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(57) Abstract: The present invention provides a method for producing pluripotent stem cells that are conditioned for the
induction of differentiation, the method comprising: a step (A1) of forming spherical cell masses in the individual recesses
of a culture container, by subjecting pluripotent stem cells to suspension culture for 6 to 48 hours, the culture container
having a nonadhesive or low-adhesive culture surface as an interior bottom surface, the culture surface having a plurality of
recesses that are identical to each other and densely disposed so as to abut each other, each of the recesses having an inner
wall surface that forms a funnel-shaped inclined surface and having a bottom surface that forms a recess-shaped curved
surface that smoothly connects to the inner wall surface; and a step (A2) of subjecting the spherical cell masses obtained
in step (A1) to flat adhesion culture. The present invention also provides a method for producing differentiated cells, the
method comprising a step (B1) of subjecting the conditioned pluripotent stem cells provided by the aforementioned method
to adhesion culture in a medium that induces differentiation to a predetermined differentiated cell (for example, hemogenic
endothelial cells); and a step (B2) of selecting, from a cell population containing the predetermined differentiated cells and
yielded by the step (B1), the differentiated cells using as an indicator a differentiation marker specific for the differentiated
cells. The present invention further provides a method for producing differentiated cells (for example, hematopoietic
progenitor cells) by the further differentiation of the selected differentiated cells (for example, hemogenic endothelial
cells).
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., ERQAI0=-—%2Ey 7y TLTHEFESICAVWS D, BIREESIC
MEFEICHT 3 EHMEOEFERLHEMENMEWD, AT a3y
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ory factor (LIF)). 1EEMERHFMBENEEF (basic fibroblast growth f
actor (bFGF))REDYMELZRMUALBEREZRBVWTITO> LD TES, Eb
B LY I OESHIRR DI & MEFF D FIEICD W T, Bl X 1EUSP5, 843,780; T
homson JA, et al. (1995), Proc Natl. Acad. Sci. U S A. 92:7844-7848 ;
Thomson JA, et al. (1998), Science. 282:1145-1147 ; H. Suemori et al
. (2006), Biochem., Biophys. Res. Commun., 345:926-932; M. Ueno et al
. (2006), Proc. Natl. Acad. Sci. USA, 103:9554-9559 ; H. Suemori et a
. (2001), Dev. Dyn., 222:273-279;H. Kawasaki et al. (2002), Proc. Na
tl. Acad. Sci. USA, 99:1580-1585 ; Klimanskaya I, et al. (2006), Natur
e. 444:481-48572 EICRBEHINT WS,

F7-. b NESHABERKIZ. B Z (EWAQ1 (H1) & L UWAO9I(HI) IF. WiCell Reserc
h Instituteh >, KhES-1, KhES-2# & UNKhES-3ld, REBRZEBEEMZENR
FrCR#ER. BAR)DS AFHRETH D,

iPSHEREIE. BEDWHLERF%E, DNAXIZ S > /87 B DFRE THIMICE
ATBZEINE>THERTZIENTE S, ESHIBE IZIERFORMSE. X
T ZREt - BCHERIC L H185ERE. 287 2 AHMEERO AT O
TdH 5 (K. Takahashi and S. Yamanaka (2006) Cell, 126:663-676; K. Tak
ahashi et al. (2007), Cell, 131:861-872; J. Yu et al. (2007), Science
, 318:1917-1920; Nakagawa, M. &, Nat. Biotechnol. 26:101-106 (2008) ;
EIFR/AFEIN0 2007/069666) . T TAHERR) &Ik, 9RF. OPARMARE. ESHA
ORI I It 2R ZMR< H 5P 28l (FF
L, B bZ2CHAEBIHER) 220, BIEGF) oM. FER0F
)DAEMRE. BEUHRLEE2AD LRESEOFEROVWThEEEX
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[0020]

[0021]

[0022]

ns L. . DREEMRE. #ROHE. SLUKCHEEOVWThEgES
Nz, EEMICIE, &G, BIAE (1) #iFEMEE. SmEmE. BER
PR, ERERrMRE S OMBEMER (BRI . (2) MHEEIERMRE. (
3) vk, EXAMARE. RMARE. SHERMERE. RRHESMRE (REHIRE) .
EHIME. MR, SMIRME. AR, PERARRE. BMERE (BEA 2 B MRESE).

AR, FHRERE. BHiRES L CREBMREFO2ME LR ENMIRIND

Bon2iPSHIlEN L hOBEERARICERAINDIZFAICIE,. FRRIGD
BILBVWEWIERINSL, BERATLEBHAOERNE -5 L < IFEEMIC
R—T®H2MANSEMIEZIRET 2 Z ENMFICHFEZ LW, T THLAQRY
REMICEA—] &id. RENFEFQREOERICEY. ZAMIEZOIPSHH
ENLDEFEET D &L YRBONLMIEE BEICRIEL HZEICHIEHR
RNEETRLEREICHADERA—BLTWE I &2V D, FIRE. E/BH
A(BIZIE. HLA-A, HLA-B3 & T'HLA-DRD3IBIZFEE. # % \MIHLA-C% N % /=4
BILFE) "E—THIHERENETLND,

MEAERFIE, ESHRICKHENICRIRL TWSEGRT. TOBTRTEDS
L < t&non-coding RNAZ 7= IJESHERE D R LR ICEE B2 R/-7&(x
F. TOEGFEYDH L {IlEnon-coding RNA, H B WIFEDFILEMICE -
THERINTH LW, FHEEFICEFNSEERTFE LT, HIXIE 0ct3/4
. Sox2, Sox1, Sox3. Sox15, Sox17. KLf4, KLf2, c-Myc. N-Myc. L-Myc. Na
nog. Lin28, Fbx15, ERas, ECAT15-2, Tcll, beta-catenin, Lin28b, Salll
. Salld, Esrrb, Nrba2, Thx3F7/ldGlisIZEABIRIN. ThoDOMEHEE
Fid, BHETHVWTERL, HAEDETRWVWTERW,

PSCIE, VERBERNSAFEBADPSCO VT4 a =V FEICL Y MEFEED
FDICBNE T2 2B TEDN, AFEBOPSCAV T4 aZry TEICHT S
R, BERAMOFTEICLYMRFERET LA TES, HFEEROER
& LTk, BZ £, NeurobasaliZft, Neural Progenitor BasaliZf, NS
-AtEHh, BMERZHh, BGJbifith., CMRL 1066i%ih, S/\7BHEHh (MEM) . Eagle
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[0023]

[0024]

MEMIZHE, cMEMEEHE, 4L~y I — )L (DMEM) | Glasgow MEMES
i, Improved MEM Zinc OptionZtt:, IMDMESH:, Medium 1993Zih, DMEM,/F12
Hrih, /NAEEfh, RPMI 1640%fh, Fischer’ siEfh, RO O ORSEHA

ENBFONZDN, CHLHICREINGWL, HBWE, TEROZEEMERE
Aok (F), TRIBESHAIEH, mTeSR1, StemFit AKO2N, StemFit AKO3N
. Essential 8%) ZAWVWTH L\,

iy, MBESEEMXIEENEEMTHY B S, FF L IE, BOFERE
WMAMERINGES, |IUEEM (SFM) &id, RUEXIERBEEOMBEEZ W
NESEAVERERKRL., > T, BRI N MKRBERKD XIS EMIER
REMS (BRERFRE) #58T 2EMABFSNES, MF (BIAIL.
D URRIBIE (FBS) . B MMBEARE) DREIF. 0~20%. #FF L < I1X0~5
%, FYUTFFELLIFOI~2%, ZREFFELLLIF0% (Th4AbL, EME) THY
95, SFMZEROMBREMEEATEILL, XEEFRCTHLW, MFNR
BYE LTE BIAE. 773y (Bl BBEY Yy FT7ILTIV, ik
ZATIWVTIVEQTIVTIVREY., YT T, TEFIANSVRTGY Y
INOENMKEYE) . NSV RT7 Yy (RIZBOk#EERE) . BRI,
ARy, AT VRIRE, BERR. 2—ANVAT Y/ =, T
—FA TV EO-—IHZWVIEINLDHEEYLELZEEESR T 2YWENZETS
5NEZ, HMHBIEREWIE. FHIAIE. WO 98,730679ICEBEHDAEICEL Y
RETED, T SYBRICT S0, THROEDZFHATE S, H™HD
HIROME & L Tix. Knockout (FHAE) Serum Replacement (KSR) . Chemica
lly—defined Lipid concentrated, X Glutamax (Invitorogen) AZE(F S
na,

