeH A Ci.)J1illitz_-.A,  	A C.)31:11,475N -D A-. 

A75-4-0 	4 2 2 t:..77 -4-ct -3(Z, 	HAC,)31:11-ZL:LtL ct-D -C, 	HAC,)31:1 

litS75`. -D tz_-.Via L tLVtli -C attig1•1r:JM -L'S 41.Z 	3'fb 	1=1 = — a),T,Uae 

WO 2014/104207 26 PCT/JP2013/084932 

% 5 n g/mL FGF — 2 

7 4 : DMEM (7%F BS, 1%Penici I I in-st 

reptomyci n sol ut ion) 

2 4 ^xjU7°U-h : 1 . 9 c m2/-} i Jk i&ifcfi : 0 . 4mL 

/ ̂ x;u) 

CH AfiM • 

HA (OMR : 2® 

Pgj£JGR£fr ^fc0 £ t\ PBStHA U £ £ IC, igife (Rep 

r o Stem) ^r^l^T^rfK L/c0 (It/US : 5 0 n M) 

£> (C b F G F (ISt5ng/m I) i P S L/c0 

3 7 °C% 5%C02#HET 

i PSiBS0im t = 7 2 h (day 3) (Dm^mz^X. HA^ 

)lS-e»L. 2 4^iUfc0 t = 9 6 h (day 4) 

iz&i^Xs HA^jproi^jtetciajy#^, i£#£3a^L/c0 

CiBfl) 
d a y 3, d a y 4, d a y 1 0, d a y 1 3 % d a y 1 4, day20 

% d a y 2 3, day24 fcZf day30(C&lNTs IN Cel I An 

alyzer 2000 (F§pnp£, G E'SJU^^/W x>XttM) 

T'i£#«£iEflL®#£l3tf§L/co t/c, ffM^tl/c=l • 

zip-- (^Nb»"effM£tu © 

ift£f+MJLs 7fc3Mbzi •——©ty-n Ltco 2 2 

[0080] ibi^yhLT. HA^ijpLftwm mcm^xmi-tmm^-otco 

^•©ip^£m 2 2 tc^iTo 

[0081] m2 2lZ8\,^Ts S^A?H A Ifc^, IA^H A^ijp 

M 2 2 9 H A £;|sjpt"'2) il <h (Ci: o Ts HA£;|sJp 

tc t tb$$ L T (C JFM £ ft £ 5fc$Mb =l • - - © ty^ 
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iMin 1, 

5-th$ 

it. 

ct < 

-D 

TM 

9, 

-4-  z •J_. L 

fb3t.EVIi8 

e-- 	tCo 

M 1-z •J_. LtL,t (,), 3 ,fb 1=1 = — 

WO 2014/104207 27 PCT/JP2013/084932 

< Mf 5 o h -e $ fco 
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NA* ofe,-  m 
Egfi5R1A 1 I tHlgit (plur i potency) 	-4-Ztrflilii80)igA51--e-D Z. WIEJ8 

lam4zFidiViiThIgfcC-ttN04 -FTWIi8igATZ j_. L 	Ati‘ , 	I. 

LIM5RIA2] HIC,It (PLur iPotencY) 	-4-ZtrOlfIl180DigAl=1=4:-Rt litc.RUR 

t li -.3 Z 	'fb=1XISCI 	litcAlli8CTZ 	51-"e 	-D -C, Oli81%14 

ZITLiVi iThIgfcCANO4T-011i8igATZ j_. L 	Ati‘ , 	I. 

LIM5RIA3] HIC,It (PLur iPotencY) 	-4-ZtrOlfIll8OD'fb=1X,VVrfitil-Z 

marim4FdThlgfcCANO3V -FTWIi8igATZ •J_. 

L 	at`, 	51. 

[115RIAL11 ftg'It -4-Ztr0111875', 	L ItHlg'It (P Lur i Potent) Mill18T 

z, gfi5R1A 1 75\ 6 3 ODOftl.75\4:..8ENCO51. 

Clifi5RIA51 L lt,' gittr0111118e, 	Lli PS VII8R tt L 	E S WIEJ8T 	Z, EA 

*IA 4 giE$40)51. 

Cpl 	1A61 marim4zFidiViiThlgtSItNe, E —± 	/•')K 	>0)*IglEiVi5tit 

-ztttN---ez, gfi5RA 1 75\ 6 5 ODOftl.75\17.8E$4051. 

