WO 2012/133575 A1 I Y00 KK R

12) FEFBAENICE DV T AR S -ERERE
(19) W5 K97 5 e g OO 00 OO0 T
=

ERE#%5 \
Uy BRI = WO 2012/133575 Al
2012 &£ 10 A 4 H(04.10.2012) WIPO | PCT
61 BERSFEFS F115 HBASHXRZFHFETIIZEN Tokushima
CI2N 5/0775 (2010.01) (JP).
1) ERHBES: PCT/IP2012/058225 (74) 1L & )k):t = H"%k % (TAHEKASHIMA, Hajime); T
. 5410044 KIRFFRBRT R REARETMTE 1%
(22) ERHRER: 2012 &£ 3 A 28 H(28.03.2012) 12 BAREEGAREZEEIL Oska (IP).
3 ==z=E. S
(25 ERHEOEA: HEE ) 52E ZROBVEY, 2 TOEEOENE
26) EEABRDEE: BARE EMTEIRE): AE, AG, AL, AM, AO, AT, AU, AZ, BA,
30) BRIET—5 BB, BG, BH, BR, BW, BY, BZ, CA, CH, CL, CN, CO,
: CR, CU, CZ, DE, DK, DM, DO, DZ, EC, EE, EG, ES, FI,
+5RE 2011-072068 2011 £ 3 A 29 H(29.03.2011)  JP GB, GD, GE, GH, GM, GT, HN, HR, HU, ID, IL, IN,, IS,
1) HEA KEZER £ TOEREEIZ ST JP, KE, KG, KM, KN, KP, KR, KZ, LA, LC, LK, LR, LS,

LT, LU, LY, MA, MD, ME, MG, MK, MN, MW, MX,
MY, MZ, NA, NG, NI, NO, NZ, OM, PE, PG, PH, PL, PT,
QA, RO, RS, RU, RW, SC, SD, SE, SG, SK, SL, SM, ST,
SV, SY, TH, TJ, TM, TN, TR, TT, TZ, UA, UG, US, UZ,
VC, VN, ZA, ZM, ZW.

21t KIFH E T 35 (OTSUKA PHARMACEUTICAL
FACTORY, INC.) [JP/JP]; T 7728601 fE &R IEFqTH
MEBISFNE1 15 Tokushima (JP). K%
A B & E # X2 (JICHI MEDICAL UNIVERSITY)
[JP/JP]; T 3290498 i RKE TFTEHEHMEEMFI 3 1 1

— 1 Tochigi (JP). @4 EHEE (ETROLEVRY. ETORRDLERF
72) EBE. BEO AV A[AE): ARIPO (BW, GH, GM, KE, LR, LS, MW,
= PN 7 (AM, AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 —
(KOBAYASHI, Eiji) [JP/JP]; T 7728601 {8 & R 1EFY o
S i) N T A w /% (AL, AT, BE, BG, CH, CY, CZ, DE, DK, EE,
TEBERIEFTTER115 #HASHKIFHE
s : ~ ES, FL FR, GB, GR, HR, HU, IE, IS, IT, LT, LU, LV, MC,
Ti%MN Tokushima (JP). ¥4 I (TERATANI, Tak-
ml) [JP/JP]; T 3290498 #i KRR T B EEMF 3 3 MK, MT, NL, NO, PL, PT, RO, RS, SE, 8I, 8K, SM, TR),
u ’ OAPI (BF, B, CF, CG, CI, CM, GA, GN, GQ, GW, ML,

—1 %*’ lfkgl IEﬂﬁ%IE B ﬁlﬁﬁ N : ’
Eﬁﬂiﬁhﬁ'ﬁ%% R — DW Tochigi (JP). }7 8 & MR, NE, SN, TD, TG).
g(%HMA Hiroshi) [JP/JP]; -r7*;§§€(£ %ED%iLrgFﬁﬁi BT RBEELR:
BEEYEFTR115 (SR RERET omem 1
=N Tokushimal (Jp). B H §)J%?IWATA, Koushi) ERRAERS (FH% 21 50)
[JP/IP]; T 7728601 fE B R IEFATHIEBRII A F T+

(54) Title: METHOD FOR INHIBITING CELL DEATH OF MESENCHYMAL STEM CELLS
G4 EBRA D& : MERFMRO MRS 7T

(57) Abstract: The present invention provides an in vitro subculture method for mesenchymal stem cells, the method including
washing mesenchymal stem cells detached from a cell culture container by proteolytic enzyme treatment with a physiological
aqueous solution containing trehalose. Furthermore, the present invention provides an agent for washing mesenchymal stem cells de -
tached from a cell culture container by proteolytic enzyme treatment in the in-vitro subculture of mesenchymal stem cells, the agent
containing the physiological aqueous solution containing trehalose.