B, BAELMOZOMORMAMZSATE LV, HIZAE. REREF (
BlzIE, 420 RE) . RYTIVE BIaE. FhLioviy) | =
2Z0 BIZE ELYBF M) vLRE) . BE WA FLa—-2k
E) . BMEE (B, ELVEVE, ABRE) . TI/B (BIXE. En
BT I/ (NEAA) \ L= 43I0 E) [ B BaE 2—X LA~
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[0025]

[0026]

[0027]

hT&H/—iaE) . EYIVE (BIZ2iE, PRONVEVE, d-EFFUQ
E) . AFTA4 K BRI [IN—=4] — TR +STVF—, TOFRATA
VIRE) | mEYE B ANLTINIAIY RZV Yy Fusw
Ao vRE) | BEE (BIZIE HEPESAY) | RERMY (BIX L. B27 su
pplement, N2 supplement. StemPro (ZE£%PE#E) —Nutrient SupplementZi &
) BRBEFBIENTES, BERNBEIERLXTOREHETEZTNZ &N
FE LWL,

PSCIE, 74 —4—MBEOEETXRIEEETICTEEINRTLVD, EH
~DERKIGAEZER I NIE, PSCIR 7 + — 5 —HMBEOIFFETFTHEINSZ
ENEF LWV, > T, AFEBOIFE LWEREREBKRICEWT, PSCITET 1 —
H—ZHETFTEEIND,

PSCAMIFEB T 2LOICERAINIEBERRIE. BICREIhAWVWA, 7
20, MBEER7SX3. Favia, RMNYFyvra, BBEERT
4 va, JIWVFFa4vPa, v4vaFb—h w4707z FTL—+
L FTU—=R JIFIVINT L= IMVORS54 R Fron—
AZA4R Yv—L., Fa—TJ, LA, BENYY, RUA—F—RKR ML
HNEFOLNED, EEFERIMBEEMETHYTS, MIEEEMHOEESS
3. EETHERAOHEADESEHZA LI E2EMT, MBAT N v
A (ECM) R EROMEEERAETI—FINLEDTHYES, Ml
BEEREAHIR. PSCXIE7 4 —4—Hilg (AVWON3I5E) OBEZEMET
ERDOMETHYED, MIREEREEL LTI Iy, 25—V
CESFY. RY L= Ty RY-D-Y Ty, RY-L-FI=F, RU7
A 7ORVFUBTICENSDREY. HIXIE~ MY SIL, IR
fEEESY) (lysed cell membrane preparations) AZ2(F 512 (Klimanskaya
I et al 2005. Lancet 365 : p1636-1641) ., T SDMEEERESEIL. *
NOORBEICIEL T, BEPSCOEBICHEAINIBRECEERB[ICI—T 1
vIEND,

COEBICEWT, PSCZ LEEBRSF LICEE. HIAIE #10°~10°H1A
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[0028]

[0029]

[0030]

[0031]

S emDABE S L, 1~10% €0,/ 9~90% ASDFEST. 1 vFai~—
& —HTH30~40C, FELIIMIICTERET DI ENTE D,

PSCZIEERT 2 TRICHSVT, ERHEORT TEMRBEEZTIENTE
3, EBHRBICAVWL NI, BEhRBagoEthEB URsEET 515
WTH->TH, BERIWDEZETHIEMTH-oTHLIWL, FELLIE. AL
Mo %=BT 3EMARVONS, BRI OREIK. FICREI AV,
B TOEEZRBLTH S, fIZIE 1BE. 288, 3HE. 4HE
. SHEILTTHhNh S,

FEOLDIICUTHESR (RUHRE) IN/PSCIE. BEARMDTE THREF
BT2IENTES, flAIE PSCEELFa—7REICEINL. #MEEZRD
LTRLy ML, REFREFZSALRREERZMATREBL. X
BMBRE EREEF 1 —TICAN, -80CHD 7Y —F—ICTHEFE%. SHB L
CRBEOZBRIVIILTRET 2HZLRELNFESF LRI, THIZRES
niw, RIEFRERE LTE, FIZAE DMSO, Ut >y, RESYVIINVE
. NEEY VR ESEEEERVWAIENTE S, . MROERBRER
(5, STEM-CELL BANKER) #BHW3Z & TX 2,

RIERELLPSCOBRLES., YERMAOBTAMOFEERAVND &N
T%2 (flzIE. Freshney RI, Culture of Animal cells: A Manual of Bas
ic Technique, 4th Edition, 2000, Wiley-Liss, Inc., Chapter 19%£88)
o FELLIK MITCOFZAPTREBET %, DISOD & S A HlilEEMEDR
VWEIBRERZER L TWBIEER. BRRESICEHQFIRAIC TONS0R
EEHMBICEEEDORVWEEICERTZIENEFZ L. BOOBEICLY £
BEMETZIET, BHODHIFERFEFNFELRZENEZ LV, HR
& LTE flAE. MBESEELIEASEROENEERIBKPPBSZ ALV
B5IENTED,

R L/2PSCIE, THIBMTEEEE T2 I EICLYREEIE S, LERE
BmOMBERL Y Nas vy EV T LTHEL. RobHsst (5, ERBESH
Rz, mTeSR1, StemFit AKO2N, StemFit AKO3N, Essential 8%) (MEIC
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[0032]

Jt» U CROCKREEHI (. Y-27632) #H/MLTEHELW) &F/MLT. 3=V
A=Y ESFY. RY L= Ty RY-D-YTr, RY-L-FIIL=
Fr. RUE747AQRVFVHPTICENSDREW. BIZIET M) S, it

CICBEHIREIREASYD (Lysed cell membrane preparations) FD#fifEES
AEETI—FT1 v/ LIERERSRLICHEL, 37C, 5% 0024 v F a1 ~R—
H—FRTHEET S, MEEEREESE LT, PSCORDHUEMIZFD/DIC,
TGFREDREADRERFMEELTWVWS Y M) FILCAEMIBRERAMNMSE LY D
. BAEROMBEAT N 2R, FZE SIZV, 74 7ORIFVRD
FNOOMA. JYBFFELRESIIZVELLIEZEDOIE (BIZIE. 53=
511 EBUFF (fl. iMatrix-511) ) FZAWBE I EAEF LW, HRHIL

. MREB, TORIEBSIICITOIIENTES, 70~80%0> 7TV MC
RBPFTEEL, KRLAAOIOZ—%2Evy I 7y T9 3,

(b) WA THEERSR

AFEBROPSCAV T4 a=vEOIR (1) IKSWTHEAT 5T
EERSIE. FEEMD LCRERFSHOEERZAMERE LTHT 215
BERRTH-> T, AIBEEEICIE. BWCE—OEHROME (109 <
W) NEWCEYED LOBICEEIN. BMERIE. RIPROBEEL->T
WRREmE, INEERICEONIEGEINEMROBE S 4> TWAER
EEBTBHIEERFHET S,

