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1 Hirm# 	---e at AIJ I., AL-. 	>4 6 	(b) l, G-CSFOS'1.0)3401,::_ckZa.± 

R0AollirAWIAT71 -. long/gleata±uNRe*<,-Do 

-e, 	5, 	4 0, 	2 0, 	1 0 0, 	1 , 	0. 	1 n g /m. I 0)111RIZ, 	iI±VIEJNN a) 

A'Peg)-641.k. 

[0131] [TaxiScant:ctMUMUN0a±t:AWSEYA021.] 

TAXIScan-FLO74M-V, A4ZLOtiliffMaliN10 5  

c e I 	is/n-Ilim,laAL, 	L H:t11M0)21., 	0, 	5, 	1 0, 	1 5 

2 0%-e 1 i.1. I Tom, 	aMlit:.-..041., 	it.±0)v i d e o 1*75\ 6, 	3 Hi rm zi- 

L oit.±VjEjNN 	2 4 Hi rm 	---effutu Lk-  . 	-,'_ 61,:.-_, 	I I- in 	1 0 %8ck ve 2 

0%L, 	1 00n g/m 10)GCSF8,tVeSDF-1E110ittgat:.-..80-  

Za.±1ELV Lk. > 7 (a) tiaMa)S'1.03-401,:ct ZiA±R0)i-40 

HirAlgilki-e -c, 	2 0%effita±MliNNe*<, -Do-e, 	1 5, 	1 0, 	5 

%OM t:, a±NiliNNODA'Pegi• 6 tat. 47 ( b) l,G-CSF, SDF 

-1 6:.:(tZia±iCaNi1V41318-e. G-C S F, 	S D F - 1 1, 	2 0%1111M 

coJta±uNRe*b\ -Dtto 

[0132] [-AMMIINOgR] 

miN4-mzttt:.-_ - 	1., tc: -t/l/t JI. 	A,  - • -( J1J-- 	OD PET)]* (2x 

1 0 517/c m2, 	711771t-( X75'3 IL m ) 	1-'K 	6:.=ER t,)11-  0- 7-c_-, 	a 	011,11 

6. 	4mm, rAmf,Ei3ormli 1. 	Omm, 1-4-,'_ 1 7. 	5 mm0), 	PET1'0) 

WO 2012/133803 40 PCT/JP2012/058637 

SDF—1 focfct/bFGF t GD 

NF, VEGF, MMP3, G-CS F £ t, U 4 

PDGF, GM-CSFM% mm 
o 

[0130] [T a x i S c a n IZ J; ©)IJ£] 

TAX I Scan-F L 07-f 0 Pf * y*MZ4 2 4 ft @ 

CD3 1 -S P»£ 1 0 5 c e I I s/m I ^1 |i I >iAL, G-CSF0 

}fJt^ 0, 0. 1, 1, 5, 10, 20, 40, lOOng/^lf'U 

1v i d e o3 

£ 1 0tP^^-eft>fJJL/co M6 (b) &G-CS F0}fjt©SlHCj;£^ 

lOng/ixl < , OIN 

T\ 5, 4 0, 2 0, 10 0, 1, 0. 1 n g/ii I ©JllllC, 

}$W<^btl/co 

[0131] [T a x i S c a n IZ J; 

TAX I Scan-F L0?^ ̂  Pf 1* L KcDlSitMJ^ 1 0 5 

eel I s/m I £ 1 £i I >iAL, t: 0, 5, 10, 15 

, 2 0%t1 At I 'f'D-. 3l*£CDv i d e o^AN£>, 3 0#^ZT 

$>bizs thin o%aj;^2 
0%ts 1 0 0 n g/m IOGCS F£J;tfS D F - 1 Zm^tcWi'&lZtStt 

ZM^mZtmLtco M 7 (a) 
2o%^itiMt##<^ -^-e, 15, 1 0, 5 

%0jlitc, £tl/co HI 7 (b) &G-CSF, SDF 

- G-CSF, SDF -1 tt2 0%ii 

[0132] [iHitMJfea^ix] 

K L/c-tz;u^;uf *- • -f >"9— K0PET1 (2 x 

1 05*°:P/cm2, Mm) £jg® tClX j£®CDit& 

6. 4 mm, M • p|3CDil[^ 1 1. 0mm, jfij^l 7. 5mm®, P E T||0 
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_t311134'112tK L , 	A 	0`) rtll 1 5. 	0 m m, 	Ill 1=1530) 11,11 1 5. 	0 m m, 	A 

22. 	0 m ma), t I) 	1' 	-1I  0 -Mali* L 75`64 -,3_41.Z, Irg34R±3, 

I K[g.)-I-C-Ctc. PETIrOt:.-..1, 	613` 12 6e5, 	11M3,133^0DUJiNITIZtfALI 

ft114 a) tc: 6e5, t') E=)1. E 1=1 I) K 	— 7J1 ') Elm E = )14:t a  -al* (E=)I,E 

Di) ICJ 	Et/FR E=)I. ( 6 / 4) Its-al2tK (BA S F#_11, 	"') IJ V A 

6 4 	") ) 	1000ppm 7.Kgrf-yt:.=, 	0.1cyoi,9, J —JI/FILL- 71<gat:.=&01_,, 

ViL I., /L-  _LT 7 *A 2 5 k GANN-  1, VIM 1., -C3AtElrgVile' 1., tc_- 0 a.' 0)±53 

II* a) Jr0±53 t:.= , 	1 x1 0 6 c e I 	I s/250 m. I 0) 4 	.figgV],ft-MANI 

liN412 l„ 	-F534'114K6:.-.. 1 0 %'( 	ILIA 	-gt,,,y)i, 	v a#2'10)2,_R-r — 

')1/iiiiti.th (DM EM) 	11:1 1ZG — C S F 	Zli\l, S D F —1 	,41M'Al.-e 1 0 

0 n g/m IA t/L-  0 	6 Hem,/ t :.-.. t3,., it z-gcci 1,, 	G—CSFERtj it 0 --c -,3_ 6 

6:1 0%-f 	.01G1 -A-ti`DMEMitiTittIL/L- 0 	48 	(a) , 	(b) 8,trf 

( c ) t:.--a± 1,, 11-2, -,3_ 6 t:.-..±Pal Ltz-_--MAMEN0INHZainfiA71 

. oTtLa)31.±t 	t:.-.1-3o-ct, Mit-e5ad -ZNIIiNell-Z l„ 71=1- 

1t4 I)< P)—TC D31-  S PUN, C D105 -AliNZIAC X C R4+ 

UN 	ER 1, tc: la L He I,: , teal 	Z a.' L ell)] 6 75\ L ts -D tc: . 

[0133] [3•Efx Lk-  )-MAMEIN0liitifE] 

*OS 114-3•EfRiiiI4 ---eG-CsF 8ck 	D F —1 	PI livtliMER L tc_- _LE)-Ela 

MEN 	34-M4M, 	2 %111:1M -gti`DM E Mi*t:.:. 1 x1 0 6 c e I I s/m 

I --clajjN3M-:s -ft, 	fEtrMiliNM-)-̀ 0,7-t -a)t-A1* (CD 2 9, C D 

31, C D34, C D44, C D73, C D90, C D105, C D146 

, 	CD150, 	CXC R4) CE111,\ ---C4t-e3037)1.,1, 	71=1-1J-4 

	

') —--D AL-. “apt, 7r, 	I g G1 	negat ive 	con 

t ro I 	(AbD 	Se rotec 	Ltd. ), 7r, 1 gG1 	neg 

at 	ive 	control 	(f 	I 	uoresce i 	n 	i sot h 	i o 

c ya n a t e, 	F I TC) 	(MCA928F) 	(AbD 	Se ro 

tec), 	7r,IgG1 	negat 	ive 	control 	(Phyc 

oe r yth r i n—Cy5, 	PE—Cy5) 	(MCA928C) 	(AbD 

WO 2012/133803 41 PCT/JP2012/058637 

J£®©it&1 5. 0 m mN 5. OmmN 

22. omm©( #'jxf i>ymvTmmwtfrbm&zns, 

*° 'J e- JU fcfP 'J K >-/*° 'J Ml (tf-JU tf 

P'J K>/ (6/4) (BASF*±§^ "=l 'J K>VA 

6 4 ") ) i000ppm frmrnz* s-juzmuLfcTkmmzmmL* 
m±Lfc±?rm 2 5 kGy^Bg|tuT|^UT^||H^p|uL/-Co 

1 X 1 0 5 c e I I s/2 5 0 jx I ©^f 2 

(DMEM) ^{ZQ-CS FfeS^ttS DF - 1 £lt$t;f Jfe 1 0 

Ong/m lAtlfco 6 0tP^tCi£ife£^ U G - C S F £IX <J P&^T 3 £ 

tC 1 0°/W ^iMttDMEM^-elgSLfco 118 (a) N (b) 

(c) tc^u $bizimistcmmmmvimmrmmz^t 
o tC33^Tt»s 7P-

-y--r KP< K'j-"ecD3 1 -s PMB, CD 1 O 5+Mfe-swicxcR4 + 

« £ ̂ IX L /cil^r £ |W|«tC, J^5Sf ZZ.£ B£ tc0 

[0133] 

mfiWm%5XG-CSF]8£ZfS D F - 1 L/c±IElSii 

2%ii^tt)sDMEM^C 1 X 1 0 6 c e I I s/m 

&mnmmmmm^-±>-(D$m (CD29, CD 
31, CD34, CD44, CD73, CD90, CD105, CD146 

% CD 15 0, CXC R4) ̂m^X4°CX3 7P-+MK 

p< K 'J — tc0 "7 7. I g G 1 negative con 

trol (A b D Serotec Ltd. ) , 7^7 I gG 1 neg 

ative control (fluorescein isothio 

cyanate, FITC) (MCA 9 2 8 F) (A b D Sero 

tec), 7^7 I gG 1 negative control (Phyc 

o e r y t h r i n-C y 5, PE-Cy5) (MCA 9 2 8C) (A b D 
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Serotec), 	7r,IgG1 	negat 	ive 	cont ro I 

(A I exa 	647) 	(MRC 	OX-34) 	(AbD 	Se rotec 

) . 1-;1F6:.3-,11-Zttv12tK: CD 2 9 	(PE—Cy 5) 	(MEM-1 0 1 A) 	( 

eBioscience), 	CD31 	(FITC) 	(Qbend10) 	(D 

ako), 	CD34 	(Al 	I ophycocyan i n, 	APC) 	(1H6 

) 	(R&D 	Systems, 	I nc. ) , 	CD44 	(Phycoer y t 

h r i n—Cy7, 	PE—Cy7) 	(IM7) 	(eBi osc i ence) 

, 	CD73 	(APC) 	(AD2) 	(B i oLegend) , 	CD90 	(F I 

TC) 	(YKIX337. 	217) 	(AbD 	Se rot ec) , 	ant i 

—human 	CD1 05 (PE) 	(43A3) 	(Bi oLegend 

) CD146 	(F ITC) 	(sc-1 8837) 	(Santa 	Cruz, 

Biotech, 	Santa 	Cruz, 	CA, 	USA), 	CD150 	(F 

I TC) 	(A1 2) 	(AbD 	Se rot ec) , 	CXCR4 	(F ITC) 

(1 2G5) 	(R&D) 	CE111)\ ---C903, 	4 °C-e7/1/1_,tc_- 0 	11=1—)1. 

L L-C, 	7 1=1 — 1  t 4 H 	I- ') ---C3•ER Lk-  -I 	ti 	CD  1 0 5 -IENCE111,qc 

0 

[0134] 1 6, _hEIR3EMI'T3•EfRiiiII.,tc-MAMEHIiN a) 34tH0)71=1—t- 

4 I-)( I- ') —t::_,:t ZMiNINOMAIWoORTR.71 ---CZ. -f 	)-Ltrk4 CD 

+UN 	 ta 105 	L Hat:, Irg 3•EfRiiiI"--Cs3•14R L, ALAN l, G—CSF 	PI 0 tc: 

Q, CD 1 0 5 ritt$7V 9 5. 	1%Z 	t') , 	S D F — 1 	Ellotc.-.4a, 	8 9 

. 	5%-e .Dtc_-. V:_ 	CD2 9, 	CD44, 	CD73, 	CD901, 1E13' 

L t 9 5 °/ot_E-C, MEN • MIDEN754' < -A-V-LZ L 	7.641.7L-  . 	7-c_-  , 

CXCR 4 t:.-_ --Do-CU, 	7 D—It-( I-)( I- ')---e•ERL,tc_- -f 	A-ViAC D 1 0 

5 -AliNt:.:EL/<-C#3•---e 	t') , 	-,3_ 6(, 	CD3 1, 	CD 1 4 6 (,, 	aallitT 

ib .D tc: . 

[0135] 

WO 2012/133803 42 PCT/JP2012/058637 

Se r o t e c) , I gG 1 negative control 

(Alexa 647) (MRC OX — 34) (A b D Serotec 

) , VLTlZtttZtiifo : CD 2 9 (PE-Cy 5) (MEM-1 01 A) ( 

eBioscience), CD31 (FITC) (QbendIO) (D 

a k o ) , CD34 (Al lophycocyanin, APC) (1H6 

) (R&D Systems, Inc. )%CD44 (Phycoeryt 

hrin—Cy7, PE-Cy 7) (IM7) (eBioscience) 

, CD73 (APC) (A D 2) (Bi oLegend) , CD90 (F I 

TC) (YKIX3 3 7. 217) (A b D Serotec), anti 

— human CD105 (PE) (43A3) (BioLegend 

) CD146 (FITC) (sc—1 8837) (Santa Cruz, 

Biotech, Santa Cruz, CA, USA), CD150 (F 

ITC) (A 1 2) (AbD Serotec), CXCR4 (FITC) 

( 1 2 G 5 ) (R&D) ^ffllNT90^, 4 °Cf7^H/c0 P>hP-JU 

t LT, 7P-+M hP< KlJ--e^IXL/c^7lSiiCD 1 0 5+«£ffllN/c 

0 

[0134] ^1ti, 

-f KP< v *) -f S&SICD 
1 0 5+mmtmmiz, ifciniiG-cs 

C D 1 0 5 UttW 9 5. 1 %-efe y, S D F - 1 8 9 
. 5%-efe^/co CD 2 9, CD4 4, CD 7 3, C D 9 0 M®# 

1t> 9 5 %U±X\ 

CXC R4tCOlNTtt, 7P-+M KP< K 'J —VftfyLfcf 3lSiitC D 1 0 

5 y, 3 tc, CD3I, c D 1 4 6 ti, MPift-e 

o tc o 

[0135] 
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[1] 

[0136] 	'DOT, 

OZ, 

rTra 

A 

st 

t 3, 

ler 

2°C-e1 

ase 

cyte 

CS 

1 iatA3"M.3Z ,::WR a CD105 	4: fjt 

CEII 

1,, 	Reve 

rand 	c 

DN 

Diagno 

o x2, 	S t a 

ght 	Cyc 

6 

CD24 1.5% 1.8% 

CD29 99.6% 95.9% 

CD31 0.2% 0.0% 

CD33 6.8% 3.7% 

CD34 48.6% 45.5% 

CD44 100% 96.2% 

CD73 93.3% 97.2% 

CD90 92.0% 98.1% 

CD105 95.1% 98.5% 

CD146 0% 0.8% 

CD150 0.6% 2.3% 

MHC class 1 70.9% 36.0% 

MHC class 11 3.4% 0.4% 

CXCR4 5.3% 12.2% 

DNA-E`A 

8,:ttnFlig;TKItL 

G—CS 

master 

i 	c s) 

Bm i 

5f!), 

(MMP) 

F) , 	NGF, 

Ace—a 

(Roche 

L„ 	Light 

SYBR 

""e7i, 

1) Orea 

totaIRNATrizol 

colony—stimulating 

F 	JE111,\AL- IiME[RtiffAMEElliN0) 

(Toyobo)t:-CFi 

Diagnost 

7 2 °C-C8f1-)0) .7°1=171-1.-C"ff 

(I 	n v 	i 	t 	rogen) 

3 it IA 75` 63AtE 

rst—st 

Cycler—Fast 	Start 

Green 	I 	(Roche 

MON7—t — (CXCR4, S 

I 	t imeRT—PCRL i 

ics) 	t:.= -C, 	95 °C-e10V, 

-D tc. 	-,'_ 66:.-_, 

matrix 	metal 	loprotein 

VEGF—A, 	g ranu I ocyte—mono 

JH=I — JI/L1_, --C, 

8 — act i 

BDNFCE110tc_-. 

itate34 t 

factor (GM— 

MACD1 0 

n -Mitt I., tc_- . 

L —C, 

5 liNEV-3,trfgROMPtiViNiNCE110. 

—3, 

WO 2012/133803 43 PCT/JP2012/058637 

[^1] 

it fill*}-IX *111 Ife ttfS CD1 05 + $|flS 
CD24 1.5% 1.8% 

CD29 99.6% 95.9% 

CD31 0.2% 0.0% 
CD33 6.8% 3.7% 

CD34 48.6% 45.5% 

CD44 100% 96.2% 
CD73 93.3% 97.2% 

C D 90 92.0% 98.1% 

CD105 95.1% 98.5% 

CD1 46 0% 0.8% 

CD1 50 0.6% 2.3% 

MHC class I 70.9% 36.0% 

MHC class II 3.4% 0.4% 

CXCR4 5.3% 12.2% 

[0136] total RNA^T r i z o I (Invitrogen) 

INT, G-CS Reve 

r T ra Ace — a (Toyobo) tCTF i rst—st rand c 

D N A J5jc L, Light Cycler — Fast Start DN 

A master SYBR Green I (Roche Diagno 

st i c s ) — fj — (CXCR4, Sox2, St a 

t 3, Bm i 1 ) © r e a I timeRT — PCR^L i g h t Cyc 

ler (Roche Diagnostics) tCT, 9 5 °CT 1 0#, 6 

2°CT1 5#, 7 2°CT8#0 7oP^ATtT^/co 3 

LT, matrix metal loprotein 

ase (MMP) —3, VEGF — A, g ranu I ocyte — mono 

cyte colony — stimulating factor (GM — 

CSF), NGF, BDN F£ffll N/CQ •VhP-J^Lt, lUitC D 1 0 

/3-act i nT^^bL/co 
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[0137] 	X2 t.t. MIM7-t -, .112Z1V4I11, 8,,Zi*FIEIR;IAt -0) r e a I 

t 	i me RT-PCR7ML-1110Z7°74 7- 	7 -c, 

[2] 

Canine primers 	for 	real-time 	reverse 	transcription-polymerase 	chain 	reaction 

Access 

Gene 5'.—DNA Sequence — 3' 	
produc 

t 	size 
ion 

number 

Sox2 Forward 	AGCTAGTCTCCAAGCGACGA(EN* -q 1) 	 193bp 
XM 545 

Reverse 	CCACGTTTGCAACTGTCCTA(E.511*-̀4 2) 216 

Bmii  Forward 	CACTOCCGTTCAGTCTCCTC (W -q 3) 	 150np 
XM 544 

Reverse 	CCAGATGAAGTTGCTGACGA(8Na j4 4) 225 

CXCR Forward 	CTGTGGCAAACTGGTACTTC (R511*-q 5) 	 210bp 
NM 001 

4 Reverse 	TCAACAGGAGGGCAGGTATC(RN# -4 6) 048026 

Stat3 Forward 	GTGGTGACGGAGAAGCAACA(gEN# J4 7) 	 191 bp 
XM 844 

Reverse 	TTCTGTCTGGTCACCGACTG (11* -'4 8) 672 

GM' Forward 	GCAGAACCTGCTTTTCTTGG (tEN* -q 9) 	 195bp 549738 
CSF Reverse 	CCCTCAGGGTCAAACACTTC(gEN*4 10) 

MMP3 Forward 	CCCICTGATTOCTCCAATGA(0-251i#* 11) 	210bp 
AY1831 

Reverse 	GGATGGCCAAAATGAAGAGA(8af11*-q 12) 43 

VEGF Forward 	CTACCTCGACCATGCCAACT (RP1#4 13) NM 001 

A Reverse 	ACGCAGGATGGCTTGAAGAT (52.§11#'4 14) 	183bp 
003175 

BDNF Forwar d 	GTTGGCCGACAGTTTTGAAC (gEN* -4 15) 

Reverse 	CCTCATCGACATCTITGCAG (EN* -'4 16) 	202bp 
NM 001 
002975 

GDNF Forward 	GCCGAGCAGTGACTCAAAC (MEN#* 17) 

Reverse 	TCTCGGGTGACCTITTCAG (ga511** 18) 	 104bp 
XM 546 

342 
Forward 	CAACAGGACTCACAGGAGCA(gEN*4 19) XM 540 

NGF 156bp Reverse 	ATGTTCACCTCTCCCAGOAC(NEN*4 20) 250 

.8 —  
actin 

Forward 	AAGTACCCCATTGAGCACGG (IEP14 -q 21) 	257bp 
Reverse 	ATCACGATGCCAGTGGTGCG(82Na -'4 22) 

Z70044 

[0138] 	3 t:, G- C S F 	JEll 0 tc 4 	11*-3MAtAAMIIIIEJN8 ck VetiraC D 1 0 5+ 

0180) 3 ft ffl 0), 	real 	t i me 	RT-PCR6:ctZIM7-t- 

, ginla. t 	, 8 ck tnElE1 411441[110 m R N AO), tiffA*12MIN L kal L 

tct'i'a0)11711-... itat 734 t 	• *41;11 C]0)\/ E G F, G D N F ta 

6 l700)50821 ,--  L, GM-CS F, M M P 3 tV*-3•E[ROJEJNe 1 0 J-;,t_h A 

<, 	B D N F 8 ct rf N G F tC D 1 0 5 rittNIINC)Ze-04050ReW-)- 1•'Dtt.tc 

0 0E487 -t-CXCR48,Z1Bm i 1 Ilp-kflomno75e4r*6:A< 

, 	S t a t 3 RIR 1,  a aPMT, S o x 2 6V-43•148ONO)Z7Y-\'DAb1 75\ -D tc 

0 

[0139] 

WO 2012/133803 44 PCT/JP2012/058637 

[0137] rea 

t ime R T - P C 7°^^T V — 

imi 

Canine primers for real-time reverse transcription-polymerase chain 

Gene 5'*—DNA Sequence—*3' 

Sox2 Forward 
Reverse 

Bmi1 Forward Bmi1 
Reverse 

CXCR Forward 
4 Re ve rse 

Stat 3 Forward 
Reverse 

GM- Forward 
CSF Reverse 

MMP3 Forward 
Reverse 

VEGF Forward 

A Reverse 

BDNF Forward 
Reverse 

GDNF Fo rwa rd 
Reverse 
Forward 

NGF Reverse 

j3- Forward 
a c tin Reverse 

AGCTAGTCTCCAAGCGACGAdBJiJ#^ 1) 
CCACGTTTGCAACTGTCCTAdE $!]#•§• 2) 

CACTCCCGTTC AGTCTCCTC ( E 5U # 3) 
CCAGATGAAGTTGCTGACGA(SB5l|S-^ 4) 

CTGTGGCAAACTGGTACTTC CIE5lJ#^ 5) 
TCAACAGGAGGGCAGGTATC (IB 6) 

GTGGTGACGGAGAAGCAACAdBJIJ#^- 7) 
TTCTGTCTGGTCACCGACTG 8) 

GCAGAACCTGCTTTTCTTGG 9) 
CCCTCAGGGTCAAACACTTC (IBJI]#^ 10) 

CCCTCTGATTCCTCCAATGA(iB5lJ## 11) 
GGATGGCCAAAATGAAGAGA (SBJlJ#^ 12) 
CTACCTCCACCATGCCAAGT(BB5U#^ 13) 
ACGCAGGATGGCTTGAAGAT (IB M #-§• 14) 