6D B KEHE, BMERBHEBROA VE FABRAEEZTH- T, F NI ELNHEBENEIZL YR
EERBHNOHBL-HMERSME, FLAND—XE2EHIHEENKBERTREEI D LEEL. A
EFIRHT B, FIC ZE%EEII kL/\O— Z’é’é"ﬁ?’éiﬁﬂ‘ﬂki@ﬁ&"&ﬁ&\ MERBMBO, E QD
HEICHENT, ANV ESEBRRLEBICKY MREERSFIIOFBEL-FAERBMBRZESET 0D

FlZiRET 5,



WO 2012/133575 1 PCT/JP2012/058225

[0001]

[0002]

[0003]

[0004]

B #H =
FRADER : AERBMREOMESEMEISE
Ao EF

AFEPIE, BEIBMEOMEELING LN SMRTIHE BLUE
NICAWSHICET %,

Bl

FERBMEE. WIBROBHEICHFEL. BivMiE. SREME. Sl
1IN T2EMIEE LTHNSh TV, BERHMABIE. Z0%D{bEERN
I, ZLOMEBOBEERDOOOBEMBE L TEEINTWS, $4b
5, BERBMEREZAVT, ROBEAETRIBELAN 7. EHRVE
BICLY KoM EBEL, BELZOEIES HMEBHEILL2BLEER
1 THD, BHEMICIE, FIZE, TREL (E2)LH—%) BFICNTSE
HEERHMROBE,. ERRERANOBHEERBMEOBIE. THHE
EEREICN T 2 BHEERRMIROBBZDEENFERILRBEHEINT
Wb,

LALAads, BERBHREORE2L -3 Vi, BHOHTHIL, &
DOEKEIN LM TELIEIENTHD, #>T. BEEREEET 2DIC
TOLRBORERBMBEAIRMT 2LHDICIE. ThERENIC. £BXDS
WIRRETHERHEE L T, BETILENH D,

—A., fnNaO—RR@FTNLI—2H1, 1 =Y REALTTERLD
BEO—R@EThHd, PLNAO—REHEKEZEZL. BWRKODER DD, B4
OERGBYVEHRICAVONTWS, Fk, b ANO—REHBRELZRELL
. MREBEEINET 2MEEAET 570, BEREBET 2EOESRERD
BYE2ELTAVWLNTWS, ET—Kyotoi®New ET—Ky
ot o REDMLNO—RE2EET2BNEERFEFERISEAFEINLTVLS (
Pk 1 RO 2, FEREEESCERT) o

SEAT R SR



WO 2012/133575 2 PCT/JP2012/058225

R SRR

[0005] #5erxikl : 5853253 13 1 5448
BEFXER2 - B NBHE2007 /043698%

FERFEF SO

[0006] FEHFEFSCHERT : Yonsei Medical Journal, vol.45, No.6, p.1107-1114, 2004
FEAOBE
FEANERL LD & T 255E

[0007] MEERBHEBIIESMARTHZDH, INEBRTDEICIE. FTHNY S
UUICEYMRRETL—MASRBEL, MBEX M) T EES R E
EARMUZERSERICEY M) TOICLD9 NI EREEREIE L
T, BO2BEICLYRBEL 2MREZEUIL. ThEILICPBS (—) 4%
BREKICLYEETDIIEILE>TRERETDANELLN) T o0k %
PRE LT, FSEREMICBE L, Fef s L — MIBWTWE, ARH
HSE, ZOMRBRIEORIRICH T DMBEEREZFMICHETLAHER. b
) T URBORICITONHFREILSVWTHERBHBOEFERAKE
KIETIIBEBER’HDIEZRE L,

[0008] AFEMAIFZ. FEERBMBEOMIEZIE LANL IhERKT IRMRT
BRI ERREOEMIEZEINY 2RMiiziRitT 5 & 2BMNET 5,
REZERT BIODFE

[0009] AHBESIE. HEMRTOER. BERBMEEEZLETBEICN O
AEBRTHEENKBERZAVDS &, FERBMEREOMEEEIIIFHIINDS
EERE L, COMRICEDE, BICKRFNZMALER. ARPZTH
ItH,

[0010] EN5. AFERELUTICATY %,

[1] EAERBMEREOA Y ESNOBMKRAETH> T, ¥ N\ EDRERLIE
ICE VYR ERSEN SRR L A BERRMEREZ. NLANO—XZ8F875
FEKBRTEETDIEEZED. Ak,



WO 2012/133575 3 PCT/JP2012/058225

[0011]

[0012]

[0013]

[2] £BHKBFIRPOMLNAO—REEN3~10 (W v) %TH3. [
1 18EDAE.