ZZT TEWIR—0] &iF. EMEBICHR CBRE CTHENMEREINESEE
IS, ZMEBBR TR S 12 EIRMRRESEWCH—aY 4 XPMlEf%=E 7
REIC. BFEBOMHOY /4 X (HAOR. FIHE) PERIEVICEL
LTW3BZEA2EKL, BBICA—THIBLEIEAWV, REBICHEWVWT, H
ZEBOMES TEWCA—FA4X] . TEWIR—MIR] THIEWD5
BICiE. ThoDHY A4 AIEEHBIRICDOWT LR EAHROEKT TA—1 TH
5 EERKT B,

[BICEBEINS] &iE FlziE, EATIROBED. MEZR (W\=5h
LK) OEEERE., MEOROEBOSESTNMISERICED2EEN LY KE
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[0033]

[0034]

KRB EHIC (BB, MEBELORDRETSDDEDZEIENLYNILCA
3£510) . MEBEALIATRMICEWIEELBYED LOICBEINSIK
RBAEREKT 5,

DRPROB@E] &, A2 TYSKORIBBEO L DI, EORIS
EEICAMND ICONTRORMNEDT 2L ARETH 2,

MR OBmE] ik, FIAIE. FRROMEP/ NS RZIROMEDRE,
ROBREZRELBTD2ELDICEALHETH S,

BI1 (A) IZ. AERICAVWSN 2N ITIEETROMEOL KRN %,
Fre. B1 (B) IC. BMMENIEESSRONEN S, AFEPOPSCI VT 4
2azZvJEDIR (1) FTORFERANICRT ., AEBRBICAVWLNDS
WM TIEERRE. MEOBERICREFERAINZEESHROREIC. L—
H—BR& (Bl CO,HTRAL—H—) ICLYEROR—FIROBMAME (=1
sO7z) EBICEBELTHRIFICEICLYEEIND, BEERROBIK
ELTR, BIZE Ta4va (B 10mm, 35mm, 100mm%E) < ILF U i
TL—b (Bl 6-7 )b, 96-7 T IE) WENBEFOLNZD, TNLHICRE
Inawn, BESROMEE LTI L—F—BHEICIYFREDTI /07
TIERIFDIENTEZHEDTHNIE. FICHRITAL, FAIEFE. 75X
FvIPRYRFLYEORY I —MBHIEFLND, L—F—INTAEER
YA o009 TILOSEE LTE, HAOSERH200~2000 uniZfE, R (B
OASERHE TORY) H100~900 umiZETH B H. AFEBOPSCI VT
423V JEICBWTEL, PSCIREMICKR MM Z R L /IR TERIR DO
BifE T ANENH D END, 6~48BRITMEIEE L /= & X DIRKIRPSCHED
BEERMN10~800wm, 1FF L < 1E20~500wm, & YIFE L < I1340~100 um& 72
DEODHOBERERIEEFTEZENEELL., HlAE. FHOZDE
HERE LT200~2000 um, 5FF L <200~1000 wm, &£ Y1FE L < 1£200~50
Oum, X 5ITHFFEL < 13400~500 wm, SEXDIFHE L TI00~900um, FFE
L <12100~400 um, & YiFE L <I1E100~200 um%EZEIFB 2 & A TE B,

WA TIEERROEETIX. PCHAKEEEICES LRVL DT, FES
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[0035]

[0036]

[0037]

MY L IRMEEBEUTH D, JOL D RIEEmIZ. MEEENHIF (4218
JEEEER) ZAVCRAVEEZET I SICLYBRIEZIENTES
o MREBEMEIFIE LT, Bl YVEBBERYY— (2—x45) 04
WAFSIFIINERRAR) LY VERE) . RVEROFSIFILXETOY
L—bk. 29REFLEY. HHWVE. RYVIFLYT) A REHNEF
53, I— MNETHIREBEOMHZRETZLUMIE, ALY I—
Bilg/A &, MIRRESIEIMROH M TEESREKE L TE LW,

EEEAFEEES LAXEEEETHDI e, 170V LR
ROMEER>TVWBIREERSE, BREBEITESMIERI NAMNROME
EROTWARRERHEEZBT S &ICEY, BE—HfE L THEREI N /PSCIE.
BYA 700 IIVICHEFITESAA, EHICESETS &<, &Y 5
BRIAFEE L TERETYH A AU —RRMEIREZR T2 ENTES

BB, BEWICHEY &> UBELTOBICIFTFEEAFELAVWL DI, B
WICBEY S0 MBEBDZNENOREEMAEWIESMIERT 2L D ICH
MINTWVWBZEPFELL, ThickY, BEINWALKREOHBEIEY L
MIEBIAH, MIlEZ0ORT 22 &K EKRMBEBETK T2 ENTES

ZMMM T EESSEIE. B, W0 2017/047735(C BB D AEIC L Y BE
TBHIENTED, T, ZOLDAHMBMITEESSRE LT, TROBOD
(5. AGCT % J 'S R #+BLDEZSPHERE (& 4%7541E) . StemCellTechnologies
#BIDAggreWel L™, 75 L HEIDElplasia (BIREE) %) #FHETEI &
£ TED,

(c) T%# (1)

AFEBAOPSCAV T4 a3V JEDIR (1) ITBWT, k& (a) O&
L THEBL/PSCHE, LB (b) OWMMMTEERZICHEEL., PSCELE
HRFEERET 2 &IC4LY. BME (4707 1)b) RICERMERE%
Bl t 3,
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[0038]

[0039]

BlZIE, FIEFRE LPSCEEE, BIRL THALEEMRPSCOO=— (20
Z—OHENAEETHZ I E, IO —2FHT 2BEELOERIEH HHE
THHIIEEEHERLGERNTS) 2y 07y T LT, BYLBRERK

(Bl, 7F 24 —+t. TrypLE Select, TrypLE Express%) ZRWT. E—#l
BAL AL & THERE L 7212, ROCKFEEHI (. Y-27632) AN L =R bR
i (Fl, ERIECSHMEIEH, mTeSR1, StemFit AKO2N, StemFit AKO3N, Ess
ential 8%) FICREBL T. MMM TESERICERET S, PSCOBREREIL
XA 7AaY TIILHIY OFBEEH100~10005AR. FF L < 12100~400%0R
 EUIFFELIK150~300MfE s R B LD ICT R NIE LV, HIAIE 96-T
V7L — NEUDEZSPHERE (B85%7E1E) AW SiE. 17 T)LdH 7Y HBED
A0 TIVHRITOENTWSEDT, FIZIE 19 z)LdH=Y#10,000~#9
100, 0004EA3. 7 L < 155910, 000~#940, 0004EAE. &£ Y7 L < 115,000~
30, 000fHAE & 1BFE T 2 &N TX %,

T (1) ICBTBPSCOEERREIZ. PSCHRRIREAEIC R % M
L7RETEHRMRER Z N T 2 DICHEN D+ EE THNISFFICHIR
INAWD, SHULEEELABEICIE. BIAPSCIRO A4 XAKRELL QYR
DIEEEZHSTERCREZBENDIHZDT, SHRETHD ZEMNEZ LW
o WFFEL IF48BFRELN, L WIFZE L < [E36BFELINTH %, PSCEMHAINT
EEANRICEET &, EONC (3-6RERIRRE) RRMBERETMKRT DT
. BEEBHEOTRE LTE3FESEITFO NS N, T2 (2) TOREBEEERK
VCENICHmL DEFBICEVT, BREICHERLI S MEMREZIET 5781
&, BISEUETH B &EDNFFE L, 12BEULETHE I ENLYBFEF LWV
o AVFa Y azZv/HBEORES. TORONEBEMNREEERT D E
 FFEFLWEEPEOSEE S LT, AIZIEX6~480FE, L WHIFE L <I1X12~36
BFE. IS E L BWUSEEZEIF5 &N TE S,