GTTGGCCG ACAGTTTTGAAC (SB 51]#^ 15) 
CCTCATCGACATGTTTGCAG 16) 

GCCGAGCAGTGACTCAAACCIBM#^ 17) 
TCTCGGGTGACCTTTTCAG (IB?IJ#-§- 18) 

CAACAGGACTCACAGGAGCAdB?!]#^- 19) 
ATGTTCACCTCTCCGAGCAC(BE5lJS^ 20) 

AAGTACCCCATTGAGCACGG(1B5IJ#'§-21) 
ATCACGATGCCAGTGGTGGG (IBfflj 22) 

produc 
t size 

reaction 
Access 

j o n 

number 

1 93bp 

1 5 0 n p 

21 Obp 

1 9 1 bp 

21 Obp 

1 8 3 b p 

2 0 2 b p 

1 0 4 b p 

1 56bp 

X M _ 5 4 5 
216 

X M _ 5 44 
225 

N M _0 0 1 
048026 
X M _ 8 4 4 

672 

195bp S49738 

AY1831 
43 

NM_00 1 
003 175 
NM.001 
00297 5 
X M _5 4 6 

342 
X M _5 4 0 

250 

2 5 7 b p Z 7 0 0 4 4 

[0138] G-CS 1 0 5 + 

MV&CD real time RT-PCR tCcfc —1> — 

^ ^.t^^iS^mRNAli!), <!: Jt& I, 

EG F, GDNF&S 

GM-CSF, MMP3^1^IX«^1 OJi(±i^ 

< , BDNF£J;tfNGFttCD105 ^ btltc 

o M7-^-CXCR4fc^t/Bm i 1 < 

% stat s o x 2 

o 

[0139] 
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[t3] 

[0140] 

[0141] 

-D tz:, 

,f 

o  

u 

o 

IN 

x 1 

Itigdal 
IIN'71151 	Wa 

itiN*1* ig 

blEti 
CD105+ 	fig 
ARM* lig 

Mi(0)31EF3734. -

IrgEfrAVIAMIIIIII:ta 

9 	( b ) 	t:.:711- cz -3 1,:, 	t103]14Rtil 

Z tin tl 

Lk 

(Schering—Plo 

_ERM-=t)J-LARVe-FiRMEMtkpg) 

i 	I e 	(MAN I. 	I N C, 	T 

7 mmt::_fgl.,tz_- c, tjailit:.-Alt 

G—CSF 	fog L, tco  mit, 5 

co 	I 	I 	a g en 	TE 	(.filEIEI-ff 

17,1) ,1,*RWAO) 

I 	I a gen 	TELLtt:.:141V 

rx1716 	1) JOgilIffte-t )( 	( 

EINEEIVOLIL -Cliiia4t-,3S -tZ*R01952)1/PL 

Japan)*Xt115-''G ti-k5-'GpItitf,E13 

Sox 2 20.7 64.0 
Bmi 1 	29.9 3.5 

CXCR4 	8 16.8 
Stat 3 	 1.2 0.8 

GM-CSF 	53.2 5.8 
MMP 3 	313.4 26.1 
VEGF 3.8 3.6 
BDNF 1.3 16.0 
GDNF 4.1 	 4.2 
NGF 1.8 	 4.1 

UMEIIEN,  

AMIJ 

AtieRA 

7J, 

Tf,E136:.:11%-00111_,AL- 0  

	

[ i 	n 

Eit IA 75\ 

t;, .-m4 

2 

	

s 	(Narc, 

L, 

sodium 

g  h, 	G 

	

c h 	i 	g 

2 --C1•ER 

0 51E0), 

v it r o t: 8 tIZ*3-fEhl] 

6 ait pi I,: 8 0 -CMAIRERVIEJNODifar, 

4 9 	(a) 	(:-7T - c -5(,:-. 9 6Z.-_ -.:. 

WAVE[111NO3•1E171 

DrO3ERtintr011iNaMiCilORW,11%-0177 $11t:.=,t 

)-Elifftlt ,'ff1,N, 

Osaka, 

5 ng/glO)G — CSPVVALitc, 

neu r os p 

Chiba, 

e r ma n y) --egliiMb•l, 

i, 	Japan) 

L tcgffAMIIIN 

Lk- c, 	V-z-_- , 	>4 

2 )1 

pentobarbital 

ti-jf,E13#70K—f 

lEl1tffla)11*-3•E[RtleMillIEJN 

Japan) 

CW,±7',E13tWt:.:c 

he r e):M7j1_,t,c_- 0  

CEIll,vt O. 

, WE'D] I,: 

L L tt:Di 

o 
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[^3] 

UMAX 

/****«& 

Mi* 
CD105+fflS& 

Sox 2 20.7 64.0 
Bmi 1 29.9 3.5 

CXCR4 8 16.8 
Stat 3 1.2 0.8 

GM-CSF 53.2 5.8 
MMP3 313.4 26.1 
VEGF 3.8 3.6 
BDNF 1.3 16.0 
GDNF 4.1 4.2 
NGF 1.8 4.1 

[0140] [in v i t r o tCfo•S^^Mbtb] 

•ofc o 9 o IH9 (a) £. z> [Z^ 

wfamm^(Dfi{tm%:^Ltc0 ttcs m9 (b) 
n eurospher eMJ^c^^L/c 0 

^1»J 2 

-f 7 (Narc, Chiba, Japan) 

U «il^ £#*S L T £tf£ £ff £ 3 £ Hitfa ̂  T J\y £m±L L tc 

0 sodium pentobarbital (Schering — Plo 

ugh, Germany) T?£#J&S^ 

7 0 K- f i I e (MAN I. INC, T 

ochigi, Japan) 7 mmCffi^L/co 

^J2T11^IXL/CMM^^, S&SdKcG-CS HP%s 5 

X 1 05jm®% c o I I a g e n T E (^FfBB"tz 

^ f >, Osaka, Japan) t t^jiZD \ I ^ ̂  'J > ̂ ?j|N $111 P*3 0 

®W±SPttHtCco I I agen T E 1 

}f Jt 1 5ngAl©G-CSF L7c0 'J > h ( 
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Elite 	Cement, 	GC, 	Tokyo, 	Japan) 7xtiet5'-f 

J'‘$j (CI ea rf i 	I 	Mega 	Bond, 	Ku ra ray) TZT.1 

1_,AL-1, 	aJj:')'Y ll,:')J 	(C I ea r f 	i 	I 	F I 	I, 	Ku r a r ay 

, 	Kurashiki, 	Japan) 	Virg L, tc: c, 	I- m —)1, L L, ---c, 	)-Ell 

ViA C D 1 0 5 raiValiNCE110tc. 	1 4 El 'I I,: *77* 	'flf 	' L tc . ):013•$h a) tz1- 

6731,:.= 4%pa r a f o rma I dehyde 	(PFA) 	(Nakarai 

Tesque, 	Kyoto, 	Japan) ""e4t—ER,if L„ 	1 0 %trag:.-.. 

---c N,K,1, 	pa raf f 	in 	wax 	(Sigma) 	t:.:8,±1l,tc_- o 	pa ra 

f f i nt)JA-  (P1-,3_ 5µm) 	hematoxy I 	i n—eos i n 	(HE 

) 	.t, L. ffOLV-401g (,:.-AS I., tc. 

[0142] 4 1 0 	(a) (,, 	G—CSF atieljERMAMMIJNI'AR*-0111, .J; Z* 

t71 - >4 --CZ,, 	4 1 0 	( b ) 6, 	4 1 0 	(a) 	6:.:80- ZIEIAT# .D7-ci 

1)7 	(b) 	otg4--ez. 	1 0 	(c) 	(,, 	1 0 	(a) 	6:.-.1-30- ZIEIAT 

#.Dtz-_-i') 7C 10#1>4 --CZ. 	4 1 0 	(a) , 	4 1 0 	(b) 7x.Ue4 1 0 	( 

c)(,:.:7T - ck -3 t:.-... IrggytirkAMEING—CSFLLt 6:.:47 $11 -Z L, 	)-Ell 

Reglae 1 4 El VC(z.):Mtg-t.tc_-. 	>4 1 0 	(b) (,:.:7T - ck -3 t:.=, 	tmavo 

roamfliNt. M$1):Z ki\l, M=ItTV'). TA'MAKLMOUliN ( >4 1 0 ( d 

) 	) 	t:-=*g L-C 0 AL-. 	>4 1 0 	( c ) 	6:.-..71,:t -3 (,:.-_, 	5fIENINOVIINt. 

toy 	Ket:.-.171Z L. NIVAt:::AILICSL -Cotc. 

AlAffg 3 

[0143] [ L Ili-g3E[RtilaMaliNi 

5 7J177/c jr03•14y*,I' (1 X 1 0 	m 2, t 71t-(Xe8 gm) CEIII,N, 	1 

X 1 0 5 ce I 	I s / 1 0 0 m, 1 0) L I- .fitTU4-0LHAVIEn 	Irg±536: -la 1_, tc_- 

. lik—PgaI14“::_t, 	1 0 %L i-itaMogi., 	z kiNt 	1 0 %L i-itaM-A-ti• 

DMEMitit:G—CS F 	1 0 n g/m I 	Z1,\6 	1 00n g/m I Att,k- 

o 	2 2 Heclo,:.:*,itZtl lr G—CSF 	gytJlt1,\ --C.  :35 66.1 0 % L I- AIM 

g t; DmEM *e itEI L tc: . 	41 1 t:.-..a.± 1, , 1712, 	-,3_ 6 t:.:±I'M L, tc_Ark4 

MENODINHZORMAA 	71 -. >4 1 2 (a) , 	(b) , 	(c) t::-.71 - ct -') 
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El ite Cement, GC, Tokyo, Japan) f/ 

y (Clearfil Mega Bond, Kuraray) T'MH 

L Tcfjl, ^y^V y V\yVy (Clearfil F I I , Kuraray 

, Kurashiki, Japan) XWfe. Ltca P > K • —)[/£ LT, iSf 

MCD1 o^ 4smzm*zwm[.tc0 
Sbt/Z 4°/opa raf o rma I dehyde (PFA) (Nakarai 

Tesque, Kyoto, Japan) T'4 °C—0^|g^ L. 1 0 

paraff i n wax (Si gma) tCcSil L/c0 para 

f f i n tj] (J5 $5|j,m) ^hematoxy I i n — eos i n (HE 

) Ifefe U% UTc0 

[0142] @10 (a) ti, G-CS 

££^t~Hi"e&-g>o @i o (b) ti, HI 1 o (a) 

\)T (b) (D$jb±mxfc&0 HI 1 0 (c) ti, HI 1 0 (a) tC£tt£IZg^-e 
Ho/cx <J HI 1 0 (a) , HI 1 0 (b) JkXfM 1 0 ( 

c) tC^t^tC, M^IX®ii^«^G-CS F bizmat&t, ££ 
ffiffifflMtfi 4s^-etcjFM^ti/co H11 o (b) tc^t^tc, 
*©«ti, s (HII o (d 
) ) tcii^LTiN/co HI 1 o (c) tc^-tJ^tc, ® 

wvm&mmzttmi, Mmmz.%m*m£L-c^tz0 
3 

[0143] [L 

(1 XI 05/f7/cm^ Xtf8 fMm) 1 

X 1 0 5 c e I I s / 1 0 0 M I © H Ltc 

o MT^i^frtcti, 1 0%L fe£Wil 0%t hifii;*£#fr 
DMEM^tCG-CS F^; 1 On g/m I &£>Wi 1 00 n g/m I Atl/c 

„ 2 20|^^tC±^^LTG-CS F^y^T;* £>tC 1 0%L hlfil;* 

^ttfDMEM^^iLfco HI 1 1tCjgj£U 3 £>tCi^gL/ciliit 

HM 2 (a), (b), (C) tc^-tJ;? 
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t:.-_, 	1 0 % L Ht1:1M, 	G—CSF 1 Ong/m 18,tVe1OOng/m 1 kiN 

Ttt3::- 8 0 --C.  t • Mit-05cad -ZUlliNeITIZ 1,, 	7 1=1-1t-( 	)<F ') — 

T CD3 1 -S P WEJN, CD 1 0 5 +UN 	Z I, \ l, CXC R 4 lajEjN•gy Lk- 

la L Het:, ±PRA -Z a.' L 75q)1 675\ L ts -D tc ( >4 1 2 	(d) , 	(e) ) . 

AMIJ 4 

[0144] [frO3MENMEN] 

57117/ *RBA (,::75\ 75\ zji*-3•E[Rti,?,I' 	( 1 x 1 0 	c m 2, 	tTilt-f Xe8 µ, 

m) 	E110, 	1 x1 05c e I 	I s/1 00µ 1 0151 )trkAMIEJN, MOEN, 

It 11%EiN 	IR _hg3 t:AfE 1,, liCF534'112tK t: 1 0 % r, 	111±%3ELIEGI* -A-ti• D M 

E Mitit:=G—C SF1 00 n g /m I Att,, 	2 2 Hiralt:.=t3,?,t5zit1 l., ---c G 

—CS F 	EfR (,) Ito --C -1 /45 6 t:.-.. 1 0%r, 	liii'iWILI.M -A-ti`DM EMitet3,?,IL, 

tc. 	4 1 3 	(a) , 	(b) , 	(c) 	(,:.:7 -,:t -3 V:, 	tie, 	filA, 	PAL t, 

mit--e5€E, -zUjEjNeITIZ L„ 	4 1 3 	(d) 	(,:.:7 - ck -3 V:, 	71=1-1J-4 

I-)( I- ') —TC D 3 1 -S PUN, 	CD 1 0 5 lajEn 	•E[y L, tc_-ta aLFAO (,:: 

, gal 	Z a.' L eliJI 6 75\ L ts -D tc: . 

AMIJ 5 

[0145] [1. 	TAXIScant:.=,:t Z )trkAMEN0a.±t::A5- 31'SiV.± t 	10.LL$51] 

L 1•E[RO)tilaVIEJNCEIllivr, 	TAXIScan-FL 	(Effector Cell Institute, 

ATrt) t:.=,:t .Real t ime7.1<iL'4'±fEtt•*"fi-.D tc. 6 m. m0) TL a)5 0 tc sili 

con} Vet 7 	7°V— I- OrAlz, 	Km a) 	-,3_ 6:.-..ffitA1E(8 gm) L, tc: 	A, 	.)1, 

UM 1,, 	-t.,  J ,)1/1 0)— jgh6:.--UliN(105  cells/m1.1 	il.l)aA Lk-. 	10n 

g/m, l0A-aa.± t 	(BDNF, 	GDNF, NGF, PDGF, G-CSF, SDF-1, bFGF, VEGF, LIFE'; 

ck VeGM-CSF) 	--/fa'1.,-/-1-ggEt:.=.): -V_ -ft Z ck -3 6:.=.1 	m, I. T -D aMjiii t: ott,tco  

±0)v ideca75\ 6, 3H 	a.' L Oa ±MiNN 	15Hirm -eit AI L tc. -,3_ 6 t: 

±t 	L L-CG-CSF8ck Vel3FGFCE110 -C, 	10P, :>ji1±1.1,E,Liffi, 	)iii Ltcts 

ao)a±RoDIEVC4 Lk-. 

[0146] f2/7031.±tCEllotctgaloia±gogilitem, 	4 1 4 1,:.:71 -. a 17 

0a± t 	t:.-- ct Za±h10340124411318-eg-)-Z 2, BDNF, GDNF, NGF, PDGF, G- 

WO 2012/133803 47 PCT/JP2012/058637 

1 0 % t KltH/it, G — CSF1 Ong/m I focfct/ 1 00 n g/m I IN 

"ftUCtelNTt, 7 •—+M h K 'J — 

TCD3 1 "S PmBs CD 1 0 5+«fe£lN&CXC R4+«£:frIXL/c 

(HI 1 2 (d) N (e) ) „ 

4 

[0144] [M^MItlMJfe] 

*fgBJ^Cfrfr£J]l:frIXi£St5 (1X1 05/f7/cm2, 8 *t, 

m) 1 X 1 0 5 c e I I s/1 00M I ®7'^lSitlfflR 

EM^tCG-CS F£ 1 0 0 n g/m I Atl, 2 2 LT G 

-CS F^IXUP^tNX^ biZ 1 0°/o^>mS^DMEM^^iL 

tz0 HI 1 3 (a) N (b) N (c) 9 iSrilL Hit, 

H11 3 (d) 7P-+M 

V* K 'J--eCD3 1 -S P«, CD 1 0 5+M£^IXLfc*Il^|W|*mc 

s imutz>ztm%bfrtt£^tc0 

^1»J 5 

[0145] [1. TAXIScantCd;^iSii^«a)^tC^^^|l|^0j;b$J] 

tl h^^IX©lSriS$[IS£}^:ffltNT\ TAXIScan-FL (Effector CeLL Institute, 

^50 tCct •SReaL t ime7K^b^*£'fb'l4^4/T£:fT'3 tza 6 AimCD?LCDfelN/-cs i L i 

conRXf 13^X7° \s- h®P^ ^ tCgjg^b(8ju,m) Ltz^V 

£JFMU ^1? >*JUl*l©-MffiUC«(105 ce L Ls/mL^r 1 M L) £>iA L/c0 10n 

g/ML0#ffl^|l|^ (BDNF, GDNF, NGF, PDGF, G-CSF, SDF-1, bFGF, VEGF, LIF& 

ctt/GM-CSF) n\.ti&ttMlZ^tltz0 

3l^®videojf^^N 30|^r^®3l^|ffl«^150|^S-eit)lJJL/co 

s LTG-CSFfed;t/bFGF^fflINT, 10%^L/c*I 

Ltzo 

[0146] mi iiz^t* m* 

iz£BDNF,GDNF,NGF,PDGF,G-
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CSF(,:.:80-C, 	ia±mEne*<g). 6 tttc_- . SDF-1, bFGF, LIFt:.:80-C t , 	EL$5101g 

* < a. ± MIN e a)- 6 tt. tc . GM-CSF-et 	t) a.±eg)- 641.1:4:75\ -D AL-. 	ck -D -C 

, Jt,l, vol-K-NEHo 64-Lzait (EATnatieEVNAPnotkrIVIlarfAN 

ufloain.-A-zit-t3 :GmP) 	atz-_-vAzAlieb..-gt:.-..A-e,, EI*T3A* 

EgUi 'Ag-P9')G-CSF 8 ck VebFGF 	3a± t 	L L -c.mocj-  Lk-. 

[0147] G-CSF8,:t VebFGH,:.:ck Za.±8MiiliteM, 	4 1 5 1,:.:71 -. G-CSF8ck Veb 

FGF 	A))11 l., tc via, i 0%.01-1M a) a)- a) taa ck t) t a.±Rei--% < , G-CSF 8 ck Veb 

FGF0)-t. t.T.113:.:10%.01*1:1 -Z L -,3_ 66:.-..a.±75,111A -,Lq-Ltc_-. 	*re t, 	G-C 

SF O) 	75M,FGF ck t,) iI±V111 -  Z L.' L 75816 75\ LtS-Dtc . a.- oem75\6, IR 

±3Efy t:.-. (,, 	G-CSF t:.-. 1 0%.01-1MAN L, --cff -3 z_.-  L 75 51)j ----ez a- L ebb. 

-DA: . 

[0148] _hEoct -3 t:.-_, MEIN7 — t — oftIRU, G-CSF 1Ong/ml-CER l., tcrgER 

UN 1, , 	7 1=1— It 4 	)( — 5 — --C'3•E[R l., tcCD105-MEJN L EL V L, ---c ,  	L, tc: 

VIEJN7—t —ftIRVe -Dtc_- . G-CSF 10Ong/ml-CER l, tcliMERVIEnt, CD1 

05-MN L EL$51 l., -C, CXCR4, G-CSFR ft1R$7YA < , ma JEJN e ct t) g < -A- 	tt, 

-c kiN z z_. L 7y7i DR, -,_ tttc: c, 	etc, 	G-CSF10Ong/m l -e 0)IiMERVIEnt, 	CD1Ø5-M 

liN L EL SC 1., -c, 	ct t,) A 0 UlliN±VAR, 	ih_'.±1 	1., -c o tc. 	-1/43s 6 t:.-_, 	fillt.ft 

t t 	MITKIt 	a)n,RNARIRJ:.-.. --Dlivt t G-CSF 10Ong/ml-CER LtcHi, 

6 t -A oftIR 	7i -  a.' L ebb\ -D AL-. RIE914 6 1, , tlacD105-MINe. EIM,173 

4R, *41734Rei-,4 < , tiliAtRei-40 a'  L -  T t:.-.4M LT' kiN z e, G 

-CSF 10Ong/ml-CER l, tc_10-3•ERVIEn6:.-_ -D1iN C tCD105-MEJNL Hat:ttra • * 

Kti,:.-..VEll -eZ a.' Le, 	**ERIDeAt:.-.. ck t,) 711&6-,3_ ttd-co  

[0149] [2. 	jr03•14R 	PI I, \ tc tHAMEN 3' ER 0 tc 673 0-MUNN] 

11*-3•14R' L 1,--C 1, , 	_t 3i1E13*CISLL"C , 	-tli.t ll. 	A,—  • -f J It — I- (t ') t 

—71,  — 1,amlio- (Po lycarbonate Membrane) Transvve l l (Rtgif.0,2i) 	Inser 

ts, 2x105 t7/cm2, tTilt-( X 	8 m.m, rKa),-Wf16. 4 mm, rA pf,E1301-Wgi 1 

.0 mm, 	1-4 -,3  17.5 mm) 	(Corn i ng), 	-Ff,E130IL L, -C24 well plate (rta15. 

0 mm, 	rA 	15.0 mm, 	A -,3_ 22.0 mm) 	(Falcon) (,:.:4A l., ---C1111,Ntc. 	tc 

WO 2012/133803 48 PCT/JP2012/058637 

CSFlCfc^T* SDF-1,bFGF,LIFJC33^Tt,s tb$$fa 

GM-CSFT&&S 

s HJfcTffl^tiagiS (ll^pnpS.t/ll^^pnp©^WiIS.t/ppK 

WSOSigtC^-ri)^ : GMP) S*T££^ 

s^^©G-CSF£ J;tfbFGF£jgj£H? £ LTtb&#fcfJ Ltc0 

[0147] G-CSF£J;tfbFGFKJ:£jg^tg©}IJ^£^£N M 1 5 ^"to G-CSF £J;tfb 

FGF £^JPL/ciI£\ 10«*0 <2*0 *!£•<£ y G-CSF&<£t/b 

FGF(D^n^mz]Q%Mm^mut^tisferns ntc0 G-C 
SF0^bFGF<£y^£^3tt£££ffl^fr£&^/co M 

G-CSFK10Xlfo^£^;bDLTfT9 

o tc o 

[0148] ±§B©J:9^ G-CSF 10ng/mLT^IX L/cM^IX 

7P-+M Kp<-^-T:frIXL/cCD105+M,>:J;b$$LT^ W&Ltz# 

mm,-?—h-%l%mXfo-otc0 G-CSF 100ng/mLT^IXLfcM^IX«^ CD1 

05+«,>:J;b$$LT, CXCR4, G-CSFR y#<#Stl 

TlN^C^^Dt^tl/co ttcs G-CSF100ng/mLT©Jg#lXSfflJ&fciU CD105+|ffl 

J^tblJLT, J: y LT^fco S biZs ifilWfr 

40^ tt^^SH^0mRNA^iitCOINT t,G-CSF 100ng/mLT^IX L/c0|, 

mishit. ®iicDi05+«^\ Mmm 

-CSF 100ng/mLT#lXLfcJg#lXffl]&lCOlNTt,CD105im£ll^;:&i5i • & 

tb%>Z.£1fs y^Dt^tl/co 

[0M9] [2. m%^*m^tcnmmm%wtctb(Dmmmmii\ 
M^IX^ LT&, ±&mm.£LZ. -tzJlsJoJls^v— • -Y >+)-— K (*° 'J ±> 

— *$%•— hS^M (Polycarbonate Membrane) TransweLL (Iliii^ilPO Inser 

ts% 2x105^7/cm2% tfyy-^X 8 fx mN Jg®0iSS6.4 mmN MP^®itS11 

.0 mmN jfij^17.5 mm) (Corning)^:N Tnl^Jtjs^: LT24 weLL pLate (iS^15. 