[3] £EHKERPDO ML NO—ZXBEN3~6 (W, v) %TH3, [1]
RBEDFE,

[4] MLNO—REEFT2EENKBEREZEL. BERRMEOS VE
OMRICEWT, VRV ESBERNBICS Y MBEERSI OB L&
FIERBMEZ%ET 572D DH,

[6] £BHKBFRPOMLNO—REEN3I~10 (W v) %TH3. [
4 1EBE DA,

[6] £EHKERPDO ML NO—ZXBEN3~6 (W, v) %TH3. [4]
SBEDH,
A [OFYIES

AFEAE AV, MRS AT LA SEERBRMRE AR T &N
AIRETH D, L > T, AEBPIIBEERICS T2 RELBEERRMRO
RIBICET 5,

B0 o> i 8 75 ER
[HIEERBMEOELERICNT S ML NO—XDOMRETT, a)ldBEEE
FEOUERERESRT, b)id, HBBEROEEFEEZ100%E LEFEDHE
WEZRY, ¢) & PBS (—) HRFUWEBEDODEEFEEXEZ100%E LEZE
DOHENEERT,
[H2]EERBMEOELERICNT S ML NO—XDOMRETT, a)ld. B
FX%EZ, PLNO—RSFBRHEMNNO—AFERE TR LAERZR
T, b)ld, BEELERERE, PLAO—RSEEN3~6 (w/ v) %BDEE
. 6. 5~10 (w/Vv) %DEE THELAHERETT,

FHAZERT H7-HDOHRE

AFERAIZ, BAERBMEREOS VEMORKREETH>T. VT ELRE
EERWIBIC L VMRS ERRO OXBE L - BERRMEEE. ML/A\O—2%
EETEENKBRTHRSETZIEA2ET. HEERMIT 2D TH D,



WO 2012/133575 4 PCT/JP2012/058225

[0014]

[0015]

[0016]

[0017]

EERAMAE] &3, RMMEDOIRRETEEL, M. REMREXVE
AR D2 TXIEW L DOIANDMEN A BE 7 Br AT X 1 € ORISR MR D&
ZILEBICEKRT 5,

AREBPOFTEICEVWTRHWONZ2EERRMEILE. SHEBROMAET
HNITFICREI AW, ZEMEME LTE AIZIE. HELEY. K. &
. BEEME SOCRBEEMIETOND, WILEBME LTE BIXE, <
DA TY R NLAZRY—, BILEY NEOIToEEP VY FEOERREY
TEL DY R UR BV SVIFEORE. A X, FAFDORY
M BN YL, PATHIL, x—FRY b FZVT—F5Y FURVY
—REDERFEFLHETHIENHKD, BEEELTRE, =9 ), X3
T AFaO UFAYFAV, ANV F, X2, FFaU
RAROR. NNEFEEFEITRIENTE D, BHEBYIE. FELIEIEL
gTHY., SUFFLLEIToEE (Sv ) XIZERE (EMF) T
Hb,

EHRICBEWTIE. FERBMEICEE. RAEM. BEwm. REREBFICE
HETHEET 5, AERBMARE. s OEBISAHOAETRRENXIE
BRI DI ENHEKD, [HREXAEBR] S, RARICHFEET REEE
ERDRBICABHICEIND Z &, BIZAEE, RARICEET RENS, B
METEIRDUNDHD ERET DREIBINTVWSEIEEZEKT 5, fi
ZIE, B MNEERBMEEE, R—3—-LIS5T7T1 TV MNEICELY BEERD S
BES 22 MNTES (Hum Cell, vol.10, p.45-50, 1997) , HWiE. &
BZERIZOSM#HEREEOESE. #RICLYE NEAERBMRZERH T
EATES (Journal of Autoimmunity, 30 (2008) 163-171) .

