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[(B1 1] M1 1k, BB oSMack T sBETFER 27 71 /1
DT Y ARBERIT ORREZ TR LIZK TS 5,

(K121 M1 2., FESCHEICEW CEETF ORI ER ST AT ML
T 1 o g BN 2 LA EEINT 2B aF OEE R OFENBT 5 8BEFOEE
HE LD TH D,

(41 3] 1 31X, A4 —7HZLHEEM (naive pluripotency) . =7 H%L
BEME (core pluripotency) . 77 A LBIZEEM: (primed pluripotency) . JRIAEN
frZE (primitive endoderm) DHFFMHEIZEET 2B F DI OWTT Z i P SHH
TR OEBSLOFIH% CHEBRLZKTH S, LB FBEEFOF PKME ; TB : i
SNATEDOEBGTFEREOELD 1 o g fEH,

[M14] M14iX,. Tbx3, PoubF1 (Octd4) KU’Zscan
4 DEBBTFOFEBUZOWT, 7 i P SHIROEBNORI# CHEBRLZETH D
o LB BB FOFPKME ; TB : BENAIZOBRETRAENELD 1 o g



WO 2016/052759 PCT/JP2015/078699

11

2 B,

[(X15] K15i&, EMEN< R v 7 ADOEEKS DFBERFRIRIS
DWTT 4 i PSHAROBBS.OA% THELEZKTH 5,
AL ERT D ODHE
[0019] BATFICAZSER & BERIZERA 523, RFERHIZZHDIZRESNDSG S DT
7R,
[0020] AT EMEBEIXEEM CTx A ZAELE T 202 BT 5
ik, BEMEZIIFEEM T A JEARELR T OB, BIO, Sk E
T2 SRR IR & 0L S8 T b L - AR & A 72 SRS AR 3 7 1R B R 21T O
FIEIZET %,

<EFz>

[0021] ADME CEEICER SNARVIBY | AZEBICESE L TRV OIS HEA
ERIOHINAGEIL., YEF LT RICHBINDIERZATHLDOLT D,
[0022] AEAfEEIZISVC, TERMfE) »i3. BEEREL MRS F T oMiaT
bbH, 2T, BEHERELZIBES ERLEAZF > LMldz BRI SN Z V0
. ERE L TR DML FOBEOMBRIZSE T DN E VD,
[0023] ABAMIFIZIBUNT, [ZLEEtE (pluripotent) #RHfR) &id. MR TH -
T, [BEREFKRT DT X TOMBRE~SLFRERRENZE T MR TH D, LREMHE
PRI I, e RIIE (E SHfR) BIOANLZeMEia (i P Sl 25
EF (AN ‘
[0024] ABAFEIZISVT THEEEME (multipotent) BRFEAM) &ix., MR TH o T
\@ﬁ®%%ﬁm%kb%é%ﬁ%ﬁ?é%@f%éo@%%%%@Km,%%ﬁv
AL (T SHIAE) . =772 bk (Ep i SH) | RE4A7EME (EG
W) . ZEREMEATEM (mG SHMkE) . /7 e— AR E SHiE (n t E SHfE
) | vEMESENE. HREAIN, 3L EEREMIE. 2 EREENSD,
[0025] ABAMEEICRWT [ZeEMERMlas) #8256, YTRBUISREE
AR L OEREESMEE S LD L EE SN D,
[0026] F A FHE/ ¥ A ZTEMOERIT, ZREMSMEEELSRA N GIOEE) o
ZEEIIRCYIHIEEIIBE L, BASERZEICLVIThRS, XA TIT,. BES
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- RIS A, U DR NOEBOREEIT—HE 2D LTk 0 IE
BESN5, %A SEWIT. BHSN-SEESMEER. AN T SEEO—E
LB LItk D ERIS NG,

[0027] ABAFREICRBW T, BAIRN [ RA FEMREEZFETH) ik IF AT
RATRETH 5 &3, BMIAAEK R FOZEIPLNPRSIIBESNIBEIT. &£
LBAR FORFEEOSE G L Z—8, £ EEn < B EET O 2B
— L ARAEEN . MHBRMENSET AT L E2EKRT S, AV, AEEECH
WTERMIAAAS T A STHRBER AT A R (X A SHRTETH D] &5 A
L. BN R F ORI TR S AT, B S s St
ER AR S INEMEAEEE (I CM) O—H 2 #3560, T742b5 1 CMIZEFET
BENE . UHMBMBAET A LEERT 5MEL LTHLAV LGRS, = 2T,
U S SN R T AL R X OB RE CHSBE. M TRERN