0 mmN MP p|30ii;^15. 0 mmN iiE£22. 0 mm) (Fa Leon) tc iff A LTffllN/-Co fc 
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AL' L, t') t —t ,—  1- a UIR^OVIIN4-MVIt11-40 tc 6/3, t') E=)1/I°  

Q') 1J-7J1')Ei/FRE=J1/4:Ma12tK (E=)1/E1=1') K '/ El/FR E=JI/ ( 6 

/ 4 ) 	It M a 12tK (B AS 	F #11 , 	"a') K 	V A 6 4 	" ) ) 	1 

000p pm 7.1<3eA I,: , 	0. 1%i '91 J —J1. 	)ilil L tc7.KgA I,: A ;0 L , 	Ij- iL L tc_h 

T 7*A 2 5 k GA NV 1, -Taft 1, , 5A` 	IRVia' L. tt 0  t') E=)1. El=i ') K 

—t') El/FR E=)1/4:Ma14Ke, au)ro 	t:.-.. 4:me-a -1 /435 4-Lz e, t') 7-  

1140)'- 'htt -i%<, liAllit:1110k- I51 J-114:.= -DO-Ct 7*A1,W:ck -D -C 

311q:541.-C1E21.1EZ a' LtsEbN6, 	L'or)NIR$a)'-,httiAkiNo 	a- a) 

3,ta_hf,E136:.-_, 	L 124-uA tiliffneEn2x104ce I. I.s/1 00 µ. I., 	1x105ce I. I.s/1 00 µ. I. 

1f2 L, 	-F3,,E134'112tK 024 vve I. I. iti t:.:10% L koll'A 	gt,`,9r)1, 	'' a#1.ii 102,A.,  

-f — 	')1/±3,t.th (DMEM) 	iti 6:G-CSF 	]41.0VAII.. -C100 ng/ml.Att,, 	4811%1'1 t:G-C 

SF 	ER t')13, 	10% L Ht1:1M 	gt•DMEM t:.:*, tt7kjA l.„ 	24 wet. I. Tf,E13(,:.:14 	 L 

AL- MINN 	, INH Zainei -F T ALI if L tc 0 

[0150] -t. aAiliM, 	3•1yMEJN$6, 	2x104ce I. I.s/1 00 i..1, 1. -e 5 %, 	1x105ce I.I.s/100 µ.1.-e1 

°AT 	-D tto 	/3\ /3\ ZeAct t') , 	UlliNN (,:.= ct 'D --C.  NijiNa)3E[R5eAtcl: Z a' L 

[0151] 

e7TA6-,3_ tt.tcc, 

[3. jr03•14R.2,; 	PI 0 tc tilintrUIIN 3• ER a) tc_- 673 a) a± t 	11F1,11 Hem] 

IR-3•E[R.2,W)3AfEIR_Ef,E,136:.= L I2,ft IA tiliffnajN2x104ce I. Ls/100 µ, 1.4a L, 	1 

q13 	11 	0)24 we I. I. iti t:.-_, 	10%1'. Ht_i_CA 	''A-ti'DMEMiti t:G-CSF 	]!IIMEAbl., --e100 

ng/m LAtt, 	1 2, 	2 4, 	4 8 Hem, 	7 2 Heal (Z24 vve I. I. -F f,E,13 I,: 14 Z 1, tc KH 

JINN INH Z RNA -F T ALI if L tc 0 

[0152] G-csF1FJE111/%112, 24, 48, 72Hem L LT. , 	-t. t.T.113:.-.1-30-CITIZNINN 

;Pit L tc_AiM, 	1211%1,1 --C1, 3•gyUlIN$(, 0. 3%, 24HiralT61. 7%, 48H 

[0153] 

ra/ --et5%, 72Hiral-et5%-e-Dtcc, 

[4. jr03•14R.2,; 	PI 0 tc tilintrUIIN 3• ER a) tc: 6/3 0) G-C3F 21. 1 

IR-3•E[R.2,W)3AfEIR_Ef,E,136:.-_, 	L I2,ft IA tiliffnajN2x104 ce I. Ls/100 µ, I. --p2 L 

, -F3i,E13*ES12tK 024 we I. Lifit:.-_, 	10%Ll-EIVAA-tiNY)1.v a#,1, a)2,-(— 

)1/±3,,qt (DMEM) 	ifit:.-_G-cSFAV21..-e0, 	10, 	100, 	500 ng/m LAtt.tco  48 

WO 2012/133803 49 PCT/JP2012/058637 

feu *°u 

• 'J K> — 'J Mttf—(k^—Jl/kfu'J K>/ Mttf—)\y ( 6 

/ 4 ) (BASF QMs "=MJ K>V A 6 4 " ) ) 1 

000ppm 7j<./#/StC, 0.1%x^ y — L, ±t±L/c± 

trll2 5 kGy£BB|tfLT4£$foU M^liL/co #'J ti-JUfP U K 

^0|j7-

S %GO ££14ti H 0t tc IN x ̂  J -JI4C-3 INT t y tCcfc o T 

tLT<£}iJt^-r•&c: £ &z-frb, z(Dm.mm(D&±mzm^o zo 
#£IJI£±£BtC, t h2ftLis/100ML 1 x105ceLls/100^ L 

ML, ~FSM*i£tt©24 weLL 1=1=1 tc 10%tl >> 

(DMEM) * tC G-CSF ̂ ft^jUfe 100 ng/mLAtl, 480|^^tCG-C 

SF^Ixm^ 10%L Klfr;*£#frDMEMtCi£it!2£^L, 24 weL LT^tCtt# L 

[0150] ^0^11, 2x104ceL Ls/100^ LT'5 %s 1 x105ceL Ls/100^ LT1 

IZfo-itco y, »$UC<£^T 

[0151] [3. M^IX^^ffllN/-c^|iM^^X0/-c^0^|i|^^ffl0|p^] 

M^IX^©^HM±^tCt K2ft@i^ii«^2x104ceLLs/100MLSIfflL, T 

£M*isft©24 weLL^tC, 10%t hlfil;*£#frDMEM^ tCG-CSF£||$t}f jfei 00 

ng/mLAtl, 12, 2 4, 4 8 0m 7 2 0|^^tC24 weL LT^tCtt# LtcM 

mz*immmmTxmfeLtc0 
[0152] G-CSFfFffl0tP^£12, 24, 48, 720#^^ LT, ^tl^tltCfclNT^#|ffl« 

£>u^L?d£^ i20#^^-eti^ix«^ti0.3i immfezm.TL 4801 

imw&xttizfo-o tco 
[0153] [4. M^IXt5^ffllN/-cl^iiM^^X0/-c^0G-CSF}I^] 

M^IX^©^HM±^tC, t K2ft@iSii«^2x104ceLLs/100ML ML 

, ~FSM*i£tt©24 weLL^tC, 10%t -

(DMEM) ^tCG-CSF^ft^}I^-e0, 10, 100, 500 ng/mLA*lfc0 48 
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Hira/t-C_G-CSFERt'J13, 	10%L Htl:Gi* -A-tiNDMEM(,:.:*,tt7k.#1 L„ 	24 we I. I.-F 

3 t:.:171Z L tz-_-  WINN 	Iii$HZainei -F T Ali if L tc: . 	-,3_ 6 t:.-.. itII l., -C, 70 % 

7 /l. 1 	46:: aft l., tc. 

[0154] -fESE'l.,0)G-CSF 	PI 0 -CliMER l, tc: _EgatteMEN 	64-M4-M, 7 1=1 — 

It 4 I-)< I- ')—CE110 C. MaiNMAEN7—t —RIR* 	.1 _17f 1_, tto 	- 7`;,1; 

1--)t, 2%.ifaM 	-A-tiNDMEMiti t:.-..1x106  ce l Ls/mt.-VON 	3Ai“3- "ft. MEN7 —  t 

— ttL12tKCE110 -C4tT303•71 /V1, 	7 CI —1t-( I- )< 	')—"ff-Dtcc, pfd1--) 

t, 	7r, Z IgG1 	negative control. 	(AbD Serotec Ltd. ), 	/ \11. ,91 —IgG (PE 

-cy7) 	(eBio299Arm) 	(eBioscience), 	7 v IIgG2b (PE-cy7) 	(RTK4530) 	(Bio 

legend), 	7r,IgG1 	(APC) 	(NOPC-21) 	(Bi °legend), 	7r,IgG1 	(RPE) 	(SF 

L928PE) 	(AbD Serotec), 	7 r, Z IgG1 	(A lexa647) 	(F8-11-13) 	(AbD Serotec) 

, 7r,IgG2a 	(FITC) 	(S43.10) 	(MACS), 	7r,IgG1 	(FITC) 	(MOPC-21) 	(Bi 

°legend), 	J-;1F6:.-..Ztj'vf2tK : CD29 	(Phycoerythr i n, 	PE-cy7) 	(eBio299Arm) 

(eBioscience), 	CD31 	(PE) 	(WM59) 	(BD Pharmi ngen), 	CD44 (PE-cy7) 	(IM7) 

(eBioscience), 	CD73 	(APC) 	(AD2) 	(Bi °legend), 	CD90 	(A lexa647) 	(F15-42 

-1) 	(AbD Serotec), 	CD105 	(PE) 	(43A3) 	(Bi °legend), 	CD146 	(A lexa647) 	(0 

J79c) 	(AbD Serotec), 	CXCR4 (FITC) 	(12G5) 	(R&D Systems), 	G-CSFR (CD114 

) (FITC) 	(38660) CE111,\ --C903, 4°C-C7'/I. Ltz-_- 0 	a J H=1— /l/L LT, 	7 

1=1 —It 4 I-)< I- ') --C3•14y 1, tc L I- tiffACD1 05+MIN 8 ct rie3•14R0) L 	tLtiM 

1aiN lEll k i \ tC--  o 

[0155] -Dki\ --eN 	total. RNATr izol 	(Inv i trogen)CEIllivr, 	-f221.,0)G-CSF CE11 

ki \ tcli- •ERVIEJN a) 6'ft IA 75\ 6 3,-* L„ 	ReverTra Ace-a 	TOYOBO) t: -CF i rst-str 

and cDNA-,A L„ 	Light Cycler-Fast Start DNA master SYBR Green I 	(Ro 

the Diagnostics) T7 //l.,1, EIM,1,734t 	, M1;11 t 	lOreal time RT- 

PCRLight Cycler 	(Roche Diagnostics) 	(,:.= -C, 	95t-e10V, 	65tT15V, 	7 

2tT8f1-)0) .7°1=171-xT"ff -Dtc_- 0.1:111V3734t 	8,:trAF1E1g5Mt 	L LT, g 

ranulocyte-monocyte colony-stimulating factor 	(GM -CSF), 	matrix metall 

oproteinase 	(MMP) -3, 	VEGF -A, 	brain-derived neurotrophic factor 	(BDNF) 

WO 2012/133803 50 PCT/JP2012/058637 

Slfo^£#ifrDMEMl;:i&i6£&U 24 weLLT 
mzttmLtcmmz*immmmTxmfeLtc0 £^ciMLT, 70 
>7;ux> K^tCilftL/co 

[0154] jt0G-CSF % IN•Tmfim. L fc±§ElHit$$«£6ftiNm 7 • -

•t^-T hP< K'J-^ffllNT, t~& 

frt>, 2«*£#frDMEM4nclx106 ceLLs/mL-e«^^f^-&, M7-^l 

-Jjtfr;&ffllNX4oC-e30^^^>/U^N 7 P-+M KP< K 'J-^T^/CO tt£t) 

^>, V^TJgGI negative control (AbD Serotec Ltd. ), /\AX/9~IgG (PE 

-cy7) (eBio299Arm) (eBioscience), "y y KIgG2b (PE-cy7) (RTK4530) (Bio 

Legend), V^TJgGI (APC) (NOPC-21) (Biolegend), V^TJgGI (RPE) (SF 

L928PE) (AbD Serotec), V^TJgGI (ALexa647) (F8-11-13) (AbD Serotec) 

, V^7XlgG2a (FITC) (S43.10) (MACS), V^TJgGI (FITC) (MOPC-21) (Bi 

oLegend), : CD29 (Phycoerythr i n, PE-cy7) (eBio299Arm) 

(eBioscience), CD31 (PE) (WM59) (BD Pharmingen), CD44 (PE-cy7) (IM7) 

(eBioscience), CD73 (APC) (AD2) (Biolegend), CD90 (Alexa647) (F15-42 

-1) (AbD Serotec), CD105 (PE) (43A3) (Biolegend), CD146 (Alexa647) (0 

J79c) (AbD Serotec), CXCR4 (FITC) (12G5) (R&D Systems), G-CSFR (CD114 

) (FITC) (38660)^ffllNT90^, 4°CUy^<)\y Ltc0 =1 > h •LT, 7 

• -+M KP< KK®iiCDi05+«fcd:t/7fe^ixa)t 
wm&%m^tc0 

[0155] OIN-^\ total RNA^TrizoL (Invi trogen) ^T^INX, ^ffljUJ^CDG-CSF^r^l 

tN/cM^IXlfflS^©6ft @ L, ReverTra Ace-a TOYOBO) tCTF i rst-str 

and cDNA^-nJ5jc L, Light CycLer-Fast Start DNA master SYBR Green I (Ro 

che Diagnostics^'^^vMit, ttH^llEI-fCDreal. time RT-

PCR^Light Cycler (Roche Diagnostics) tCT, 95OCT'10#, 650CT'15#, 7 

2OCT-8#0 7°P^A-^T^/CO g 

ranuLocyte-monocyte coLony-stimuLating factor (GM-CSF), matrix metaLL 

oproteinase (MMP)-3, VEGF-A, brain-derived neurotrophic factor (BDNF) 
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[0156] 	 

[0157] 

[0158] 

) 

[4] 

-,3_ 

*N 

3E[R 

P 

64-t IA 

±3,TI7 

, 	nerve 

12t4Emplo, 

growth factor (NGF), 	neurot roph i n-3 (NT-3)07°74 7— (.t4 

PI 0 tc . 	I:1 — /I/ L L --c-, ttraCD105-AJEAS5ct tiellY0) L 	to* 
8 -act i n-Mt IL Lk-. 

() 

T 

Z 

Gene 5'<—DNA Sequence—.3' 
produc 
t 	size 

Accessio 
 

n number 

Oct4 
Forward 
Reverse 

CAGTGCCCGAAACCCACAC(IEN4-q23) 

GGAGACCCAGCAGCCTCAAA(AE#11*- 2 4) 
161 

NM_00270 
1 

Nanog 
Forward 
Reverse 

CAGAAGGCCTCAGCACCTAC(IEN4'42 5) 
ATTGITCCAGGTCIGGITGC(EN#'426) 

111 
NM_02486 

5 

Sox2 
Forward 
Reverse 

AATGCCITCATGGTGIGGIC(R511#`427) 
CGGGGCCGGTATTTATAATC(AEN# -q28) 

203 
NM 00310 

6 

Rexl 
Forward 
Reverse 

TGGACACGTCTGTGCTCTTC(EN*2 9) 
CTCGAACCTICCAGATCACC(fiEli# -'430) 

168 BC032244 

Stat3 
Forward 
Reverse 

GTGGTGACGGAGAAGCAGCA(EN* -g- 31) 
TTCTGCCTGGTCACTGACTG(NEN# -q- 3 2) 

191 
NM_13927 

6 

CXCR4 
Forward 
Reverse 

CCGTGGCAAACTGGTACTTT(N**33) 
TCAGCAGGAGGGCAGGGATC (ZIEP1*-`43 4) 

210 
NM_00100 

8540 

GM— 

CSF 
Forward 
Reverse 

GCCTGGAGCTGTACAAGCAG(ga3i1j#43 5) 
CAGCAGTCAAAGGGGATGAC(EM#'43 6) 

193 bp 
NM_00075 

8 

MMP3 
Forward 
Reverse 

CCTDAGGAAGCTTGAACCTG (gEN#-437) 

GGGAAACCTAGGGTGTGGAT (A-2,11# -.4 38) 
192 	bp 

NM_00242 

2 

VEGFA 
Forward 
Reverse 

ATGGCAGAAGGAGACCAGAA(EN#*3 9) 
ATGGCGATGTTGAACTCCTC(E 114 0) 

224 bp 
NM_00103 

3756 

BDNF 
Forward 
Reverse 

AAACATCCGAGGACAAGGTG(g2A#*4 1) 
CGTGTACAAGTCTGCGTCCT(EN* -g4 2) 

202 bp 
NM 	17073 

5 

GDNF 
Forward 
Reverse 

CCAACCCAGAGAATTCCAGA(EN4%4 3) 
AGCCGCTGCAGTACCTAAAA(gEN#'44 4) 

150 	bp 
NM_00051 

4 

NGF 
Forward 
Reverse 

ATACAGGCGGAACCACACTC(IEN#*4 5) 
GCCTGGGGTCCACAGTAAT (5E11#446) 

181 	bp 
NM_00250 

6 

NT-3 
Forward 
Reverse 

AGACTCGCTCAATTCOCTCA (E.5ii* 4 47) 

GGTGTCCATTGCAATCACTG (1EN*-'448) 
187 	bp BC107075 

5— 

actin 
Forward 
Reverse 

GGACTTCGAGCAAGAGATGG(62A4 -'4 ,49) 
AGCACTGTOTTGGCGTACAG(AEN#E 0) 

234 bp 
NM 00110 

1 

zentemg, 

jr0314y1., 

6 tZ.:, 	in v i t rot,: 8 WC, Tit IA OttraM3 1TRAESalfar, *41, 11M, 

• 14^03'fbig4.A_s  IL-Ito, 47 	tc: . 	AL" . 	.mG-csFaim.t,_-, 

Lk-  L 	t0-3/ERUINO), 	L 110%.01:1M 	.l,0 l,G-CSF 100 ng/m 1.*Lat,...- ct 

8 „ tp 0 %L. 1-111151,8 c tn-CSF 100 ng/m1.(7,... c, Z glina±2g 

I. at e h.: 14 	, -,3_ 6 t, tiem L, tc tileMeN 	liCA Z BMA,* t,..-- ---C In Lt:. 

••E[RO) L 	tiff4*12MEn, 61t IA I 	tiffACD1054M, MEM* a) .7-)- 

---C-  ittI7 El •/* 0))]-'4140;EHN, 	G-CSF 10 ng/m1.+10%.MA t:.= Z 115-3 	1R 1, 

EA or4-3iqiyAEN, 	G-CSF 100 ng/m1.+1ograAcc.. ---c- g-offy L ""C ±3,,EI7 H •1 

WO 2012/133803 51 PCT/JP2012/058637 

% nerve growth factor (NGF)% neurotrophin-3 (NT-3)CD7°^^ x7— (H4 

) o =l>Sn-JU£LT, 

/S-actin'e^I^'fb L/co 

[0156] [^4] 

Gene 5'^DNA Sequen ce —*3' 
produc 
t size 

A c c e s s i o 
n number 

0 c 14 
Forward 
Reverse 

CAGTGCCCGAAACCCACAC(ie5lJ#-^23) 
GGAGACCCAGCAGCCTCAAA(@fi£lJ#-^24) 

161 
NM_00270 

1 

Nanog 
Forward 
Reverse 

CAGAAGGCCTCAGCACCTAC(IB?iJ#^-2 5) 
ATTGTTCCAGGTCTGGTTGC(SB5'JS-^26) 

1 1 1 
NM.02486 

5 

S o x 2 
Forward 
Reverse 

AATGCCTTCATGGTGTGGTC(SB5IJ#-^27) 
CGGGGCCGGTATTTATAATC (IB 9J S 2 8 ) 

203 
N M _0 0 3 1 0 

6 

Re x 1 
F orwa rd 
Reverse 

TGGACACGTCTGTGCTCTTC(I2 5IJ#-§-29) 
CTCGAACCTTCCAGATCACC(1B5I|#^30) 

1 68 BC032244 

Stat3 
Forward 
Reverse 

GTGGTGACGGAGAAGCAGCA(lE5l)S^-31) 
TTCTGCCTGGTCACTGACTG(lE5lJ#-§-32) 

1 91 
NMJ 3 9 2 7 

6 

CXCR4 
Forward 
Reverse 

CCGTGGCAAACTGGTACTTT(jE5IJ#^33) 
TCAGCAGGAGGGCAGGGATC(IE5l|#^-34) 

2 1 0 
NM_001 00 

8540 

GM-
GSF 

Forward 
Reverse 

GCCTGGAGCTGTACAAGCAG(lBJIJS-§-35) 
CAGCAGTCAAAGGGGATGAC(SB5l|#-§-36) 

1 93 bp 
NM.00075 

8 

MMP3 
Forward 
Reverse 

CCTCAGGAAGCTTGAACCTGdB?!]#^?) 
GGGAAACCTAGGGTGTGGAT(EB$IJ#^38) 

1 92 bp 
NM.00242 

2 

VEGFA 
Fo rwa rd 
Reverse 

ATGGCAGAAGGAGACCAGAA(IB^JS-939) 
ATGGCGATGTTGAACTCCTC(IB5I]##4 0) 

224 bp 
NIVL00 103 

3 7 56 

BDNF 
Forward 
Reverse 

AAACATCCGAGGACAAGGTG(IB?IJ#-§-4 1) 
CGTGTACAAGTCTGCGTCCT(IB5lJ#^42) 

202 bp 
NMJ 7 0 7 3 

5 

GDNF 
Forward 
Reverse 

CCAACCCAGAGAATTCCAGA(SB5IJ#-§-4 3) 
AGCCGCTGCAGTACCTAAAA(IB5l]#-§-4 4) 

15 0 bp 
N M _ 0 00 51 

4 

NGF 
Forward 
Reverse 

ATACAGGCGGAACCACACTC(lB5IIS-§"45) 
GCCTGGGGTCCACAGTAAT (IS5I|#^46) 

18 1 bp 
NM.00250 

6 

N T - 3 
Forward 
Reverse 

AGACTCGCTCAATTCCCTCA(iB5l|#^4 7) 
GGTGTCCATTGCAATCACTG (IB5l|#^-4 8 ) 

1 87 bp BC107075 

/?-
actin 

Forward 
Reverse 

G G A C TT C G A G C A A G A G A T G G ( SB if # 4 9 ) 
AGCACTGTGTTGGCGTACAGCIB5IJ#-§-50) 

234 bp 
NM_001 1 0 

1 

[0157] in vitrotC£l\-C 7ft§ 

^5Fff • frofc0 ttz, &ffiG-CSF;fjttCj; <<J 

ftWLtct hl^MSS®, t M0%lfil;*&£l^iG-CSF 100 ng/mL$y$jU;: J: 

1S&X? 1 0 96H SlfltfiiSJ; G-CSF 100 ng/mLt:J;i>fflI^i 

£J:b$$ Ltc0 

[0158] PlateKtt#, £ £> Kit81 KTilH L/c„ 

6ft@^IX©t 6ft@ t KlSMCD105+«N 10«*O)<^-e 

M^IXLT±S#7 0^0M^MR G-CSF 10 ng/mL+10%ifli;t^TM^IXLT 

G-CSF 100 ng/mL+10%ifll;ftCTll^lXLT±M70fi 
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or0-314RUJEJN, G-CSF 500 ng/m1.+10MIGIU:--cagy L. -c ii,,EI7 lEao)R3gy 

MiNt:.-_ --Dki\ -C, I1 HZainiii*V41  AL- . 10 %L 	_MC G-CSF 0, 	10 ng/ml, 

100 ng/ml, 500 ng/m1.0T41.021..CE110ittgaTt, Mit-05€E,-Z 

NI liN OD ITIZ , teMegi. 6 tt. tc. ITIVENN 	Ali Z 1, tc L a' 6, G-CSF 100 ng/ 

ml ---e6ERVIEJN$7`5%T 	t'i , 	"DOT500 ng/m1.-e4%, 	10 ng/m1.-0%, 	0 ng/ 

ml.T2%-"C 	-D AL-. 

