Matrix

-
)
00
| -
)
ﬂMa

®
o]0

S
C
| -
O

O




B 2
R e 2
BB o 2
R T . 2
2 LV =7 = 2
e G000 = b3S 2
B . 3

Corning™ Matrigel® Matrix DFEEE. . ... 4
Comning ¥ bUTILEERY bUY IR U= ..o 4
Corning ¥ PUZIIVEEEREY N v IRSRED U—X ... 4

Corning Matrigel Matrix ZERAUEMR. . ..o 5
Corning BioCoat™ BMA . ... ..o 5
R R BRI R, 6

Corning Matrigel Matrix ' SH#ifaZEIR T SFRCEATARM@. ... 6

Corning Matrigel Matrix [CBETD Q&A ... 7

Application note : Corning ¥ FUSIVEREY hU v IR &~ ES iM%z

FAWTO ES MBRFEEARIEEETM. .. ... ... 9

Application note : YO XD Corning ¥ MU ILEEE hU w I XHEE

BB T . o et 10
Application note : Corning ¥ MU ILEEREY bU v I RZRAV

MDCK #HB2D 3 RITIHEEEARBEREE ..o 11
Application note : Corning ¥ U S ILERIREY b v I XZAVE

inVvivo /ex vivo eI E. . o 14

Application note :

Corning ¥ FUFILVEREY MU v I RZRWe
RURBRU—THSOEBERATTOA ROBIL.....ooooieeaal 19



EXEH

FAsR

Corning® < MUZILEERY hU w I X (SN T U v ORIV IO BEEBICED
Engelbreth-Holm-Swarm (EHS) YO XAEN St Ufc e R ERARRACTI. *
W& S=ZZ0 DSV NV IV IF Y BRONSVRETIOT 4TI UN T,
CNICIF TGF-B. RS HIEER T, BT/ — VEHEEF. EHS ERICH
ARICEESNDMDBERFESHE T, ¥ MUTIVBERT b v IR EFERICBNT
E5 U CHEIBAOMIRERERE QCEWEEDSH DY b v IR EEDET,

BRI

<Y MUSIVEREREY MU w2 X E GFR(Growth Factor Reduced) ¥ U S ILEEEY b v
2 2 DN EEER

< MUTILREE Y MFILEEEY R Y IR GFRY hMUSIVBRIRY hU v I
N hU Y I RES [CBITDHEmtEER [CHIT DM ER
o=V 56% 61%

a5V IV 31% 30%

IVEFTFY 8% 7%
SVNNOERE

R MUTIVEEEY RU YOI R Y MUSIVEERY MY IR GRE

8-12 mg/mL 18-22 mg/mL

Y hUSIVEREERY b v IR E GRRY MTIVRERY b v I RCHDIEERF (GF) D2

1EERT < MUTIVEERE < MUTIVEERE GFR ¥ MU )LERE

N hUYIRICBITS Y hUYIRICBITD N hUYIRCHIFD
GF REDEH 9 GF = B GF R

IGF-1 11-24 ng/mL 15.6 ng/mL 5ng/mL

TGF-b 1.7-4.7 ng/mL 2.3 ng/mL 1.7 ng/mL

EGF 0.5-1.3 ng/mL 0.7 ng/mL <0.5ng/mL

PDGF 5-48 pg/mL 12 pg/mL <5pg/mL

bFGF <0.1 pg/mL n.d. n.d.

