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VEBAFI/5-—kRkOF —a—-/IN)Y (6—-S0;Na) (2/8)H#HE
) . 2509,/ MIUTORETIEFGFOY /Xy ESET &
Lawd, 12, 5pg,/ ml~2ng,/ mIXlEbng,/ mI~20ug
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[0127]

[0128]

[0129]

[0130]

[0131]

[0132]

Sml (FFLLIE25pg,/ mMI~250pg,/ mMIXiEF25ng,/ml
~2. 5ug/ml) OREEHETH>TEHEF GFEFEET THRMRDIEHES
RELES,

FEBZE, a—RYVITVIIVEE—v—9 D) U XIEZEDIR (BIAIE.
a—RYTIWNIIVEHE—y—4DY)>UNa) id, 2. 5ug./ mILUTDR
ETWEHFGFOYNRIVEERTEZMRILAVA, 12, 5pg/ ml~2
ng/mIXiE5ng,/ mI~20ug,/ml (FELLIEF25pg. / ml
~250pg,/ mMIXiFE25ng,/ ml~2, 5ug,/ml) OREEHHRET
H>THFGFHEETCHMRROBIHEZIZE LT,

FBIZE M) VOMBEMXIEEDOE BIAE ML) S0,
Na) iZ. 2. 5ug/ mIUTORETCIEFGFOI VN IEERTZH
FLAWA, 125pg,/ mlI~5ng/ml (FFELLIE250p g,/ m
| ~2. 5ng/ml) OREHEATH>THF GFEFETNTHMEDIERE
EZRELES,

FEBZIE TEARNZ Y AFYAFLYIAYSTF—F—-S0;Na
. 25 ng,/ mIUTORBETIEFGFDY V/RUBEE/RTEINE LAV
M, 25pg,/ mIl~2. Ong,/ mIXIlEF5ng,/ mIl~25ng,/ml
DREHETH>THFGFHFETTHRMREDBELZRELRIT S,

FBAE, SILN M)A =R =AFHXAFLUVIAYITF—F—=S0;
Nald, 250p g/ mILUTORETIEFGFDY v/ EERKTEINF
Lawd, 25pg/ mI~250pg/m| DREHETH>TEHEFGF
BEHET CHMBEOEIEE(E LB 5,

FBAAE, 5908 —=S0;Nald, 2. 5ug./ mlILUTDE
ETIEFGFOYUNIBERTZIH LARWVWS, 25pg,/ mI~2. 0
ng,/m|DEESEHETH>THFGFEETCHRMEOEIEAXZELES

FBAE, BAEE-SO;Nalk, 250ug,/ mIUTORETIEFG
FOYNROBsETZIMHE LABAVWA, 500pg/ mMI~20ng,/ml
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DREHETH> TEFGFHFET CHRMROEBEZIRELES,

[0133] BIAL, BABOEBHICTRT LIS, MEBLER)Y—IE, ng~ung,/m

| DA — 5 —TCORMEENFGF DY VNI EERTINFICHETHBH
pg./ m|DHFIMEBETH->THFGFERETCHMAEDEIEE(EHE LS
5o

[0134] ARADIFMIZ, REFHEBEKXERRAF (FGF) 288, FGF& LT
. BEMRMESMRERREAT (bFGF) | BMERESHIERRAT (aF
GF) ENFEFLNZA, BRMEOEEL(RET 2MRIBVEDS,
AFBAOEMICIEb FGFEZRWS Z EAFE LWL,

[0135] FGFRERSOHYW (FIZAE Sy b YUAL ELEY M UHF k&
VY. o TEHUY Hb, ERNQE) BHIRTH>TELWLD, BEIN
2HRMBEOBRICIEC CEEEIRT 2 &N TE S, £ NRRORMIEE
BEISBICIIE NRARTHZZEPFELYL, FGF ELTE, BIXE
ENbFGF (flZIEEndocrine Rev., 8, 95, 1987888) . 9 bFGF (
5] Z IEProc. Natl. Acad. Sci. USA, 81, 6963, 1984%H) . ¥ 9 AbFG
F (f % EDev. Biol., 138, 454-463, 1990%8) . Sv kb FGF (A
|E£Biochem. Biophys. Res. Commun., 157, 256-263, 1988%:H8) ZEMIRX
nb,

[0136] FAARRKBPOEMICESENDFGF I, BMiEDBHEERE LE28HEIC
BWT, BEt BRINLEXRAR, GRXIEHEBEZX I VRO E, BE A VN
V8 (A BERUORKEEKRZEL) . 777XV N RGILZEME
h-Zns0FERZIT,

[0137] AFBAOEMICSEINDIFGFDEEL. BMABEOEESEE LELEE
THNIFTFHICIREINT, FGFOBMADRMEFICEVNTEE T ng,/m
| ~300ng/ml, FFELETng,/ mMI~200ng/ml, &£V
FELLIF4ng,/ mI~100ng,/ m|I THd, FGFDEEMNTng
/m I RKETHDE, MBILILEMOFET THRMEROERRENRISF
LNRWMERNH D, XLFCGFDREN300ng, /m|I ZBAdE. 1
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[0138]

[0139]

[0140]

[0141]

[0142]

BIAZXMKRELLBBIEADH B,

AEAHEED, [2MlE] &3, BCHERERUDIL 1BEREEZRE T AR
Wl ERRY 5, BMREICIE, DEREANICIE UT, ZaEMERHAE (pluripo
tent stem cell) . #EREMERHMRE (multipotent stem cell) . BifEMEERHMAa

(unipotent stem cell) ZOHEEMINESEFND, ZaEHEMAEE 1. £ %
BT 22 TOMEBYHIE~N2E LSRN ZE T 2HMlREEKRY 5, HhE
Maia s 3. 2TOBETIIRVWD, BHREOHEBCHlia~2 LG58
NEBI2HMREEKRT 5, Bt s k. SEOHEB PR~ L
F2ENEET St RKY 2,

ZaeEaile e LT, FEMriERE (E SHERR) . MEMATEHR (E GH
fg) . AIZeeteriile (i P SHIRE) F2FT2 I & HES, HileD
BaBBEBT DL >TERBINAMERZEET I &ICL > THIL
L7cepiiiad. ZeetEadiifas L TEFE LU (Nature, 385, 810 (1997)
; Science, 280, 1256 (1998); Nature Biotechnology, 17, 456 (1999); Na
ture, 394, 369 (1998); Nature Genetics, 22, 127 (1999); Proc. Natl. A
cad. Sci. USA, 96, 14984 (1999); Nature Genetics, 24, 109 (2000)) .

HrealE s LT, BERBME, SRR, R ReME. &
BREriiRE, LB EOAMBRMRELZEITS &R S, R
fald, FE L ISEERRMRE. JYFELCIEEHEEERRMRETH D,
BERBMREIZ. BEFME. REFMRRCRERZFHRREDOEEROMA
ETXIFWL DOADHEDN AT RE BB X (S Z ORISR DER %2 L& IC
BKY 2,

AFEAOEMIT, WTNOBRMRRDIBHEICEFEICERTSIENTES
A FFE LG, BERRMERE (BIAIE. SHBEERBMEEE) | B
X IF AT L= ReDIBERTH 5,

FAFRPOEME, WTNOEYBEROHMAEDIEIEICE IFEICHERY
2ZENTED, ARPOBEMEZMA L TEEINGIEMEE. HIXIE.
NUR, YN NLZRI— ELEY MEDOIFoEE, VHFEOVHF
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[0143]

[0144]

B, 74. 9>, ¥ %, eV JEOERKE. 1 X. *3FOXIE.
B YL, PHTFFIL, x—Fty b 5300452, FoNRUI—%

DERFFHROBMETHY., FFLLIZ. EREFHEOHMRTH
%,

AFEPOBEMOEMEEMICIE. BARXHOLDZRWD I EATE, =il
FDIBFEA FAE LR WR Y FICIRE I AR A, {5 X (FDMEM, EMEM, IMDM (I
scove’ s Modified Dulbecco’s Medium) . GMEM (Glasgow’s MEM) . RPMI-164
0. a-MEM, Ham’s Medium F-12, Ham’s Medium F-10, Ham’s Medium F12K, M
edium 199, ATCC-CRCM30, DM-160, DM-201., BME. Fischer, McCoy’s HA. Lei
bovitz’s L-15, RITC80-7, MCDB105, MCDB107, MCDB131, MCDB153, MCDB201
. NCTC109, NCTC135, Waymouth’s MB752/1, CMRL-1066, Williams’ medium E
. Brinster’s BMOC-3 Medium, E8 medium (Nature Methods, 2011, 8, 424-4
29) . ReproFF2iZith (1) FOtEIL4) . RS DESEBHMENEIFSN
%, . BRHREERICHEI NS>, LERAEME i thoEE D
BEY (BIA, REfICEEHOEERFMARE (MSCGM) % = A 7ZDMENSE
) FEAVLTHLW,