[0159] ;Z,:.-_, 	7 CI—+t -' 	)< 	') —6:.-„t ZMEiN7 	t 	0)1174*, 	5 t: 

7i -c, 7 1=1-1t 4 	)( 	') —TMEEJN7—t — RIR* 	th$51 1, tc L a.' 6, CD2 

9, CD44, CD73, CD906U, 	aarittTZea-)-641.1-s75\ -D AL- . CD1056E[RL 

I- )-MAW2tqaliN-Ct19%-CZON:.-.1,1-  1,, 	G-CSF 10 ng/m1.8ck *0100 ng/m 16:.= 

81, Z, 	I' 1=1 — )1/0CD105± WiNL 17a6:90CULE---e'D ko 	7-.Z.:N  G-CSF 

500 ng/m1.8 ck .00 ng/m1.-ergER Lit t CY-et, CD1055M$1,-t- tt.-Vrt,, 67 

%8 ck Ve58% L 1E75\ -D tc. CXCIR46, 	'EfR L I- )-LLHAW2MEJN--et4. 5%, CD105+ 

VIINT1, 8%, G-CSF 0 ng/m1.-Ct5%Lii0RIRVC 	-D AL-. 	L.' 413:14 1,, G-CS 

F 	100 ng/m1.--etffit A' < 15%-e 	(,), 	G-CSF 	10 ng/m I., 	500 ng/ml -et 10%J-;t 

_E --e.D tc_- c, 	—, 	G-CSF0)1, -t7°,9'—TZG-CSFIRt, 	CD105-AJEJN18%t:31 

L. 	G-CSF 	100 ng/ml.tffit A' < 76%-e 	(,), 	G-CSF 500 ng/m I., 	10 ng/m1.01IR 

t:.-..-.pew-). 6 tt. tc: . J-;t_h a) a.' L 75` 6, 	CD105, 	CXCR48ck VeG-CSFROritt$e 

6 t AkiNG-CSF 100 ng/ml.TIRER 1, ALA IIN 7Y, MEIN • MAHON 	At * < 

gtiN ii -Rtte7TA6-,3_ tt.tc. 

[0160] 

WO 2012/133803 52 PCT/JP2012/058637 

G-CSF 500 ng/ml+10«*tCTM^IXLTiM70^0M^IX 

immmmmzmtco 10 %t G-CSF 0, 10 ng/mL, 

100 ng/mL, 500 ng/mLl^tl^jjljg^ffll^cii-nt't, 

mMtffrbtitco G-CSF 100 ng/ 

ml lJ s "31^500 ng/mL "TM%% 10 ng/mL "^31 0 ng/ 

ml-C2%-C$>?tc0 

[0159] 7n-+t>fb>(b'J-lz<}:Z&MB&£mT-t)-<Dl8tfTZ>£5lz 

TFTO 7P-+M KP< K CD2 

9N CD44N CD73N CD90&, S£P§1f c>fc0 CD105&jfc#lXt: 

G-CSF 10 ng/mL33^15100 ng/mLtC 

=1 > K •-;U0CD105+|ffl^(>:|W|^itC90%J^±-efe^/co G-CSF 

500 ng/mL£<£#0 ng/mL L/ct <zmiN CD105fgi»&^tl^tl, 67 

CXCR4&, KlSii^«"eti4.51 CD105+ 

«"m81 G-CSF 0 CtUCttU G-CS 

F 100 ng/mL'etift:fci^< 15%-efey, G-CSF 10 ng/mL, 500 ng/mLT'110%J^ 

±-Z3b?tco ~Jjs G-CSF© Hz ̂ ^-'efe-SG-CSFRtt, CD105+«18lCtt 

LN G-CSF 100 ng/mLti||t ift < 76%T'fe lJ N G-CSF 500 ng/mL% 10 ng/mLCDjl|I 

[Z)mstffrbtltco J>X±.(DZ.£frb, CD105, CXCR4& J;tfG-CSFR©P§1f$tf 

IRt iftilNG-CSF 100 ng/m LT'M^lX L^ ^ 

#CTt£14^P£3ti/c0 

[0160] 
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[5] 

11M 171.11-7 	A 

* inTR OD 	 G-CSF 
G-CSF 	G-CSF 	G-CSF 	 lta *VW* 	 500 
0 ng/ml 	10 ng/ml 	100 ng/ml 	 CD105.  UN 	 ng/ml  

CD29 	94.9 % 	97.8% 	94.9 % 	96.9 % 	97.4 % 	95.6 % 

CD31 	0.0 % 	0.0% 	0.2 % 	0.0 % 	0.3 % 	0.4 % 

CD44 	97.2 % 	98.3% 	98.0 % 	94.8 % 	94.8 % 	94.1 	% 

CD73 	99.0 % 	90.6% 	99.5 % 	99.2 % 	99.3 % 	97.1 	% 

CD90 	99.4 % 	97.6% 	99.5 % 	99.4 % 	99.0 % 	99.6 % 

CD105 	18.9 	% 	58.3% 	94.0 % 	98.1 	% 	66.9 	% 	96.8 	% 

CD146 	14.6 	% 	13.3 	% 	16.2 % 	9.2 	% 	16.7 	% 	13.0 	% 

CXCR4 	4.5 % 	5.1% 	12.1 	% 	15.3 % 	10.2 	% 	7.8 % 

G- 
9.3 	% 	14.5% 	28.6 	% 	75.9 	% 	32.5 	% 	18.0 	% 

CSFR 

[0161] 	G-CSF 

100 ng/m 

3•EI.Ra) 

g/m I. 

ttd-c_-. 

tc e. 

75` -D tc 

[0162] 	Real 

PAIRAPM: 

±-e6Hiralt:.-AltaIe)- 

L I- -MAWM1iN 

*MMAAMIzct(JM,‹kogM7341 ,‹-c0UNA 

• *N,1734.1, 

OUNAlz80-TE,Itgld-cora.*K7-t-aNIARMilgylo 

L I- -MAW* 

100 ng/ml.TOIREVeliNCE110-C*3iEgVC4 Lk. G-CSF21.( 

I.) t:.= ct t') 3• ER L tc IR 3ERNIliN OILIV3734g, *41,1734V, Itc$HZ 

ck (,) ,317VA-_-. 	114-3gRUIEJN-etcpi o5-ANL He t:.-_, 	7 	1)1)2)1/ 

	

641., if_aVA)sUeiNa)3 ,1E171 Lk-. 	3•EI.R 

--C't, Minns L, --c t VItaIi):[ta.)- 6 tt.ts /3\ 'D tc. 

L lAtiffM12tKVIEJN-Ct, 	a L A, EM93 641.1:4:75\ -D tc e , G-CSF 100 n 

TO)11*-3ERVIINtV,734141EITCD105-AliN L Hot:: neu rosphe re):F7Vg.i. 6 

	

G-csF21. (100 ng/m I.) (,:.= ck t') 3' ER L tc: IiM3•14RUJIN011M,17341C 	. 	A 

IJ (z8oTARS-:s41. 

JIM 7 - t -mRNAO RIR 2 1, 	3•11.x a) L 	Mi0t12tKUliN L ELV L -C A 

. 4-rg t:PTLAtsG-csFaim. (1 00 ng/m I. ) (:.= ,:t t) 3' ER L tc: IR 3•14R KH liN a)* 

	

Ye#ORMAAC:.-..ck (,) ,117V<A-_-. ra • *N,1734.t 	,‹-c 

MIN t:.-..ELV L, -c. 	11*-3gRUIEJN-e 6 RIR i 7V1a 75\ -D Az-. 

time RT-PCIRt:.--:t tn[1:1.U034 t 	8,:t r1` FIEIg5M t 	10mRNARTR,V1q 

WO 2012/133803 53 PCT/JP2012/058637 

[^5] 

£ yA ® <r> 
G -CSF G-CSF G-CSF 

G-CSF 
500 
n g/ m I 

tin 
EH BIB l*P-

rWBS 0 ng/m I 10 ng/mI 100 ng/mI 

G-CSF 
500 
n g/ m I CD 1 05* 

CD29 94.9 % 97.8% 94 .9 % 9 6.9 % 97 .4 % 9 5.6 % 

CD31 0.0 % 0.0% 0. 2 % 0.0 % 0. 3 % 0.4 % 

C D 44 9 7.2 % 98.3% 98 .0 % 94.8 % 94 .8 % 94.1 % 

CD 73 99.0 % 90.6% 99 .5 % 9 9.2 % 99 .3 % 9 7.1 % 

C D 90 9 9.4 % 97.6% 99 .5 % 9 9.4 % 99 .0 % 9 9.6 % 

CD1 05 18.9 % 58.3% 94 .0 % 98.1 % 66 .9 % 9 6.8 % 

CD1 46 14.6 % 13.3 % 1 6 .2 % 9.2 % 1 6 .7 % 1 3.0 % 

CXCR4 4.5 % 5.1% 1 2 .1 % 15.3 % 1 0 .2 % 7.8 % 

G-
CSFR 9.3 % 1 4.5% 28 .6 % 75.9 % 32 .5 % 18.0 % 

[0161] G-CSF 100 G-CSF}fjt( 

M^ix«-e^cDi05+«,>:iwi«tc, VMJ^U 

ti £: A, ifWtsb btiti-fr -o tcifs G-CSF 100 n 

g/m L1%#140 T'CD105+$[|#U t lUitC:neurosphere^&tffr b 

tl/co G-CSF}f^(100 ng/rnDtC^U^IXL/cM^M^^S^I^f^, % 

mmmmmzj.ui^/c„ 
tzt\ S^V-^-mRNA0^iiMti^IX©t S&M#fc<*8fflJ&£tb&LTi% 

fr^tc„ ^K$m&G-CSF)I]£(100 ng/rnDtC^U^IXL/cM^M^O)# 

• M&MBmmZs # • ^nmrn^t^x 

[0162] Real time RT-PCRtCj; U&<£ ©mRNAfgii^? 
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[0163] 

[0164] 

Tfi UtceA 	, 	6 l,:.71-c -c, 

[6] 

flUllri Iiii #8 

*iilill 	G -CSF 	G-CSF 	G-CSF 	G-CSF 	AU 
0grtt 	0 	10 	100 	500 	CD105* 

4-Ai* 	ng/ml 	ng/ml 	ng/ml 	ng/ml 

111  

Oct4 	1.0 	1.1 	1.3 	2.0 	1.3 	1.6 

Nanog 	1.0 	1.1 	1.3 	1.9 	1.3 	2.1 

Sox2 	1.0 	0.7 	26.0 	27.7 	19.6 	40.8 

Rexl 	1.0 	1.7 	2.8 	3.0 	1.5 	1.6 

Stat3 	1.0 	0.7 	1.3 	1.9 	1.2 	1.0 

CXCR4 	1.0 	1.5 	21.6 	35.5 	32.2 	42.8 

GM-CSF 	1.0 	1.2 	42.2 	57.7 	50.9 	52.3 

MMP3 	1.0 	4.5 	40.0 	64.9 	60.5 	40.3 

VEGFA 	1.0 	0.5 	4.0 	6.2 	5.0 	3.7 

BDNF 	1.0 	1.2 	2.0 	7.5 	4.4 	3.7 

GDNF 	1.0 	0.8 	3.2 	4.6 	4.0 	2.5 

NGF 	1.0 	0.7 	1.9 	3.1 	2.5 	1.8 

NT-3 	1.0 	1.0 	3.0 	4.2 	3.8 	3.1 

5`$X 00 L 	ttia*144111N L kL$5.- 1_, -C, 11.27b4 t 	• *Erig;IICIOGM- 

CSF, MMP36VMIEREliNe 0 Tt1.0)3M, T t 1 Olf.',V_EFA <, VEGF, BDNF, GDNF 

NGF8,:t VeNT-36CD105-VAL a aPle 	Ott 24 	(G-CSF 100 ng/ml.TO) 

liM3i•ERMIIIN tz: 6 0 --C ) ORME 	T L, 	3-J•El.R a) I 	I- ttliAl2tKNIIN tz.: EL /< -C 

AT ORM ed-)- 6 41. P.:. t''KElliN7 - t - tZ.: --)I, \ --(1, 	Sox27110-3gRKEIJEJN tZ.: 8 0 

ZfeMie10•13a.1-;LEA < , Oct4, 	Nanog, 	Rex1 (,:.. -D 0 Z 6CD105-111JEJNL aaP] 

aZ liN6t21la (G-CSF 100 ng/m1.-e0SE[VaiN6Z.-..8livt) OftIRET 

t` 0 

L 1.01[51,t:.= ck Z WINtraMkg0.ELV(*P<0. 05)0 "5 7 	4 1 6 6Z.-_77 to EIGI, 

tZ-..ci - Ziegiligt, 	-/ -00*‘MNIE13't:.-..6li\ -C:07,,rtViE6 6 4.44:/3` -D tco  G 

-CSF (100ng/ml) tZ.: ct ZMUNtEengahLtt(**p<0. 01, 	*p<0. 05 : vs 	3•FIR L 

WO 2012/133803 54 PCT/JP2012/058637 

[^6] 

OffiM 

m 

G-CSF 
0 
n g/m I 

G-CSF 
1 0 
ng/ml 

G-CSF 
1 00 
ng/ml 

G-CSF 
500 
n g/ m I 

ii 
C D105* 

Oct4 1 .0 1 . 1 1 .3 2.0 1.3 1.6 

Nanog 1 .0 1 . 1 1.3 1.9 1.3 2.1 

Sox2 1 .0 0 .7 26.0 27.7 19.6 40.8 

R e x 1 1 .0 1. 7 2.8 3.0 1.5 1 .6 

Stat3 1 .0 0 .7 1 .3 1.9 1.2 1 .0 

CXCR4 1 .0 1 5 21.6 35.5 32.2 42.8 

GM-CSF 1 .0 1 .2 42.2 57.7 50.9 52.3 

MMP3 1 .0 4 .5 40.0 64.9 60.5 40.3 

VEGFA 1 .0 0 .5 4.0 6.2 5.0 3.7 

BDNF 1 .0 1 .2 2.0 7.5 4.4 3.7 

GDNF 1 .0 0 .8 3.2 4.6 4.0 2.5 

NGF 1 .0 0 .7 1 .9 3.1 2.5 1.8 

NT-3 1 .0 1 .0 3.0 4.2 3.8 3.1 

[0163] 1: SitM^«<>:J:b$$LT, illlWBIgB? • tm%mi3?(DGM-

CSFs MMP3til||^IX&[Sl^A^lf 110jnJ^Jiilii < .. VEGF, BDNF, GDNF 

, (G-CSF 100 rig/ml"?© 

m^mWfrbtltco Sox2^1I^M^tCfclN 

T^iiM^10^J^±i^<N 0ct4% Nanog, RexHC-DlNTtiCD105+|ffl^^M|W] 

ffi$>ZWZ2fe (G-CSF 100 ng/mL-e0M^IX«tCfc^T) (D% 

tc o 

[0164] t: 16^t-0 mi?* 

-CSF (100ng/mL)tCd;^«±i^iltg©J;b$x(»P<0.01, *p<0.05 : vs 
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till ff0t12tKUJEJN, 	ttttp<0. 01 	: 	vs MACD105-FUJEJN) 	, 	4 1 	7 6:.-..7j -c, 	G-CSF I,: 

ZgaliCt, G-CSF 100 ng/m l, 500 ng/m I. T 0)11*-3•EVeliNeffi t A' < , 

•EfROD L I- *Vi412tqiNiN8 ck VeCD105-111En6:.:EL,<Z, 	Zeg-). 6 4-td-c. 

21.0)AtSZG-CSFt:.111- ZUJEJNIV.±8MELV(**P<0. 01, *p<0. 05 : vs 

ER L 	tilaW12tKUJEJN, 	##p<0. 01, 	#p<0. 05 	: 	vs tiffACD105+WEJN) 	4 1 8 6:.-..7j 

-,:, G-CSFVZ..,:t Zia±(t, 	G-CSF 100 ng/ml -e0)11*-314061iNeffit A' < , 

3EfROD L I- -MOtf2t4EiN8 ck VeCD105-AJENZEL/< ---C 	Zeg-). 64-td-c:  

[0165] [5. 7', 	-FIMItil52)1/CE111, \ tc 	in vi vo (,:.:8 0-  ZItilt.fitiC1 

7 r, 	-Fai.tita52)1. 	'f'Flz' L. ktitiA13116:.-A3gRa) L 	tillPtiVeliN, G 

-CSF100 ng/m I. T 0)11*-3•ERVIEJN, CD105-MiN V011 L, 	14 Eat:=1111.5A2 	1, — 

If — K v 7°7—AM L. itat.fitt, Milit/J A- 	Mt 'L -c, BS-1 lect i n.t, 

t:.= ck z 	f;,-u.mano4-vg1174* ,/ff -D tc . 

[0166] 1, —If — K v 7°7 —1174*0)*IiM, W12qaliN0)47$11T 6, _LAE' 0)2,Z*75 

t') 0673 6 tt. tS, 75\ .D tc: e, 11*-3•ERVIIN 	*-01-1-  Z a.' L Z, C D105+ MN 	fm 

L tc Hi L PI W.= PAZ tsitaMi 0 EZ*. 7YMb 6 41.7-c_- . etc, Miii-b/J A- 	fF1.1  L 

BS-1 	I. ect i n't,•1--') L, 	IrO3EValiN O)4#116: ct -D Z. , 	CD105+NINODTVA 

Hi L He lzitat.fit et,2673 6 41.7-c_-. 

[0167] [6. SCID7 r, ZCE111,Ntc_-  in vi vot:.:8 0-  Z )ttitiC1 

L 1#)-Lil 	7 4 	, —*' 	-t )( 	--e MIA L. 	•EfRa) L I- )-EirM 

12tKUJEJN, 	G-CSF100 ng/m I. ""e 0))R3E[RUJEJN, 	CD105-FMN 	Scaf fo IA L L --C 	7 — 

it 	LI:kt:.-..AA L„ sciD7,,a)) -Ft:.:*-01L -c. 31_,m,/, tiffAtIEL 

$51 L AL-. ):01FIEtt:.-_ -c. MItR8ck ve, Itilt.fiti-J7, PGP9. 5 

BS1 	lect i n.t,, 	K i 67tt:.-..ck (,) 	,j7;L:KlAir#01gt:.-.174*Ltco 	4$1-NajEnoDE, 

t:.-.. -Dlivr (,, 	L HtiAnittfRAlu 	t:.-.1 ,11- Z in situ hybridization t:.=,:t -D 

""C 1174* L tc. -,'_ 66:.-.., 	t MANda I,: (d-  Z tiliCtiA rlig 7 - t -mRNARIR 

i g )-MAKIALEL$51 L, tc . 

[0168] HE 	 ,Op, 	I IHR3EVeliN0)**Ii I,: ct -D -C, CD105+MiNOD4Wi L He 

t:.:MA04100))fM5q2673 641.k-  . —, 	'E[R0)$t12tqaiN0)47$11--e6, till 

WO 2012/133803 55 PCT/JP2012/058637 

##p<0. 01 : vs lHitCD105+M)£N M 1 7 IZ^to G-CSFtC 

G-CSF 100 ng/mL 500 ng/mlT-^M^MJWstti^ <, 

KlSii^lffl^fcNJ:t/CD105+|ffl^tChb^T^ 

}lJt©^^i)G-CSFJCM-ri)«fflflS^ti©il:K(##P<0.01, *P<0.05 : vs 

IXtl ##p<0.01, #p<0. 05 : vs iSfitCDI 05+$|$U) ItM 1 8 

"To G-CSFG-CSF 100 ng/mlT-^M^MWitti^ * 

H h MB n <£ t/CD 105+MB K tb^X MmM. Iffrbti tc 
[0165] [5. in vi votC£tt£lfilW^£t£] 

-CSF100 ng/mlt©l^HE CD105+«£#*itU \4Umzmkm*\s-

•tf-Kv^HSflrU BS-1 lectinlfefe 

tCct /"Co 

[0166] \s--tf-Kv 

Soffit" £ CI CD105+«^#ffl 

% BS-1 Lectin^fe^tT9 t, B%^MB(DmUZ <£ ^ T, CD105+|ffl^0#ffl 

0# £ IS# ̂  tl/co 

[0167] [6. SCIDv^X^ffll^cin vivolCfctta^M^ti] 

t: ~m%:iz^y KT'ittflLs 7fe^lXC0t: hiirit^ 

MR G-CSF100 ng/mlt©l^ME CD105+![|#U£:ScaffoLd£: LTH7-

SCIDv^X0J^TtC#fflLT, 3JIF^ lHitli£t££J:b 

RLfco MI£HE|fefetCT, PGP9.5 
, BS1 Lectin^ Ki67|fefetCj; y L/c0 

t: K^S^jg-fs-fALu tC^if'Sin situ hybr id i zat i ontC <£ o 

Tiia/co 
lE^iSMIIIIIih; hb$x \ytc o 

[0168] HE|fefe©^N t CD105+«0#ffl0|,>:|Wia 

tl/co —l*F 
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[0169] 

[0170] 

[0171] 

idi 

[7] 

tt:r 

6, 

[1. 

RONDOOffM, '-.YET.D 

3•ERVIEJNo*-0-16:.-_,t 

ELY)) 

t:.-..7. 

AL- . 	7-z-_-, 	BS1 	lect i n, 	PGP9. 5.ta)e,M, 

.D -c, CD105AJEJNOM1HiL Hatallt.fit, 

tttc: . etc, fPFAVIEJNO)±16MtaL A,E,7).641,T, AluOin 

zat ion0DeM, 	toROKAUM 1., -c o z a) (,, Vgt 0)7 

z z.: L e EIJI 6 75 \ L ts .D tc: . 

t)-Elli40410e)-ElliA---ez z: Lrri1RNARTRI,JI/TIFV<tc*IiM, 	 

*t;1±7` 

situ 	hybr 

r, NIIiN--e 

7 

:. L 75qMi 

(,), &Ma, 

z: a) z: L /\ 

Z z.: L 

3•14R T 

-z 02  xirg 
Itemgit 

A 	iiAlA&ia 

*1-4kfint44 11A1.711151ffillg44111 

Syndecan 3 

TRH-DE 

Periostin 

aP2 

Runx 2 

Enamelysin 

1.0 

1.0 

1.0 

1.0 

1.0 

1.0 

0.7 

0.2 

0.7 

5.9 

0.1 

0.0 

1.5 

0.7 

1.8 

0.9 

0.2 

0.0 

PAMIR, 

75qA675\Lts-Dtc: 

AMU 
[MA, 

MiCti A rlig 7 —)j--eZTRH-DE, MAt:.-.1-30 -C RIR ei-4 0 

kJ\ Z , Syndecan, Tenasci n CORTReigitiaL HOT 

* • *N7— t —mRNAORIRM26-e5 6 41.1-sbN -D tc. 