NGF <0.2 ng/mL n.d. <0.2 ng/mL

VEGF 5.0-7.5 ng/mL n.d. 1.0-1.5 ng/mL

n.d. (not determined)

fRRTIE

TIVFRRORIC. —BNTTRREEN TKEFCFEERLDDEN 4 CITRINRS
ETY hNUTIEERY N v IRZFERL CLIEEWV, FRRKFETKETHEPLTBL
TLEEEV, TILBRIETFORPUIEERY b TU—b Fa—JZEALTEE,
N hUSILEREREY MU W IR 8 ~ 10 TTHIUED—BaED. 22 ~ 35 CICEd &
PRI IELE T,

RELDER

sEPEULHLY NITIVEERRY N v I R7ZER UEWEE. PIRIOFREC/ND(FICU
T.-20C~-80 CTHRIFI DT ENTEX T AfERIEFAEDRDIREFNTLEEL,
BH. X MITIVERRY MUY I X(ZETOT7—EHEFN VR IDT. REBDRE
BFCHYVINOBDRENHONDENDDFIFIDT. TEFBLIEEL),

-4 VIFH%

T RUZILVEERY N w2 RUTEVL DDDO—F 4 VI HENBDET, Thin Gel i&
[F. 2D EICHpEER T Do (CEM L. Thick Gel 3&1& 3 kIt~ kU w2 Ath Tl
BEEEITREECHEALES, BBI—FF (PILTREY) & #ayV /(0B
DELT. flAEEETHEECHAVET. BHOFZ IUTr—yavIIsUTGRIRLTL
2L



BE: VHNITIEEEY N v IR ZFRUCAVSGE. FILESER DT,
3 mg/MLUTICEFERULEVTLEE W, e, BRICEFEMESZRAL. 7IUEL
feRIFESICERLTLEE L,

Thin Gel ;& (0.5 mm < SLIDEE(CEDFT )

1) Y RUSIVRERET kU w I 2% 2 ~ 8 COARE. B U< [HMEERNTK ECEEL.
—BN T DBELET, APUIENRY MERWTT NS ILEERT kU
2B~ (CHEBESRA LTS,

2) D—F 4 VI UV F o vy apTU— MK EICBUOEEE, BEREDER 1 cm?
20 50 UL EHELET,

3)37°CC 30 97 UL BET, T ICEATEET,

Thick Gel 3% (1 mm < SVDESICHEDET,)

1) ¥ NUZVEREEY R w2 2% 2 ~ 8 CORREE. B U< HMEERATK EICEEL.
—BONI TS DERLET. AP UIENRY MEBLTY MUY ILREEY R v
HAMI—IT B & SRALT S,

2) D—F 4 VI URWF 4 vy apTl— Mk EICBU e FE, HEREOEE 1 cm’
h 150 ~ 200 pL #55ELET,

3) 37 CT 30 2 IULEBET. F<ICEATEET,

BEI—7 « 7% (Thin Coating i%)

DY MITIVEERY NI R7% 2 ~ 8 CORERE. B UL IFMERENTKLEICFEHEL.
—ENI T oK DFERLE T, AP UIERNY hZRAVTY FUSIVEEEREY hU v
I AMMI—TIFD X DIBE L TLIEE L,

2) BEEM TS PUTIVEEREY My IRXZFRIRUE T, 7TUT—23>([THUT
EYERIREREZR/NDCHIC. PREBRZTDIMENEUDBEDHODET,

3) AMUIEY MUTIVEERY MUY IR %ZD— 957« vavTIU—MMIMAFT,
BBEXREZE DDICHNEEZAMNILTLEEV, BET 1HEA +FaX—hUET,

4) Ea LD ofadakZRks | U, BINVEE CRPNICU VALERT., T—hEF<IC
FERTDHCENTEFRT,

RERBRAI—T « VIE

RIRERIDSDEITDT, CHEDTE. FeENTHEELZSL,
ScientificSupport/P@corning.com

ERAE

1. #BR2D 3 XTEE (FIUER)
- Corning® ¥ MUZILEERY b w2 RX 3D TL—b
- Comning ¥ hUZILERERY b WO FIVAH/ A NERA
2. EWARNDBAE
- DUMIRRDES
- MERE
3. EERET IV
- NUMRERTY v A
— Corning BioCoat®” ¥ bUZ LAV R—T 3V F v/ (—
— Corning BioCoat J0—R 77 75—UF1—A M IN=I3VFv2/)\—
- MERMIRZE? v 21