AFEAOEMIT, BRXHORMPEEL I ENTES, ZMPE LTZ
. BMRRDOBHEEZEET 52D THRWVWRYFICREI AW, AIZIFHRE
RF (BIAEA>2R)VF) (KR BIZENSYRAT7YVE) ( RY7
IV (BIRARET ALY VE) IR BIAERL VEERS N D LE)
HER (BIAETLI-RF) . BHEE BIAEELEVEE, AT . M
BEVNROE (BIAETVTIVE) . 73 /B BIZEL-TLEIVE
)« Bl (BxXE2—-ANATRII/—IE) . ESI VR BIARET
AANEVEER, d-EFFUE) . AFO04F BIZAEB-—ITA NS VA —
e F7AF27avE)  ENE BIAERA ML TRy R2VY
V. TvIRATUE)  BER BWAEHEPESE) EAEIFLND,
e, RO SBRMEOERICAVONTILRMANLBEEZL I ENTE

%, BIMIE. TRETNERRXNOREGERTEEND I EA/FH LW,
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[0145]

[0146]

[0147]

[0148]

[0149]

[0150]

AFEAOEMIGT, MBEL2EATHWTELIW, MFE LTE, E¥HROM
BThHNIL, BMREOBHEEZEET 5D THRWRY FICRE I ngna,
FE L IGHEIBYBROmME (FIAIEY URFIME £ MLEE) THD
o MBEDRE, BERANMOREHEANTHNIEI WV, 7272 L, MFEKDIC
FE FESHIBBOMEERFZFEZENTVWE I E/MMOSNTH Y, £MmF
OOy MNEZEICLYBEERIESDINEL AR HDIEN S, M
BOBEERMBEWIEFFE LS, MBFZ2F LV EN’REFFLL, BIC
. BEROBRMEZERENTERYT 355, EEBKRES FMRENKRR
EORFRECPEEMRE LI IH D7, MBZSFRVWI ENFE
LW, MBFA2ESFHWVGEE. MBORERMY (X (FKnockout Serum Repl
acement (KSR) (Invitrogen) . Chemically-defined Lipid concentrated (
Gibco) %) ZAWVTH LW,

ARBRIIEIC, FGFZE3UHMRBEREZ BV -BREROEERE
TdH>T. BHMICHERILELENXIEZEORZNICHBARBIBERMNT S
EER/HET S AiE CUT. ARBAOFEEBIMT D) 2RI 2,

HMERLEEMXIE T DORZMICETFETRERIE. FGF., #RRRUEMIC
DWTIE, Ladkd@EY Th s,

ARBOLEE. FGFHEET THMAROIBIHEREEICE ORE THRERLL
BYRITEOREZMNICHFRIERIBELZERICHANT 52 &2l ET 5, it
BRALIEL BT E DEZNICHTF B UTRIBEDIEMADRINEEX., FGF&F
AT THRHMROEERECBIF/IRETHNIE. HICREI N,

HMERLEEMXIEEDREZMICETEURESIEDIEMADRIMIE, Hith &
i & ZHAMI B IR THLOTERTH>TH IV, EBRMEROBEEROD
BHICEEEML TH L,

AREBOFEICEVWTE, BEPICEMTMEERITR>TELL, 2D
e, MLWEICH FGFEET THMROEEREICEHEIFLRETH
B b EMXIEEOEZNICHFRARERIENRTIMI NS,

IEHHPOF GFORER, BHHREOEBEZREELSSIRETHNIERHICR
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[0151]

[0152]

[0153]

[0154]

EXNY., FGFDEHMADRKIMBICEWTEE I ng,/ Ml ~300ng
Sml FELLKIETng,/ mMI~200ng,/ ml, dYUFFEFLLIE4 n
g/ mI~100ng,/m|THd, FGFOEENI ng,/ mIEKXBTH
&, MBILELEYMOERET THLREROBERENRAE S A VMERD
Hbd, FIFFGFDOEREMN300ng, / m| #HBz1sd&, EEIXMKAE
B3 EEI’H 5,

FGFOEADRMNG, b Bl 2EMIEZ51TH> THHET
HoTHEL, MBILILAYIRIE T ORZNICHFRTERIELZEICHNT
DRICTH>THHETH>THLL, FLBMEOEEDOEMISEEEML
TH LU,

AFEAOEMIE, H 5L CHMBILALEMARTMINTEY, EEROFE
EERBOLTIENTEDD, ARPOBEEFEICEVWTHFILLAWVWLGN
%5,

BHREOERICAVON SRR, BRERROEENTRELALOTHNE
BICREINAWA, 753, BEERA7>X3, T4via, RENY
Tyia, EEERT v a1, YW FTFTava, ¥4 70T — K,
YA ILVTL—M YILFTL—b IALFUVIILTL—b A7
ORZ4 R, FyYnN"—2F4 K, Yv—L, Fa—7. bLA, BENY
7. ROO—Z =R MLHAETFLNED,

EERE, MREEETH> THHREEEEETH->TH L. BMITIE
CTEEREN S, MREELOEESE. BEHFOREOMEE DEEE
ZAEIESEHMT, MEAYN) YO (ECM, fiREAEEEHWVD)
SOREOMBYHREETI—FT 1 v IINOTHYED, MlZRF
AEEE. BERXIE7 -4l (FLWohdigd) OBEZEMET
LEBEDHMETHYRFS,

71— —MBEEFERALAVBEICIE. HIEAREEL IXTOEEEA
CXREENSOMEEAIIVITIAIYMEFERL T, BEEITY YT
F LU,
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[0155]

MEAREIL, EERORBEMBEEOEESWET 2N THROKEE
KBEFEAINZLOTHRIIRICREI NS, AIZIE Z3I=v (3=
¥511, 332=Zv332%), 7470x9F>, EbORIFY, O35
—TU. IZRAFY, PRAYIVEORAIDLDEFERIZIENTESD
o FAEAEBEDEMFG. ZMEAREEREOMRESEHEE T
TR THNIELL, ThOERHMOEDEFERTEIENTES, fi
ZIE, $EE2011-78370 5 AMICEATIINTWS, SI=ZV511DE887S
AV ZIZU332ME8I7ZV AV NENEITLNDG, HMBENEE
ROGEDOFESEMFIE. FRETH->THLL, B 24777/ 809—
A, BD7 7)Y, NMAZZIFTEILOAFHETH D, INSOMEAE
BERCEDEMMAIZ. 2BEUNEZHEAGDETERALTE LWL, EE
EER%BREEETIVIREHSHE N SHE, BRLL. VI EBEPS
L SUEMLERERDDREMTHEIY N FIL (BRE) 2FERAL
THLW, MEARERCZOFEMEMAIE. EHOFRPICRBL. g%
EETDDICHELEBRICBETNIELL,

MEABEEOHELEII VI TI2AIYE. MROBEBICEEFERINDS
HEDTHNIEFICREINT, HIAIE, I—=vTHOIVETY IR (B
BEE) PUINIV T (BEBE) . YT T7IRY Yy FEOHy-STENY
)=, RUDTY, RYFN=ZFUOEORMDEDEFERTHIENTE
%,

AFEBICBWTHERINMEAREEE L IZZOEME. XiEZEhs
OHWEEAII v I THIAIME. FELLEY M) FIL, XiEF5I=V51
TEHELLIEZI=Z05 1 10FMRTHY., SJUYFELEFEZIZUE 1
1 OEMMTE (B, S3=ZV511ME8T7SU AV N) THod,

AEBAOFEICEWT, MBEBEELSEZIFICREINGL, el
EEETZHEICIE. IO —BETH>TEI VI EILEBRETH>TH
FWA EELRNIUVTHBEERAOZRMRMREZEET 2720101, BT
ICFIERVRT 2 —IUHEBINAERET, BHOEEEICL > TEED
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[0156]

[0157]

[0158]

BRINDRENHD, TDH, BET IMEBOBELRENTERS
T EILEEENFH LW,

SUTNEIILEREETOGE. SREESRMREOI0-—%B—DMiaICE
THREE LK. EhRICBEET 5, VY VILEILIBREIE. BRAMOEEIC
SYTZIFEW, BIZIE. MREREER ()T UBaRSE) THiEREES.
M- EEEEEEB Lehs. R L—/3— (IWAKItt, 9000-220%) %
THIFEAEEA SR L (ZORETHEITHERRIR A K L 72 IRRETHARS
ICFELTHY., BEBRY VY IILEILTIERWY) | ZOBERYF 1 VI
JUMRRES Y JILEILICE TREES %, BICEET LISV, B
BEICIE, ZHEMBMBEDERED/OIC, Y-27632 (FH 54T A V4t : 08945-
84) 72 EDROCKIEER #HEHICHRIML THL T &DFFE LW, ROCKFEEHEIZ
. BREOBHUEE, SEMBEROEBEICHER WD, BN SHKRET
BT ENTFELL,