BEERBMEIE. B, >v—L. TL—bF, RMLFOEEARSRD. &
PRI T, BEEEI NS, BERBHEOEEICAV LN S IEHORE
Histhis, WEAEBYOEEMREOHREXITERIC—HRNICERAINLTVWSD
DEAVDZENTE, FIREINAZWD, FIAIEDMEM, EMEM,
RPMI—-—1640, a—MEM, F=12, F=10, M—199%p%



WO 2012/133575 5 PCT/JP2012/058225

[0018]

[0019]

[0020]

[0021]

Fonsd, £, AERBHREERFICHEINALBHEZAVTE £,
LREEMBIBEHOEEGMERVTE LW,
BERBMBPOEEICAVONIEIEMBELSATHWTE LWL, MEE

LTiE. HAEBMBREROMBTHNITFICREINARWLWD, FFLIFEERE

HILEMHRROME (BIAIEYRRIRME,. b MEE) THD, £MmE

DORERMNY (B % EKnockout Serum Replacement (KSR) (Invitrogentty

) ) EAVWTHLL, MEOREIFHFICREI NGV, BE, 0. 1~

30 (v./v) OEHETH 3,
FERBMBEOEEICAV O N DT, BEAMORNNESTI &N

TE2, ZmMe LTid, BICREINRQWD, AIXIERRAF (HIxIEA

Y2 VE) R (FIAENSR7)VE) | SRIL ExERLL

VEEF M) DLE) . R (BIAEIIVLI—-RE) . BEE (BIAIEELE

Vg, %) . MEEAE BWARE7LTIVE) . 7I /8 (BIAEL

—TNHIVE) | BRH BIAE2-AILATRIS I/ —LE) . EFYI

VE (BAIETRINVEVEE d-EXFUE) . mEME BAIER M

T4y, RZD Yy, G4 V0E) | BEE BIAEHEPE

S%) EHBTFLND, UEARMMIE. ThETNERLXNOEESEHANTSE

FNH5TENTFFELL,
EEREIBEN0~COHETHY, 1IFE LIIWIICTHB, COIE

EIXBENI~10%DHEEATHY ., FELLIEHIRTHD, BEILEENTO0

~100%DEHETHY ., FF L <IEH5~100%TH 3,
FERBMBEOBRNREICIE. 9. PRAEL—9—FICLYEERET

%, RIC, BHFICEEND I VRV ER, ¥V ERBREROEESE

ET LU H DD, YN BEESFE R VWEENKAR CREERRM

faziksL. BT 2EMERET D, FEBHWKARELTIE, V0 E

DRBEROEMZAEY Y. EERBMEBEICN L TEEEE L TULWRLRY

RICHBRI AW, BRI, £EBEIRK, ) VBEECEERRIRK. MY

ABELCEERIEK, HEPE SRELEEREK. VI ILK. 5%7IL



WO 2012/133575 6 PCT/JP2012/058225

[0022]

[0023]

[0024]

O—RKBHKR, WAEYIEEROREKIE, FiRkE (J Y. D—ViE
=, D=<Y=b—=l, 7 b=, BILFT M) DLE) OKAEBRED
LRIGERENBITO N D, FELIEPBSHRAVLNG, HERKMER
DORBEEIRET 2726, £EBIPKARIE, ALY ILAFTVEEFRVIE
BIFE LW,

RIS, BERBRAICESE L -BERRMKRE S VNV B RERTLE
TS YBERBRRADLSRBET 2, VN VEPRERICL DEE
RBiilRONRIE. § RNV BELREREESE T SEENKARIC. BER
BHMREEEMIESIEICLYITI, YN VERBEBERE LT, MY T
vy, FOaf—E. RV, ISRY—E, AST5F—EEFEE ST
NTEDH, FELLIE, NI TFOUPBRVWSNG, FEMNKERE LTI
. EROEDHAEBTONDEA, FELLIEPBSHRAVWLNS, BERRM
OB ZIRET 576, £EWKERIE, DIV T LAV EEERWNWT
ENFELW, £EMKARDPDSY VRO BRRERDEEIL, YV /R0E
DRBROBRICSLC T, BEAERBRMREZIBET 20+ RRE L
ETDHIENTEDZN, BEO. 1~1 (w/v) %YOEHEANTH 3,

SRV ENBEREESET DEBIIKAEBRIC, ALY IbLAFVFL—
H—%BICEEIE, AP TLAFVERETZIEICEY, BERRH
ROMNBEZRETDIENTED, ALDTLAFTVFL—4—E LTI
EDTA, EGTAFEZBIFEIENTESN,. HELKIFEDTATHS
o ANDVLAFZYFL—F—DIREIF. BFO0. 1~2mMOEHENTH
%,