TXATRHEAIEETH D] W5, SEUBESNOBMENERTOIMEERR FD

BHAFRETHLHEIL, I (FAEMTF A SHRAETHS] L),
[0028] ABIMEEICRWT TRHE] £/01F TRRZ2ETHD) X, BESRR
L2V, FRIZEERLRTNIE., T2£HE] £7/23 (2228 THD) X, B
VAV ETCEMTENRRR D L RV D,
[0029] AEAMEEFIZHBWTC TFEfE] LiX, ALBWEIIBEBT S I L 2EKT S,
WICEA LTI, THEE] OfFEMICX, oL~V TR CEBMHEICETS2H0O0
HIpHF, BOL-)LCRIUEWMEICRET 2 (FRBREE LE&FEhd,
[0030] AREFMZEIZBWTC, ZEEMEMREY (ERE] ThoH Eid, Yi%LEtkE
A ED (A —T8] THDHI EEEWTH, ZREMEespiiagE) 1 —78
] THDEIE, ZREMEBMIENR, F—aBloan=—2FT 5, %2 THAKEE
EETDL, BEO, BFF - IF2 EOETEMIRRINIZSEFIRETH S, Mo/ DRt
FVBBRND1UE FFELLITZ2UE, SBICFFELIIEI DT ATOHEE
HTDZEE2EWRT S,
[0031] AHAMIEIZRWT (BER] L. A TR/ XX T8 E1ERT 58RI
. BEEMBMEABET D, RA MR PO EERT S,

< RFEMTH A TR ATRE /2 b A 2 BRI 3 5 ik >



WO 2016/052759 PCT/JP2015/078699

13

[0032] AHEEIX, BIERETH X T HAFIRRSBMIE L BT 5 FELZRMET S
[0033] HE—DRERIZBWT, AHFEIX. BEFTX A TEAELXF T 28z
BT 5 5ETHo T, UTOIRE:

(i)%~@%%ﬁ®@m%@%%ﬁﬁwﬁitm@%ﬁ%%m%\%:@%%
HOBEHRROESE R LM ML & HEET DS | .

(i i) TR (i) OEWEPIZISWT, MRESHEEFER L. 2D, HZFE—
O FLEE OFE B S D 2RI F 7 I E R ER AT B kT 2 e ia & & dokika
A RENT D

(1 1i) TR (ii) OMBERLE _OWIAEOREBERORE LI & HEEETD

(iv) T (i1 i) CIHHELAEINE, LML ST BED

(v) SEPNERAIIBEA & X 38 — o0 W FLIE 00 FE Sl 0D 25 AE M SR I 5 7 1A AE
LR RADIC R AR 2 m— =L S BT LIk D . XA TR AT S
S BB SRR 3 7= AR A BRI % PR B |
BEr, T TCUEE—OMAHOE L UHE _OWILFEOREIL L L5ETHY
. L CHEE— oWMILE OTE B RO REMERERE £ 7o IR se a1, BEE
LIk 0 i FLE O B £ SR 0D S BEME SRR 3 7 IR R RN T d 5 0>, BRBAE S
AT SRetEmi (1 P SHIM) k7o ResS M ch D, BTSSRt
5,
[0034] EFEOGEIE., =i, T (v) THES L-gMias, 55 0myLiR
R S 0 G VE T S REME SRR & A CHBIEE AR T, TH (11 i) ~ (v
) BRVET I L EASATE LV, MMM, T (v) TEB L
LB OWIEOMB KOS RE R SR E RS E D, R EFERAT S
LSTEBH LS HFEICE VT 2L RTE D,
[0035] EFEDOFIEICHBWT, [Zaetkarfiia) 13, E Sfilatk I A TR
WL (i PSHIAR) MEARIBELVEIRINA, £ LT IEREMEESRME] (X, X5E
el (T SHIE) | =752 NSMila (Ep i SHI) . PEikAREEE (B
GH#EN) . ZEEMEREMEM (mG S . BIU, 2 u—fEH%KE SHMI (n
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t E SHif) | Efaepiife, sREMin, L0, MERSME, o8R0
BIREND, 4FF LWVEBRICEW T, T SeEMapiin E - ixtEsetesdiife) (3. E
SHifaE/idi PSHMETH D, EHmELRLEMETHMIZ) (X, ESHMIR. i PS
MR, HDHWEI NS OMBEONEMEEZ &, [ cZRetEatilE) 1%,
HELLIIE SHaTH 5,

[0036] LEEDFHIEITEWT, WILFHEOMEIL., WAE CTHIVUIFRFICRRE SN2,
BE—OWIEO ML E—OMIBEORIIR 22 TH Y. UTICHREINIELY
TIEIESLIGRIR L TH IV, #F LWEBRICRE W T, B 7138 - OmyLE
DL, VA, Ty b, UPF, AX, R, Uv, U ¥F BVY TH
P e DD RBERVBEBRIN, SHIREFELIEYTR, Ty b, TH,
P, B RO RBREE VBRESND, BICHE L IE, B OWLBEOMEIL,
. A, b MBIV BRIND,