FOMOEERMGIZ, BHBEETE D, FlAE, BEEEE. FICRES
NZ3EDTIRBRVHAH3IO0~40C, FELLIEHWITCTHYEBZ, CO,
wmEE, 1 ~10%, FELLIFH2~5%THYED, BROEE, 1
~10%THYES,

DTRICREAERL T, ARBAE L YEMICEHEAT 20, IhbIEARE
DEHHEZRET 25D TIEARL,

Eefl

<. WELHER., VA4V I 7R— MLEWMICL 2RBFORBESKOHEE
¥, ¥EZ 0 b2 OMEBRLY R OBEREE OB L O FEE>

A1 ) O0—2S0Na ()L 0— REEENa) DEEX

tOo—2 (200 mg, AL U#HB) ERKIAFILRILLT IR (6 ml)
FICABLIEDSE, ZBEMENY X FILT7 I V&K (600 mg, LR v
FHE) ZMA. 0CT—BIBH L, BEZTHYT—2 a3 VITTRE,
TEMNZMATERLEOL2B L, B5NEEEREZMAK (2 nl) ITA
2L, 30%EEEEF NV D ALKAK (1.5 ml) ZMA C2FEERETEHL 2,



WO 2013/147264 44 PCT/JP2013/059745

[0159]

[0160]

[0161]

[0162]

[0163]

RISEICTY /—IL (12 nl) ZMAEOE, HEWEZ2BLE, B5hkE
RAHK (5 ml) (38R L TSpectra/Por MWCO6, 000-8, 000% F3\N T —RE B4
L. F#Eszi% L CHBERK (4256 ng) %87,

BRf2~4 FH2HHLSONa(FH V& H AGERNa), 7 ILF V£SO,
Nafk U4 X ) > SONaD & X,

LTFDEEYH I 0—2S0:Na& R#RD KM THEET M) D LE%E1To
7=

[Z1]
1 SRBEORERE
{sie R BRE & (ep)
Ak Lo 3 0 A SONa AL 2 330
TR R 50N WA 3 178
A4 %Y 80 Hadibrk 4 158
aifES a->0FFR MY S0Na (a-CD - SONa) DEEK

a->o0OF7F AN (a-CD) (200 mg, #EIE(LP#EH) ZRRKT X F
IWHRILALAT IR (6nl) RISEBLEZDS, ZBIEMEBEN)AFILT I Vil
& (600 mg) Z=MA. 70CT—MIBH L, BEZTHYT—2 3 VICTR
X, PEMVEMATERBLEDLE2EBLE, BoNELEHRZHK (2 nl)
WBRE L. S0%EFER S M) U LKEMR (1.5 ml) ZMA C2BE=RETERL
o RIGRICI® /—IL (12 ml) ZMMAT=0L, BN ZE2ELE, Bdh
=B AR (5 ml) (3R L TSpectra/Por MWCO1, 000% BB\ T—MeEHT L

. RiGER L CaBEE (598 ng) EiET,

BEfFI6~8 <IIATHF—RS0Na, 2HFA—RS0Na, <L b YT

LTFDIEEME a->270FF AR VSONa& BEHOFZMETHREEF Y
Lt &7 o7, ARBBIG6 ~8ICDWTIE, B DOMESpectra/Por MWNCO100-500
W,
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45

[%2]
®2 ENORBL
i Bl G RE (we)
e b E -k o8 RE{ER |8 419
A& F A 50,Na 51 A ) 141
Ak b d-R S0 A 8 %40

[0164] &89 < IF b—ILSONaDE K

PCT/JP2013/059745

TILF =L (300 mg, RFEAEEAR) ZRAKIAFILEILLTIRN (6n
L) FISHRBLEDS, ZBEBEN) XFIILTI Vi (1.69) A#MA. 70
CT—BH LA, RINEEBEL. T4/ —ILEMATE#RLUREBEARAL L,

BONEKREKISEREL, KEBKRF NI LZMA ToHETIC L TB#HE
L7, i=#EZ 3|17 - A RRFERIE L THBEK(.179) 257,

[0165] ZEkfB1 1

<= h—=)LSONaD A BR

Y= b—J)L (200 mg, BEARILFHE) ZRAKIAFILHRILLT IR (6m
1) RICHEE LD, ZBIEMEN ) A FILT7 I U84k (600 mg) ZINX.
T0CT—MRIBIE L7z RIGARICZRTEKER(L T MU D LKBRZMA. pHEI
ICLEDEREE L. TILABAS L (INAF T Ip-2, NMFF5v RitH)

ICHFEIE, 0.1 MIRBBKRTZ VEZVLKARERBWVWTAE Lz, BHEKR%E
RigEzIE L CABERK (43 mg) 57,
[0166] &1 0, 12~14 Z)NI—RS0Na, ¥+ b—JLSO:Na, TYRY b

—JLSONa, 'Y tz1) > SONaD HEX

LUTDEEME~ > = h—ILS0Na& RIBDEMTHRERLT M) D LME%Z1T

> 7z,
[0167] [3&3]

£3 EHOMBE

L% kS AR R (ug)
FAea—R §0Na MERY 1D go0
Y b—A R0Na Bk 12 950
2R G Feeb S0,Na KRIALEL 13 300
FUEUsiNa FHFA 14 {883

[0168] A1 5 NI bb)A—R—AFHAFL VIV TF—b—S0:NadD
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[0169]

[0170]

[0171]

am

YA RYA—R (200 mg, REERHME) EMNYITFILTIY (28ul,
FIE(ESEMR) ZRAKIAFIHRILLTIR (6nl) [THATOCTEHRLE
DB, NFYAFLYIAYITR—L (%ul, RRICRER) 20X, —
BRBHE L7z, RIGREBRIEL. KENX TRBE. FELE L CatBERK (102
mg) %157,

#/gonzaeEE (102 ng) ZRRKIAFILEILLAT IR 3 nl) &=
BB N ) X FILT I g8k (460 mg) ZFRWTERBI1 &R CERET. B
B hYosbaETw. ABEK (332 ng) 87k,

BEEI16 FXRANSTY—AFYAFL VIV TF—h—SONaDAK

THFRANZY (200 mg, FAMEHE) ENYITFILTIY B.4ull #l
EE2B) ZRAKIAFILARILT IR (200 m| ) IZHATOCTEILE
DE, AFYAFLYIAYITR—b (9.6ul, RFERAR) #mMA,
—HRIBIR L, RISRAZBMEL. KEMA TR, FiERE L TasEE (O
93 mg) %f#F7.

wJonaaEE (100 mg) ZKIAFILFILLTIR (20 ml) &=
EmEN)AFILTIVER (1 9) ZAVWTENRGI 1 R UCEET. WL
M) LfbziTw,. BBEK (194 mg) %157,

BEBI1 T TN )59 b —S0NaDAK

-7/ Z9 K~ (300 mg, MIELFHE) ZRKI X FILRILLAT I
K (6ml) ICARLAEDS, ZBIEMEN)XAFILT7IVEE (1,14 9) %
MA. 10CT—B L7, BELZRBR7ENVETS/—ILTRT ) —
HELEDSE, BABICKEKRT M) D LAKEREMATER L, RIGK
HIEME L. 1 4 2 IBIAEIRAI6SBAGICIERF X B 0. 2REDKEREF ~ ) 7 A
(100 ml) THAH L7DBFPC3500ICIEFFIBK (100 nl) TEH L. BHIE.
1 LEBBEE (140 ng) =57k,

SR 18 EAEE—SONaD &R

BAEE (300 mg, MNHRMAR) ZRAKIAFIRILLAT I RITARLE
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vigfk (835 mg) ZmNAx. 70CT—HKiBH