SN ERRERVIBROREIE. BE20~3 7COHERTH S,
SNy ESBERERICL DNIBFEIL. HMEzESEISIOHETHIDICT
DREFETHNIEFICREI NGV, BE15M~1540, FEL I
30M~109THD, RVWEBRBICHZ > TRERRMEE Y VRV EHR
BRICLYLIEBTZE, MIEMIA—VEZITT, £EXMETITE2EETN
DH3DT., AR, BREEICIYBROREBZHERELANLSI VI VES



WO 2012/133575 7 PCT/JP2012/058225

[0025]

[0026]

[0027]

[0028]

RERICL DUWIBEITV, MEOHBENSERETELL, TIXHRETERED
DB, ROIRBRISED I ENMTFE LWL,

S URVENBERLEICSLY, BERRMREEEFRREANORIBEL
BIC. SONEERBHEBEORERIC. § N\ JERRERDEEZH
HTEDICTRREDY VNV BEEEET HEENKAREMAD I &ICE
Y, SN ERBRBROERZNGEIT S, d VNIV BZEF Y 2EENK
BARE LT, flzaid, BromEEEEY 5. BERBMBEOEERDLE
HMEZEIFEIENTED, SONCHEAERBMBROREREZ, RODHREICH
L. EBZETH&ICLY, HEEL -BAERBMRZDEET 5,

MoNO—RZEBEFTHEEMKARICEL D, FEL-BERBRMROE
BiE, MLNO—RZ22FT54BHNKARTOB L -FEERBMEREZRBE
L. BoNRBBRZZODOBEICHL. EFZRTHI&ICEYITI, £
BIKBR & L TIE. FERBMREICN L TESEZHE L TULARWRY % ICHIR
Ihauns, fIAE £ERIEK U UVBEECEERIEK. MY EEFEL
41BR/IBK., HEPE SEELEERIBK, V2FILKR., 5%7ILa—K
AR, HELEMISER OKRKISE. FiRF (T RIHE. D—VILE h—.
D—~v>Y=hk—=J. 59 b=, BIF N DTLE) ODKBERZDEFRKE
R, Lk DEMFEZZEISFLIENTE S,

EEMKBERPO ML NO—XDEEER. FAERBMROEEEEZ LR
IHEHZBRYRBEINLZVA, BE3I~10 (w/ v) %, HFLLIEF3~6
(w/v) %THd, PLNO—NRENETED &, BERBMROMA
BNINS K RZ2EOMBFEICHEY 2a8ErHY. MLAO—BENME
T, BERBHEOAEERA LREIEIMENTDICEINLGCAS
BN H D,

MoNO—R%ZEBFTHEENKAROIFELZBEFEGAIELT. ET—Ky
otoik (JFHFE325631318) 2FLIFZ&hTEBD, ET—-Kyo
t oRIE., MASHAREFERETIHLYFHRINTWS, ET—-Kyotoik
mD M NAO—-XEEEIE4. 53 (w/v) %THD,



WO 2012/133575 8 PCT/JP2012/058225

[0029] KL/N\O—RZE2EFTH2EENKARICEL S, B L -BERBMEROE
FREOOHIE, 1BOHTH>THELWL, EHE (c&xid2~4mE)
ToTHLWV, HEABNLZTED L, KA > CRAERBMBEOEGFTRMIME
TLTLEDBENDH D70, HEEHUE. BFET1~2[0. FH L1
OTdh D,

[0030] _EEEH4FOEERBMIE. FEFA OB RICEYAREICREY
N, FEBEERFRICEIND,

[0031] F7/=. AFEBBIX, LD ML NO—REZSETHEENKEREEST. E
ERBHEO E NOBRICBWT, YN\ EPBREBERLIEICSK YR
EERBFNOE L A HERRMERE RS T 2HODREIRETZEDTH
%, AEROHZAWVWT, EEARPOFEICLYBERBRMEOS VE K
O ZETI T &ICLY. MAOEERBMEOEEFEEDRT 2 &/ RICHD
FITBENTED,

[0032] TIiTH). BFXMELET. APMZICSIAINAETRTOSE I,
BIAICELY., ENoMERICEAMICSE S L TERINADZOAARK
DNEFNICEHINTVWIOERBEE T, APMEICIERIN S,