Corning® Matrigel ® Matrix DfE38

BEOY NTILEERY N v IR BREFEZDE UEY NS ILERRY S v
O2090—RAT705—UFa—A K (GFR), FVI\TEDRENH 2 BDO< ~US)LE
ERY b v IRX@ERENDDFRT, Ffeo T /=)Ly FZESFEVY MUTILEE
BY N wORTI /=)Ly ROU—8HDFET. ¥ NUTIVEREY MU v IR TJT0O0—
AT705—=UF1—A b (GFR) RREIF. REAFOFEZERELWEEIC. Y hU
TILEERY N v IRXT /=)Ly RTU—HRE BORE NEJOEVAERE)
DREIET7 v EAISELTNET, RROBKICIHUTEEUESL,

R NUSVEEESY M w I b ES fiAIE. STEMCELL Technologies ™ mTeSR'1
ZERAVWCIEERREHFDEECI. b ~ES/IPSHIRDT +—45—7 U —1E&(ICERLHER
MEREMZRIELET,

N hUTIVERERY MUY IR FIVH /A MERBIE. VA A MEEICREFIANE
BEBRHERM T, YIOARSUICE ~ORES RUREMREFRA LA/ A ROEIEE
MEZETIR— T EZERLTVET,

Corning ¥ FUZILEERY MU v oY U—X Corning ¥ MUSILEEIRY hU v IR
hyOs *—n—w2  FREVYU-X
BS e BE  /EfitEE .
Ay0Y *—H—FB
356234 Coming ¥ hUZILEERY MU w I 5mL 29,500 ] BRE e /IGEERE)
354234 10 mL 46,900 :
14 =] w
356237 Coming ¥ hUZUEERT MR 10 mL 49700 374248 QomingXHUZILEERYRUyZA - 10mL 75,200
Jr/=by ROU— CE’ — NjTTpr—— -
- N 354263 Coming ¥ hUZILEREREY NJwoX 10 m 86,400
356230 Corning ¥ hUJILERIRY ~Uw I X 5mL 30,800 B 3 - T ey '
354230 J0-AJ7o%—UFa—2Zh (GFR) 10mlL 52,600 '(?E% DmATroy=UFA=AR

356231 Coming ¥ hUZILEERYNUYIR — 10mL 55,100 354262
J0—AT7059—=UF2—2 bk (GFR)
Jr/—=)bby RTU—

Coming ¥ bUZILEERY ~JwIX 10 mL 86,400
BrE /-y RTU—

354277  Corning ¥ MUSILERIRY U w o Z 5mL 43,800
b~ ES A
356255 Coming W hUZILEERYNJYIX  10mL 56,300

FIVA/ A PR
Jr/=bby RTU—




Corning® Matrigel® Matrix Z{EH UTz&mHm

Corning BioCoat® &%

Corning ¥ FUZIVEIRIEY U v I X 0— Mim

hyOY A—H—FE
&S REE AB INGEERE ()
354432 69 T)LTL—hK 44,500
354433 249 T)LT7L—hk 46,200
Corning ¥ FUFILEERY U v I EBEI— b

HyOY A—H—FE
BS HER AB N (FD
354603 69 TILTL—hk 24,400
354605 24 1)L7L—h 25,100
354607 96 9 T)LTL—K 25,800
354601 60 mm F4 v 20 25,100
354600 100 mm F+ w2 10 31,700

Corning BioCoat ¥ hU %)L b s ES fEf@F O— M

E b ES fifatEER ICHRE(E SN/ Corning ¥ MUY ILEKR
N hUwIREI—RLTWVET,

nyny X—N—RE
&S  HRE A GEEED)
354671 6D TLIL—h 5 23,300

Corning ¥ FUZIVERIEY U v I X 3D J—b

O—MEHTCILICERTEFRT. YHhIUTILEEEY MY
IAN96 D TILE 384 DTILDINARI—TY b T4 —< v
bOED TIVICHFSNTHD. 3D MREEICRETI, 3D
MRBED (A by /Y RawFEL [88E] LIn
THFEMATEET,