1

DE, ZBIEHREN)AFILT
L7z, AEAERL. 14 XHBASIRAGSBICHEXIE, 1YMN) T FI T I

VKRR (200 ml) TAH U7, 1 74 > XHEAEFPC3500(C 8RS Bk (100
ml) THEE L. BHE. ZBELTEBENK (430 mg) %137,

[0172] EHEGI 1 — 1 Eiseh DbFGF % E (b FT(H
1. Lonzaf 1 &t dh oD bFGF % 7 {L T4

(1) bFGFLE(LLMY > I DS
LonzaBE =2 A REE v b (00190632, ¥ HS/8A +4t) #ERALTS

O RI—=JLICHREWTRR L 2151 (Lonzaf&IMBREH) hDOFGFDRELIZD WL
T. RAICEHOHEREESYWORMICL 2HEZFML 2, FEBRILEYEY
VESRREEERIBKICARE L., IThEaEMEBTIEERL TK4 ICEH
DREICHAELE BTV TIV) . RV TV EBRALET7 7OV F
1—JhT3TCICTHRE (R5~8—2) /I330M (Rk8—-3) #ELEL
D5, ELISNAIEICTOFGRREEZEE L7, . WERILEMEa TRV Vg
RE4ERIREKEZEIEFTI0ESER L, 37CIF4CICTHE X < IE3BE
#BELA-POEOIY MNO—ILE LT,
[0173]
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[5R4]

K4 FBRED L FTFMEE

260pg/mi | 2.5ng/ml | 25ng/mi [ 250ng/mi | 2.5ug/mi | 25ug/mi { 250ug/ml | 2.5mg/ml

FEAF77503Na(5000) [HIRME | O [®) 0 o) @) 0

7 %AMS03Na(25000] AL A Q @) O o) Q @]

T 3RM5503Na(5075) |FOE AL Q O [e) @) O @)

FEAMSY 15000 ik [@] [e] (@] O [@) O

TEAMY HEHS O O 8] O O Q

s TH3A O O Q @) QO O
H)L,A—2303Na i (e} O [®) [@) O

244905 LS03Na ERp2 @) [¢) @] [@]

AU A HRibE o] @] O (@)

e 71y Q O O Q QO

T4 EESO3Na S A3 o] O O [@) [@)

73 UEENa e O [@]
{RJUS03Na & Efl4 (@] O [e] @) (@]

AR I [@) o) @)
AEATIE—AS03Na | EBHl6 6} @] (@) O @] Q
a-YI0T $AMUSOIN S A5 [@) [@) [8) [@) @)
a-4aT ANy PER O O

A3FA—A503Na BT (o) O @] @] O O
pbH)A—ASO3Na SHEBls @) [@) o) @) @) O
YA~ ER{EE @) O O O Q O
ILFE—HSO3Na S EEI9 @) O @) O Q [e)
T a4 0] @) [®) O Q (@)
AH0—=A8S03K carbosynth O o] o] ] O ]
AI0—2 SHIERS @) o) @) @) O (@)
4 I—AS03Na SHE0 O [@) [@] [@] (o) [e)
TYZb—ASO3Na BRI @) @) O [e) O O
IvZh- XA @] O Q @] ()] O
Y- S03Na ErkFli2 O @) O [@) O (¢}
V=N Heibak @] O ] O O O
TJAY—SOINa Eripl3 O [e) [@) @)

4'J+YS03Na SHEfH4 6] [®) @] O [@) (o]
myo—{ JUb—I6S03K  [#4'7 o] O O @) @] (e}
A e s | O o o 0 o S 0 o
rarivwiietid EE 2T o 0 o o o o
¥ L3/39b/-S03Na =N O [@) O @) O O
SHEEE-S03Na S8 [@] O (@ @) [®) O

[0174] (2) A DLFGFOEZ (ELISARIE)

E DObFGFOEEICIE, TARDRBEF v b (B MbFGF ELISAFw . ELH
-bFGF-001, Ray Biotech) ZFW7z, JAIEFIEIL. Fv MIRMAINT0O
NO—LICHE>7c, MERBERROEAENSERLALRER (BRER)
LY. MIMFEFHHOFGHEE ZEH L, H., &5~ 8 hOMEREIF L
TDEY THhH D,

+ 4+ : bFGREEA4CTI Y hA—ILDZFNIH L TTO%RU L

+ 4 : bFGREEA4CTI Y kA —ILDZF NI L TH0%LL_ET0%K
+ : bFGREEA4CI Y hA—ILDZF NI L T30%LA_E50%K
— : bFGREEA4CO Y hO—ILDZNITH L T10%LL_E30%KH
X : bFGREEA4C O Y bO—ILDZNICH L TI0%KRH
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#5 ELISADER

ng ng LLE

250 25 2.5] 26
T 3L 50EEE (50000 [++ PR U U
7 EAFSUEEEE  (25000) [P I P
FEAVEE 50A) [x |- |+ b [+ |
FTEARSY 15000 X tx |x ix |x |x |EsE
T ARy x =[x [x [x [x |EE&sE
B -ty x |x |x [+ |+
BIhI- i EiNa + I+ | [+ |+
v auh L EENa PN PR U
AR x [x |x |x |HEEH
7345‘ ‘} ++ ++ ++
7’-’*’ 9@303"18 ++ + 4
ThY UEkNa = |HeEm)
131/503Ka T
{34y x  |HEE

4°Cotrilt +++ TOBELE  ++ 50%8EL L + 30 BBLE, - 10%LLE, x 10%K5

[0176] [5k6]

56 ELISA DEE

13 img

251 351 eh0208

e bad” #-2803Na

iy

NN [ K e

-0 - S03Na % R

oGk F £V
AFE-AS03Na % R F Ly N
W HHIP-25030a * R T ARy
T F 1"}3"’7« oK » X % X
FE-1S03Na % [k fegd faad bhe 4dae
THFS-H X Ix % 1% Ix
AH0~38803K X Iw [ FE £
A7a-4 R E %
I E3-AS0aNa X |® < |- I

4°Cotrith +++70%BLE ++ 50%EL 1,

[0177] [£&7]

7 ELISA OESHR

Ixa iy

JESE

3 ug fmg
2.51 25 12504 2.5

Tz~ 1S03Ka + + Fr s -
FuZb~l X bW » w X
i.‘ VU!‘“}LSGBNB Fx X b4 5 RIS SN
Folb-l P i Ix | ix ix HEw
LYY E-1S03Na x ix {x |x |+
7" 4y wS03Na - 1% 1%

4°Coetrilt +++ 70%ELE

PCT/JP2013/059745

30 BBLL - 1%Ll x 10%KRE

L BORELE + 30 BBl EL - 10%BLE . x 1O%RE
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[&8-1]
#8-1  ELISA OFH

ng_ Uz wg
25 [260] 2.5 25 [250{2 5
myo—~{Jb~BES03K  Ix  ix Ix |+ et s

Cetrilt w4+ 70%BLE, w4 S0%RLE  + 30 %ELE, - 10%8L B, x 10%K%

[0179] [3R8-2]

%82 ELISA DR
4°Cotribl -+ 70%EL E ., ++ 50%8LE  + 30 %L E ~ !G%L;L};: X 10%R585
g ng @ ng

2502 5} 25 | 250} 2 5] 25 | 2501 2.8
jﬁgigiwzw‘,\%ﬁ;%&yv {\j:}? "}”' — ek X -+ -+ -+ did +
;QEQ;?F’\WHW; D 2 ™ PN O P O
5 40,59+ 0-S03Na I T x 1 xFl = e
SHGE-S03Na x 3 —1 x| x] x|+

[0180] [k8-3]

[0181]

F8-3 FLISAOER 7Ciam

4°Cetrith +++ JO%ELE . ++ 50%BLE  + 30 $LLE. - 10%BLE. X {0%3KE
g ug mg

25 125012.51 25 1 25012.5

meso-XJRTP-1S03Ma BRSO

250-28803K i x|

Vi §4-2503Na

27

X

e b gt g 4t

1]

EERIET S SO S RS

RE~BILAT LI, MBILBELSIRWEEY TV (FFR MY
Y, TFAMZV15000, FHUIVHAL AX) U, SIMRNYF—
A, XIF b=, 270—-R, a=>70FFZAM) Y (a-CD) , ¥V =
h=Jb. ¥ h=)L) TlE, THREBICTA Y Fa2R—bFTBT EITLY,
WENDBETHRIMLABEICH, EPOFGREEHA4CI Y hO—IL!D10
YRBICIET L7z, £437CaY bO—ITH, HEEHAPDLFGFEEA4CO Y
FO—ILDIOPRFEITET Lice RIS L. B EEREZSTFTMEY > T
Tid, P ObFGERE DK T ZiE T 2MRM\BD O h e, BIELEMICD
WTEHBENWRIZBO ONREIUTORY TH2 : TFA M UHEE (500
0) . 250 pg/mlLAE ; TH X bZ UEEE (25000) . 2.5 ng/mlLAE ; TF R
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[0182]

b UmEE (507) . 2.5 ng/mlAE; AZF—F 2 25ug/mUE; EIL
O—2XS0Na, 2.5 ng/mlLAE ; FH >4 HASONa, 25 ng/mlALE ; 734
. 2.5 ng/mlLAE ; ZILFUEESONa, 2.5 ng/mlBALE ; 4 X 1) >S0Na, 2.
5 ng/mlAE ; %) kAT A —2ZS0Na, 25 ng/mlRU2.5mug/mllt ; 2%
F A —RS0Na, 250 ng/mlAE ; I b MY A —2RSONa, 2.5 pwg/mlPAE ;
<ILF b —ILSONa, 250 ng/mlAE ; R O—R8S0K, 25mg/mlALE ; L
O—XS0;Na, 250 wg/mlLAE ; myo—-1 /< b —JL6SOK, 25mg/mlA L ; «-CD
SO;Na, 250 ng/mlEAE ; ¥> = h—JLSO;Na, 25 ng/mlLAE ; 1) h—JLSO,
Na, 250 wg/mliAt; =19 =21 b—JLSONa, 250 wg/mliAt ; &) +1) S0,
Na, 2.5 mg/mlLL L,