[0033] LAT. RMEAIETRL CAKBEE LY EKMICEHEAT 255, ARBIXUTIC
T EBOICE > TRISREI NS B D TIEARL,

E

[0034] [EHEHI1]

b MsRSHES Rz R MElE (RE6) (1. 3X10°@E) %2BET
4w atT10 (w/ v) %FBS (GIBCO) #2325 aMEM (
GIBCO) hTHELE, HihaREAL,. PBSICLYHEERRMRERE
ERHELEZRIC, 0. 25 (w/Vv) b)) TPy (GIBCO) 2574 v
TaITHETL, ERICTHELL, lEXNT1 v 2D SoREEL D% HER
L%, EBIC10 (w/ v) %FBSA&EFHITSaMEMAENMAZ, ERY
FAVITTBIEIKEY, M) TUVICLD9M@AEIEL, MBEEENL &
o —ERAE NUNYTII—FBRICERY., &Y OMEREBREZ124AKD15m



WO 2012/133575 9 PCT/JP2012/058225

[0035]

[0036]

[0037]

| BmOFa—TICHFEL, R 1000 r pmICT3LRBELDEEL., £
BEERE LR, MRERORL Y MEIE<C L, UTORESABRRICTHREE R
A L7,

PBS (214 >YF=)

2B V4TIV

LB VSR FO ML ANAO—RBR (PL/NNO—XEFE: 3~
10 (w/v) %)

HlEREREZ, =B 1000 r pmICT3NMEELDEEL. £EEZRE
L7c, #MBORL vy hZIFE< L. BU, A—0OREFABRICTHEZZEL
Too MIBBED—FBEFEXIL., MUNRYTL—ICLYEBL., £FEXRAZFHEL &

BRERTHLC2ICRT, B VISLBIC3~10 (w/v) %Dk
LAR—RZHRMT 52 &ICd Y, FERBHEEOEEEDETI G I N
feo MLNANO—RZEENI~6 (W, v) OHENTITHIBOFERICK
XRTiFiaho7zn, 6. 5~10 (w,/v) %Tld, &=FFKEKIET3 ~
6 (W/Vv) %DOHDEIFIFEA—TH>7h. HIEHNSENICNI < ARDIE
AAERINE, €T, bL/AO—XRIE, i< EE3~10 (w v)
%DEFENTEERBMROEERORTZMFIL, 3~6 (W, v) %H
FE LWRESHE TH D ENTRBINT,

EX Lo A

AFEEAEAVNIE, HRESEE G L ARA S BERB M A IR R AR T
DIENTRETH D, Lich>T, AREBEBEERICHIT2RELEER
B OREBICET 2,

AHEFRIEEATHEINZ%HE2011-072068 (HFEH: 201
TH£3R829H) Zz&LLTHY. TORBEAPHEEZICLTEEZIND
HDTH D,



WO 2012/133575 10 PCT/JP2012/058225

[E5KIR1]

[E5KIR2]

[E53KIR3]

[E5K1R4]

[E53KIR5]

[E53K1R6]

B oK D E

BEERBMBEOSA ENOBKRAEETH- T, YV VELEER
IBIC & Y MRS ERS ORIBE L AERS®MEZ. FLAO—X
Z2BTHEENKARTRETDI L2280, Ak

EEPKARPO ML NANO—RENA3~10 (W v) %THD
. BRI BBEDOAE,

HEMKARFO ML NAO—BREN3~6 (W Vv) %BTH5,
F5KIE 1 BB F k.

MoNO—RZEFTHEENKAEREZIT. BERBMRO M~
EhORRICEWT, ¥ R VELRERBERLIEICL Y MREERSED
SRIEE L -EERBRMIRZ R FT 2 7HDH,

EEPKARPO ML NANO—RENA3~10 (W v) %THD
. EEKIEA ERH DA,

HEMKARFO ML NAO—BREN3~6 (W Vv) %BTH5,
F5KIE 4 BRE DA,



1/2

WO 2012/133575 PCT/JP2012/058225

[E41]

10%

95.7

10
1124

I
%
0%

%%
977

9
1147

95.%

1126

97.4

1143
1.3

128
6.5%

LAV SIEPELNE-RB8EE

98.9

116.2

6 /0
LA SILIBERILOA-A2HE
JLES D TILRPELOA-ABEE

08.4

1156

994

116.7

97

114

0%
$6.3

113,

§IBEEE PBS()
| 8517 X
PBSC) 0%

100
50
4]

~—

B oS8T D (eEHE T ooksF



2/2

WO 2012/133575 PCT/JP2012/058225

[X2]
a)
100

8356 gf 33t 11
2

50

FIFE (%)