Ar=C A—H—F2
£ W8 AN D
356259* 96 DI /LE® /BHATL— 1 29,800
356256* 384 DI )LE®/EHIL—bH 5 143,300
356258 384 DI )LH®/BEHIL—H 1 29,800
356257% 384 U1 )LA®/EHIL—~ 5 143,300

THRBIEXRTY, SENVEWTH SBREIT T DR TICBE-—ADH D
FI. HEDUHTTELIEEL,



iR ERERm

Corning® BioCoat” ¥ hU S ILA UR—=Ta Y F v VI\—
BEEEREZ®E I DEMiR2BMRDzedD in vitro 7 v 24>
AT LTY, 8.0 um M7+ X PET X T D Falcon®tz
IVAILF v—~ > H— b, Corning ¥ MUSILEEES b v
O A7—(CO—bLTHDET, Corning ¥ U ILVEERE
N MUY IR(F X TUYORT ZEEIEZBIEHDMEE
EERIUE T, in vitro [ICBIT DS MIE0REREZ RN DF
BMRL7 v/ TEXT,

nyOy X—N—HE

&S  HEE A 1)\ (D)

354481 8pmM RMTPAVT—MMIE 24 AVP—h 63,400
69T IL— A

354480 S UM MFAVY—MMIE  24AVT—h 57,300
249 T)LTL— B

Corning BioCoat Y O—RTJ70%5%—UF1—X ~
R BUFIAIR=T 3V F v =

Ny X—h—FeE
BS  mEs AH 1)\ ()
354483 8 um M7 A~ H— M 24 45—k 58,700

240 T)LTL—b

Corning Matrigel™ Matrix h S#EfazEUN g ZERICERT 2HE

Corning 5 Z)\—¢

Corning 7« AJ)\—E(& bacillus BEEDHMEXSOTOT
7—EBTHOH., NUTYPISTF—ELOBPHIC. hD
WENCHRRZEBET DN TEF T, Corning 7 &) (—
Lld, A5V NPT/ JORIFVEAEDTIS SV
ENBUE TN, D552V ESIZVENEULEEA.

akduio A—H—FE
BS K@ BE /)GEIAEE)
354235 Corning 7« X)\—¢ 100 mL 53,200

Corning BILUANU—YUa—23Y

Corning ©ILUANU—=VUa—2 3 VIFERHEL. SRCD
BREICKDA VFaN—2 3B LIC2~8TTY MITIL
ZIREGSEET. £oT. filRE. A VFaX—Y3VED
EPNE(LZLRE CE. flRKEDOL T —PEEDFD
PIREMZ CEWNENE T, Corning ©ILUAINU—V 11—
T avld #HEDS MRNA ®Y )T ZEINUWMEECHE

(SXQVES-

hsOy A—H—FHE
&S Kt BE  /FEEEED)
354253  Comning wLUAWU—YUa—Y3> 100 mL 5,700




Corning® Matrigel ® Matrix [CB89 % Q&A

Q

A

N MUFILBREY MY v O ADBRICEEATBDNGD X

ITHh?

BEOY MUTIVEERY MUY IR RERFROSZHEE
BB UIedO—RT 7 05—UF 21—, /=)
Ly besdaWhWoz /=Ly bTU— FVIOEDE
BN 2 BOEREDONY NUTIVEEREY M v IADHD
FI, TOMICHT T /=Ly FTU—DEERFEDS
BEZMELLLIEBOBHHDET,

* 7T /=)Ly REIR O VERERT CEDHDFRT,

Q:

A

Y RMUSIEREY N Y IRCESENDSZI=UEF. EDT7A
VIF—LTIH?

NhUTIERBEY MY IRXICEENDTIZZ VI
Laminin-111 T9d,

N RUSILERERRY MUy IZADBHULARREDKSICLIES

FVWTL&DIH?