FRR8-2ICFTELIIC, YIMMIF—ZA—AFHAFLVIA VY
PF+F—bh=S0Na, THFRARSY—AFHAFL VIV TF—b—=S0Na,
I3/ 59~ —S0NaXIEEGE —SONa%x ST FEH >~ FILTiE, it
DObFGRREE DR T ZH T 2MRARBOH Sz, BIEEWICD VW THENR
NROONIEEIGTLLTORY THS -

JILMRMN)F =R —=AFHYAFLIA4Y TP F—KE—=S0Na, 2.5 ng/ml, 25
0 ng/ml~2.5 mg/ml ;

FTEARNS Y —AFHAFLVYIAY ST F—K—S0Na, 25 ng/ml~2.5 mg/
ml ;

I35 h>—S0Na, 25ug/ml, 2.5 mg/ml ;

BAER—S0Na, 250 ng/ml, 2.5 mg/ml,

F/RE8—3BICRTLDIC, meso-T ) 1) h—)LSONa, R4 O— RX8S0K
RUTIL AT HF—2S0NaTlE, $EHhh DbFGREE DK T A2 HIHI T 23R
(&, 37TCTIHEA yFax— b LEZE, THEAM VFax— K LEFEL
YHEEETRDON, BEEWITOVWTHEZMRMNRD SNREIGLL
TOEYTHD :
meso-T ') 2 ') b —JLSONa, 25ug/mlLAE ;

A 0O—2R8S0K, 250 ng/mlLLE ;
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[0183]

[0184]

[0185]

<IL AT HF—ZS0Na, 25 ng/mlEL E,
2. Essential 81Z#h ¥ (FReproFF2EH#h b (DbFGF %2 E {b S {H

Essential 8EMAIEMF v b (A14666SA, 4 vE hOY T UH) ZFEELT
7O M= JVICHREWEESL L /=151 (Essential 8iE#h) F/-IdABEICTERL /=
) 7Ot Lt DReproFF2EEH R DbFGF DL EILIC D W T, REWHBRILSW %2
50 pg/ml~2.5 mg/mlDEBETHRMLAFELTML -, WRILEME) VEE
BEEERIBKICEREL., ITha\OFEHTIMESRL TRUCKEHDOEE
WCEREE L (BY > TIL) » RY VIV EBRALELZ 7LV Fa—T
RT37CICTHERE L7=DBS, ELISNAIEICTOFGRREZEE L, M. #
BlbEMeaEawn) VBBBELEIERIBKZEssential 8iFHh Z /= iFReproFF2
M TIMERFR L, 37CEAIMCICTARBE LA DEZO Y bO—ILEL
7o
[£8-4]

4°Cotritt +++ 70%LLE .+ 50%LLE . + 30 %L b~ 10%BL E . X 10%EH

Pg ng g mg

26012.5] 25 1250 2.5] 25 {250]2.5
T ¥AMioEREENa 5000 X | x| = | 4t+] e | bt | |
T ¥AMUEREENa (25000) X | = | % || e e |
7 AbvREENa 507 | x| [ el ] e | -
7 3247 15000 x Px | x| x| x| x| x|+ |86
i'gggézy—«wxfw* (7Rl RSN IV NS [N [P PO DS
¥ -+ x | x| x| -1 -1+]+] -
+)-2S03Na X | x |+++ | ++F | 00| Fee ]+ |
oavh AS03Na x | x 1 x |++|++|+] ++ ] %
7345 ¥ | x| - || A | ]
74+ vEES03Na x | x| x [+ [+ |3 ]+
IUN LT IR EENa x| x| x| x| x| x|+ |+
A" hFuS03Na x | x| x [+++]++] ++ ] +4+]| ++
£ MvS03Na x| xi x| x| x{ x| +] +
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ad syt

+30 %L E., - 10%LL F. X 10%%FH

[3R8-5]
4°Cotritl +++ 70%LLE  ++ 50%ELE ., + 30 %2l E. - 10%LLE, X 10%KH
pg ng LE mg
250 |2.5] 25 [250] 2.5] 25 [250]2.5
W ba7” 45-2S03Na x | x| x| + [++]+] ]+
a-GD - S03Na x | x| x| x| + |+ 4] s
A4¥F-2S03Na x | x| x| x| x| x|+]+
b HIF-AS03Na x | x| x| = |+ || 0]t
mgg;x-/\wmw AT | x| x| = [ [ |t | e
P RYF-R x | x| x| x| x| x| x| x
b b-HS03Na x| x| x| x| -+ + |+
2 /0-A8503K x| <] x| x| 7 |o0e|ooe | s
7 ha-2S03Na s | x| x| x| -~ j+]ee]
72 b-1S03Na X | x| x| x| - |+++]++]
IY2Y b-RSO3Na x | x| x| x| x| + [++e]aes
myo—{ /% h-16S03K x | x| x| x| x [+++]+++]| 042
5" k3/351+0803Na x | x| x| x| x|+ [++s]++
SEAEES03Na x| x| x| x| x| x| -1+
[3R8-6]
4°Cctribl +++ 70%LLE .+ 50%LLE .
pg ng ng mg
250 12.5] 25 1250)2.5] 25 1250]2.5
7 3Ab50EREENa 5000 -1 -1 -1 =+ [++]++]+=
F A2 vEREENa 25000 T =1 =1 = [+ e |+t | 4
7 3AbIvEREENa 507 X | = | = || e | R ] e
B33 -ty x | = =1 =1=1+ [+++]++
L BFEEENa -1 - - — | + |t
A78-1S03K ~ | = e ] ] e
w YTFby ANk ENa x | = | x| = [+ teb | arr ] e

Essential 8iFMiA AW BEDHEREKXE8 -4 RU'8 —5IIRT, Mgk
MESFRVIHEY Y IV (FFRAMSV15000RU~VILN MY A—R
) T, 7THREBICTA v FaR—bFBH2&IC&Y . #HERIEEWME250 wg/m
UA T DEETHRMLAIBE. EBiihObFGREEH4C I Y b O—ILD10%KH
WKAET L7, £237Cay hO—ILTH, B ObFGREEA4CO Y hO—

IWDI%ARBICTET Lize THICH L.
HAFLYIALY S T7FH— h—S0Na,

WER{b¥EE,. VI MKNYA—2—AF
FEANSY—AFHAFLYIAY

27 F—b=S0:Na, )2/ ZY k> —S0:NaX ;B AEE—SONa% = L EAM
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Y IV TIE, BHHPOLFGREEDER T 2IE T 52MRIBHONE, &LE
MICOWTHEIRDROONLIREIFLLTORBY THS :

TF XN UEEENa (5000) . 25 ng/mlBLE ;

TH AT UhEENa (25000) . 2.5 ng/ml, 250 ng/mlELE ;

THFANZ UmEENa (5073) . 250 pg/ml. 25 ng/mlEAE ;

TEFANS Y —AFHAFLIYIAY ST F—K—=S0Na, 250 ng/mlLA L ;
ASF—F+ >, 250 ng/mlELE ;

)L O—2XS0;Na, 25 ng/mlLAE ;

FH >4 HALSONa, 250 ng/ml~250 wg/ml ;

73445, 25 ng/mlELE ;

7IL ¥V BES0Na, 250 ng/mlLlE ;

AY FAA FUiREENa, 250 wg/mlELE ;

R FS0Na, 250 ng/mlLAE ;

F* M2 S0Na, 250 wg/mlLAE ;

VI AT H A —ZS0Na, 250 ng/mlLLE ;

o-CD - SO;Na, 2.5umg/mlLALE ;

24 74— ZS0Na, 250 wg/mlLAE ;

<L b MY A —RS0Na, 250 ng/mlLAE ;

NILMRMD)F =X —=AFHYAFLIAY T F—b—=S0Na, 250 ng/mlLAE
<IF b—JLSONa, 2.5umg/mlEAE ;

27 10— R8S0K, 2.5ug/mlLAE ;