IEEHBEIBIELUARDEE. B oM 2EIRPSCIERO Y 14 Xk, PSCOETRE
BEPHMEMIEERB[OME (¥4 /07 z)k) OFA XL >TEET
%, FRIRPSCIRD RIRICKR DL Z MR T 5720 ICIE, HEROERN10~80
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[0040]

[0041]

Oum, FFFE L <IF20~500um L YFFEL < IF40~100um& 7R3 & D ICFHE
THIEANEF LW, A, MM IEESRE L TRAOBERI00~500
M, SEX100~200 uMD6-7 )L 7L — NEYDEZSPHERE (B4RAFIE) (AEL
R CIFBEDE Y T IILHYMBEDMER (1407 L) NEBEEINT
W3) #AVBIEA. ZxA4 /07 THiY OPSCHEREHIAEE % 100~4001E
CFFELLIRI0~300EE T B EICE Y, 1~2BDEBICLYAREDY A
ZDHIRPSCIRAZ AR T 2 &N TE S, TOBHICEWT, 7z (47
OY T %ZORIICEEL TWDB, BEDET TIV) HizbY OBEMAIE
ICHE T % &, #5910, 000~#940, 0001E. #F = L < 134915, 000~#930, 0001E %=
BiET&ICmd,

(d) T (2)

AFEBAOPSCOAV T4 a =V EDTRE (2) [LHWTIE. I (1) T
EoONRRMEEA TEZEEEE T2 &ICL Y, HMEREBRNICR
T, BORTHESEDOMBERICEILIE S,

WM TIEERR/NOER Y T4 VTV EICE Y BRIRPSCIRAZEBIUX L. Ro1b
MERFIEH (), SRIEESHEARIEH, mTeSR1, StemFit AKO2N, StemFit AKO3N
. Essential 8%) AICEEBL T, 3=V, 25—V, €53Fv, RY—
L—Y Yy, RY-D-YTV, RY-L-A)IN=F>, R®7 1« 7ORIF VMY
ICENSDESY. Bl2IE< M) FIL, HITHEMRERESEY (lysed cel
| membrane preparations) FEDHEBEEREETCI—T1 V7 LEBEESS
EICHERE L, 37C. 5% C024 v FaNR—4H—hTHEET S, MEEEREE
ELTIE. PSCORDIEEMBDLDIC, TFREDREADERFMEEL TV
7 NS RABMRERAEYEL Y . BANEKROMEAT N U R,
BZE 2I=v, 747V FUVRGERLOME (BIAE, 53I=5
11 E8TFr (Bl iMatrix-511) ) FZAWS I EAEX LV, BEBEILH
ICHIBRIE LAY, Bl Z AE 1~ 108\RER/cme, §7 & U < 1F2~5HREiR/cmTdH Y
55,

T (2) IC8TBPSCIROBERREIE. PSCIRAEEMICKRITI L TR
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TBEZ &5 LD ICRDDICTDRHE THNIEFFICHIBRIE RV, Bl X I1E2
~4H, FELCIEHW3HTHY B D,

[0042] T2 (2) IC&YBLNBPSCHRIE, BR2RTHEEA & D0, X704
R#EEDEBD & 5 ICHIfBREE N RE TR, BRUBICIVERZICE—
MREL NIVICETHEBET 2 &N TE S, > T HMEFEORPXIE 1L
HERIC. MBREREZBRVE L. BEME T 29MEE L < IXT DRI
BICHENAMET—h—%1EEE LT, ZobHiiEd L < IEXERIRMRE %=
BT B &ICEY. BHNOMBEUADREAN DR HEDE WSS
H%a@85ZENTED,

[0043] (1 |) ZEctRMEISFAEDD LM AR Y 2 5%

AFERITEL, ARBPBOPSCOVFsaZvJEICLYBLNEL, BlbX
NPSCH S, EMEICENE T 29I L < IXTORIBRMIEE RT3
FiE (AT, TARBOSEESTEl WD) ZRMHET

BB, AFEBODLESEIE.

(1) REBOPSCOIVTFava=viErICLYEoNE, BHEIN/PSC%
. BMET 3o HE (B L < IXZFORISRME) ~O{b%EFEET 5iEHh
TEEEE TR ; BN
(2) I (1) THELNh MR (% LIEZORIERME) Z22THE
S L. EoEHRE (% L IEEORIERME) KRB0 b —H—%iE
BE LT, E0eiiE (5 L IEZORIEMAE) #RAT2IRE
=20,

M., JZT TEMNET20ME] &1k, REMICERLES &T2591k
HMlEZ2K L. TZORIEMAE] &, PSCZEMOSEMEEICETo b &
ZEICZERBEODLEESIREZET IHEIC. TOMEFESORPTREAT
MR EERT 5, REMICERLLD ETH50LMIEEZEZHIC. £OD
BRETUHANICEEINZ & WO BT, ZRIRMEES L TBNE T 24
1 EWZAB0T. UT., HICHSAWRY., ZRIRMEEtSHT THNE
50l . TFREDOSMEMR] &SEMICERI & &T 2,
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[0044]

[0045]

[0046]

[0047]

[0048]

AFEBPOPSCOAVT 123V TRICLYBONAPSCIRIE, FIAIE. L
FEDIR (2) TRHWIIEESRINOIEMZREL. BNE T 350
ANDMEFEE T S5 (MEEEEM) Z2R/NMLT. Z0FEFEEEE%
mFdZ&IcEY, KRPOMEFEEDTIRE (1) ZT52&EMNTES,

PMeFEE O EMEM & U TE. BIAIE. NeurobasaliFith, Neural Prog
enitor Basaliffith, NS-AifFits, BMEREith, BGJbififs, CMRL 10663%its, &/
JArE (MEM) . Eagle MEMBZEHh, oMEMIZHh, 4ILRw JWEA —FILEEH (
DMEM) . Glasgow MEMiZits, Improved MEM Zinc OptionZit:, IMDMEZH:, Medi
um 19955, DMEM /F1255th, /\AKEth, RPMI 164035M, Fischer’ sk,
RUOIhSDREEMMRENEIF SN S, Essential 8%Essential 6, Steml
ine (BRERR) Stemline IIFEDWROBMZAVSEIEHTE S,

EhiE, MFSAESMXIEEMBEEMTHYE S, FFLIE. BMBES
MAFERAING D, EIFEM (SFM) IEROMBEREMWESATELL,

B, BAELMOEOMOREMA. FlIAE RREF (BIZE. 1R
&) RUFZIVE BIZE ThLirRE) [ 2x3)0 BAE
ELVVEBFMNYDLRE)  BEER B JNO-RRE) | B (
BlZIE EIWEVEE, ABAE) . PI/E (BIAE FESHET7I /BB (NEA
A . L=Ts 3048 B (BIZIE 2= ANVATRTHY /- E
). EYIVE (B, PAOANEVEE d-EXFURE) . 2FO4K

BlzIE, [R=%] —ZRASTF—, 7OFRTOVRE) | EY
B (BaiE, ANLTRYAD Y, RV Yy, B4 viRe) | B
& (BIx I, HEPESAE) | RERMY (BIA L. B27 supplement, N2 sup
plement, StemPro (ZE&XFHAZE) -Nutrient Supplement/R &) FE2ZHT S
ENTEZ, BRMDEEFERATOBEHER TEZENE T EAFFE LV,

SMEBEEEMICIK,. BRNET50MENOMEZFELEZ22EFEER

NEFEND, TOLIBMMEFERFIX. BNET 50 MBEOERICH
LT, BARAMOLOEZEERRL THWS I ENTE S,

BIZE., BNET20HBE LT, FREROMBEZETFEIENTE
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[0049]

[0050]

[0051]

[0052]