120 COMEENS 4 COMBEICE LT, —@hIFT TR

hUTLIEE W, ZORICERAT DAEEIS. IO HEAED
BLBDZEDED LET, Fic. FITESZRITIAEE
ZERULED. SEED 7 MIlcY NUTIILBRERY b
Uy IRZBVWCHETF T & TRICRBFE T, —8H L
E925a0HDEIDCTEIRLESV. (TIUET DD
b dHaIE FRENTKEIEHEL. B L TLEE0,)

N BMUSIVERERY N v IR EERUIEDIC. —EHY U E

LTWET, ESLEBEINTLLDID?

L REEDREZ(EICR DT, —EAVILE LIcHIREM NS D

F9. BOI—E.-20 CTHRE L. KEICEE. mEE (4T)
[CTHRLUCHTLIEE L,

BEAEBULNY NSILBERY MY v IR ZFERLE A

EOILBDIRBEDKS[CRFT DDNEHTITH ?

D YIRS CIDFICLT, - 20 T~ - 80 CTRIFI D

CEZDBEHULE T, BUT Y TILT, KGR ZOE DR
DIRSTENTLES LY,

N RUTIEERERY M)y IZAOEDNDBHEESIDTIH?
N BMUTIVEEREY by I R(E pH OFRZTOTHEDF

BADT., BBNSEYVBF CHBICIFSDEAHDFT,
CO, A FaN—F—AT. FEENICERICHINTE T, pH
ZLESBDEEDPEMAICKEL. BBEOREICRDET,
(B L CEVDHRDZESICHNSIZIIC. BRSO ZEHHD
F9o)

Q: J—hMHRTVYNIFTILEREREY MUY IR EBEY RUSIL

A

HEEY Ny o202 BENGDETH. BOREATTH ?
T NSRS MU v O REFRIRE . 4010 mg/mL D
BT 1~2mmOESTI— kUIZbODEROT kU4
JVEEET Ny o BB T, BEY NUSIUE FRL
fex NUZVEERESY R w2 2% 100 pg/em’ TI— ~
L. BREGESEO0OTT, MIEs )L TR LR
&, BEOT NS IVEREY N v o2 I~ MEER L.
RIS S DR R (LT B BN CER T 28A(CI3EE
T NS IVEERES N v o2 0~ MEER UET,

IBEI—T 4 VJZEBNTISRER. EOBEDEZBRIC

TNFRNTL&LDOIH?

CO—ZVJhRFEL TV EE I— MR, 100 pg/cm?

TIO—hESNTVET, BILTI—-bOERIE. IB55%ZH%
([C. CEOHMERT MiiRIOE UIcREEZ Cist<rEsb,

N RUSILERRRY MYy I XD SOMEEIIEEDKSICL

E5KNTUL&SH?

CO—ZVJTIR. MRERICCERTEEEE 2 B ECH

BULTBEDFET, Corning 7« X/\—EFX5O0705 7 —
TTHOH, NUTIUPISTFT—EBRDEDPHIC. O
ERCHIRRZEBET 2 CENTEXR T, T X/\—Bl& O
SV NPT« TJAORIFVESEDTS—TY | ZHR
LEIH. D55V V ESZZVEDBUEEA.

—73. Corning ©ILUANU—=VY U a1—2 3 VIFERHIL.
=E CORKREICKD A VF 21X~ 3 ULIC2~8TT
N hUTIIBRREREY M) v IR ZEREESEEFT. K0T,
fRRIEA > F 2R—2 3 VEROELFNE L ZOTE, #
RXELETI—PEEDFONMEHSACRNTER
9, Corning ©ILUANU—=VUa—Y3aVE, RIWEED
EULzHHIREN S MRNA 5 (T Z BN UTc WEECE
LCWET, MRRHLICT MUY ILERES U v o =Y
MICRULCH SEAT & LAMRROINE CORBOE <7
DFEY., EB55ZERTDHHE MiEEEOERN (520
. DNA L. RNAHE, #) [IIHUT. SBULKE