) 2—RS0Na, 2.5ug/mlLLE ;

<= h—JLSONa, 2.5ug/mlEAE ;

TR b=JLSONa, 25ug/mlLLE ;

myo—A /< h—JL6SOK, 25mg/mlLALE ;

g3 > kS0Na, 25ug/mlBLE ;

SBHAERSONa, 250 wg/mlLd L,
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[0188]

[0189]

ReproFF21Eith A FHEWN 215 E DFERAKXR 8 — 6 ILRd . T+ X b5 UHilENa
(5000) XiFTF R bZ UHiEENa (25000) %S FMY > TILTIE, 1Bid
DbFGRRE DR T #iE§ 2WROZBH 5Nz, BILEMICOVWTHEZHR
DERDONEEERIUTORBY THS :
T¥ A NZ UEREENa (5000) . 250 pg/mlBAE ;
Fx* X NS UEENa (25000) . 250 pg/mlLLE ;
FERNSUHEENa (5075) . 2.5 ng/mlBLE ;
HSF—F>, 2.5 ng/mlBlE ;

Y ROA FUEEENa, 250 pg/ml~2.5 ng/ml. 250 ng/ml. 25umg/mlLLE ;
24 0O—2ZS0K, 250 pg/mlLALE ;
RYITFL v RILEVEENA, 2.5 ng/ml, 250 ng/mlBLE,
EHEFI | — 2 $ARSIESER T DM
1. EERFMAIEIER TOET

(1) HRa1EsE

EERBMAE RN (Lonzatt, MSCGM) . Xid. FE@ME LA U BRIRID
& (Invitrogentt, GIBCO FBS) RUNR=I v —R LT w122 (Sigm
a-Aldrichtt) ZZ2ARLFT NNy AEEA —7ILiEM (Invitrogentt, GIBCO
D-MEM) i THEE Lot M BEEMREER#HMAE (Lonzatt, Human Mesenchym
al Stem Cell) %, LonzafEMBEEMICYIYBATEERELL, TDLIICLT
BMBEEICAES E-BAERBMRZ, LonzaMFHMICRBIE T, 24
DIWEETL N (BARNI b T4 v F oY it FalcontBETL — b
) 1220,000 cells/7xIdD, HLLIE, 60 TIEBETL—N (HARY
NyFawFxry otk FalconlEE L —KN) (250,000 cells/7 )L DB
L. RICT 1LY —RE LATEDIRE ICFRE L BRI GWERZ R L
T. 5%C0,/37CHOEMHUETA ¥ a1 ~—4— (Thermo Scientificft, 74—~
1vFaNR—4%—) AT7~8HEEELL, BHMZHREZTOHEIE. BE
L7c2~3HR&ICIT27%. ZOE. HEBRILEWARDBROK EAKICBE
MLz, ZOR SRLEEMBEREBEOR EERICBERML 7, 7

)¢3> )&3:
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[0190]

[0191]

AEIEER, BHEZRYKRE, DNNEE%Z1To7, M. A hO—ILELT,
WRbeEMEESERWY) VEEEEERIEKE RN L ABE TRZRICERE.
T8 >7,

(2) DNADEEIC & 2 fifEDEH

B\lEF M) DL (18.0g) BSNCI T VEE=F MY 7 LKA (8.839)
K (100ml) (TADL. ThEISICHAKT2EICHERLE (B MY
DAL=V ITVBFN)DLEER) o TUVIEmEF M) DL (50.4ng) %
BIEFNID L= T VEEF N D LEER (252nl) ISEMLTS D) ILE
B+ Mo LBERE L,

24 T VB L — bhOEAIRE, ) VEBBEFERIBEKTHSE L
%, SYYIEEEF MY LER G00wl/H L) EHML. 37°CICABSR
BV, HMRRBEIMOMERL Yy MIEZT ) ILEEEF b o LEE (1.0ml
) AU, 37TCICABREEB W, 247 T LEBE T L — NhOMEEIC DO W T,
CDBBHED—ER (50ul) 2967 BB 7O —MIBLEL, Ml
Ly MNERIBLZBBRIE. U VIVRES MY D LBRTIERERL TR
SRERBARE L, TNORERERBBRO—E Goul) ., The
nU TILEREBEYAI/O0TL—MIBLE, IhHEMIC, EARVIS X
NH33258 (04907-91. +HZA4FTRV) ZRLF NI D L—-U T VEEF )
D LFEER T, 0005 TR L /2DNASEBIARIR 100w L/ LS DRM L, &R
MLTERLRICY A /0L —~) —F—5EBVWTHNAEET> (R
SRR 1 355nm, CAIEIERR : 460nm) , ERK L 72MR=EMR (BE) JY240 L
I ALVFy—TL— bhOMBEEREER L, FHEEESILUTORBY TH
%,

O : RN I Y bO—ILDZFNICT L TI20% £
O : RN I Y bO—ILDOZFNITH L TI00%LL_E120%K
—  HEREEA DY FO—ILDFNITH L T50%LL E100%K 5
X @ fAREE AT Y b O—ILDZFNICH L T50%KE
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[0192]

[£R9]

£ MREEEHHRER

favtn-) (GRREGEK T O]
pg ng | pg

25 | 250 | 2.5] 25 [ 100] 250 ] 2.5 25 | 250
7345 O © | x
T $Ap50S03Na(B0/)| © © | © © Ol x
7 42p50503Na(25000) © © | © © ©| x x x
714 VEESO3Na - Ol 0 x «x
{3vS03Na - O X X X
#11-2S03Na - O] 0O © O O
yauh hS03Na O - - O - X
AT 4F-2S03Na O ©| 0o - O -
T AAb5S03Na(B5000)| © © | © © ol © -—
Y M)F-2S03Na © ©] 0 © © | ©
A50-2 8S03K © ©|© o0 O| ©
WFh-1S03Na - -1 - 0 - | ©
7U=h-1S03Na - O -]1]0 O -
9 ~11S03Na O OO0 O Ol O
meso-IYAYF-ASO3Na | O O - QO O -
T EANSU-ARFLYY (
‘;v7f~r—sosga 1 o - © e
I PMF-Z-AFFAFLUY
1997~ 1-S03Na © O - - @ -
5 h3/54+s-S03Na o o| - - - -
B E-503Na - -]l 0 - — | =

120%LLE : ©. 100%LLE : O, 100%50% : —. H0x%iH : %

ROUICTRT LI, MEBLEFELZRMLU B TIEIIY hO—ILICHART
HRIEEAMREI N (RIA, ORUVO) , BILEWMITDOVWTHEIDRD
BROONEREIUTOBRY THD : THR M UHEE (5000) . 25 pg/ml
~2.5ug/ml; ¥R NS UHEE (25000) . 25 pg/ml~250 ng/ml ; 7 ¥ R b
SymEs (5075) . 25 pg/ml~250 ng/ml ; 227 00— Z8S0;K, 25 pg/ml~2.5
wg/ml; 7344 >, 25 ng/ml~250 ng/ml ; 7IL¥ VELSONa (15-607) .
250 ng/ml~2.5ug/ml ; > = k—JLSO;Na, 100 ng/ml, 2.5mg/ml~25ug/m
L; )a—RS0Na, 250 pg/ml~2.5ug/ml ; ¥ >4 > H LSO0Na, 25 pg/m
l. 25 ng/ml ; %)L AT 44 —2S0Na, 25 pg/ml~2.5 ng/ml, 250 ng/ml ;



WO 2013/147264 58 PCT/JP2013/059745

[0193]

F1) N—JLSONa, 25 pg/ml~2.5mg/ml ; meso-T!') X)) h—JLSO;Na, 25 p
g/ml~250 pg/ml, 25 ng/ml~250 ng/ml ;

<M KDY A —2ZS0Na, 25 pg/ml~2.5ug/ml ; ¥JLF b—JLSO;Na, 25 ng/m
l. 2.5uwg/ml,

FEXIVM RN A =R =—A"FHAFLVOAY ST F—b—=S0Na, TFX
NSV AFHAFLYIAYSTF—r=S0Na, FIT/Z9 k> —S0Na
XIEEAEE—SONaZ /M L /235 TH, 32 b O—ILICHARTHIRIEE AR
EINT, FEEWIOVTHBIRIDBOONLIREILUTOREY THS

FEXFRANS Y —AFHAFLYIAY ST FH—KM—=S0Na, 25 pg/ml~250 pg/

ml, 25 ng/ml ;

NILMRMD)F =R —=AFHYAFLIAY T F—b—=S0Na, 25 pg/ml~250
pg/ml, 250 ng/ml ;

I/ 5%4 ~h>—S0Na, 25 pg/ml~250 pg/ml ;