11*-3•ERMINo*-0-16:.-..ck .D -c ,12673 6 ttd-c: 	toROKIW )-Ellire 

. 

6 

WU, IIMMEINIRER51] 

jr03•E[R4.' CEH kiNtc-MA, WU, IIMMENER] 

WU, IIMEIN75\ 6 Irg3•14x51 t:.-.. c -D -c )-MAMINL He t:MEIN 

WO 2012/133803 56 PCT/JP2012/058637 

%tc, BS1 Lectin, PGP9. B 

t, CDI 05^1^0^01 

Mlsbbtltco £tcs A L u CD i n situ hybr 

idization0^HN li£lSf&*§£Ii$£JFM V 7>MB? 

&£>Z.h A* BE bhsZit£*-otc o 

[0169] mi 

o 

[^7] 

V^XIE^ 
suss*® 
V^XIE^ 
suss*® 

Syndecan 3 1.0 0.7 1 .5 

Tenascin C 1.0 0.2 0.7 

TRH-DE 1.0 0.7 1 .8 

P e r i o s t i n 1 .0 5.9 0.9 

a P 2 - - -

Runx 2 1 .0 0.1 0.2 

Enamelysin 1.0 0.0 0.0 

[0170] ®iif#a^V-^--efe^TRH-DEN d t 

tlTl^'Ss Syndecan, Tenascin lJ N iSrlSJiik 

SsE&flltL # • i^ffV-^-mRNA^fgii&II&^tl&fr^/co Z(DZtfr 

fr*B£ Ibt)stt£-o tc o 

£%0!l 6 
[0171] [inn #i& 

[1. ^S&MJ^IX] 
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Z b` V4 l., tc. Ir03•E[R.gi; L L --C 1, , 	±534I,  L L --C., 	-t ) I. t )I. 	-h —  • -I 

J1j-- I. (t') t —t ,  —1,  amlio-  (Po lycarbonate Membrane) Transvvel l ( 

Rtlif.0,21) Inserts, 2x10517/cm2, 	tTilt-( Z8 m.m, rK0711,116.4 mm, 

rA 	11.0 mm, 	IA -,3  17.5 mm) 	(Corning), 	Tf,E1343SL L -C24 well 

plate (11,1115.0 mm, 	rA D f,Ei3 or ta 1 5. 0 mm, 	A -,3  22.0 mm) 	(Fa lcon) (,:.:4A 

L -CPI Otto  t') t —t — i-aurot, UN 13'4Z 1, tS Oct -') ('': — 

IV_LIT L tco t') t — t 	— 1- a$1- a), miN4.mzttil-40tco-e5, ti) E 

=)1. Ei=i 1) K 	— 711 1) 1/FmE=)14:twa1* (E=)1,E1=1 ') K 	/ El/FR E=)I. 

( 6/ 4 ) 	It M  a 12tK (B AS 	F #11, 	" 	') K 	V A 6 4 	" 

) ) 	1000ppm *gat:, 0. 1%i ,91 i —11.))11 L tz-_- ZIDEgal,:.:t ') t — 

7J , — 1- auro 	a;o 1,, Vii L tc_ET 7 *A 2 5 k GYVgA4 l., --C. OR$ -Z 

tea — I- VI 	673"ff -D -C3AtElrgVALl.' L, tc: 0 a.' 03AtErg±531, _, 	15' 24 IA 

tie, 	ran, PIMKNE1N 	1. 5x1Once l is/100 m,L4f2 L, 	1f,E13*ESI*024 we I. I. 

1=1:1 6:=10%FBS -gti`Y/1/ 	'yi #2'z,1 072,'( — 	‘)1/±311qt 	(DMEM) 	iti (:.=G-CSF 

WAII.T100 ng/mlAtt,, 	2411%1'1 t:=G-CSF 	. E[R t')13 , 	10%FBS 	''A-tiNDMEM (:.= 

iiiititZtl l., -CitEI L, 70 %a J7)l.=JI- 46:441 I., tco  

[0172] -- MiliM, tirkAMENERlii L Rea) Aft T, WU, IlMeiN t: 8 0 --C.  t 

3•IttliCF531,:.-_MIN7V3•ER -,3_ tt.Z a.' L et) 75\ -D tco  

[0173] [2. 	MIJNMAJ;57— t —ritt$viiiiti 

15-MA, WU, ItlIV03•ERNIIiN 	54-U44-M, 7 1=1 —t--' I-)( I-') — C'Il 

o-C, 	eiNMi-̀ 0;57 — t —rift$;141J7f Lk°  2%FBS -gtiNPBSiti6:.-..1x106  

ce I. ls/m1.-MliN3R-:5 it. MeiN7—t — trE12tKCEllo -c4t--e60312A7)1. 

'1, 	7 m —1J-4 I-)( I- ') — 	•'i - .D tc_- 0 	1412tKO'g6-c6, 	7 r, 	IgG1 	negative con 

trot 	(AbD Serotec Ltd.), 	/ \ .LI. ,91—IgG 	(PE-cy7) 	(eBi o299Arm) 	(eBi osc i 

ence), 	7 'y 	IgG2b (PE-cy7) 	(RTK4530) 	(Bi o legend), 	7r, Z IgG1 	(APC) 	( 

NOPC-21) 	(Bi o legend), 	7 r,Z IgG1 	(RPE) 	(SFL928PE) 	(AbD Serotec), 	7r, 

IgG1 	(A lexa647) 	(F8-11-13) 	(AbD Serotec), 	7r, Z IgG2a (FITC) 	(S43.1 

0) 	(MACS), 	7r, Z IgG1 	(FITC) 	(MOPC-21) 	(Bi o legend), 	J-;t-Ft:.-_-,11-Zti'd2tK 

WO 2012/133803 57 PCT/JP2012/058637 

±&M?ktLTs iz)\ytD\y^^— • -Y 

v+f— K (d\ 'J KSfaJli (Polycarbonate Membrane) TransweLL ( 

ll£iF§tfi) Inserts. 2x1 O^T'/cm2. X8 ixm. Jg®0i§/S6.4 mm. 

MP n|3CDili^11. 0 mm. jiE^ 17. 5 mm) (Corning)^:. "FPP^JS^ LT24 weLL 

pLate (iS^15. 0 mm. MP p|3CDil[^15. 0 mm. i^^22. 0 mm) (FaLcon) tCifif A 

LXm^tc0 *° 'JtJ-- KLft^9 izmm =1 -
hilLfco *°'J h!^0, *° U k? 

—ji/fcfp'J K>—'JSSIt-ii'WIpft (tf-JUtfm'J K>/ Mttf-JU 

( 6 / 4 ) (BASF ttiU. "=I'J K>V A 6 4 " 

) ) 1000ppm 7K;#>Stc. 0. i%i* y — L/CMH7K;#^^/1N0 "j ±> — 

^±L/c±T-r^2 5 kGy£M LT If 

lHH 1. 5x104ceLLs/100 ixLllU ~F*Blti£<*©24 weLL 

4ncl0%FBS£#&yjU^y =l*±§^®fi£^-^Ui£it!2 (DMEM) ^tCG-CSF^ft 

«l)lJt"ei00 ng/mLAtl. 240|^^tCG-CSF^IXU P^$. 10%FBS£#frDMEMtC 

ISraLTiSiL. 70 %z\ >7JUx> Ltco 

[0172] ^a^n. #it. 

#£IJI£~F£B tc mm $nzz.ttft)fr?tco 
[0173] [2. 

#f^ ?•—tM h;< K 

lNT. 2%FBS£#frPBS*tClx106 

ce L L s/m L 3 •£. MRV - Jo-fait % ft ^X4°CX60ftm^ 

7P—+M KP< MJ—£frofc0 V^TJgGI negative con 

troL (AbD Serotec Ltd.). /\AX^-IgG (PE-cy7) (eBio299Arm) (eBiosci 

ence). ^>>KIgG2b (PE-cy7) (RTK4530) (BioLegend). V^TJgGI (APC) ( 

NOPC-21) (BioLegend). V^TJgGI (RPE) (SFL928PE) (AbD Serotec). 

XlgG1 (ALexa647) (F8-11-13) (AbD Serotec). V^7XlgG2a (FITC) (S43.1 

0) (MACS). V^XlgGI (FITC) (MOPC-21) (BioLegend). JJTFKttf 
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: CD29 	(Phycoerythr i n, 	PE-cy7) 	(eB i oHMb1-1) 	(eB i osc i ence), 	CD31 	(PE) 

(LCI-4) 	(AbD Serotec), 	CD44 (PE-cy7) 	(IM7) 	(eB i osc i ence), 	CD73 (APC) 

(AD2) 	(Bi o legend), 	CD90 	(A lexa647) 	(F15-42-1) 	(AbD Serotec), 	CD105 	(F 

ITC) 	(MEM-229) 	(Abcam), 	CXCR4 (FITC) 	(12G5) 	(R&D Systems), 	G-CSFR (CD 

114) 	(A lexa 488) 	(S1390) 	(Abcam) CE110 --(- 603, 	4tT 7 1 /1/ 1., AL-. 	5"Z/l. 

,l, 	HepesVWAV0. 01M, 	FBS2%(,::_tSZ ck -3 t:Vilil LitHank' 	s Buffer 	))1:1 

A., 	7 1=1-1J-4 I-)( I- ') - 	,/f -  -D tc. 	Alt 	iJ I,  1=1 -)1. L I., --C, 	3•gRa) )-Ell 

ViA, WU, glIM12tKUliNCE11 0 tc. 

[0174] 7 D-It-f F. )< I-') -t::_ck ZMajN7-t -5eIR$ODELtaiiM, 	8 t: 

71. 

[A8] 

ffitil IVO lg M 

41* 	AM 3. 451 Of* 	IA 3. RR 41* 	AI 33. g17 

CD29 99.5 % 	96.7% 93.6 	% 	94.7 	% 94.3 % 	92.4 % 

CD44 97.2 % 	96.0% 92.8 	% 	93.7 % 99.2 	% 	97.3 	% 

CD73 92.6 % 	91.0% 90.6 	% 	91.7 	% 90.1 	% 	90.1 	% 

CD90 94.8 % 	92.4% 90.3 	% 	90.9 	% 90.7 	% 	90.4 % 

CD105 14.7 	% 	70.8% 22.3 % 	73.2 % 25.9 	% 	61.7 	% 

CXCR4 5.9 	% 	14.1 	% 4.1 	% 	14.2 	% 2.8 	% 	7.0 % 

G- 23.7 % 	74.2 % 21.9 	% 	48.5 	% 23.6 % 	49.5 % 

CSFR 

[0175] CD29, CD44, CD73, CD906U, a arittTli-gliVaiN L 	3'EfRa)$t12tKVIEn0) 

rEITZWR,6-e5 6 tt.ts /3\ -D tc. cp10563•14M14KUlliN--e6 -MA, WU, MMUI 

liN--e-t. t.T.11., 	14.7 %, 	22.3  %, 	25.9 %--e 	-D tz: a) 6:3-4 L. 	11M3•ERNIliN-e6 

- - tt.T.1-1., 70.8 %, 73.2 %, 	61.7 %LkiNTtLtA3EM12tKUlliNLELVL,z134 

ft$el-,4/3\ -D tc. etc, CXCIR46, 	3'E[M12tqaiN--(6 tin, WU, glIM:.-.. 8 

kiN ---c 5.9 %, 	4. 1 	%, 	2.8 %""C 	-D tc: ON:.311.,, 	11*3•ERKNEnt, 	14.1 	%, 	14.2 % 

, 7. 0 %Lritt$7`-A75N -D AL-. 	-,'_ 6(Z, G-CSFO)k-g-14KTZG-CSFR6:.=-DIXT 

WO 2012/133803 58 PCT/JP2012/058637 

: CD29 (Phycoerythrin, PE-cy7) (eBioHMbl—1) (eBioscience). CD31 (PE) 

(LCI—4) (AbD Serotec). CD44 (PE-cy7) (IM7) (eBioscience). CD73 (APC) 

(AD2) (BioLegend). CD90 (ALexa647) (F15—42—1) (AbD Serotec). CD105 (F 

ITC) (MEM-229) (Abeam). CXCR4 (FITC) (12G5) (R&D Systems). G-CSFR (CD 

114) (ALexa 488) (S1390) (Abeam)INT60^. 4°Cf7^H/c0 

Hepes£$t}fjt0.01M. FBS£21C&£ 9 »JP L/cHank' s Buffer^Jp 

X. yn-V^( K hP-;u^ LT. 

[0174] yn-v-^ msiz 

[H8] 

Si® msa 
ttit 113-15! 

CD29 99.5 % 96.7% 93.6 % 94.7 % 94.3 % 92.4 % 

CD44 9 7.2 % 9 6.0% 92.8% 93.7% 99.2 % 97.3 % 

CD73 92.6 % 91.0% 90.6 % 91.7 % 9 0.1 % 9 0.1 % 

CD90 94.8 % 92.4% 90.3 % 90.9 % 9 0.7 % 9 0.4 % 

CD1 05 14.7 % 70.8% 2 2.3 % 7 3.2 % 2 5.9% 61.7% 

CXCR4 5.9 % 14.1 % 4.1 % 14.2 % 2.8 % 7.0 % 

G- 2 3.7 % 7 4.2 % 21.9 % 48.5 % 23.6% 49.5% 
CSFR 

[0175] CD29. CD44. CD73. CD90&. 

#i& mmm 
14.7 1 22.3 1 25.9 

70.8 1 73.2 1 61.7 

ztcs CXCR4&. fl&Jffiicfc 

^T5.9 1 4.1 1 2.8 lefe^/ccmcttU 14.1 1 14.2 % 

s 1.® tSblZs G-CSF(D^nWXh^G-CSmz-D^X 
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t , 	3'El.M12tKVIEJN6:.-.1-31, \ -C23. 7 %, 	21.9 %, 	23.6 re 	.D tc: a) t:3-4 L„ 

3'gRUIINT674. 2 %, 48.5 %, 49.5 %L rift$7V-1475\ -D  tc_-. j,;t_h a) z.: L ip 6 

. Jr03gR5 t:.= ct -D -C. ran. IIMUliNIJN 6MANIliNL Het: CD105, CXCR48 

ct VeG-CSFROIcatt$eA ON MeiN • MARNIliN 	314R--(' ,ZZ_.' Let-) 13\-D A:- 

0 

[0176] [3. itat.h± t 	, ml;TKIt, maiN7-t -mRNARTRomc 

--D 1,\ --e, Real time RT-PCIRt:.= -C.IfIlt.fit t 	MITKIts,MaIN7 — 

t —mRNARTR0AF4*47 .D tc: 0 	total. RNA 	Tr i zo I. (Inv i trogen)CE110-C, 	5 

4-M1t 1, tc--  MAN MAN IIMIVA3•ERNIIiN L -t.tt.T.11.0)3•EM14KUlliNIJN 6 A 

ffl L, 	DNase (Roche) Zikl, 	ReverTra Ace-a 	(TOYOB0)(,:.= -CF i rst-st rand 

cDNA-E`A L„ 	Light Cycler-Fast Start DNA master SYBR Green I (Roche 

Di agnost i cs) ""e 7 i/l.,/f, .011.V,.fit t 	, mITK 	t 	, maiN7-t —Or 

ea I. 	time RT-PCRLight Cycler 	(Roche Diagnostics) 	(,:.= -C, 	95t-e10V, 	6 

5°C V-z-_- 1, 60°C-e15f1-), 	72°C-C8f1-)0) 7c =1 	7 A --C's•'ff 'D /to Alt .fit t 	8 

rf*411'4`'KIt 	, MaJN7—t —L L -CPI Otc 7'7 -I 7 	9 6::-.710 gra 

nu locyte-monocyte colony-stimulating factor 	(GM-CSF), 	vascu la endothe 

l i n growth factor 	(VEGF)-A, 	matrix metal loprote i nase 	(MMP)-3, 	chemoki 

ne 	(C-X-C motif) 	receptor 	(CXCR)-4, 	brain-derived neurotrophic factor 

(BDNF), 	g l i al 	cell 	line-derived 	neurotrophic 	factor 	(GDNF), 	nerve gr 

owth factor 	(NGF), 	nanog homeobox 	(Nanog), 	SRY 	(sex determining 	reg i o 

n Y)-box 2 	(Sox2), 	signal 	transducer and activator of 	transcription 	( 

STAT)-3, 	te lomerase 	reverse transcr i ptase 	(Ter t), 	Bm i 1 	po lycomb 	ring 

finger oncogene (Bm i -1) 	07°74 7 —1, , 	8 -act i n --ef,MitlE I., /to  

[0177] 

WO 2012/133803 59 PCT/JP2012/058637 

£fflmfaMMlZ£^T23.7 1 21.9 1 23. 6 %?$> o tcOlZtt U M 

^IX«"eti74.2 1 48.5 1 49.5 U±(DZtfrb 

s #it, S^»^^iSii«^|W|«tCCD105, CXCR4£ 

<£t/G-CSFR0P§14^7!)^l\ • fuIE«£:frIXT-$£££7^to7^;/c 

o 

[0176] [3. nmrn^-ti-mrnm^mm 
9l\t\ Real time RT-PCRtCTlfllWIfr^lll^N — 

tl — mRNA^ilCD^/r 7c „ total RNA^Trizol (Invi trogen) 5 

t±i LN DNase (Roche) ReverTra Ace-a (TOYOBO) tCTF i rst-strand 

cDNA^-nJ5jc LN Light CycLer-Fast Start DNA master SYBR Green I (Roche 

Diagnostics^^^vMits — tl — (Dr 

eaL time RT-PCR^Light Cycler (Roche Diagnostics) tCT\ 95OCT'10#N 6 

5°CS/cti60°C-ei5#N 72°C-e8#0 7°P^^A-etT^/co 

— t)~ t LTffllN/c7°^^ V — £1^9 gra 

nuLocyte-monocyte coLony-stimuLating factor (GM-CSF)% vascuLa endothe 

Lin growth factor (VEGF)-A% matrix metalLoproteinase (MMP)-3% chemoki 

ne (C-X-C motif) receptor (CXCR)-4% brain-derived neurotrophic factor 

(BDNF)% glial cell Line-derived neurotrophic factor (GDNF)% nerve gr 

owth factor (NGF)% nanog homeobox (Nanog)% SRY (sex determining regio 

n Y)-box 2 (Sox2)% signal transducer and activator of transcription ( 

STAT)-3% telomerase reverse transcriptase (Tert)% Bmi 1 polycomb ring 

finger oncogene (Bmi-1) CD 'f=7y(^ — l,ts /S-act in L/c0 

[0177] 
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[9] 

[0178] 	Elltiol4 

7 -c, 

eg 

621g 

Gene 5'.—DNA Sequence—.3. 
produc 
t 	size 

Accession 
number 

Nanog 
Forward 
Reverse 

CCCCGAAGGATCCATTICC(EN*-'4 5 1) 
CGAGGGTCTCAGCAGATGACAT(52N#'45 2) 

101 	bp DQ447201 

Sox2 
Forward 
Reverse 

AATGCCTTCATGGTGTGGTC(g211*-'45 3) 
CGGGGCCGGTATTTATAATC(MER#'45 4) 

203 bp DQ400923 

STAT3 
Forward 

Reverse 
GTGGTGACAGAGAAGCAGCA(EN#145 E) 
TTCTGCCTGGTDACTGACTG(ella -q5 6) 

191 	bp 
NM_001044 

580 

Tert 
Forward 
Reverse 

CAGGTGTACCGCCTCCTG(ER 4457) 
CCAGATGCAGTCTIGCACTI(8811*-g5 8) 

180 	bp D0400924 

Bmi-1 
Forward 
Reverse 

ATATTTACGGTGCCCAGCAG(ENt459) 
GAAGTGGCCCATICCTTCTO (88A*-q6 0) 

179 	bp 

CXCR4 
Forward 
Reverse 

CCGTGGCAAACTGGTACTIT(g2N#*6 1) 
ICAACAGGAGGGCAGGTATC(88mt46 2) 

209 bp NM_213773 

GM-CSF 
Forward 
Reverse 

GCCCTGAGCCTICTAAACAANWIl* -463) 
GIGCTGCTCATAGTGOTTGG(88M* )464) 

193 	bp AY116504 

MMP3 
Forward 

Reverse 

ACCCAGATGTGGAGTTCCTG(12P1#'46 5) 

GGAGTCACTTCGTOCCAGATT(42,511*g6 6) 
171 	bp 

NM_001166 
308 

VEGFA 
Forward 

Reverse 

ATGGCAGAAGGAGACCAGAA(EN#46 7) 

AIGGCGATGITGAACTCCIC(88 11**68) 
224 bp NM_214084 

BDNF 
Forward 
Reverse 

TICAAGAGGCCTGACATCGT(ENg*6 9) 
AGAAGAGGAGGCTCCAAAGG(88N**7 0) 

180 	bp NM_214259 

GDNF 
Forward 
Reverse 

ACGGCCATACACCTCAATGT(8E81Jf47 1) 
CCGTCTGTTTITGGACAGGT(EJ1J4'47 2) 

111 	bp 
XM_003133 

897 

NGF 
Forward 
Reverse 

TGGTGTTGGGAGAGGTGAAT(E2311#47 3) 
CCGIGICGATICGGATAAA(gEllt '47 4) 

210 	bp 
XM_003355 

233 

R -actin 
Forward 
Reverse 

CTCTICCAGCCCTOCTTOCT (ENt'4-7 5) 

ACGTCGCACTICATGATCGA(88ii* .-476) 
80 bp AJ312193 

5 - 1 0 

(G-CSF 100 ng/m1.-e 

tliiM 	,   1 0 t: 

MMP3, 	BDNFl,  

L a aPla Z0 

,-J-  1,, 	•EfR 

t 	8 ck V40E141;11 t 	0`)RIRNARTR. 	11'4$fi1, t,_ 

0)-MAW14KNINt,--EL/‹.-C 

jr03€10;[11N6, 

igftIRAI7,-, 

•E[ROD$tf2tKUNL EML, --C, GM-CSF, 

<, 	VEGF, 	GDNF, 	NGF(CD105+UN 

0)IRERUNt,..-  8 0 ""C ) ORME 

A ORTRegi- 6 tato 

[0179] 
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[^9] 

Gene 5'*—DNA Sequence—>3' 
p r o d u c 
t size 

Accession 
number 

N a ri o g 
Forward 
Reverse 

CCCCGAAGCATCCATTTCC(SE5lJS-^51) 
CGAGGGTCTCAGCAGATGACAT(ia?iJ#-^-52) 

10 1 bp D Q 4 4 7 2 0 1 

S o x 2 
Forward 
Reverse 

AATGCCTTCATGGTGTGGTC(ie5lJ#-^-53) 
CGGGGCCGGTATTTATAATC(IS5lJ#^-54) 

203 bp DQ400923 

STAT3 
Forward 
Reverse 

GTGGTGACAGAGAAGCAGCA(Efi£lJif^-55) 
TTCTGCCTGGTCACTGACTG(I!*iJ#-^56) 

19 1 bp 
N M _ 0 01 044 

580 

T e rt 
Forward 
Reverse 

CAGGTGTACCGCCTCCTGCIB^iJS-^-57) 
CCAGATGCAGTCTTGCACTT(IB5lJ#-^58) 

1 80 bp DQ400924 

B m i - 1 
Forwa rd 
Reverse 

ATATTTACGGTGCCCAGCAG(@2 5iJ|£-£jr59) 
GAAGTGGCCCATTCCTTCTC(i0£lJ#^-6O) 

1 79 bp 

CXCR4 
Forward 
Reverse 

CCGTGGCAAACTGGTACTTT(IB?lJ#^-6 1) 
TCAACAGGAGGGCAGGTATC(iB?ij#-^62) 

209 bp N M _2 1 3773 

GM-CSF 
Forward 
Reverse 

GCCCTGAGCCTTCTAAACAA(SE5iJ#^-63) 
GTGCTGCTCATAGTGCTTGGde£l]l£^-64) 

19 3 bp A Y1 16504 

MMP3 
F o rw a r d 
Reverse 

ACCCAGATGTGGAGTTCCTG(iB?ij|l^-6 5) 
GGAGTCACTTCCTCCCAGATT(SB5lJ#^66) 

17 1 bp 
N M _001166 

308 

VEGFA 
Forward 
Reverse 

ATGGCAGAAGGAGACCAGAA(IB5iJ#-§-6 7) 
ATGGCGATGTTGAACTCCTC(ie5lJ#-^-6 8) 

224 bp N M_2 1 4084 

BDNF 
Fo rw a rd 
Reverse 

TTCAAGAGGCCTGACATCGT(SB£lJ#-§-69) 
AGAAGAGGAGGGTCCAAAGG(iB^lJ#-§-70) 

1 80 bp N M_2 1 4259 

GDNF 
F o rw a r d 
Reverse 

ACGGCCATACACCTCAATGT(IB£'JH^-71 ) 
CCGTCTGTTTTTGGACAGGT(@B?IJ#^-72) 

1 1 1 bp 
X M _0 0 3 1 33 

897 

NGF 
F o rw a r d 
Reverse 

TGGTGTTGGGAGAGGTGAAT (SB H ̂  7 3 ) 
CCGTGTCGATTCGGATAAA(iB£lJ#-^74) 

21 0 bp 
XM_003355 

233 

fi - a c t i n 
Forward 
Reverse 

CTCTTCCAGCCCTCCTTCCT(lB5iJ#-^-75) 
ACGTCGCACTTCATGATCGACiB^lJ#^-7 6) 

80 bp A J 31 2193 

[0178] ^1 oiz 

^sto mfiZmmZs *^IX©$H*«ttmLXs GM-CSF, MMP3, BDNFtt 

1^)5-1 VEGF, GDNF, NGF&CD105ifflJ^M|lD*§fe£^ 

(G-CSF 100 ng/mINT) U 

©®it$H*» tChb^TilE ̂  fgii tffrbtlfco 

[0179] 
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[10] 

[0180] 	[4. 

it t:. 