%, ZHREZXROHREIE. PSCHrLONEEERIHEILL TWBRY., RRRE
RICETHDVWHRDMMPETH-> THLWH, AIZIE, MK, MERREM
fa. BEEHERE. SEME. B, O, BREER. H2VEELS
ORISR A EN BTSN D, T NMKRME] &k, SEmsiEsS>9
L9 2MBEFRICEIN2EROMBEZEWRL. KRBk, MR, FH3Kk F
BRTK, (FEEIK. o077 —J. NKMRE. #HAMERE. THERE. BMARE. WO
ICENSORIBRMAE (B, REFEK BRESFIK. £k, U 2/ OkRAIRMERS
E) FENEEING,

HBdWE, BHET20bMIEE LT, AREXROHMEZZETEIENT
X%, AREZRDOMREIE. PSCHALDHMEFERNEILL TWBHRY .. RRRE
RICETHDVWHRDHMPETH-> THLWD, BAIZIE, BEL AR, FFHE. 5
EHERE. FiAERE. FRRERMREEOMIEXIEZ NS ORIBEMRA S HESF SN
%,

FREXKRVCARERIZ. PRREMEZ L BORIEFKET S, > T,
FRERXITAREZRDHMBEADDLFEETEOMHICE VT, FRREH
READDENFEIND, PRKEMBE~DO2MEIE, FIZAIEE. T, Foxa2, Gsc
MixNEOHFRAMEY—D—DORFEEARD I EICLYERTEIENTE
%,

HBdWE, BHET20bMIEE LT, AREXROHMEZZETEIENT
X%, AREZRDMREIE. PSCHALDHMEFERNEILL TWSHRY .. ARE
RICBTD2VWHARZMETH>THLWA, HlAIE ERRME (F. i
MR, Y 7HIRES) . BRERMES L BRRERME (B, KEME) X
ENSORIBRMEGENEITFON D,

PSCHN 5 LEEDOWT MDD FHIEERMAL. AEERMIEX T ARERMEEA
OAEEEEIE. TNETNEERMOTICBWTANTHY ., HIAIE. Pt
ROKEMR. [EEREZRM ES - iPSHHEEERIY V4 — K] (FELHRT
. 20145) IR D=MEZRMEAODEFSENEHINTEY ., HES
THNE, CNOOMEASRI D EICLY., PSCEBE=FERMREAE
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[0053]

[0054]

[0055]

[0056]

DIEFEETDHIENTES,

AFEBOIFE LW—EEERICBWT, BN ET 39 HMBITEMERE
¥R (HE) TH B, HEADOMEFESIE. HIZE. (1) AFEBOPSCOV T4
2aZ Vv TEICLYBFONIPSCIR %, BUP, GSK3IBFHEHRIS L VVEGFZET
EHPTEEEEL. RWT (i i) VEGF, SCFH L U'TGF BRHER %= ST 55
A TEBEBETIIEICLYERTDZIENTE S,

FEETR (i) ICEVSBMPIE, BMP2, BMPAJX TIBMPTANS A BB L U BIR X
N3P EE—DDBWPTHY., IFE L IE BUWPATH B, BWPIEE M3
DEDHIFE LW, FIZIE. BWPAEZ AW SIEE. BWPADIREIL. FFICRES
NAEWA, 5 ng/mlH 5200 ng/ml, 10 ng/mlH 5100 ng/ml, 20ng/mlH 580
ng/mlAMBIIRE N B,

GSK3BPREHI& LTlk. BRI, 41 VIV EVEEETHZBI0 (BIL. GS
K-3{3FZEHFIIx; 6—7OFTA VINEVIY —FFT L), TLAIRFERK
T#H5SB216763 (3-(2,4—2 /OO0 7z =)-4-(1—XFI—1TH—4 v R—
W=3—4J)V) —H—EO—)L—-2,5-TAY) . ZxZ)a7OEALAFIY
MBI TH BESK-3BAEFIVII (4 -V JOEFEI NI/ V) | HE
EEARD Y VERERTF R THBL803-mts KU E VBRI % H T 5 CHIRIN
21 (6-[2-[4-(2,4-Dichlorophenyl)-5-(4-methyl-1H-imid azol-2-yl) pyrim
idin-2-ylamino]ethylamino]pyridine-3-carbonitrile) AZEF5Nh 3, h
S5DbEMiE. 2 1ECalbiochem#t®Biomo IHEANSTHIRINTHY . B
KRBT B ENARETH D, 1F7F L <I&, CHIR99021 TH Y182, 1l X ILCH
IR99021 % A\ 3355, CHIR99021 DRI, I AL, 1nM, 10nM, 50nM, 100n
M, 500nM, 750nM, 1uM, 2uM, 3uM 4uM, 5uM 6uM, 7uM 8SuM 9uM
10N, 15uM, 20 wM, 25uM, 30uM, 40uM, SOuUNZE/IEZI N SOEDE
ETHDN. INLHICREI R,

VEGFICIFWLS DDA TS A4 RN 7o~ (B MTIE. EIT121, 165, 189
20072 BR) AHY. ThsOWThEaRAWTE LWL, BHEEAS
HETHWTELWD, OV THA TLYBWS T FIEERETEIED
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[0057]

[0058]

[0059]

[0060]

[0061]

[0062]

5. VEGF 1654%7% LK AW S5 N85, VEGFDBEIZ. FICREI AV
. 5 ng/mlH 5200 ng/ml, 10ng/mlH 5100 ng/ml, F7/=1£20 ng/mlhH 580 ng
/mIDMFIREN D, VEGFIEE NAEFEDEDHFFE L L,

T (i) OIFFEIE, 37C, 5% C0f v Fax—4— (FHELIE 5% 0
JDIEEEREMT) T2~3HEITY &N TE S,

EEITR (i i) ICBVWONBVEGFDREE LTIE, I8 (i) &E&%D
EENMETFONS, SCFOEE & L TIX. 5 ng/mlhA 5200 ng/ml . 10 ng/ml
M 5100 ng/ml, F7/=1520 ng/mlH 580 ng/mlAFIREIN D, SCFIZE MHXE
DEHEOHEFF LW,

TGF BPEEHI & L Tk, Bl AL, SB431542, SB202190 (R.K.Lindemann et a
l., Mal. Cancer 2:20 (2003) ) . SB505124 (GlaxoSmithKline) . NPC30345
. SD093, SD908, SD208 (Scios) . LY2109761, LY364947, LY580276 (Lilly
Research Laboratories) . A-83-01 (WO 2009/146408) R ENEIFEN B,
NoDEEMIE. BIZIESTEMGENTHEN OHRINTE Y., SHICFIRT
DIENTBETH D, FE L IE, SBA35L2THYE D, B X I£SB431542%
AW 2154, SB4315420DIRE . HIA I, TnM, 10nM, 50nM, 100nM, 500nM,
750nM, 1M, 2uM, 3uM, duM, S5uM, 6uM, 7u Mo 8uM, 9uM, 10 M,
15uM, 20 uM 25uM, 30uM, 40uM 50uNE/IEIhSOREDRETH D
B IHSICREI AL,

FEETRE (i i) THRWREBHICIEK., ISICFGFERMT 5 ENTES
o bFGFDIBE L. #FICREINAWA, 5 ng/mlH 5200 ng/ml, 10 ng/mlh
5100 ng/ml, F7=1E£20 ng/mlH 580 ng/mlAFIIREND, bFGFIZE NEHFED
EDOMFE L LY,

T (i i) OEEIF. 37C, 5% C0,M vFar—4—d (FFHELLIE 5%
0,DIKERRZMT) T2~3HRBITO T &N TE B,

PSCHSHEAND LB, $55H2017-230195 2%k, WO 2017/164257, Natu
re, 545: 432-438 (2017). Nat. Cell Biol., 17(5): 580-591 (2015) (C&C
BOAEICE>TITIZEHTES,
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[0063]