SEAEE—S0.Na, 2.5 ng/ml,

2. 1PSHARIIEFER TODET
BIEHRILEMIC L DHIREIETERIR 2 AT S REM 2R (iPSHERR) 2R W
T L7, iIPSPHTIT7Iv N LYBALK201B7#% %, EREY b

Dy 92 (BARI MY TavR VY VHBOY M) T, XIEKRKE L

YBALLEZZIZUSIOFEE RN A V28T MR) 20— b LEEERS (

BARY NVF 4 wF oy it FalcondEEY v — L XidFalcontEE L —
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MAERYRE, MY TSU-EDTA (X< 7L R v F1t) XiETryplE Selec
t (freEbAY o) REBICLYEETL— M0 SHMRREZREEL. MR
ZRE L, MBEBOREE. [HETHREEAM, — K, 77~83H, 2010
T, Fr#) ICEBOFEICIYIToR, H, A MA—ILE LT, #®BRE
BMEEERV) VEREEEBERIEKE RN L B TRRICEEETo &

Fh, MERTARERELRE (Y FILEILIRE) TEBET 2I58I1CIE
71V — BB LRI EYIBIRE. Y-27632 (FHhZ14T72U%#) 525
AREMICFIEDREERD I DICHRML, 6V TIEET L —MIFELE
o INITY-276R% S A ZEEMICRBX U7 iPSHERE A, 100,000 cells/> <
IVEOMBEL, 6~8AMEE L, BELARBIC. HRIESYWOHTML
FBEH (Y-27632F8) ICHIYE X o, EMZBEITIBEIE. 2~3BEICT
o2f, OB, HRILAMAREBREORBERAKICBERMLL, 6~88E
EE%. A& RROAETHEIREEZRE L &,
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[0202]

[0203]

[0204]

[0205]

<I I, HEERY ~—OFE>
ERBI1T RYEZ LTI —ILSONaDE K

RYEZITZILO—IL (200 ng, 79 ORMHE) KIS AFIVRILLT
IR (6l EARCEHRE) RITARELLEODL, ZBEREN) X FLT I
VEEfR (600 mg, IR v FHHE) A, 710CT—HIBH LA, A%
TAVT—2avVICTRE, RNV ENATEBLEOE2BLE, B85
N7zBEEHK (2 ml) (SEMRL. 30%FEEEF b YD LKAR (1.5 ml) &0
ACFEERTER LE, RIGRICTZY /=)L (12 nl) 2I0AEDE, 7
HaE 5B Lk, BonEEEHAK (5 ml) (TAREL TSpectra/Por MWNCO6
,000-8, 000% FA\LN T —REBEMT L. RFERZIE L CHBER (425 mg) %157,
B2 KRYEZ T I S0NaDEFK

RYEZILTIVERE (300 ng, R BT 4H) %K (25 ml)
AR L., 2REKBIEFT M) D LZMALNSpHZI. 13ICERELDS, =
BALRENIAFILTIVEER (2.1 9) ZMAT—BREB®RLE, BO5NER
ISBRDAEET AV T—2a Vv TRWEDS, 30%EFER T M) 2 4 (20 ml)
RT300BIHE Lz, RINEE#K (20 ml) (I38H L TSpectra/Por MNCO6, 00
0-8,000% ALV T—MEEM L. RiE%IE L TEBERK (450 ng) %157,
GfEIS3 RYFZYILT I S0NaDEEK

RYTYLTIUL (1.5 g, 20%KBR. +H5 1 #H) &K (25 ml)
IBR L. 2REKEEF MY AG.26m)ENADD, =EBIEHRE N X
FITIVEEEK (2.9 ) ZMAT—KREBIRLE, BO5NRBEEZRELL
DH, 0%FEERF b oL (10 ml) hT2EEEEBER LA, RISKRZHEK (20 m
L) 1238 L TSpectra/Por MWCO1,000% FAWT—REZBT L. JEEEEL TH
BE{K (670 mg) &5,

BEf4 RYTFL A3 S0NaDEEK

RYTFLVAIY (1,07 g, FINHEGR) ZHRKIAXAFILRILLT I
N8 mDIEMEL., ZBMEMEN)XFILTIVEEEK (4.2 9) ZMAT—
BRBEH L, BONERIGROBEEZTHYT—2 3V TRWEDS, 7
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[0206]

[0207]

PYTRZY) —%% L, BBLEDOBINEEEES N DL (20 nl) T304
B L, RIBRAEMAK (20 ml) (2385 L CSpectra/Por MNCO1, 00074 FH LY
T—BZEN L., FiaitE L TaaEMK (400 mg) %157,
BEBIS IRFIRY Tt >~ SONaDHFK

PILIVSEHRTTRN) AFOAC)LF7O/Y (12Tng, RRIERER) (THY
LA NFTR (23.8mg, BERILEHE) DRKAS /—IL (0.095ml, EEHR
LR BREMA, 150BH L, BREGAELRETTHREL, 7Y
v R—)L (5.5ml, BIRILZEAE) £#9I5CICTORFEMI TET Lz, RIGK
E—REELEDE, X4 /=)L (40ml) ITAEHMIL TN EBHRLE, 0T
ORAE/J AT 4 F7650C%&ELIEDE, Spectra/Por MWCOT,000% FB\NT 3 %
BT L. B E L ThiRY (1.54 g9) 257k, B5N72BRY(300 mg) %
BRI AFIVRILLT I KRG mDITAREL, ZBEREN ) XFILT7 I VHE
(1.0 9) ZMAT—MRIBH L, BONERIGROBEEZTHYT—2 3
YTRWEDS, PEMNYTRSY) —HE LOB300EEEFT N DL (20 m
1) FT30BIE L7, REEREZHIK (20 ml) (T3AD L TSpectra/Por MWCOT
000z AWT—BRSEM L. RIGHEIE L CABER (284 mg) %57,
a6 a-L-R!) ) >S0NaDEHEK

L-Lys(Z)-NCA(1g, HE - HFMREBEHICEEEZF) 2Kk oOR/L L (20m
. BERIEFHE) FTHEEL, 0CTRYTFILT I (0.047nl, BERILFE
#H) Ok oORIVA (Inl) BReMA. SHEB#® L, RIEEZ b
) 7)A OFER(10 ml, MIE(PHER)ITEE L. RICKRER/FERAR(2 nl
. 30%. RRACEAME) ZMA T—MIBH LA, BliAKT—7I/0(40 ml, BRI
FHE)ZMATHET 2ERZREB L. RERE L TEHBERK (269 mg) 215
Teo BONTEKZMIAK (25 ml) ITEFEL. FHEEKEBIEFT ST L. 201
VEMZI=OE, ZBIHRENY AFILT I Uik (360 ng) ZI1Z T—HEE
L, BonhkRIGRZRELZDOS, BEEEF MY DA (212 mg) ZINZ
T2REEBH L, RIGEZHAK (20 ml) (T38H L TSpectra/Por MNCO100-5
00 AW T—BREM L. RIEEIE L CABENK (82 ng) %2157,
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[0209]

7 a—L—FRYITIIIVEAFI a—L—-—5—-—kROFx /)

/N> (6-S0Na) (2/8)HBEHHK) [ABEMEDH, KVGlua—-5—-0H

— J /N VSONa b BESRT BIBAE 5D DA

Y -L=X FJL-Glu-NCA (10g, FI{bR#HE) 27 TVK[RTFTRKI ¥
OOT4 > (50 ml, BAR{LSEME) (ABEL. 0CTNN-Y X F)-1,3-70
Ry 73y (0.007ml, BEREFHR) OO0y (0.07 nl) AR
AIA. SHEEBHL., v-L-XFIL-RUITLIYIVEEOT/OO0ITY VAR
ZBl, BONERISEO—ER (3 9) XK 2004 > O m)ZNMAT
LIVERSTTKRERVR)FILTNSEROTSVERO.7 L, 3
mol/L, BEARILZHE) ZET L —BREBER LA, RIGRICEMEBEL7VEZD
LKBRZEZMALIESLBRLE. HRERRICE Y RBEDpHZ1IC L
o RISRERIEL., X4/ —I/T—F) (25 nl/25 nl) hFTRSY —¥%%
LB L. #K, X&/—ITH%ELTRBERK232 ng) 2157k, 75
N7EHE (200 mg) ZRRAK S X FILRIL LT I KO0 n)IARR L. =BEME
MU XFILT I VEktk (700 mg) #MATIOCT—REIBI Lz, BO5NER
TSR ICI0%EEEE T M) 7 L (B ml) IIATI0BH L7z, RIGRZEHAK (20 m
L) 1238 L TSpectra/Por MWCO1,000% FAWT—REZBT L. JEEEEL TH
BEE (130 mg) %575,