47 .D 

t:.= 

-3 t:::1 

Mil * tll lig fit 

NI 

(Lonza) *, 

EL SC L tc . ffl 
,:t ZUNteRtg 

Lk-. etc, G-CS 

lorblt:.-_, 

,)1/ 1  0-* 

	

(1 05ce I. ls/m I. 	1 

ck 

0)0±01NN 

0 Ttt, t mat 

1E1 	7i 1, tc. 

-'-i'S1 1..-LiTggE759:[;3_ -t. Z 

*I* 	Ilk /73\ IN 4€4 	M 	Fill tAi* 	flg I. 4 Er3Z 

Nanog 

Sox2 

STAT3 

GM- 

CSF 

VEGF 

MMP3 

CXCR4 

BDNF 

GDNF 

NGF 

	

1.0 	2.3 

	

1.0 	17.3 

	

1.0 	2.2 

	

1.0 	6.3 

	

1.0 	2.1 

	

1.0 	10.9 

	

1.0 	3.8 

	

1.0 	6.3 

	

1.0 	5.7 

	

1.0 	5.3 

	

0.3 	1.2 

	

0.5 	1.4 

	

0.7 	1.3 

	

0.7 	3.9 

	

0.4 	0.5 

	

0.6 	2.1 

	

1.0 	2.5 

	

0.6 	3.3 

	

1.3 	2.8 

	

0.6 	2.0 

	

0.3 	0.5 

	

0.2 	0.4 

	

0.4 	0.5 

	

0.3 	0.4 

	

0.2 	0.4 

	

0.4 	0.7 

	

1.0 	2.2 

	

2.0 	4.4 

	

0.9 	1.0 

	

0.9 	1.2 

in 

to 

N±Vithlt:.= -D 

Ft:.-_ -,j1-ZUJEJNit.±1 , 

IIINa) -,3_“:_-_63.LAIL(8 

ill) 

2411i 

[0181] 	ifiln146:.= -D 
r igeLh-e5Hiralt:AitaIegi. 

1[1:1V3734V, VIEJN±VAR, 

	

vi tro t: 8 0-C, 	54t IA 

R, NIIM±RV,I7V<tc. 

-..3M L tc_AlEn 	mat r i gel.±TET-ciiiI 

	

kivr 1,, 	1 0%FBS 

5- 	7t7-'7%(tlE*/-f 

AL-. “1: 	t, 6 gma)TL0)07-L- si 

gm) 

151 MA, filiA, IIMIVA3ERUN, 

aA Lk-. 10 ng/i11.0)-f2a.±t 

µ1T-Da Milit:Ott.tc. 

rm 	--e It Al L tc . 
0-C l,, 	11*-3147.UNt, 

TAXIScan-FL.:,:t 

7 

MEna.±R0)11'4*] 

ETIVII4Vt:.= -D 

	

.l 	l,G-CSF 

. 

	

Lk- 	A, 	,JliUfihG 

3•11.ROD 

Ottrn, filA, IIMIVA3•ERMINOMM17341C, 

t E:'))CE110-"C;141._It 

liconatie)177cI,- 

0-CU, EGM-2 

L, 	t 119°):[R 

100 ng/m1.*IJAV:.= 

Real t ime7J<IE*±IL'ht3•* 

L, 	A,  

-fM12t4E1IN 

6, 3HilTA ZiL 

filiA, IIMEIEAO 

1SNIN^0)3 

it.±0)videol*75\ 

MA, 

641., AIWA 

WO 2012/133803 61 PCT/JP2012/058637 

[^10] 

tttt Utt 

SI^HX UN* &{* 

Nanog 1 .0 2.3 0 3 1.2 0 3 0.5 

S o x 2 1 .0 1 7.3 0 5 1.4 0 2 0.4 

STAT3 1 .0 2.2 0 7 1.3 0 4 0.5 

GM-
CSF 1 .0 6.3 0 7 3.9 0 3 0.4 

VEGF 1 .0 2.1 0 4 0.5 0 2 0.4 

MMP3 1 .0 1 0.9 0 6 2.1 0 4 0.7 

CXCR4 1 .0 3.8 1 0 2.5 1 0 2.2 

BDNF 1 .0 6.3 0 6 3.3 2 0 4.4 

GDNF 1.0 5.7 1 3 2.8 0 9 1 .0 

NGF 1.0 5.3 0 6 2.0 0 9 1 .2 

7 

[0180] [4. mmmm, 
in vitrotCfclNT, #f& M 

mmm, ^ EGM-2 (Lonza) m 
±t!3tC^L/c«^matrigeL±-eH;^±ML, L/c„ M 

minm&z-D^Ttes 1 0%FBS^>LNC^G-CSF 100 ng/rnmmz£z>mminmz 
(£.^'<4 ^L/c„ ttz, G-CS 

Ftc>ct-r TAXIScan-FLtc<£ •SReaL t ime7K¥^^btt^/f ̂  

tT^/co 6 AimCD?LCDfelN/csi L icon$.KCDPEIHCS 

$0l#UCDA$ ^ tC||jiti'fb(8 M-m) U/c^l7 LN 5117 MM 

tzy^mM, #11 (105cells/ml£1 

ML)^>EAL/C0 10 

9td VLlf-DKttMlZ^tltco ^©videojf^^, 

^240|^^-eit)IJJL/co 

[0181] iSil 

r igeL±T50#P^f|BC^^i^^<^£>tU L/c0 
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—, 	•E[otivaiiN--et, mirams L, -c t Vitali J:M 1, R, 6 tt.fsbN 'D 

tt 0  

[0182] r, :>iiiiI;EL! 'tam t:.-. „t wejEntv-61 - 	7 7 	>4 1 9 1,:.=, 	G-CSFVZ..ck zaiN 

tv611- 	7 7 	4 2 0 t:.=.71 -0 FBS, G-CSFt::_ck Z MiN±PRARt, 	kiN T 

tt.tM•ERVIiNt:.-.1-3o-c, 	•EfRa)$t12tKVIiNL ELV l, --C -AbN -D tto  G-CSF V: ct 

z ejEjNia±N 	;pit Lk- 	7 7 	2 1 t:.:7 -0 G-CSF(,:.= ck ZUJINa.±.(Ct, 

0 T tt,  OD 	E[RW2tqaiiN L ELV L, -c t 11M3ERNIIiNoia±ReA' t AO a' Le 

tAN-Dtco 

AJAR 7 

[0183] [uiA 8 ct velglafiftTgAbN 6 a)1140/gl-sMENIRER511 

-AU, IIMMIVJN 6, 	NA5illEt.  Tiz., 	1-440/gt:.-_, ji403gy516:.-..ct -D -cuipN 

L Piet:MEN 	314R--e 	z /3\ Vt!,4 I., tco 11M3•Efx' L I., -c 1, , 	_t3,13**Ii L 

L, --c, 	-t)i/t )1. 	A,— • 4 	1J-- I- (NIM-1/4s tt.tc7J1 I) t —t ,—  i-auro 

Transvve l l (Rtlif.0,21) 	Inserts, 2x10517/cm2, 	t Tilt 4 X8 gm, rK07 

rt116. 4 mm, 	rA D 7I,E13 a) a qii.o mm, 	1--,% -,3 17.5 mm) 	(Corn i ng), 	Tf,E1303SL 

I., 224 well p late (11,1115. 0 mm, 	rA pf130)-Wg1 	mm, 	1-4;3  22.0 mm) 	(Fa 

loon) t:.-..4A 1, -c 1E11 o tco ts 8, 	a.' WI I) t —t ,—  I` VArgt. ±E*YthiN 

6 L Hat:, *114 t:.-AliN411-Ztta)01,±1 -  0, 3AtEIRVALI' I., -c. 11'03 ER 

'ffit:.-..m1gi.3AA11zL 	soot') t —t ,—  WO -hg3 t: , 	111 t/J L t - 

*)z 0 w1M41011FE-,3_ -ft, 	-F3,,E13*ES12tK 0)24 vve l lr1=4:.:10%FBS -gti''Y's 

)1/1 'y a #-Iz.1 102,..'( — 	')1/*itt (DMEM) 	iti 6:=G-CSF 	Al3V41.-C100 ng/ml 

Att., 	2411%1'1 t:.:G-CSF 	EfR t') I3V_, 	10%FBS -gtiNDMEM(,:.:*A3`d4 1, -c• ±3,,EI 1, 

70 %a 	7/1/I 	1—floz*ft Lk° 

[0184] 24Healt:a±11-2 I., tc-MAMEN 8 ct rfPAMEN 	2 3 6:.-..71 -0 -t.  

°Dem. $tf2t4EiN/J\ 6 314x1ii L Ple0A-it-e, )-MANDV-3 ctrfIgMfat:.-.1-3 

o -c 	rOT536:.-.. UN e3' ER :35 tt. Z L.' L et) /3 \ -D tc 0 

AMU 8 

[0185] Z:.--, *ft13/11,:*Z 3AtEIR0Y-A-ARL ELVIN 	61•-c*ftlElJI VAIEIJ1 -  z e 

WO 2012/133803 62 PCT/JP2012/058637 

-15s 

tc o 

[0182] 1 9ic, G-CSF KJ: a am 

CHC^-to FBS, G-CSF 

titM^MRcfc^-C G-CSF ted; 

1 tc^-t0 G-CSF 

i^ti®^:frlx^frlffl^£ib$$ LT tM^lXlfflE^^^fb^lttiiti^ £ £ 1f 

tfr-otc o 

^1»J 7 

[0183] [iHitfc J; £ ©it&ft &£ttMJg£lX£] 

w^s mmm<t-&tiz, M^IX;£K^T« 

£l^cMJfe£^IXT$£fr£^L/c0 M^IX^ LT^ ±&mm.£ 
LT, izJU^JU^I7—• -f >+f — h (^SHlfffi£tl/c*°'J ;&—<|\^ — KSfaJli 

TransweLL (Iliii^tflO Inserts^ 2x105^f\77/cm2N tftT+t-l' X8 /j,ms Jg®0 

jt^6.4 mmN M• PP®uiE?511. 0 mmN iiE£ 17. 5 mm) (Corning)^;, TPI^I^I^: 

LT24 weLL pLate (iS^15. 0 mmN M• p|3CDil[^15. 0 mmN i^^22. 0 mm) (Fa 

LconKcJfALTffll^Co &fc\ d (Dtf 'J tl-#*- ±§E^»J 

6tmmizs ^mm^mm^x, M^IX 
mwizmfr&A,tco z(D#vti-tfz- M!±£^ mm Ltcj 

~F*Mti£<*©24 weLL4nd0%FBS£#fry 

(DMEM) G-CSF ̂ ft^jUfe 100 ng/mL 

AtU 240#^^ IZG-CSF £ IX UI&SN 10%FBS^#^DMEMtC±§±te^LT±ML 

% 70 %z\ yy)\siLy Ltc0 

[0184] 240|^^tc3l^#L/ciSii^«fcJ:O'l^^«^lil2 3 ^"t„ =t 

IvX t, MTSPIZ«^IX3 tl £ d £ 1ft) fr^tco 

SIMJ 8 
[0185] jfcc, t-mB^W:i,jimm(rMMi9}tttimz^iirt-mBzimti,tj' 
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[0186] [ 1 . 	gqiia] 

(1) xgy6r6.,1651 (ESCA) ;pit 

3Atturool8ctriem--3,otii.t.t.,t.cc. Alitt-.70)1,t, 	MA7.1< 

""C')l.,7"c_- '1, 	2 Ai, 	0. 	5 To r rt:.=-C1 0 Hi IV tiMfg -,3- t.  tc: '1, 	A t t:.= 

A L to . Ali if' a, Aft L L-C 6, L;1-  F 0)At') L 1., to . 

;141_17f1.ff: 	ESCLAB220 i XL 

OJEXO : 	monochromatic A I Ka 1, 2n ( 1 4 8 6. 	6 e V) 

X*: 	0. 	1 5 m m 

Y6r6:11fflAI. : 	9 0 ° 	(iiitl'-1-(,:.-.1cil-Zffl.gMitA,) 

[0187] etc, 	TcA3•$fi5 	6:.-- ck -D --c*REIJI a) 3AtElrg 	3•$fi -  z a.' L t:.-.. ck -D ---c, 	3AtE 

Irga)0,7.1<ft7J1 ,) 7 — 0) lil t, INAiS2A2 ( a (E,R%) ) LOARI  

( b 	(E,R%) ) 0)4FitSE75\ 6, Xffl -Za.'LeffiZo t1:8, t') 7-' 

')CI= 	'))1,otii-a6 	2 2 0 0 c m-1143d0)= 	')/l/a1E1E10)C 	E 	NO)I °  

—aAtl. (A C 	N ) 	L, 	A CO 0)th 	_higE L Ha I,: 1., -C 7 4 )1.1I. 

--e$Elti'M 1,, iViE1301/FRE=)1/3-='Y HilL3R6737-c_-. 

[0188] ( 	2 	) 	.1-1])0-15 	HIA:.-_,t Z0,7.10t711')7-30)ALlif51 

3•ItiliMktOg7.1<-e I) i Z 1, tc ,l, 	25111, 	0. 	5 	T 	o 	r 	r (,:.= -C-  1 	0 

HirAtV31-,3_ -ft AL-. a.' aM313AtElrg0) 	J 	ASCO#tizIl 	R T- 

3 	0 	0 	oommA T 	R a t:.-.. ck t') Alit l., AL-. Ali tUETT4Ati ( 7/ —3  

AO 	1 	0 	0 	µ. m 	X 	1 	0 	0 	m.mLL, tAXEIN 	1 	A t:.-...-D 	3 

O Eh Tii— 	A, 	3 µ, m T-DEJ75\ L, NP- 	5 A, oif 2 	5 A TALI 

if 	''ff -D tc. V-z-_-, 	2K 	''ff .D --C 0 "-SA \ IR L Olt 	H1/VOJZ75\ 6 

[0189] 

, 0,7.10t 711 ')7-0)14Z IEXffiLtcc, 

(3) IR a) L H:111/ANITIZEAR51 

PM it t: t)] .D tc Fa I con 	()Re 	j 7,) 	a-1(18mmc1),N 

o 	. 	2 	0 	5 	1 	) 	6:.: 5A` 	,iTid -,‹ ,7`, 	131M536:.-. < z ck -3 t:.-.. 

ER t,) 11-  0-, I 7 7 -I Ji/ 11. --e it: IV 	±16737-cc, 	Z: a) PAVA 	t±.11%11C1I-e5A349- 

WO 2012/133803 63 PCT/JP2012/058637 

[0186] [1. >fjj^;£] 

(1) (ESC A) >|JJ£ 

&mi£Ltzo mfev-y^^&s ISMTK 
ZVyXLtcfe, o. 5To r rCTI 0>IJJ^C 
fcLtz„ 0kft£LT&s JU"F©®y t Ltc0 

: ESCLAB220 i XL 

J®!]|3X$i : monochromat ic A I Ka 1 , 2(1 486. 6 e V) 

Xgtfl : 0. 15 mm 
= 9 o° 

[0187] %tc, 

liKDiwtt^UT-®!^ mz-timmm (a (Ws^m.%) ) 
(b (H^%) ) W^thZ.£1f^%h0 &fc\ tf'JT? 

'J •" K 'JilsOimStt 2 2 0 0 c m-^Jfi©- K 'JJl/gE3fe©C = N 0 tf 
-?©&j£ ( A C N ) t, A C 0 <D&%±B£EimzLZ7 4 JlsA 
-e*£M£fFJ$U y hrnhb^^to/co 

[0188] (2) hJl4C<££3l7M4*0|J 

yxum o . 5 T o r rtCT1 0 

BtP^'Jt^/co d©S£4£££IJI£©^®£ J A S C OttH R T -

300 O01MA T R mzAVM^Lfco ( T^-^ 

lO £1 0 0 ix m X 1 OO^m^U if0t^ 1 3 

0 0N IX m -f-^ftfrU ai^5 j£u ©ft2 5 iTiUJ 

S/c, hJU©>UJ£fr£> 

s 3I7K'I4*° 'J — ©ft#M£ WtJH L fco 

[0189] (3) Jg©H hlto«ft#§iti^;£ 

F a I c o n ( ||£iF§tfi) fi-^" (1 8 m m ON N 

o . 2 0 5 1) KftSUg^M-r^S®^ RfSl»K< £<£9^ 

ixyft^ '<77 4 juAzMffizmabfco zG>piffiWfiZ£mg&mz%& 
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,l, tilftira-eatc Lk. OtAtt7 J5- 4 7 orIFIlMfa 	i-s- fill,1, it t:.-.. 

,Ni i) J 	5 	0 	U / m 	I 	t:.-. ts z ,:t -3 t: A)iii 1, tc . ME FTAVA a) t II 

MIA 	af,l, MEEICAI, i-s- 11 1 	0 3J-;tit:.-_, 	F9NIVA t:.-.. 1 	. 	o 

m 	I 	Atvr 3 	7 t t: C 1 	HirAtagi. -,3_ -ft tc: . -Z-0,1, V.43Alrg 	1 0 	m 

I 	otil1tirAITA349-1.„ 	2 . 	5 M'% 	')I.,9' )I. 7)1/5' L Kt ilftira 

a TIIVA-0'10 	if 	•'f71,N, 	2 	0 	m 	I 	04i87.K t:.= --C A341-  l, tc. 5 349-  L tc_- 

3AtEIR 	*51E. 0. 	5T 	o 	r 	r 	t:.= ---C-  1 	0 	Hi 124 g a tV31 L tc: . 	a' 0 3' itt 

IrO±VIiro:PAIRtAa),git:A81,:.-A5--7°--ell6 (,)11- 01c. -- 0,1, 	Z i'‘y 

g') 	'(,:.-_„k (, 	P 	t 	— 	P 	d 	onlrg 	1=1:1 9j211*- t:.-_j:[ -V_ mr, 	git'A 

L Lk. a.' 03/AtEIRol  	7 4 	)I. Kiz ‘y :> 	JM-I±M-1 1rg:PAlnei 

( EIPL#1'S 	8 	0 	0) 	t:.= -C, 1g$ 1 	5 	0 	0 1gTigia,11-0) 1R, 

L, 	1 	V3,3* ( 4. 	3 	X 	1 0 3  g m 2  ) 	014Z1111/A&NRA_A": 

o 	1=1:1'43 R1-(=it:.-..80- Zi=1=1*1711E--e, 	Atsz 1 	0 V3.3-eopiT/Zitildq&N 

oW=J411.1fad4&11-ZR (1®/ 4 . 	3 	X 	1 	0 3 µm2  ) 	L 1, tco 

[0190] APJ4&11-ZtfAlitteAPP`sUAL 1., -c 6, EIPAMTIZNe 4 0 (1111/ 4 . 

[0191] 

3 	X 	1 0 3  µm2) Jt-F, 	-,3_ 66:..6 	2 0 	(1®/4. 	3 x 1 0 3µ,m 2) 	J',CF, 

t7T 	1_,<1, 	1 0 	(1E/4. 	3 X 1 0 3 µ,m 2) 	J-;t-FTZ,:, 

(4) MiNMIkittat4 

BD#11-t)i.t)i.-t,  — • -r 	1J-- 11,::_, 	*RIE913AtEIRCI6 (,)11- 01ct a) 

PION 	rmlaiEn r Mesenchymal Stem Cell 3 .7° 1=1 -t/l4ICE11031Etiiit 

	t3,?i ttL lj-r#C-28011 	Mesenchymal Stem Cell Adipogenic Differentiation 

	

Medium, Ready-to-use (rmlmaiEntitomit) 	, EA,BD#11-t)i,t)i, 

A,— • 4 Jam— I- -PilE131,:.:Att, 	±3g6:.-..6±EVIIN 	Ltil?,1111*,tth 	(Mesenchym 

al. Stem Cell Expansion Media, 	Human/Mouse, 	StemXVivo) 	Att,, 	-,_ 66:.= 

-F3i1E130)til?,itt:.-..G?C S F 	riMEAb l..-C100 ng/mlAt1.3 7 tO)C 0 2 4 J*]_ ,  

— 5' — 1=1:1 T 1 2 Hi 124 RIM L tc 0 	a.' 0) L 	t:.-.., 	±3,,[375\6 -p,,[3:,,t7—i,m-_1FL, 

tc_AliNN, INHZORMA 	111 o -c titgiLl L tc 0  

[0192] PETM, t') t —t--  HR. PPM, t') 	/l/* 	lik', t ') 7 z KjiMaNR7.1< 

WO 2012/133803 64 PCT/JP2012/058637 

5 0 U / m I KgsflD fu§ERflr&ft©£lI 

-ki&foZmm&s fu§E«^ 0 ftVMlz, RMWfcKI . 0 

m I AtlT 3 7 °C tCT1 "&/c0 ^©^ *£*!!££ 1 0 m 

i 2 . 5 mm% 
$*eiMj$#©@^£fTl,\ 2 0ml (Dm^7^ZX)%)^[ytc0 ffifaLtz 

. 5T o r r Ct 1 0 0tP«J±f£'Jt L/c0 £©^it 

$ 'j y?izj: yN P t - P d §im 

£ L/co c©Ml©W?:7<-^Kx$'r>a 

( atttt^s 8 0 0 ) tzXs 500 ^-e§im©i*iM£il 
HU 1 (4. 3 X 1 0 3 |im 2 ) ©#f#J«^:ti/c 

o 1 0 *JE£fe©tt#lfil/MJ5it 

©¥^fi£lfo'J^ttii& U®/ 4 . 3 X 1 0 3 /j,m2 ) tLtco 

[0190] LTti, i«®'4 0 m/4. 