[0064]

[0065]

[0066]

[0067]

AEBEODEFEEDOTRE (2) ILBWVWTIE, I, (1) TELOhES1t
MpEs STHBREEL, S, X LHBICEED LY —H—%5 EE LT
SMEMEE R T 5, b —Hh—& L TE, BRNET 2 0EMRICIE LT
BAEXKHOEDERAWS I ENTE D, BIAIE. HEDIFEIE. CD34BM %1
BELTENTZIENTES,

MREEANSBENE T 2% BRI T 2FEE LTI, HIAIEE FACS
XIGVMACSEZEFWS Z &N TE D, MDY XA —IBDRVEDER RN S
 MACSZRWB ZENEYITFZ L,

AFEPEOMMEFEEERICL YRR I hAASMHEOS M. RENLEN
OHEFEORISRME TH 21556, ZEN SN LHlEEZ. ISICBFRAKD
MEBERICHT B EICLY,. RRNLENONEMBEEZ RENDEEIC
BB ENTED, flzi, LEDOLIICLT. AEBOSLFEXRICLYH
E2ZEBLBE,. B INEMEDOHEZ, I SICHPCEBEICHT S
&Y, REDHPCEZREICHFRTZIEHNTE S,

BB, AFERITI L.

(1) AREPOS/EFTEEICLYEON, BRIINHEZIRET 2 TR ;
AN
(2) BHEZHPCICMEFET 2 TR
20, HPCOERAEERHT 2,

HEA HHPC%E MEFEE T 255 & LTI, BIAIE. WO 2017/164257, Nature
, 545: 432-438 (2017), Nat. Cell Biol., 17(5): 580-591 (2015) |2
DHEZENZFLNDD, ZTHICREINY, EEROEBFLFOAENE
FAaEETH 2,

BIZ L, BRI hHEE, FlAE. S3I=v, A5V, €5Fv. R
J—-L=UTrv, RY-D-UTv RY-L-FN=ZFV, ROCT74TOXIFV
WICENSDREW. BIAIE~ M) FI, ISR EFMRRERRY (lysed
cell membrane preparations) EDMEBEEREETCI—T 1 v/ LELESE
"B EICEEREL. B2 1. NeurobasaliZth, Neural Progenitor BasaliZifh,
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[0068]

[0069]

[0070]

NS-AiEtth, BMEZth, BGJbiEtth, CMRL 10663%ih, S/ @HEth (MEM) . Eagl
e MEMIZEHE, oMEMEZHh, 4L~ JWEA — 7 ILiEH (DMEM) . Glasgow MEM
Heith, Improved MEM Zinc OptioniZith, IMDMiZith, Medium 1993%f#th, DMEM,F
1285 4h, /NLBEHh, RPMI 16408Z#h, Fischer’ s#Efh., 4 BNk, Essential
84Essential 6, Stemline(E$%krEtE) Stemline II, StemPro (EfFEtE) -3
AZEDOMAROEM, WEWCICIh S OREBMIC. HIZIESCF, TPO, FLt-3) A
v R, IL-6/IL-6RaEDEMMEY 1 MAA VAT T ERML T, BETS
ZEICEY, HEZHPCICHMEFEE T 2 2 &N TE S, HD\WIE, VEGF R TSCF
DEAETTI~3HRBEEE L%, sisddEsy a4 hhavh o7 aRmML
T, BETZ2IEHTES,

AFEEAOHPCOER AEICH W T, T2 (2) OEEIL, 37C. 5% C0,1 v
FaRr—F— (TFFLLIE 5% ,DKBREHT) TH~10HETD 2 &
TXES, AIRRICKYBONAEHPCIE, A (X, CD34REME K& U CDASRE 4 % 181E
& LT, FACSXIIMACSZEIC L Y HERR - ERIT 22 &ANTE. BARRAKMOIO
Z—FRT YA ICTHRBEERNGHPCE O N TWAE & BT 5 ENTE
%,

EEOLDICLTR LN ZHPCIE, BAEAKODOAEIC & Y R ERMRICS
St (BRF) SHBZENTES, BIZAIE. HED SHPCADMEFEICS
WTHIR S o B thic, BIA L SCF. TPO, FLt-3Y H> K. IL-6/IL-6R
o, IL-3, IL-11, IGF-1, EPO, VEGF, bFGF, BMP4, SHH, 7v < AF v v
IIZFORFZ, B & T2MBEMEEICHR U CGAEHAELETHRML., HPCE
EETZEICLY. BENOMBEMARICHMEI B2 ENTE S, YEIEE
iE. 37C, 5% COM vFar—4—ih (FELLIE 5% 0,DEBREMET)
TH~20HEREITD &N TESZH. FNICREI ARV, FIZIE, EMEK
AISRAMARE. < SICIMMRANDEFEEEICDWTIE, WO 2018/038242(2 %k
IThTWw3,

FEROLIICLTELSNDEL OMKRMEIE., & IEMRICHZM QMM
RKEDTOEE (PI2IE, B -</077—YDHAE. CX3CRIBEME KR VDT
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[0071]

[0072]

[0073]

[0074] 1

ARZME ; REFRRHMARDZ S, CD33RME K UCD235af5z1E ; Bk RMiZDIZE
. CD33R3 M K 1'CD235af2 M ; NKEERE (D14, CD314RRME R ('CDS6RR M) %35
& LT, FACSIIMACSHIC L UHRERR - BAIT 22 &N TE B,
BIROERFI2ICRINDEBY. FRBODIEFEEICSWT, HERTH
PCE#RAR L TR~ DMEMIEZDLEEEY 256, HEZERT 22 &4 <HE
ZZ2UHBRERZHPCAD D EEZICH L. 5N HPCZ, fI X IZCD34F5 14
R UCDASRR M A 35 & LT, FACSXIIMACSERIC & Y HESR - 5ERI L /=%, &4
OMBEHEEANEMEFELTH LWL, HEIWIE, BEON/HPCEZERITZ
R <KHPCEZEUHMBER %2 &~ DMKRMREADEEZBICHLTH LWL, K
FBADOPSCOAY T4 a v JRICL YEIME LPSCEAWNIE, ZPSCH 55
BINFHEZZERIE T &6, LLEMShE & <HPCRFE 4~ O IMKHIAEIC b EEE
THIENTES,
>T. AEBORDOEFFE L W—REEBRKICEWNT, AEPFOMFEEE
iE. REHNRENE T 2R NEMEIETH Y. HERUHPCAIRH L T
MM~ Db % FE T 2 HETH> T, HPCRIGBEMN & T 2 MEHARICH
B0 —H—%8EBEREE LT, SZMREEZENTI2IRZECHLOTHD
UFIC, EREGICE > TAFEBZEBICERBET 20, AFEBIXUTOERREG
ICRABLIREINS ED TR,
== e )
= 51 1
1. #
-1, HERERK
40982, 201B7 (317-9) (WIh&@%E ARZEiPSHERR)
-2, B
Z2EEFEEE, UTOLDICHREL =,
PSCL — Mt : EFIRMIC, mTeSR1&10 uM Y-27632& #3B& L. 4C TR
BlLf, 2704 RFL— M : mTeSR1&625 - 1,250 ng/mL D iMatrix
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[0075]

[0076]

[0077]

=511 (MEfERkICL D) & %BA L, OBEODOS{biEH: Essential 8&2 w
M CHIR99021, 80 ng/mL BMP4% 7r*80 ng/mL VEGF 165& #B& L7, 2HBED
Sb3Eth: Essential 6&1 wM SB431542, 80 ng/mL VEGF 165, R T*100 ng/
mL SCF& %&38& L7, 1 mM EDTA: 1 mLDO.5 M EDTA%500 mLDPBS (AL
DL/RTRIDLRER) ICINA T, EHT HE#h: Stemline (E$%FHIE) Stem
line II&, 50 ng / mL SCF, 20 ng / mL®DTPO, 50 ng / mLDFLlt-3L, 20 ng
/ mLDIL-6 / IL-6Re, ITS-X, GlutamaxRUEME-HERRE5EEL
foo FACS /Ny 77 —: PBS (AN D L,/ RTRXIIDLRER) &, 2% FCS
B LG oM EDTAX 23BA LT,