GRS a—L—RYITNIIVEE—y—FD) VDEK

BB 7T TER LI y-XFIL-RY JILY I VB (250 mg) ZRiKI X F
IWRIVATIR (10 ml) fISEELEDE, 0- (1-7H-1H-RVJ N TV
—)=1-4 ) N N N N-FRIAFILTOZTLANFHTILAOY) VB
18 (690 mg, FEDILZHME) | -E RAFT-T-FHRVY M) TV =)L (24
Tng, EDEZHME) . DAV FOCLIFALTIY G1T7pl, BRR{EHREE
) . AUy (227mg, MAMEEMR) ZMA. BRTRER L, RIGK
T4, #ik (4.5ml) IZ3A#R L T. Spectra/Por MWCO1,000% BWTHEMT L=
o BONIAME X SICERMBIEE (AL H/#H8) 2HVWCHIL, FiEE
12 L CEBERK (90mg) =57,

1
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[0210]

[0211]

BERAI9 L—tYt) S0 NaDEK

L-H-Ser-Ser-Ser-0H (300 mg, /Nw 4 LttEl) AKX FIKRILAT I
K (10 ml) ([TEMBL. ZBIEWMENY A FILT I V&K (897 mg) &MNZ T
NCT—MEBHR L, RISKRZEMBLZOSL, 2REKEIEF M) U LBKT
PHZOICEREE L., IRMEL 7. BONKEE®RZ S IVDENZ L (N1 X5 p-2
N AF Sy KRR ([CEEBIE, 0.1 MIRERKET VY EZ U LKEBERE BV
TBAH U7, BHREFELE L TABEE (400mg) %157,
B0 PIFRRYT)E)V—F I/ XAFIATIZIFLYF) A=)
—S0:NaD & X

PLIVEAHETFTTTMSIFLY Y IA—IE/ AFILI—FTIL (155, ®
RIERAE) 2BKT hSE RO75> ol BERb24R) IGARL. K
FEF MUDL(.88g, EARILZEHE) Z2VETOMA. WEAEBEHRLL, T
Eoook K >»(@lg. RRAEKHME) 20w->< UETL, KRB LK,
RiSHBEEZZ4 b58, BIEXFL 2 200ml) THFEL., EiR%ZK(200mL)
TOEE L, MY IRV LTEBEL, 2B, BELE, BFBBIFILTY
VATINAZ LERETW, BiE &R L TESRRKY(4.50) 557k,

PILIVKRTFTIM)AFOLTORY(12Ing)ICH Y DL X MFD R(2
3.8mg) DK A S / —)L(0.0905ml)BRZIMNA. 1501B#H L, BREAAES
BWETTREL, 7YY R—=J)L(5.5nl) 5 CICTORFEMTITETF L, K
SR E —BRIBH L7k, ARLETYSILEIAFLFENSIFLYTY
J—JL(4.5ml) Z95CICTORFEMIT TR T L. RIGKRZ I HIC—RBIH LK
o X&J—JL(40ml) ([TANLTIODEBHL. ¥V ITYvIRES R T 4 7650C
[CBL7=D5., Spectra/Por MWCO 1,000 FAWWT—RET L., BlEEIEL T
EEFEIRQHKRY (4. 689) 2157, 155 N7 R (300mg) % fi7K S X FIL 7R
VLTI R6nl) (T L. ZBEmE M) X FILT7 I Vitk(19) ZMA TT
0CCT—IIBH L, BONERBBEOBRELETHYT—23 VY THRVWEZDS
PEMNTRZY) =L, S0%EEER S MY 2 L (6ml) &K (50ml) & AN X T3
OB L, RIGEREEBHEL., T4/ —I Tk, Spectra/Por MWCO 1,000
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[0212]

[0213]

ERWT—KEN L, FiEEE L CHBEK (280ng) %157,
a1l 1 QIRBGRY ) ) =2 =)7L —S0NaDFE
PILIVERTTRNYAFOANTONY2IICAY L X MFS R(2
3.8mg) DK A S / —)L(0.0905ml)BRZIMNA. 1501B#H L, BREAAES
BWETTREL, 7YY R—=J)L(5.5nl) 5 CICTORFEMTITETF L, K
ISR E—BREBHR LR, U YL4YTOELIT—FIL(4.55ml, RRIEK
#B) Z B CICTORFEMNI TET L, RISREZISIC—REBH L, X4/
—JL(40ml) (AN L TI0DEBHL. ¥V T Vv IRE/ R T 4 T7650CICEL =
DB, Spectra/Por MWCO 1,000% FA\NT—REBHT L. IBFEEZIE L THESEH
795HIR M (4. 589) & 1872, 155 N7 BRI (300mg) % fit/AK & A FILRIL LT X
K(bml) ISEfRL. ZBIEMEN) X FILT I VEER(1g) #MMZ TIOCT—
BRBEH L, BONERIGROBEEZTHYT—2 3V TRWEDS, 7
Ny TRZY %% L, 30%FEERS ') D L (6ml) &7K(50mL) & HN A T304 18
L, RIGEEEHBL, T4/ —IL Tk, Spectra/Por MWCO1, 0004 FA LN
T—MBENT L. ERERIE L CaBE KR (266mg) %1357,
BRI 2 [FRARY)TYE) -4y FOELAF2 —S0NaDEK

PILIVERTTRNYAFOANTONY2IICAY L X MFS R(2
3.8mg) DK A S / —)L(0.0905ml)BRZIMNA. 1501B#H L, BREAAES
BWETTREL, 7YY R—=J)L(5.5nl) 5 CICTORFEMTITETF L, K
ISR E—BREBER LR, JUSILTLT7)ILI—FIL(5.46nl, FILRY Y
FH) ZBCICTORFEMNTTHETL, RIGKRZISHIC—KBIBIF L, X5/
—JL(40ml) (AN L TI0DEBHL. ¥V T Vv IRE/ R T 4 T7650CICEL =
D5, Spectra/Por MWCO 1,000% B\ T—BREMNT L. IRMEFIE L THESEH
IR (931mg) & 1572, 1§ 5N 7Bk (300mg) AR AK S A FILRIV LT X
K(bml) ISEfRL. ZBIEMEN) X FILT I VEER(1g) #MMZ TIOCT—
BRBEH L, BONERIGROBEEZTHYT—2 3V TRWEDS, 7
Ny TRZY %% L, 30%FEERS ') D L (6ml) &7K(50mL) & HN A T304 18
L, RIGEEEHEL., T4/ —ILTHL., Spectra/Por MWCO 1,000% FH
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MU, 3TCXIFACICTHERBRE LD 23> hO—JL & LT,
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E DObFGFOEEICIE, TARDRBEF v b (B MbFGF ELISAFw . ELH
-bFGF-001, Ray Biotech) ZFW7z, JAIEFIEIL. Fv MIRMAINT0O
NO—LICHE>7c, MERBERROEAENSERLALRER (BRER)
V. MIMFEFHHOFGHREAZEH Lz, #, &R 1 3 hOHEERETUT
DBEY TH B,

+ 4+ : bFGREEA4CTI Y hA—ILDZFNIH L TTO%RU L

+ 4 : bFGREEA4CTI Y kA —ILDZF NI L TH0%LL_ET0%K
+ : bFGREEA4CI Y hA—ILDZF NI L T30%LA_E50%K

- : bFGFEE AT I Y O —ILDZNICH L TI0%LL E30%K 5

X : bFGREEA4C O Y bO—ILDZNICH L TI0%KRH

[0217] [3X13]
%13 ELISAQ#EE
pg ng Ue mg
25 250[25 25 250125 25 250{25 25
KYE ZLTFLI-LSO3Na R TRy FIFF I —
FYE ZNTFIVS03Na X+ |+t ]
RYF1JILFZS03Na X A+ |+
RYIFLA22S03Na —|x x x|x x x|+
RUTFL R ILR B Na X | X — |+t o+
&Y ZLTRI-N x|x x x|x x He 54
SRR J1)1)2 SO3Na VD T [T
R1J1)L2SO3Na x|x x x|+ + —|+
a —R)TIWESVEBAFILS
a—5-eErFOxS /LNy X X o+
(5-SO3Na) (8. 2) HE &K
a —PGA-y —4&71r X x|x — —|+
kJ4z1)2SO3Na X[ x x x| x — ++|++
t1)2,S0O3Na X | x x x| X — +++ ++
ueAV b X |x x x|x x x|[Xx Eb 83451
SRR x| x x x| x — ++|++ LB
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[0218]

[0219]

[0220]

F13ICRTLIIC, MBERY T —2EFFRVFHEY > L (RYE=
T a—=)L) TR, THEICTA v FaR—pbFBI&ICLY, WTHhD
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