° ZmEmE PBSO) 3~10%
% B8 1Lt L O 288

b)
100

836 81 96+1 08 8074079

2 \

50

FIFHE%)

A
A

3:*-'6'.’.-'3 6.5~10%
§LE8L 5 LR L) O- A58

® ZmEE  PBSO




INTERNATIONAL SEARCH REPORT International application No.
PCT/JP2012/058225

A. CLASSIFICATION OF SUBJECT MATTER
Cl12N5/0775(2010.01) 1

According to International Patent Classification (IPC) or to both national classification and IPC

B. FIELDS SEARCHED

Minimum documentation searched (classitfication system followed by classification symbols)

Cl2N5/0775

Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched
Jitsuyo Shinan Koho 1922-1996 Jitsuyo Shinan Toroku Koho 1996-2012
Kokai Jitsuyo Shinan Koho 1971-2012 Toroku Jitsuyo Shinan Koho 1994-2012

Electronic data base consulted during the international search (name of data base and, where practicable, search terms used)
CA/BIOSIS/MEDLINE/WPIDS (STN), JSTPlus/JMEDPlus/JST7580 (JDreamII), PubMed,
Wiley InterScience, CiNii

C. DOCUMENTS CONSIDERED TO BE RELEVANT

Category* Citation of document, with indication, where appropriate, of the relevant passages Relevant to claim No.

A Atsushi OHATA, et al., “Usagi Mocho Fukuheki 1-6
Sakka Model o Mochiita Trehalose Seizai no
Yuchaku Keigen Koka”, Journal of abdominal
emergency medicine, 17 February 2011 (17.02.
2011), wvol.31, no.2, page 434, P-64

A Chikako SOMEI, et al., “Effect of the tooth 1-6
cryopreservation for the cell activity of
periodontal membrane - Hozon Eki to shite no

Trehalose no Koka -, Japanese Society of
Conservative Dentistry 2009 Nendo Shunki
Gakujutsu Taikai (Dai 130 Kai) Program, Koen
Shorokushu, 11 June 2009 (11.06.2009), page
204, title P126

Further documents are listed in the continuation of Box C. |:| See patent family annex.
* Special categories of cited documents: “T” later document published after the international filing date or priority
“A”  document defining the general state of the art which is not considered date and not in conflict with the application but cited to understand
to be of particular relevance the principle or theory underlying the invention
“E” earlier application or patent but published on or after the international “X”  document of particular relevance; the claimed invention cannot be
filing date considered novel or cannot be considered to involve an inventive
“L”  document which may throw doubts on priority claim(s) or which is step when the document is taken alone
cited to establish the publication date of another citation or other “Y”  document of particular relevance; the claimed invention cannot be
special reason (as specified) considered to involve an inventive step when the document is
“0”  document referring to an oral disclosure, use, exhibition or other means combined with one or more other such documents, such combination
“P”  document published prior to the international filing date but later than being obvious to a person skilled in the art
the priority date claimed “&”  document member of the same patent family
Date of the actual completion of the international search Date of mailing of the international search report
12 April, 2012 (12.04.12) 24 April, 2012 (24.04.12)
Name and mailing address of the ISA/ Authorized ofticer
Japanese Patent Office
Facsimile No. Telephone No.

Form PCT/ISA/210 (second sheet) (July 2009)



INTERNATIONAL SEARCH REPORT International application No.

PCT/JP2012/058225

C (Continuation).

DOCUMENTS CONSIDERED TO BE RELEVANT

Category*

Citation of document, with indication, where appropriate, of the relevant passages

Relevant to claim No.

A

LIU, Y., et al., Cryopreservation of human bone
marrow-derived mesenchymal stem cells with
reduced dimethylsulfoxide and well-defined
freezing solutions, Biotechnology Progress,
2010.11, Vol.26, No.6, p.1635-1643

DI, G., et al., Development and evaluation of a
trehalose-contained solution formula to preserve
hUC-MSCs at 4°C, Journal of Cellular Physiology
[online], Vol. 227, No. 3, Wiley Online Library,
2011.12.14, p. 879-884, URL {http://
onlinelibrary.wiley.com/doi/10.1002/jcp.23066/
abstract)

1-6

Form PCT/ISA/210 (continuation of second sheet) (July 2009)