3 X 1 03 Am2) J^TN 3^C&2 0 00/4. 3X1 03Am2) J^T, 

tt?£L<l*T0 m/4. 3xl03|im2) 

[0191] (4) «»I4M 

m±miz)\yti)\y^^- • ^yv—^iz, *fP£#sijg£teyttttfc:&©£ 
f Mesenchymal Stem CeLL J 7°P^ l^^Mbip 

Sipi^ LT#C-28011 MesenchymaL Stem CeLL Adipogenic Differentiation 

Medium, Ready-to-use (Pe^^|^|ffl^±^^S±p±te) BDftii^-tzJU^JU-?1 

I7 — • -Y >"t— KTnlUCAtU -tnlUCti±§E$[|#U£: ihfeiffltpl (Mesenchym 

aL Stem CeLL Expansion Media, Human/Mouse, StemXVivo) ^rAtU tS ^>i,Z 

T%Wmmz G?CS F£ft$t}fjt-ei00 ng/mLAtl 3 7°C©COM> + a^ 

-^-^T1 2mmW<W-Ltc0 £©£$£, 

[0192] PETJ& PPJ& ^ 'J X)l/fcyflMs ^°IJ77$K11©P» 
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$6, 	j')7. 	KIRe4. 2%T, 2% 	kLIA. --C Ott ON:.-..4 L, 	-t. 4-0-;tAl, 2%Jt 

T T 	-D tc-- . fci: 8, t') 7 — IROIKV. )111,q-cauro- 	2 3 t 2 4 Hem** 

[0193] PR*$(,::_lt0, t') t —7J ,— 	b` 6tcl', Za, arf7J1 ') 7,  KID 	( Ft-f 

1=1 	6 6] ) 	CE110-C, 	TEVENZA-Itt: Ltz-_-7V-D tz-_- .1_1,±1 -41ff,1_,tc. 

PI 0 tclikl, 	1-  -t )I. t )1.-t.,— • -f 	It — H 0)11M0)5331,:.= LAMP) VA., G 

-CSFa± t 	6:.-.. c Z UlliNia± (,:.= ct 'D -C. 	-F g3 	17  - Li I,: MIRITIZ L tcjIIINN 

t r, 	Lk. PET75` 6 tSZIRCE110ittaaTt, j '91 .1 —)1. (E t OH) 

))1:11,:.=. 80-C, 	UlliNIDITIZttttfALI:354-1. --C 8t•) , 	-PM 	17-1, (Z5-4-FiTrz L 

LION (Vb.  < I'S -D --C 1,\ Z a.' L7Y1--)75\-Dtc_-. Pleizt ,) 7 Z Ka t:.-.. 8 0 ---C (,, 	E 

t0H)iii L-c kJ \  tS ki \ 	VON 14 Z tfAli it e ft IR Z35 tt, --C kJ \  Z a'  L ebb\ Z. 

[0194] tcl: 8,  	0)0,7.1<ft7J1 ,) 7 — oecam t:.-. -D 0-c (,, TcA3•$h51, ESCA, 	I 

Rat:ct -D -CLA7673* L *673 tc: . PI 1,\ tc V7.1<ft t ') 7 — tV-;CF a) A t'i L L tc . 

P V P : 7J11) E=ji. Ei=ii) K 	( K 9 0, 	K 3 0) 	7.rtlEMTn  

P V A: t') E=)1/7/1/ 	—A.( 	7 1, #11) 

V A 6 4 : t') E=)I. El=11) K 	/t') I'M E=)1,Its-al* (BASF#1' a  1) F' 
VA64) 

[0195] HI') t -t ,-  1-11MoZiltliiC 

TL11 8 m. ma) 7J1 ,) t - 7i ,  - HIM el tAt. --C-  0 Z -t )1/ t )1/ 	17  - • -f 1It — 

CE11 ON 	1,-  it 0*ga t: RAL,11" ± L tc: ± T7O2 5 k Gy Vg41-  1, -c 

 	2K Lk-. tg-h3gt:, 	L Irm-l- tromiEn 	1 x104ce I. is/100 µ, 1.4fEL, 24 

well -Pg t:.:171Z LtAlliNN, INHZORMATTALlt L, 3AtEttR 	RIC L 

tc. 	*iiMi-;t-Fa) 	 1 	1 t:.:71 -0 

[0196] 

WO 2012/133803 65 PCT/JP2012/058637 

m&s *°'J K11^4.2%T\ 2%%m7LT^tc<DlZttLs 

"F-C&ofco &fc\ *0'JV-P&TK^ ffl^/cS^M^2 3°C2 4 0|^7K^ 

(II/I/I LN t "P TD$TK^£: L/C0 

[0193] 'J ;& — K Rtf# 'J T $ Kll ( 

• > 6 6 J ) TsdgzEdm&mzLfctfvfcmmtlLmZgtfcLfco 
HZJUXJU?*-• -f KJ ©jgo^icigi^y#^ G 

-CSFjgj^H? Id <£ ct o Ts * - l> LtcMm®. 

%tiO>\*Ltco PElfrbtazmZm^tcm'&'e&s x^y-JU (EtOH) gs 

ijmiz&^Ts 

tcMmit&<ft?T^&Zttf£>fr?tco T7^ PmiZtS^T&s E 

tOH£gsJp yiWfgii•ZtlT^&Z.ttffrfr&o 

[0194] &fc\ M^0^7Ktt/^O|J ESCA, I 

R^tCcfcoTiSg^L^a&^Co ffl^/c$!7M4*0|J ^-ttJU"F©®y £ Ltco 

P V P : 'J bf-JU fcfp 'J K > ( K 9 0, K 3 0) 

P V A : tf'J -JU(? ? IsttW 
V A 6 4 : *°'J ^-;ut°p 'J K>//lN0|JMI^-;Uitfi^ (BASF*±§^=I 'J K 

>VA64) 

[0195] [*° 'J Jj—Tts^— Mg^CDftkS^] 

?L^8 fj,m(Dtf 'J KMA^fotlTl^-tzJU^JU^I7 — • -Y >+t — 

#^07K;m^;l)*L, £f± Ltc±X'r«£2 5 kGy£Ba&LT 

»ILfco t hP^H3l$$«£ 1 x104ceLLs/100MLML^ 24 

fco ilp^^J^TCD^ 1 1 

[0196] 
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*EAN*11k. 
-U.K ist7K 1) 7 —11- * ( w 

t%) 
iNAtiligida(1E) 

ZIEDK L. 0 2 

VA64 	1000ppm+ EtOH 

0.1 wt% 

31 450 

VA64 	1000ppm 1.5 210 

VA64 	lOppm-I-Et0H 
0.1 wt% 

1.6 190 

VA64 	1000ppm+ EtOH 0.2 

wt% 

35 500 

VA64 	1000ppm-FEt0H 0.0 

1 wt% 

11 330 

PVP(K9 0)1000ppm+ EtOH 

0.1 wt% 

16 350 

PVP(K90) 	100ppm+ EtOH 

0.01 wt% 

1.1 35 

[0197] 	[t')  7 ..Z KjiM0)0_LiDiliM] 

TLa 8 µ, m0) t I) 7 -:-.i. KIj 	-t )I. t )1/ 	A,  — • -f .11J-- 	oro- t,[331,:.-Ag t,) 

A., 	-,-,it 	Y6:.-.;  t:.-. am L, 	ViL L tc: _ET 7 *A 2 5 k Gy CEIg V 1_, -"C" 

N L tc. 	li-g-EliE13 t:, 	L 	rim -I,*M1--IlliN 	1 x104ce l ls/100 µ, 1.-7-*a L, 	24 well 

-F3113(,:: 14Z L tc_1411NR 	, 41$HZ5ANAT -ext.  L, 3Alitti4g 	N115 L /to 

AiM 	J-;t-F 0 	1 2 t:-.71 -. 

[0198] 	[12] 

tNA'-dt 
671( it li u 7 —171"*N ( w 

t%) 

iN A 	In Vic (1Il! ) 

MIVIRL. 0 40 

VA64 	1000ppm+ EtOH 

0.1wt% 

16 320 

VA64 	1000ppm 33 480 

VA64 	1Opprn 2.8 192 

VA64 	100ppm 15 346 

VA64 	100ppm+ EtOH 

0.1vvt% 

11 311 

PVP(K90) 	1000ppm 18 352 

PVP(K90) 	100ppm+ EtOH 

0.01 wt% 

1.3 56  
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[^11] 

SI * tt ?t: U V — # ̂  a ( w 
* ffi afe e 0k ft t%) 

®S88 L 0 2 

V A 6 4 1 0 0 0 p p m + EtOH 31 450 
0.1 wt% 
V A 6 4 1 0 00 p p m 1.5 210 

V A 6 4 lOppm + EtOH 1.6 1 90 
0.1 wt% 
VA64 1 00 Op p m + EtOH 0.2 35 500 
wt % 
VA64 lOOOppm + EtOH 0.0 1 1 330 
1 wt% 
PVP (K90) 1 000ppm+ EtOH 1 6 350 
0.1 wt% 
PV P(K 9 0) 1 0 0 p p m + EtOH 1.1 35 
0.01 w t % 

[0197] [*° 'J KJg^CDftkS^] 

?L^8 T* PflMZ-lzJl'tlJl'Tv- • -f >+t- W 

Pis 7K;#^ tC;I)*U ^Lfc±T'rl2 5 kGy£ LtW 

IL/Co L 1 x104CeLLs/100>u. LMfl U. 24 weLL 

TSPM#L/c«$^ mg^BI«TT«U 

ilp^^J^TCD^ 1 2 

[0198] [g|12] 

S ffi & # £ ft 
H tt TH U T — # M m (W 

t%) 
itffiiWJiS&C®) 

®H&L 0 40 

VA64 1000ppm+ EtOH 
0.1 w t % 

1 6 320 

VA64 1 OOOppm 33 480 

VA64 lOppm 2.8 1 92 

VA64 10Oppm 1 5 346 

V A 6 4 1 00ppm+ EtOH 
0.1 w t % 

1 1 31 1 

PVPCK90) 1 OOOppm 1 8 352 

P V P ( K 9 0 ) 1 0 0 p p m + EtOH 
0.01 w t % 

1 .3 56 



WO 2012/133803 
	

67 
	

PCT/JP2012/058637 

[0199] [V7.10t7J1 I) — OWN] 

[0200] 	 

[0201] 

we 1.1. 

tc. 

[13] 

ALI L 

TL11 8 g ma) 7J1 I) t - t 	- IHReltAL-C kiN Z "t )1/ t )1/ 	17  - • -f 	It 

111 0, 	-,-,ft 0)7.1<gA t::- AM L, 	fit L tz-_-  _ET 7 *A 2 5 k Gy VgA4 1, 

 	2,K L tc. li-g-t3,136:, 	L 	mil -'1-,*MilIN 	1 x104ce I. is/100 µ, LIU L„ 

-PIN I,: ITIZ L tc_ANN 	, 11$HZORMATTALIt L, 3AtEttig 	RIC 

*iiMJ-;CF0) 	1 3 6:.=.71... 

— 

-C 

24 

L 

ffi26z1IA'14. 
m*it*ii 7 -ivf*1 (w 

t%) 
itiANBMCIE) 

Zilftl_.. 0 13 
PVP K90 1000ppm + EtOH 
0.1wt% 

18 311 

PVP K90 1000ppm 2.2 149 
PVP K30 1000ppm + EtOH 
0.1wt% 

13 255 

PVP K30 1% + EtOH 
0.1 wt% 

16 321 

PVA417 1000ppm + EtOH 
0.1 wt% 

17 330 

PVA417 1000ppm 1.8 116 
PEG20,000 1000ppm + 
EtOH 0.1wt% 

4 123 

VA64 	1000ppm+ EtOH 
0.1wt% 

33 436 

VA64 	1000ppm 1.9 132 
PVP(K90) 	100ppm+ EtOH 
0.01wt% 

1.3 43 

PET75\ 

afjp_mml-z ft owggi 

6 ts Z TL 0 rA 0-C1, \ 1:4; 0 7 4 )1/11,1111X-C-Aft-e1f1:1/A&ITIZNif 

tc. AiM 	J-;CF19) 	 1 4 t:.:71-c. 

[0202] 
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[0199] [gfcMf 'J -v-VBW] 

?L^8 /xmCDtf <J • -f >+t — 

M± Ltc±X'r«£2 5 kGy£Ba&LT 

t 1 x104ceLLs/100MLML, 24 

weLLT^Ctt#L/c«$^ U 

tco 1 3 

[0200] [^13] 

Sffi&ff t%) 

® H&l L 0 1 3 
PVP K90 10 0 0ppm + EtOH 
0.1 w t S 

1 8 3 1 1 

PVP K90 1OOOppm 2.2 1 49 
PVP K30 lOOOppm + EtOH 
0.1 w t % 

1 3 255 

PVP K30 1 % + EtOH 
0.1 w t % 

1 6 32 1 

PVA41 7 1 OOOppm + EtOH 
0.1 wt% 

1 7 330 

PVA417 1OOOppm 1.8 1 1 6 
PEG20.000 1 OOOppm + 
EtOH 0.1 wt% 

4 1 23 

VA64 1000ppm+ EtOH 
0.1 wt% 

33 436 

VA64 lOOOppm 1 .9 132 
PVP ( K90) 1 00ppm + EtOH 
0.0 1 w t % 

1 .3 43 

[0201] [lto«tt«E©56§I] 

PET^ ^ ̂  ?L©MT IN^ 7 -T >»U A ̂  INT£It 

/iuu/co 4^^-To 

[0202] 
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[14] 

[0203] 

it 

,, 

*eLiZN**f 

VAA(117P.17 — f7i*i(w 

t%) 

qt.Oildx*Will/4.3 x 1 

0 3 t1 m 2 ) 

— 

L "T 

1 

(,) R 

ZITARL... 0 230 

PVP K90 1000ppm + EtOH 

0.1wt% 

20 	 I 9 

PVP K90 1000ppm 3.1 37 

PVP K30 1000ppm + EtOH 

0.1wt% 

15 22 

PVP K30 1% + EtOH 

0.1 wt% 

16 19 

PVA417 1000ppm + EtOH 

0.1wt% 

15 18 

PVA417 1000ppm 2.2 33 

PEG20,000 1000ppm + 

EtOH 0.1wt% 

4 19 

VA64 	1000ppm+ EtOH 

0.1wt% 

29 3 

VA64 	1000ppm 22 31 

PVP (K 9 0 ) 	100ppm+ EtOH 

0.01 wt% 

1.2 157 

TL115 

%all* 

'fiC$HZPAlntATTALIt 

Ct ') t -t -  1400ZileiMi 

µ m0)7J1 ') t — t 	— IHReqtAL-C ki \ Z -t )1/ t )1/ 	1.7  — • 4 	It 

PIS`, 	,1t 0>>.1<;gA t: RAL, V IL L tz-_-  ± T 7 *A 2 5 k GY CEM 41-  

 	2K L tc. li-g-hg3 t:.-_, 	L 	21t IA tiffAVIEn 	2x104ce 1.I.s/100 µ, Lla L, 

0)24 we l I. rri :10%Lt 	_LA 	at ,9r)1, 	v 	#1102,M, 4 — '')i,*, 

(DMEM) 	ifit:=G-CSF 	ffiM&E'l.,-e'l 00 ng/muort,, 	48HilTEM t:.:G-CSF 	14y 

10%L 1-itilM-gti'DMEM6zitlit5-.' L, 	24 we 1.1.-Ff,E1131,:.:14 	 L tc_AliNN 

L tc . 	Ai M 	1 	5 (,:.:71,:, 
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[^14] 

tt»JfiL'MS8!(fi/4.3 X 1 
t%) O3 tl m 2) 

®H?SL 0 230 

PVP K 9 0 1 OOOppm + EtOH 20 9 
0.1 wt% 
PVP K 90 1OOOppm 3.1 37 

PVP K30 lOOOppm + EtOH 1 5 22 
0.1 wt% 
PVP K30 1% + EtOH 1 6 1 9 
0.1 wt% 
PVA417 1 OOOppm + EtOH 1 5 1 8 
0.1 wt % 
PVA417 1OOOppm 2.2 33 

PEG20.000 1 OOOppm + 4 1 9 
EtOH 0.1 wt* 
V A 6 4 1 0 0 0 p p m + EtOH 29 3 
0.1 w t % 
V A 6 4 lOOOppm 22 3 1 

PVP(K90) 1 0 0 p p m + EtOH 1 .2 1 57 
0.0 1 w t % 

[0203] [*° 

?L^5ju,m©d\ 'J tl— <|\^ — hMA^fotlTl^-tzJU^JU^I7 — • -f V+t — 

£f± L/c±tr«£2 5 kGy£Ba&LT 

»SLfc„ t K2^@lSii«^2x104ceLLs/100MLSIfflL, T 

£M*isft©24 weLLi+itz 10%t: 

±fe (DMEM) +tCG-CSF^g«|}lJt-ei00 ng/mLAtl, 480|PPTOCG-CSF£IX<J l& 

3\ 10%t Slfo/si£#frDMEMKi£Jfe£&U 24 weL L/c«$(£ 

, 5lZmto 
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[15] 

AffiE3zN*4• 
7Ictligi17-it*2 

(wt%) 

liAMIRPS(%) 

CLifIiItl, 	 o 0.2 

VA64 	1000ppm+ EtOH 0.1 wt% 28 4.5 

VA64 	1000ppm 1.7 2.1 

VA64 	1Oppm-F-EtOH 0.1 wt% 1.9 1.9 

VA64 	1000ppm+ EtOH 0.2 

wt% 

31 4.4 

VA64 	1000ppm+Et0H 0.0 

1 wt% 

14 3.3 

PVP(K9 0)1000ppm+ EtOH 

0.1 wt% 

17 6.5 

PVP(K90) 	100ppm+ EtOH 
0.01 wt% 

1.3 0.3 

[0204] 	[7j11) 7 ..--,-z KM,NoZitem] 

V,:., TLII5iLmOt 1) 7Z Kg.0 -t)1/t11/ -t7 -  • -I%t-  	ox5336:: 

X t) a A., 	-,ft a)71< 7.4,4-y t:.-.. Am L,, 	fit I, tc: ± T 7 *t 2 5 k Gy CEIg V I, --C 

A 	2K Lit. _LE L He I,: L -C1141  tc_liriM 	, 	 1 6 (Z. ,-J 	,) 

[0205] 	[16] 

6znit 
tizKitto) -7-11-*1 

(wt%) 
&A. 	lfaS(%) 

Zilliltl. 0 0.4 

VA64 	1000ppm+ EtOH 0.1 wt% 15 3.2 

VA64 	1000ppm 31 4.8 

VA64 	1Oppm 2.2 1.9 

VA64 	100ppm 16 3.5 

VA64 	100ppm+ EtOH 0.1wt% 12 3.1 

PVP(K90) 	1000PPm 21 3.5 

PVP(K90) 	100ppm+ EtOH 

0.01 wt% 

1.2 0.5 

[0206] 	1, 	2, 	3, 	4, 	5 li*-3'EfRiiiitI.Ri; 

1 0 , 	2 0 , 	3 0 , 	4 0 , 	5 0 , 	60 	± f,E,130 '1,12tK 

WO 2012/133803 69 PCT/JP2012/058637 

[1^15] 

SH&SSrft 
*&7k14*°U-7-ttSm 

(wt %) 

ffiilSlL 0 0.2 

VA64 1 0 0 0 p p m + EtOH 0.1 w t % 28 4.5 

VA64 1 OOOppm 1.7 2.1 

VA64 lOppm + EtOH O.lwtS 1 .9 1.9 

VA64 1 000ppm+ EtOH 0.2 
wt% 

31 4.4 

VA64 1 OOOppm + EtOH 0.0 
1 wt% 

1 4 3.3 

PVP (K9 0) 1000ppm+ EtOH 
0.1 w t % 

1 7 6.5 

PVP ( K 9 0 ) 1 00ppm + EtOH 
0.0 1 wt% 

1 .3 0.3 

[0204] [jtf 'J y $ K11^©MI1^] 

fL@5iuni(Drt<J 7* UUtlJU^^- • -f 

7K;#^tC;I)*U ^±L/c±tri2 5 kGy^0§|t LT 

^®55(SL/co -hHE<h; LTt#/ciln^:^:N 1^1 6 £C^"3~0 

[0205] [g|16] 

$1 7K tt ̂ ') •? — # S * 
(wt% ) 

il il ffl US ¥ (%) 

®S®L 0 0.4 

VA64 1 000ppm+ EtOH 0.1wt% 1 5 3.2 

VA64 10OOppm 31 4.8 

VA64 lOppm 2.2 1 .9 

VA64 100ppm 1 6 3.5 

VA64 1 00ppm + EtOH 0.1wt% 1 2 3.1 

PVP ( K9 0) lOOOppm 21 3.5 

PVP (K90) 1 00ppm + EtOH 
0.01 wt% 

1.2 0.5 

[0206] 1, 2, 3, 4, 5 

10, 20, 30, 40, 50, 60 
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1 2, 	22, 32, 	62 3AtEIR 

1 2 1 , 	2 2 1 t7 

1 3, 	2 3 , 3 3 , 	4 3 , 	5 3 , 	63 Tf,E134'112tK 

2 3 1 iiiititE[RiAn 

2 3 2 iiiiEttlffin 

24, 	34, 44 nit *II* 

2 4 1 )i‘E[R21=1 

2 4 2 t Zt4H D 

331, 	4 3 1 Mt 1* 

3 5, 	3 3 5 q tilt a 

45, 	55 41* 

451, 	5 5 1 i\ 

452, 	5 5 2 II -b)] (,) 

453, 	5 5 3 q tilt a 

6 4 nit *II* 

65 4 A 1=1 

66 5 -f V ::/ a 

6 7 nit *II* 

6 6 1 iiiitita)111115( D 

100 ti,?, it 

2 0 0 $t14K NI N 

3 0 0 *it 

a 3t ft t 

b t4fflt 

C tq it 

d qlEll'Atitt 

WO 2012/133803 70 PCT/JP2012/058637 

1 2, 22, 3 2, 6 2 

12 1, 2 2 1 

13, 2 3, 3 3, 4 3, 5 3, 6 3 

2 3 1 i£±MX&P 

2 3 2 mmm&n 
2 4, 3 4, 4 4 

2 4 1 tfXlX&P 

2 4 2 tfTjEaiP 

3 3 1, 4 3 1 

3 5, 3 3 5 

4 5,55 WW 
4 5 1, 5 5 1 

4 5 2, 5 5 2 {±w u 
4 5 3, 5 5 3 

6 4 

6 5 iAP 

6 6 T1 -f y is =L 

6 7 

6 6 1 mmomjn 
1 0 0 mm 
2 0 0 

3 0 0 mm 
a 

b 

c mm 
d 



WO 2012/133803 
	

71 
	

PCT/JP2012/058637 

fol*oCIE 

[IIVR1 ] MIIIAMICEI1 0 7J17 	--,63A-tE110-e, r_404-.ptc1:< L t —53b9f 

hoc -.'_t tt. PI-  V-.2g5" 6WV.t tt. z ± N3 SI 121K L, 

gaz _h vcs 44® a 	a ',.* -:_ -ft z 	1* 	q ti -0-  z 54 ,g b\ 6 **h -.'_ tt 

z-pa134112tL 

-A-A, T 4: Z, irg3gRitzMgc. 