2. PSCOO=—Fm

5%C0,D37°CA > F 2 X—4 —T, hPSCETO%H S80%DEEIC/A B & T,
mTeSR1AMD0.5 wg/cm2DiMatrix-511_t CHEFEI 7,

PSCOfiFRE (4HAD)

BEMAKS| L. PBS (Ca / MgAREHE) THEEFREAZ20O%EF L, RIC. Tr
ypLE Express THEREZMIE L, 37CTISOEA v FaR—k L7z (ZOEHM
faazIgI VL dICLi) o MEEEZnTeSRUCEREB L. BEBREZ BT QY
AXDOF1—7ICH L. HEZ200XgT3DE=ED L. £FEZKSIL. HMiE%
PSCTL —F 1 v FiEICERB L 7=, PSCHRE K % EZSPHERE L (248, 000~70, 00
0 cells /cm? (MRRHKRICIHLUT) THL—FT 147 L. 5%C0,D37CA > *
ANR—H—T—MA v Fa~X—rLk, TOBR 967 TJVEZSPHEREZ L — k
1. 100 wl/wel IOMARRRBR ZERE L, —MRIC. B6EDY TILIC, #9920,
000 cells wel lOHEREABIET 2 &, WIWEDRA 704 RHABELN S,
PSCR7zO4 KODFL—7 14 (387D

PI00OER Y hT VY ERWTEPNMIERY T4 VT T3 &0k Y, 15mL
JO=ZANFa—7IPSCR7 04 FZEEYRL., A7 xz04 RZERT25HHE
HEITLI&ICLYiEIEAL, EEEREIL., R7zO4 KT — Mt
KRB L., BERE4A- 2704 K/emDBEERDEDICHEL. 5%C0,0
371%4 »FarR—4—HNTIHEEE L,
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[0078]

[0079]

[0080]

[0081]

3. EmM%FEE (hiEESE) (0BE)

A& K5 L. 2 wM CHIR99021, 80 ng/mL BMP4J 7*80 ng/mL VEGF 165%
Z{Essential 8&MNZ. 5%0, 5%C0,M37CA v FarR—4— (KEEFEA >~
FarR—4FH—) TEE LK, Essential SR T2HEEE L%, Eihas IR
L. JRWT1 wM SB431542, 100 ng/mL SCF%7r80 ng/mL VEGF 165% = ¢ Ess
ential 6&MNX. EBRSA VFa21R—F-—TEEL .

4, MMM RHERE (hemogenic endothelium) MDEHEEE (4 HE)

2H%. EtERSIL. BHMOKREEPBS (ALY TL/RTXDITLAER
) T2El%% L7z, TrypLE Express THIBEAMIE L., 5%C0,M37CA v F X
— 5 —NTIODEM v Fa~N—k Lk, MEZ!T oM EDTAICEEMNMIREBL., B
—HAREL NILICE THEBESE, BBKRES L =hIFa—TICH L. i
%200 XgT3E=ED L, E5BEZRBIL. 300 wlLdMACS/Ny 7 7 —THERR
Ry NERBLAE, 100 uLDCD3dv A4 /7O —X%RML., F#ENMERY
T4V L% ERTOQES Fax—h Lk, BEREZL undt)l
AML—F—T2i#B L7, autoMACS Protz/\L —% — % L TCD34lfE %
DEEL =
b, EMMHEREME S OEMMHREEE (Endothelial-to-Hematopoietic Tra
nsition : EHT)

5-1. 72«4 7AQXVFA—FT42J

PBS (AN D L/ TR ALRER) RICT mg/mLDT « TARIF U %
FIRTBIET, RELEDS pwg/mMD7 4 JARIFVIA—FT 4 VAR
ERE L, 280 T VEETL—FOED TIVIC0.5 alDI—F 1 TR
ENELE, TLU—MNEERTONEAS Y Far—b L7,

Y — b L7<CD344liE 2200 X 9 T3 =D L, #IIERL v b Z InLDEHTHE
HAICEREB L, RIS, MIEBICEYEMBBELZRE Lk, EHTEER
MY 3T &IC& YRR %200, 0004ERE/mLICFAEE L, 74 7OXIF YV
TA—FT4 V7 LEDIUDNS, A—FT 1V TBARERSILTE T, &7
4 7ARIVFUTA—FT4 7LD TIVIC, 0.5 nLOCDIAHRARE R % o
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[0082]

[0083]

[0084]

[0085]

[0086]

[0087]

FUL, BBRAVFaR—4F—TArvFar—rL1E,
6. BIMEOCT7O—HA MX K —=FvtA
6-1. FEHEAE D EUX

BE#a15 sl = AN Fa—TICHB L. 200XgTIPEED Lz, £EER
51 L7
6-2. #EEMRROEIRX

IBERM%0.5 nLDPBS (Ca/MgAZH) T2E%E%E L7, TrypLE Express%
200 wlinZ. TryplLE ExpressTRELAEZE. ROWKEEZREI L, 7
L—hE3TCODA 2 FarR—F—TEHMEA v FarR—h L, #lEZ! nLD
FACS/Ny 7 7 —ICEBRB L /=

FEHiiE & EME S 2RSS L. MlE%200X9T3oEED LR, L%
Bl L7z JRWT, 50 wlDFACS/Nw 77 —ICBRE L. BB, ER TG
TCD344 A R U CDAbH A S iR & &2 IR b S B/, MRE%PBS (Ca MgFEH
) T2E%%EL. 200X g T3 pAEODRE L, EBEZRBIL. 0.5 ug
/mLMDDAPLI % Z¢0.5 mLDFACS/Sy 7 7 —ICBR& L 7=, LSR FortessaT(CD34
& CDABDFIR % AE L f=o
7. EMMREOIO0=—FKEM (CFU) 7vi4a
7-1. EMHERE D ER

BZIS L= A Fa—TICH L. U )L%PBS (Ca/MgAREHR) T2
BRI L,

Ml 2200 X g T3NEED L. EEZREIL7c, 1 mLOEH THEMICER
BL. MR EAVWTHRBEZRE L, MEMEZRML 3 nLdMethoCu
Lt HA435(C, 10, 000EDHRRICHHE T 2B RZIA. 16 GE/IE18 G
YT & GRE. RIC. MethocultBHREE A6V L L — DK
TNICHEL. BEERERBANS, 5%C0, 37COHA v FarR—4—T, 2BH
BELUL, IOZ—REIZICBRLLD. Ty Pas@E5IANEIICL
7, 2BEE. BEETTIO—28A X,

EES
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[0088]

PSCOO=—%M T 2BEAERAZRK 2 (CR"T, PSCR7 zO4 Kid. EZS
PHEREL TI1BREIFR I Nz, iMatrix-B11TDHFEETFTTIE, Th5DR 7z OA
Nid, BREMICELICAY., BEAEZRITIOZ -1,