[ B R RS PCT/JP2012/058225
A, EHORTAHHOME (ERBFESE (1PC))
Int.Cl. C12N5/0775(2010.01)1
B.  HE&To
T2 (7 T N IRE BT (E R B (1 P C) )
Int.Cl. C12N5/0775

/NGRSO ER CHRAEZ T 0FIZEENL O
HAREERAFEAR 1922—19964F
HAEARRERFEAR 1971—201 24
HA[H FE A 28 5AH 1996—201 24
HAE B EFE AR AR 1994—201 24

FEEHECHENLEETT —F A (F— 2 X=X DA,

A L 72 HRR)

CA/BIOSIS/MEDLINE/WPIDS (STN), JSTPlus/JMEDPlus/JST7580 (JDreamII), PubMed, Wiley InterScience, CiNii

C. B2 LI HILS ITH
BRSO RS 5
BF Y — BIFSCING RO O AT AT 2 & & 13, 20T 5 8F0E R RO
A KUE, fh, VX505 BEEEGRTT LV EZHNZ Lo —xHl | 1-6
M OB AR, 0 ARETRaE RS, 2011, 02. 17, Vol. 31,
No. 2, p. 434, P-64
A Y TFE7, fh, HOMERENIIREMIEIC 5 2 H 8 —1% | 1-6
FWELTD M —AOR—, ¥edEeRiEEik A B AR
PRIFF2 2009 RN RS (B 130 0]) 'rr T A8 KOG
FhefAE 2009, 06. 11, p. 204, JEEEP126
W CHIOREX b SRS STV 5, ™ ORF U b Ty 3 U T AR A B,

*  BIAERO AT TV —

[A ] BHCBIED S A ST CIE R < . — ARk a2 R4
HD

[E ) EEEHRE AT M E 2387 ch 208, EERHEA
Pglznkani=4o

[L | Bt aRIC R R & 4R T~ A SURR UMt O SCER O R AT
HE L ISR RBER a2/ T 52D AT
AR (B EA9)

O] NBRC X B8R, i, BREICERT 530K

[P EHREHFEHATC, M oEEHO RO & 72 5 HFE

O HOBICAFR Sz

[EIFEHRE B ISR BRI AREN TR TH - T

HIEEFET 50T, FBHOFE X ITER

OIFEDO = DIZEI AT 5H D

X ) #CBEOH D TR ThH - T, UsE RO A THMH
DOFRMTESMER N EZ BB B D

Y | 5 CEEOH D TERTH - T, YaE T & o> 1 L4
FoxERE D, BEHICESTHHATHAMEEEIC
Lo THBMERNEEBZSNDL LD

(& | Fl—F v b7 7 2 U —3Ck

T

FEpRA 252 T L2 H E S RE S O R EH
12. 04. 2012 24. 04. 2012
E AR A DA B R UV T FFTEAEE (EROH HHE) 4B | 3959
AARE®NTT (ISA/JP) KE M=
HWHEES100—-8915 -
HERMTAAXENE=TH4%3 5 EIEFEES 03—-3581—-1101 F#HE 3448

HMAPCT / 1SA/ 210 (F23—)

(2009FE7TH)




= SR Ak EpHpEEs PCT,/JP2012,,058225

C (Bi&) . BEd 2 LR8O b5 3k

SRR D BET 5
BT Y — % FIAES RO—HOETREET S & &1L, £0B#ET HEHTORR FESRIEDE S
A LIU, Y., et al., Cryopreservation of human bone marrow—derived | 1-6

mesenchymal stem cells with reduced dimethylsulfoxide and
well-defined freezing solutions, Biotechnology Progress,
2010. 11, Vol. 26, No. 6, p. 1635-1643

P, A DI, G., et al., Development and evaluation of a 1-6
trehalose—contained solution formula to preserve hUC-MSCs at 4°
C, Journal of Cellular Physiology [online], Vol. 227, No. 3,
Wiley Online Library, 2011.12.14, p. 879-884, URL
(http://onlinelibrary. wiley. com/doi/10. 1002/ jcp. 23066/abstr
act)

BAPCT / ISA/210 (HE2—0k%) (2009®FT7H)



	Page 1 - front-page
	Page 2 - description
	Page 3 - description
	Page 4 - description
	Page 5 - description
	Page 6 - description
	Page 7 - description
	Page 8 - description
	Page 9 - description
	Page 10 - description
	Page 11 - claims
	Page 12 - drawings
	Page 13 - drawings
	Page 14 - wo-search-report
	Page 15 - wo-search-report
	Page 16 - wo-search-report
	Page 17 - wo-search-report