[0037] kEEDOFEAOTE (i) Tik —DOWFHIEOEH D LEE é?ﬁ@it

i@%@%ﬁ%%'M~@@ﬂﬁ@@m%@ﬁmg@§%@ymwa ESTE S

LETRBIZBWT, HIERITF T, E—0HAEOERKDO A —T78ID
SEEMEESARAD F /- (I EREME SN EIA O BRI L7 Aok, E0E. B oWILEOE
e SHE RO RICHE L&, HA5WVIEFN L DIESDEET
ST B, MEEITT N D OMIAOEEICHE Lo OREE, BX O, HIEEER
RS ORBESM A BERET DI ENTE D,

[0038] BIZIF7 % i PSHME <7 XE SMMOEEEDHEE. X UDIZw
A E SHBIISESLMCHERL, RalZT A —T7RT7 % i P SHIIEEESREICEZT
W Y. BRI EERT S, FOBOEESML LT, HAREIZC0, 5%,

Air 95%& L. HEERIEEIX3 7T C~3 9 C LT+ A&tENEITLEND, Flx sV
THALVVIZTEIE#R LT F 1 PSHlat~ D XE SHa LIRS L e
VBRI, 74— —HMIRETEB N eT 4 v 2 ZEET S, 7o —F—HMiRL LTI
MEF (= 7 ZIGFMEZEHIRD) 25, WA X R BEOEA 0Bk~ — 1 —
ERGRING . m— o P ET S D B ATGREG B L BB L Y

CREFREVA REO S 0 S—ERRT 5, IE S BICERR, B LIEREN
Tmao=——nkh, EHREFEORKE—VI—ZFZFH L, HOREOCRV a0 = — 3%k
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%, ZTOBROMHELE. FlE, Foik~ 7 R E S Hlass g E Cii i Lk A 1o
FA—TRITH | PSHBESFIIEZ W Y, ElREHEERT D, Fl
ZAE. IF O iE 3 FIR T %,

[0039] A —T7HIT7 4 i PSHanEsziiek .  82% (v/v) D-MEM, 15% (v/v)
FCS. 0.1mM 2-Mercaptoethanol, 1xMEM3EMZET I / BEVAIR. 1x GlutaMAX™-I
(GIBCO). 1x rhLIF (Wako). 10uM ForskolinZ & {eia ik |
[0040] < 7 R E SHOEEEMER :  80% (v/v) D-MEM, 20% (v/v) FCS, 1 mMY’
LB EREEHE, 0. 1lmM 2-Mercaptoethanol, IxMEM3EMZET I/ BEVAWE. 10° U/mL
nLIF % & e 3F &R

[0041] EFEHFEOTE (i 1) TiX. IR (i) OFEERMICBW T, MlaEs
EEFBR L. 2o, B—OWIBOME DL IR F 7o IX eI E MR- B
R ALY SRR EENTS, ZOTREFTRbL, B OWILEOMES
ROBREREZEMESMRE L bilcan=—TE BICHA—Taa=—Fk) 7
5 —OHIIEO A kO ZREMER AN £ /o I3 E e e AR IC R T 2 I A B
DML RT AT TCHS, 2O X512, Sililgs, ESHE L biIZan=
—HRT BB E . USRI OV (oo =—BRICEE T 580 &BHT
BENRDD, FEZ_OWMIFOEBEROBEMEMRLEESRMIAL L biZan=—F
B A —T7 aa=—EK) 55 - OMAIEDOTEEROLEEMEEISE B
S4B Epiin 2 & Lo MIEREOIRANL., F—DOHAIHOEH RO LB SE 48
BIRTICE ) Bik <~ — W —CHE#ML TR E, SRER~— I —2a3han=—%%
BITBZEICEVITHTENTES, HHWE, E_OWIAFOREA KD &HHE R
LS Min @O 2Bk~ — V—CTEBRL TRE, S8 Kk~— v —2 a3
ap=— % E—-OWHLEOEE RO ZEEEEMRSE SR L UL THBIT D2
LHLTED, MUREE~—I—DOHE LT, 79ET7F LY (hukK0) | FRE®R
N s 28 (GFP) . Clover. DsRed., mCherry, /37 =5 —¥, LacZ, 2=
A UTHEEET, Ea—nwA S UTERET. A V<o o BlittEEF
LTI R YA P UTEE L. B4V UIEEE T, DT-AEMRE . HSV-TKE =+
CERFET RS, AN, #e, B, REFICK DB, Elmid, EKRImHEE
GFEIZLDEABRIIZEIDITI Z &N TE B,