[115RIA7] Oli81244ZVE,ViiThlgt:VANIY, 	,S6 VC-, Ulli8-s0Deallg 

-4-  Zi-ttNT 	Z. 115RM 6 giE$40)51. 

[115RIA81 Oli81244ZVE,ViiThlgiVANe, t'Y ') 	Zp (Clostridium botu 

L ilium) OMI-EIA*ai4“:.../-3l,./ Z /\ 7 	'')1.=> (H A) .-CZ, 

gfi5R1A 1 75\ 6 7 OD Oftl.75`1,7:8E$4051. 

Clifi5RIA91 marim4zITAIMICW-ttNe, t'Y ') 	-ItiODMI-EIA*ai4q,L 

S-3(1Z3 -D0),\ 77)1.=>1)-1>t —,> IH A 1, 	HA2, )3z 

V`, 	H A 3 75\ 6tSZET75\ 6int/R-,'Sti.Z 2Rtt 3 	3 .--C4* --,Sti.Z*1-S` 

47tc-ez, gfi5R1A 1 75\ 6 8 ok,\ftt.75\tLENC,051. 

ci,M5Rmioi ITGE*-E`cf*0) H A 3 It 1 	>t—.> 	tt, A 32Rtt B 320)t'Y I) 

-it'ODtiOD--eZ, gfi5RM 9 igE$4051. 

Clifi5RIA1 1 i igAiy, aftigAT 	z, gfi5R1A 1 75\ 6 1 o ok,\ftt.75\tLENC,0 

WO 2014/104207 28 PCT/JP2013/084932 

HacOlfiH 
[If^clll] #tbtt (pluripotency) o T, IffliS 

p^g*£pisprtg^»(Z)#ST-e«iM'r5 c: h 
[Ii^<II2] #tbtt (pluripotency) L/cXti^ 

£u9 5^Nb^fi«L/c«£P^ii-zufc-eboTs «p^g 

*£Pi#prtg^K©#ST-e«iM'r5 c: h 
[Ii^<II3] #tbtt (pluripotency) £^t~5$$|ffl^©7fc:frlbt£II£ilt}#t~5:>3 

[If^<II4] #tbtt£^t~5$$$S|[i}#\ t: h#tbtt (plur i potent) 

5s Il^cll 1 3bN^> 3 ©INI* 

[11^115] t; t; h i P Sflffljj&Xttt: h E S«-e&5. II 

Il^il 1 3bN^5 0lNl*ft3bHCiE^0^o 

[II^t<II8] £PfiiF^tb&tK:#\ 5*Tvl! (Clostridium botu 

I inum) (HA) T?£>£, 

Il^il 1 7 CDlN-fftjbHCsEiifiD^&o 

[11^119] 'J 

a[^3o©A7^fz>+t7^>^-?>hHAU HA 2, & 

t>\ HA3fre>&£S#fre>]iiR£ft£2x«3M"ei^n5^ 
#V$>Z>* li^ll 1 8©^TtlAMC|ES©^")io 

[11^1110] iulE^tt© H A 3Ht7"=l>^-^> Mi, AMXteB MfDtfy l) 

ZXm(D^(DT:-foZ>s II^II9IES©^)io 

[11^1111] Wktti£%£V$>2>, 11^111^^1 0(D\,^ttlhHZl?,m(Dl5 

/i o 
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[ it5RJR12] AfElar'44*CTi ,V, TfilgtstX 	-At,`. 1,1**TA 1 	P'I 	1 

vc_ ENO) 	51o) tc.6 a), EACttto 

1 00 TtLi3N. 

[ ICRA13] g4g'It -4- tl*Elafqsa)tiat-b4C5L, warm  	Naiviimikigtv-tt 

WL -A- ti•, 	v I-. 

Eit5Rmizti g,45RIA 1 75`x, 1 	1 ok,\-01.75\tz.-.ENC,o)Iotz_-.6o), 

$40 	V F 0 

Efi5RIR 1 38E 

WO 2014/104207 29 PCT/JP2013/084932 

[iimiH2] 1 1 wttifr 

lZB&M<Dj5%<Dtclsb<D% Mi 

ho 

[11^1114] 1 (DlN-ftlAMClES©^")i©/cto(Z), Iimill 3IE 

W,<D*V ho 