EA Va2] ti,E5AttliMff, 

T-7.tott I) 7 — /3\ 	td:ZIUML, 

_-=)1,ED 1) 1./A1 I) 7 —, 	t') -1- 	1/ .‘J 	'') ,--)1/;i11) v 

8cktf E.=)1.77 /1. —)1/ 7J1')7 — b\65g--F2 -,3_ttt.Z 1 1,;L0DV7K 

ft 7J1 1) 7 — ff, AVEVI-)Rotz:J=MeAt:.-_,t '7 -Cea .'1t.-C.  4: Z 

%tgra L 

fitirA.-Ctd:(,), 	ftigamgov* JXr - 6 - ze,*itti) -7—ozae, 	g-E 

3Aturo- cow-10, 	1. 	5E1/%75\63 5 WES% --eZ, FA:R*1 

cz.-.5Ear,OliMiRitLA.n. 

EAVA3] AllEt 70-E)- -( Z7Y3 ,u,m— 1 0 /I rn --e. 	9 . t g.ffi x 1 05-4 

X 1 0 61 7/cm 2--ez, ill*** 1 Vta 2 GC 2aidDr0511.RigI 

go 

LA 	4] Mga_EN34144cVRIMA., 

MET534114ct315440 -.3s tt, gOktizo_tg134112to) 	/7 	%it -4-z 

MOD 'A VR(,Itz 	itf,144.110,.. --cts.z412t 6 cz.-_ -A-V, ti$3Rik 1 

— 3 0 0 Tttip cz_ gagoliM3iqtRig4'. 

LIVNIA51 44,18_h534114 	Vtiza A., 

11-4E-FfiliaiS14cc:1100-  41., glAto_hzgaIl2t 0 li iq 	WIL -0-  . 

RoilKitatItz-_- $M141- 10k -ctszl*I4K 	-.3s 6 (:.-_ -Aa.)-, 

ma-posaii7w, matogt 

 

ø±*14® 17 tZ341tA- Z*N 

0 V4g/P 6 4*4.1Z . Ai** 1 	t.-,:i, 2 a) o-Pab\ tztERGAE}EN 

±3,44. 
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$ 3 ft tc fr b M& 3 ft § W t s 
£ mm m* imt trn $ ft 

ZT&M3kW£ 
ll^IXi«§5o 

tf - ;u tf • u K •; v -N /ifyifuv v >j u -;i^7jf 'j ̂  

T-A^g^^ft-s 1 IX±<DMTK. 
IJ ?-ffs ?r^ztir&z 

mHbJ 

^iiAT4^Js fulBatgll^«^"r^H7j<'l4^0,J^-(DfiM^\ ttlfB 
ftMB£faCDfimtfX 1. 5Si%^e3 5H%^§, I*>RII1 

[1*^113] fyfB^CD+M X#3 /u,m~ 1 1 XI 05~4 

XI 06/f7/cm2t^§, st^1 t:fcfi2lC!B*6©Jg#SXi£^ 

§ffo 

fulBT^i^^JlXi^^ft, Z&±t2> 

~ 3 0 ̂  r ft friz IB«60ll^IXiM^o 

ftlI3T®I^l*tCi]X^3ft, ^t!&©±SM*3jlft<D&* *&±t%> 
fflBLtoK £ IS ft %WHi r#& ftfa £ £ £ IZ -a 

tuIBTp^ija^^\ HUBBiii©±Mlft©#« 
©^gfr'bJiJSSftSs 1*^111 t/cte2<D^TftAHClE*6®fll:frSX 
ipS^ffo 
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Ht5RIA6] Ana*N0)-hglaIii7te, AtSZt 7t-1 Xari/Vtt-td:Zt 

77g.,0Difkl-z, g-***4 	1-c_-1, 	5 tz.,EaopEmili,E,I.2,L 

[gt5R*7] ME_EfilMI I* L -PVCSi*L 	,!,R1-  ztL- 1,14--e' 	.6 MAO 

IS14 	-.3s 6 t._AVA,Ti-4:6, !A** 1 - 6 00 TIPLi)\ i,:_,Ea0D1105Mig 

Aid 0 

[glitz 8] 44,12,-A1MCS17te, )i'1iR3AFIL, ilt4VffinLVNA.zil3Z-,t 

E. 	z3s 	tz:- A - A,-  - e 7'8; z, g*** 7 tZ.-.2a0M3}ffRittA40 

Egit3RIA9i nigEN.itaa40/Pf4:< Lt -3,13e, t7 -FJ-4 Ze, 	1 -1 o 0n 

mOD7J171-MIM13\6)M:t.41.--0,\Z, gii3RIA 7 	t'L- 1, 	8 t._,Eili,a) 

A'03•ERif,TIL 

[p***1 Oi MEItitas114KLME-MaIi*L olgit:, 	.1J-1,110rAtft12tKiitflz 

t,--c 0  z,  gig -5RIR 7 - 9 0 U\ Tt1.75\ tCgag40)N3N.RigI.2L 

EgiVRIA1 1 i Na' I. glirif g it L , 5nTaglegMZL 	-A-tilla1  ggItiiii 	5-- A 	-,'_ 6 cc.. 

iheA. z, gotsvA 7 - 1 0 0)0 T41.75` ta:EnOpliM3E[Rit'Igg. 

[gfi**12] 114E TfilMa12t e, ittitER3A I: L, igit IffiFIL 	ix A_ z tgit3-ip, 

5-.L>. -:s 6 t:.-_ -A-ti\ gii**1 -1 1 ooTtLb\t:_-_,EiScor031TRig 

1.K'. 

[g***13] -4241.75\ go** 1 - 1 2 O)0 	tcg,Baorg3MitEI-N L, AthgE -F134a 

1*(::;;IA-4-z tc_- &50)Mails.ICIL 	-•A-A,--ets.z, 11•14RigI* ,y 1- 

. 

[IVRIA1 4] Milalf1Ma.±t75, S D F - 1 , G-CS F, 	b F G F, TG F 

- 8 , NGF, PDGF, BDNF, GDNF, EGF, VEGF, 

SCF, MMP3, 	S I i t, GM-CS F, 	L I F, 	HG F, 	S 1 

P, 	protocatechuic 	acid, 	atSifaM75\63BAR-.._ 

41,z--3 --egpz, gli5RIA 1 3 r..Eaao*v 1-0 

Egiti5m151 Mt-i-2,49nia±t 	0)',11.75<, 	1 n g/m I -5 00 n g/m I ---e )  

z, piii3km 1 3 	tzl, 	1 4 V:12,OOD 	V I` . 

[givRia1 6] 44E-F534'11* ta-  AA 	6 tc: ob 0 MI* 	-,3s i; t;.-_ -g-a),, ritipapina 

WO 2012/133803 72 PCT/JP2012/058637 

*116] fulfilg§l©±mJi^Ws XRtf/1 tc 
7^Jt©M£#"r£, f**H4 ttcte 5 fClB«6©M^IXiM§5o 

*ii7] ttiiB±^^ft £ T&mitfo t & s 7c&?&^-c $ 
3 -£•&£, 1**111 ~6<D^?nt>HZUW.G>WkftW& 

*118] StllBS^i^^\ tf;UX&n<h, tfTjEtiJP 
mm^s^iz^/vxi**ii7(c§Bi4©jg$mig#So 

*119] SuI3M^iii^CD^4< *°:P+MX^, 1 ~ 1 0 0 n 

1**117 8 £§3*6© 

M^lX±»t5o 

*in 0] tuiE^*i^i* tIUIET^MI* t ©m iz, mm ©$&<*##$ 
tlTl^, 1**117 ~9©lNf!nAHC|Bi6©ll^lXin#^o 

*iiii] biz 

i**ii7~i o©^-rti^tciEi6©M^ix±ss§5o 

*iH2] tuiET^i^^\ mtrnmot, mm&n 
isX^AZS Cbizt;h\ 1**111 ~1 1 ©^-fftAHc§E$6©jl£#iXi& 
mm* 

*JH3] i**in-12(D^ttifrizmmmnfimsmmt, ttiiETWi^ 
mzyixt^tc^ommm^m^t^/vx^^s K 
o 

*1114] tulElfflJM^ISW, SDF-1% G-CSF, b FGF, TGF 

-£, NGF, PDGF, BDNF, GDNF, EGF, VEGF, 

SCF, MM P 3, SI it, GM-CSF, L I F, HGF, S 1 

P, protocatechuic acid, bHiRtF 

tl£-£X±T:fcZ>s 1**111 3tZlES©^r^ So 

*1115] (D'm&ifs 1 n g/m I ~5 0 0 n g/m I Ufo 

£, 1**111 3S/cti1 4 tClElo©^^ ho 

*1116] iiil!ETM^tmiA-t£/ctf)©ifii;*££ fulE«^ 
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1:11G — CSF Vt 6 bFGFTZ, It3Rmi 3 (ZENt,0)* 

0 

[it**17] ME_E3VCSI4K0At:.-_WIKUINtL- 14410 la 	Z 	IL,V 

114E -F534'11* a) 74 g,“:AlliNig.±111 	g ti• tg tt 	•AtAt z ifi,  L 

, 

ME_E%4I40a,MET5i4I0u:10Patk-Aft -tZTfl 

L 

-A-ti,, ;lc-R*1 — 1 2 0) 0 TtLiJ\  t:.-- 2a0r03E[RtgI I 	JEll kiN tC--  

011iN3ER51. 

[pt**18] MEMINiV.±te, SDF— 1, G—CSF, bFGF, TGF 

— 8 , NGF, 	PDGF, BDNF, GDNF, EGF, VEGF, 

SCF, MMP3, 	S I 	i t, GM—CSF, 	L I F, 	HGF, 	S 1 

[git**19] 

P, 	protocatechuic 	acid, 	a tf ltaM 75\ I=D  giR -,Lt 

ttz—j,;LE--ez, It **1 7 (ZENt,1051c, 

mgamma±to2m,e, 1ng/mI-50Ong/mIT 

[pt**20] 

Z, 	pit  3RIA 1 	7 	i-c_- 1, 	1 	8 (e:.-_,Eili,o5L, 

44,1E12tKfaliNe, 	3•IttEIR1 mm 2 	7-L-9, 	3 x 1 0 2 ce I 	I 	s- 

3X 1 0 4 ce I 	I sTVE-,3_4'1,Z, 	Edt**1 7 — 1 9 01,\T41.75\le:.= 

,ENC051. 

[it**21] M**17t:EaotiMnliRMT -D -c,MEMIMettlIM 

MINTL),MEMNaeG-csFV-ctv0FGFT, 

nEG-csFV-L-tvDFGFoag.,e50-150ng/mIT 

9, 44,E$M2t4EiNe, 3A1EIR 1 mm 2 	tc_-9, 	3 x 1 02-1. 	5 x 

1 0 3 c e I 	I sTVE-, 1., 	Zki\l, 1141.EW2tIRM7Y, 3Alia 1 m 

m 2 WL- 9, 	0. 	1 mg-1 mg-enffit01., MEKEIIINiV. -A- 

vtgitt:.-_, gAtgita*Ktlie:.3-4 i.„ 	5 —2 0 v o I %olitaMeViii-.5 tt. 

Z, 	aiN3E[R51. 

[,1**22] M**17t:laaotrffaliNER/T-DT,MgarffaliNefiliM 
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H^tfG-CS FJfctt b FG F-?£>£>, !**ll 1 3 KIBic©*'* S 

o 

*iH7] 

\ 

t>IlE±S[Mi^0§i£, 

*1118] fulElfflM^H^, SDF-1, G-CSF, b F G F N TGF 

-/3, NGF, PDGF, BDNF, GDNF, EGF, VEGF, 

SCF, MMP3, SI it, GM-CSF, LIF, HGF, S 1 

P, protocatechuic acid, S.t/Jfil/it 

tl£-lU±?'fc£s 1**111 7 I,ZBEMCDJJ}£O 

*1119] fulElffll^jl^lil^ ©}j|j^7^, 1 ng/m I ~5 0 0 n g/m I Xh 

£, 1**111 7 £ tclt 1 8 tC§E*6<OT;£o 

*1120] fu§E$H*lfflJW, Imm^fciJ, 3 X 1 0 2 c e I Is-

3X1 04ce I I stil^tlS, 1**111 7 ~ 1 9(D^ttltHZ 

EEUcCD^/io 

*1121] 1**111 7 fulEMJfetfytiii# 

mmzfo y, fulElfflM^H^ 1?G-CSFtfcttbFGF-eftiJ, 
ftllEG-CS Fgfcteb FG F(D)I^^5 0~ 1 50ng/ml^ 

LJ, 1 m m2Sfc LJ, 3x102~1. 5x 

1 03c e I I svmm^tl, #BIJ£1 m 
m 2 /c LJ, 0. 1 mg~1 mgt'ii^tl, fu§E!fflE^3!^ia:?;£'a 

5-2 0 v o I %0lfil;*7^AP3tl 

£, 
;*II22] 1**111 7 fufEMJW#it$$ 
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UN 	tz-_-  WIMMENT 	(') , MEMiNia±t -TeG - C S F 	7-c_- 6 

bFGFT ('), BEG-CSFVL- tbFGFOS'fte50-1 5 

0 n g/m I --e 	(,) , 44,E$12tKVIEJN7Y, 	3•Itia 1 m m 2  WC: tj , 	3 x 

1 0 2 '-`-'1. 	5x 10 3 c e I 	I s T-la -,3_ tt, 	Z liNt44Eatf2tqfL 

	

e, 3,tuR 1 m m 2  wz-_- tj, 	0. 	1mg- 1 m g TOM -,3_ tt, ME 

MN la ±t 	g tiN iiiit it t:.-_, A itt t 012M t:.-.14 1.„ 	5 - 2 0 v o I% 

aitaMeA)in-:5 tt.Z, MeiN3ERIc. 

[11**23] R7.1<ft7J1 I) 7-'3\ 6 tcl',Z VAIR 	, 

E = )I. E 1=1 , ) 17111) 7 -, 	711 	 -)L' 

 J-;t ± a) V 7.1< ft 

t') 7-e, maamimot:.-..I:me-at:.-..ct -D --ai-a 1 /4s LctSZI* 

RJE L 

VA A_ --C tcl', Z 3AtElrOT 	(') , 

44,12,011g)M 	**- ZV7.10t711 I) 7 — offi  je, 44,12,3AilliM14K a) 

Mao), 	1 . 	5 M ii%/3`6 3 5 Mii%TZ, 3AtEIR. 

[It**24] 442am-roe 1 - 1 0 m. m OR 	L, MIN3Ali07 tc 673 t:.:111 0 6 tt. 

z, 	,11$ 3RIA 2 3 6:.-_,ENC073AtEa. 

Hit**251 114FER7.10t7J1 ') 7-e, 	)1,* 	t') 7-, 	7 Z F 	7J1') 7-, 

t -t--  I- 	711 1) 7-, =T-J1/ 711 1) 7-, 	r, 1,51 	711 1) 7- 

, A- 1,74 	7J1' ,) 7 -13zr f 4 Z 17111) 7 -/J\ 6tSZEVJN 6311tR:35 

tt, z, It** 2 3 	tc_- 6 2 4 Eili,03AtEa. 

[It**26] UlliNM383AIN-Ztcobt:.-..)11 0 64-LZ, It 3RIA 2 3 - 2 5 OOTtt. 

/3\ t:.-.. Eik,03AtEIR. 

[,1**27] PR7.1<$e 2 %J-;CF T 	ZV7.10t7J1 ') 7-'3\ 6tSZa$411, 	E=)l. 

ED') Iii 	t')7-, 	7J1')il,I)-)1/ 7J1')7-, 	8,trf 

E = )I. 7)_)I)_\t') 	6 It. tR -,35 tt. Z 1 J-;t_t a) V 7.1<ft 7J1 ') 7- 

1 0-2 000 p pm-gl.„ 	75\ --D, 	77)1.-)l. 	O. 	0 1 ^-0. 

2 %-A--  ZZ±17.1<gAt::-RM 	Z RAVI' L, 
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bFGFl?ifelJ, tulEG-CSFJ/clibFGF 5 0-15 

0 n g/m I 1 mm2fefclJ, 3 x 

10 2~1. 5x1 0 3 c e I I sxmmstl, fe£Wifu§E$H*£I 

W,ifs 1 mm2fefclJ, 0. 1mg~1mg "£($ MS tl, fu§E 

5-2 0 V O I % 

©ifttfitfgsflDStia, 

*1123] SfoK14*° 'J v- b & £ Stt Jg £, 

tf " )\y tf • 'J K >31*° 'J v -, *° 'J xf b > V 'J =i -;U^/1N° 'J v -

7fs >j -7-if, £ o-c^stiT&ajji 

mmt 

jfiM©, 1 . 5 Mm%ts <b 3 5fiM%T'fe'i), 

*1124] tulES^M^ 1 ~ 1 0 AtmO^L^W L, 

£, 1**112 3 K§E*6©#BIJI£o 

*1125] fulEStTKtt^ 'J ^ —7JU*>3I*0 'J ~7—, T7 $ K3I*° 'J ~7—, 

K^/1N° 'j v—, u 0 1/$ y&tf 'j ~?— 

tl£, 1**112 3 £ fcte 2 4=Ei6©^HMo 

*1126] mffiZmmftMTZtcdblZRl^tlZs 1**112 3-2 5®lN-rtl 

AMC|Ei6©^IIMo 

*1127] D^7K^^2%J^T-efe^)I®7Ktt^0|J tf-JU 

tf • 'J Ky&tf 'J v—, U if U >^ >J =i —;U^/1N° 'J v—, & t/ 

£ 1 0-2 0 0 0 p p mttu fr'Ds 7)\y^-)\y^. 0. 01-0. 

2 %#w t h MUTK;#^ K 



WO 2012/133803 
	

75 
	

PCT/JP2012/058637 

AIEVANiziAis)1/*—Npg41- L -r, Ir0. •ffi>/' ,ilztfil 

Mt, HIJI11-ZifiiMitcz.-_Nt zE,NifilL, 

Fie A_ z, gli3RIR 2 3 — 2 6 0 0 fil.75\ tzEaRco}AtaoriLSM. 

[gol**28] pk7Ese 2 %klotziR7lott i) -7 — iJNI.'Dfci:ZVATO. L'.=-)1/E 

1:1 1) K*.t 1)7—. 	tI)II.,1) —)1/%111)7—, 	84: Zie Es 

=)1/7/1/ 	—/l/t 1) 7 — ip 6 31.1* z's ttz 1 1-;c_h0pV7Ettyil v 7- 

1 0 — 2 0 0 0 p pnig -67.1KV,4-Ytz-JCA -zaMifiii L, 

AtEaMtOtz-Ait,)1/*—OVgt 1,Z, liM. ,9' 	im-ztfi] 

$11,1t, UNTIZtfi]Mitt tz.-..ENt z2gRifilL, 

.407.z, go** 2 3 — 2 6 oofttb\t:ENZ03AIIRot.lai -51. 

[IVRIA29] 

	

Mai-71K,Ittv7—e, 	)1.t.*Al'')7—, 7Z 1711') 7—, 

	

t --t-- 1111) 7 —, 	Is5--)1/ 711 1) 7 —, 	r) I, 51 J7111) 7— 

, 7i-  V7 4 >7-11i) 7 —Ezzl 4 Z K. 	t I ) 7 —b\67`SUTIJNI;;LitRz'S 

tt.Z. 1,1$5RIA 2 7 	i...:1,i 2 8 IZE$40)Znao  

EIVRIA301 Mul(Se 2 %J-‘,k-F- )63:F0t, 	E‘=)1,E1=1 i) r‘.17rZ I) 7-Th 

7ft I)I•3 1/% 1) 	--)1/A711  I) 7 —, 	tcie E=J1/ 77)1.—)l.t I) 

7-75\ 6 ig.tR -.3_ tt, Z 1 J-;t_b a) g 7.K ft. ;11 ') 7— 	1 0-2000ppm 

-g'1_,, 	75\ --D, 	77)—)1. 	O. 	0 1 —O. 	2%-g -0-ZZ_LIN71<ga 

tC3COZAATfl L, 

11-4,EW:M*G:.-.. -Ai *)(/*—OCInl-  L -c, WW17tK5'171 

Mutt, MINNZtfi]Mittz.-..2gRzERVIL, 

VA A_ Z. h J:M7tK0DA2gR -55c. 

cgot**31] PR7KVY2%M.7.z):FN71K, 	E‘=)1/ L°1:1 I) K >*t 1) 7 —. t 

IJII, ''') 	— )1/ -0) 7—, 	tct ti 	'=i1.7)1. 	—)1.7J1') 7 

— 75 \ 6 ilt.tR ;'_ 11, Z 1 J-;t ± 0 0,71<ft 7J1 ') 7— 	1 0 — 2 0 0 0 P P m g 

- 7.1<394',,-at,z.:3430t3COTT1L, 

AtitEM:FOlq,z.z -Ai ,i1/*—*',WA44 UT, W:M2t 	S >A 	j- 

MLitt, falINITIZ#11$1iti tz 2g% 	Z 2,Nif-IL , 

WO 2012/133803 75 PCT/JP2012/058637 

frJ'l^ &&Sf X®t, 
!i*iI2 3-2 6(OLN-ftLAHCiBSt©^Jglll©i!i^^o 

*1128] P#7K^2%£M;t£I®7K14^U^-fr^&£$fafll£, tf-JUt? 
P U K>^*° 'J *° 'J x f U > v IJ p - JU^Ttf 'J v -s £ cfc r/1: 

-;br;bP-;u^/iN0|j v-fre>mtR$nz 1 JU±©^7Ktt^0,J 
1 0~2000pp m##t" £zK/§/£lCji3tt~ •g>;l)mXfI^:, 

fu§3S*M^x*JU^-il££BMtLT, JH^®&$>/<? 

$yit ifeitiwiyteic&ft-r £ &Mxm t, 
ZMZZ, I**JI2 3-2 6<D^?tlfrlZE3Maft&BMam&X%o 

**129] fuIEMtt*0 'J 7>JU<Ts>%tf 'J?-% 7$ K&# 'J 

^J —<K^—S^TK'J "7—N X7fj^^'j7- 0 \s*> >^° 'J ~7 — 

, X 1/7 -< 'J — &tM $ K^^'J T — 

tl&* 1**112 7 £?c&2 8 tClBS6CDB£St^;£0 

*1130] 2%J^T&£JdW*£s £-JUt:0P lJ KV^tf'J V—, 

<K'J XfbV^'J P-JU^'J fc^t/^-jU^JUP-JU^T^iJ 

1 JU±©^7k'l4*0|J 1 0-2000 p pm 

#^U fr?s 7)\sZ\-)l,lkO. 0 1-0. 2%^tZ>^&M&fa 

iz ;1:)m t Z> ;l)iX^ £ N 

jfuIBJ$^ftlCi^x*;U=£—jRg£8Bitf LT, 

mmms mMttmmmzzmtzB^KXIM£, 

*1131 ] P&7.KW 2 %£M;i tf-JU tfp 'J K VIM* 'J V--S *° 

'J x^ u > yj p 'j T-N £<£ tf^;ur;uP 'J v 
1 1 0 — 2000 p pm# 

^ f £ TK/§/S Id £ ;i)mXfl h N 

mmttwrnmizimtzexiii£, 
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[It **32] 

VAA_Z, Mf14K0)2,M51c, 

,11$3RIA3 0 Rl, 	3 2 0)2,M514CE11 

Ttt,13\  t::- Ea 03AtEr0 	TaL -  Z 	51c. 

1, Z, ,11$3RIA2 3 — 2 6 a) ki \ 

WO 2012/133803 76 PCT/JP2012/058637 

[1**1132] 1**113 0X&3 LT, I**ll2 3 ~ 2 6 (D^ 

1"ftAHC§B*6©#SIJI££§!list~£;£&o 