EMARZEEOBIBMNIEREEZRK3 (A) ICRY, PSCOO=Z—%2ERT50 u
METHRRIBTE, BMZIRZELFRES LA/ A4 REFE L, 4H
BE CIERIEHMRIMNT 22 & T, MeOBEPSCOIO=—IE, REICH=—Y
14 R7y TEEE -7/, AHBIC. EMEREMEERREELFILLG /A4 KH
LHSEAICE > T L (B3 (B) ) . EHTIEHICEEBER. 71 70X%Y
FULICERELL, IhOoDMBEEEmMY (1 bAa > (SCF, TPO, Flt-3LK
UIL-6/IL-6Ra) T7 HERIH T 22 &IC& Y. AEMAEH OEMMEE~D
WM RCY., ENMEI0 -8RI hE (B4 (A)) , &
DEIICLTHEELASEMMEICOWT, 78—HYA1 MXA MY —%1TRo ]
EZ %, CD3MB L UCABDHEIBAMREINL (K4 (B) ) , T/, CFUF Y
A IC& Y, CD34" CDASHEMATERMARA R DFEMIK "~ - 07 7 — JRIGEHE
BOIO0=—WmrHERI N (CFU-M = 13, CFU-G = 12, CFU-GM = 13,5,
L3 1 % CD34CDASHAAZ10, 000 A SR I Nzan=—#) (B4 (C) &
(D)),

[0089] k]2

G 1 D2, RUB, EERRICLTPSCOI A —FEM R OEMMFEE (hiEsE
wME) 17705, b4 HERRTOMALIIN © CD34MZ R DER
75 &R HMEFEREREE L fz, AREFHOBEETO M IILOEAREZR
BICRT, MMERBEN S4B, BEME T 2MBOEEICIE L. ULTO
EOICERDZTA MAHAVOHAEDEZRAVWTEEZ#REL 2,

- EMAISFHRROZEE (K6 A) : SMbFR4E BICIE % VEGF R U'SCF &R
L 7=Stemline (ZBE%EAAR) Stemline IIIFMAZLE L C2HEEE L, 2
{LEAsE6 B B AR &, SCF, TPO, Flt-3L, ITS-XEK trGlutamaxZ3shn L 7=Steml
ine (BEkPEFE) Stemline IIICRH L TAHMEE L. 2bBKB108 BICEE
HHAE 43 181 1 CD34+CDA5HE M AT BR MRS % 19 7=
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[0091]

Bk - o077—YDFEE (M6 B) : otFHEA4HBICEM A VEGF R T
SCFZRIN L 7=StemPro (B ZrERE) -3MFMALE L C2HBEEE L. 21t
FE#46H B A% Ik, SCF, TPO, FLt-3L, IL-3, M-CSFAHNL /=StemPro (&$%
EAfR) -3AEHICRM L TT-10REEE L., TORISICY A MhA v &FL
t-3L. GM-CSF. M-CSF3TEIBICE R L C7THREEEMRE L. FEMESBEFIC
CD14+CX3CR1* B3k #HRE % 1§ /=,
- IEFKR - BRIKRMREOFEE (M6 C) : otFmBm4E BICHE & VEGF K&
U'SCF, TPO, Flt-3L, IL-3, IL-6, EPO%FHNL 7=Stemline (ZE$XFHIE) Stem
line IIIEMAZE L C2HESEE L, 2{LBEHBE6EB %G, SCF, TPO, Fl
t-3L, IL-3, IL-6, EPO%RANL 7=Stemline (Z§XpHFE) Stemline II|CZTH#2
L C3HEEE L, StMABRIEBISTEEMEZEIX L. MREENEZTHT
ZOEFEH LWEENAR L CREROE CHEE%7H Rk L /2%, CD23
5+CD33-7R Bk HARE & CD235-CD33 BBk R a5 15 7=,
- NKHEREDEEE (K6 D) : obFts4E BICE A SCF&H L OF Lt-3L A& %8N
L7=Stemline (Z$%FI#E) Stemline IIIEHIAZLE L CSHEEE L=, Db
& 128 B LA ICSCF, FLt-3L, IL-7, IL-15% 300 7=Stemline (Z53FHIE
) StemlinelI3FHICATH L CI6HMEEE L /&, CD56'CD34NKHIRE % 157,

fER

EIMHEEE (PIRESE) %IC. CD34MBMEAEAE (HE) o#tifb%4TH I, H
EZECHRBREFING /14 ROMBEEHZ. BERHPCICHMEEEL. ISHICE
2 QMBI &M (RER) Ithk, TORR. 6HEOENFE (9L
A S10H) 1IC& Y, CD34REME K UCDASEE M DHPCA D ME DR & < SFE X
nNTWaZ e aho7k (6 A) , IHIC, RIEORTENAN T TILTHI
WY B EICEY., CX3CRIPBEM R UCDIARE D EE - v/ 07 77—, (D33
B2 M R U'CD235aRg M (D 7R ZFEk R, CD33R5 M K& UCD235af2 i D B BERK . CD314
b5 % K UCDS6RZ M DNKIIRE~ D b A EER S e (16 B~D)

EX EOF At
FFEBIC L NIE, PSCHSHE, HPCEIG Lo & T HERDNLMIE, K8
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[0092] AHFEIIHATHEIN/-EME2019-086767 (HEH:201

9F4RF26H) 2E B LTHY. TORBTRAPMEBILLETEEIND
tEDTH B,
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[55KIA1]

[553K1R2]

55 KIR3]

[55K1R4]

[E53KIR5]

[E53KIR6]

[553KIR7]

&a R D&
MEBEDDHICHE I M- LR MIROERAEZTH > T
(1) 3EiEEME L REZESHOEBEZRNERE L THET 51
BEAB/RTH-> T, FIBEEAEICIE. BWIE—OEHROMEBAE WIS
BEYED LOBICEEIN. EUEIE. RIPROBEEL>TWBER
BmEs., SREEmICELONIERINAZLROME S 4> TWA KR
EAEBT D, RIREERSHREAV T, S % 6~ 4085 EF s
EEL. FMEBRICEIAMEREZ MR I 2% TR ; T¢I

(2) I (1) THELNEKRBRREZ TEREEET 2IE
EE20. Ak

RIEEIRR (1) ICHT 2 Zastadimiad’. BRI OMBEA~ ~Y
JATCA—TA VT LEEBERREZAVIEEEEINLBOTHD
. BERIE1ICEREDAE,

HMBEAT R IZADNSIIZUE LI EOMATH S, BERKIB2IC
BEDFE,

LR MR ARSI X I A T LB MiETH D, ERIE T
~3DWVWThH—IBICEHDOFE,

ZEREMEMIAN L FRETHZ. BFRET~4DVWThH—IRICE

BHBOHE,
ZEMR BN SFTED MM 2RI 2 HETH > T,
(1) BFRBE1~50WFhHA—HIIZBHOFEICLYESNE, §

EIh-Zaaiiias. o tla~0NtbaFET ZiEMmP TR
EEETLIR; WIS

(2) I (1) THLNLEOAH LA SOHEEEN S, X
HMeBRICHEDO MY —h—%HFEE LT, 9l ZzE57 5
T
=20, Ak

RIEETHE (2) P HRESBEICLYiThNs, BRIE6IC
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[53K1R8]

[553KIR9]

[55K1R10]

[55KIR11]

B RIR12]

EEDAE,
FTEDMEMEAFIEERDHMIRTH S, FRIEO6 XX 7 ICEHD
FiEo
FTE D4 bR A MR X 1% 7 ORISRME TH D, BEKIESICE
O FE
RUSKHARR PSS MM MR S IS E MATSEHIRE TH 5. FERIFE 9 ICE
BDAHE,
EMRISRMEDERAETH > T,
(1) 3BKIE1 OILREOFZEICLIYE LN, BRI h/EER
BRIl R T 2 T2 ; I
(2) ZEMMRRME%EMAIRMEREIC o EFEET 5 THE
=20, Ak
RIS LA (2) A EmMENKRMEE. 74 70XV F2, 3=
vE LKIFZEOECO—FT s v LIzEEARSR A BV, Stemline (
BexpaiR) Stemline IIEM % Effigthe 9 2 pLFASIE AP THEE
THIEICELYITHONS, BKRIET 1ICREBDAE,
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