[ AN

N BRUSIIEERY b v IRICIEBERENIFHDEIH ?
N RMUTIIVEERY MUy I XCIFERERIESHODE B A

UHL, BEXIAEDIFRRNES(ICKD/INy TS0 KA
B<EDIENDDFET, CNIFTOVvFVIICLDFEST
CEDTEFT, Ffeo BEOV MITIVEREREY N v I X
[CEFT7 /=)Ly ROEFENTVERTDT, BORE (8
5&) ZTO5BAalIlE. Jx/—ILby ROU—=5A4TDY +
UT )7 CERLTIES W,



Q: VhUFILBREY b v I R7%ZER U MEREDRREE
DK3ICTSIDTL&LOIH?

AT NDADE MCEZEY MUY IVERERRY bU v I R7EFHU
FI, YHUTIEREREY b v IR [CMEMRUCER
IOT. TOBRFZEHERELE T, LWLV TUT—U 3V &
KRelBLZEL,

Q: MEREDKRBRZTVE Ui, BROFHAEFEDKSICITRIE
FNWTL&SH?

A Hemoglobin AIEFE CEENANEI O VZAIE LIcD.
HAFHEZMAPISEA U TARE LTSS NTVET,

NEJOEVAE

Mol Cancer Res. 2004 May;2(5):281-8.

Nucleosomes bind fibroblast growth factor-2 for
increased angiogenesis in vitro and in vivo.

Tanner JE, Forté A, Panchal C.

FITC-Dextran lE

J Cell Sci. 2005 Aug 15;118(Pt 16):3759-68.

VEGF-A and FGF-2 synergistically promote
neoangiogenesis through enhancement of endogenous
PDGF-B-PDGFRbeta signaling.

Kano MR, Morishita V, lwata C, Iwasaka S, Watabe T, Ouchi
Y, Miyazono K, Miyazawa K.

FACS TOHIE

J Immunol Methods. 2009 Mar 15;342(1-2):78-81. Epub
2008 Dec 25.

Matrigel cytometry: a novel method for quantifying
angiogenesis in vivo.

Adini A, Fainaru O, Udagawa T, Connor KM, Folkman J,
D'Amato RJ.

Q: EHROEBRZSHDHICX— Y IRICY MITILEE
BIYRIYIRBAVITIV3 VLRSI EBVET., EDV
~USILHEHTI D ?

A FFIEBDY VINTREDY bUTIILZSFHULLES L,
Y hUZIIVERERERY Uy IR ERTERPHCTILEL
FIDT. EATDEEZFTDHPLTIEEW, FLWLY
TUT—=Y3VICALFLTE IB5%ZCELEEL,. B
RO BT, TIVABENPTVIEENMEZR U DL
NRUTIBEEY Ny IXGREY U —XZHH UL
[N

N RUSILE S ES #ifgRESHDERIH ?
D AFOTES 354277 bk b ESHlRADI MUSILTT,

Fle. RBAZFBEENZPMAMMEFAREZ ARz
5 —(C K DAE@Z AU hES fMREE MO MTEHIH
10 R—=VICHOFT,

ARM@I(CIE DILUTION FACTOR AAERESNTH D, 25 mL
D DMEM/F-12 #5#(Z DILUTION FACTOR #3740 L T
=T« VIRZEFRLE T, FULBREAOI—T—
HA NeTERIEEL,

:EDZATD Corning® Y NUSIVEEEY MU v IR TH

FIVH /A RIBEICERTERIH ?

[ BCDYATHMERBDDIITEDDFEA. FIVH /A RFE

BALSAD Corning ¥ MUZILEEREY MU v I XREBT
BHIOTPTUT—Y 3 VICERATETIN BRMNESDL
AIREMD S D E T, Corning ¥ MUSIVEEEY MU v D
A FIWAH A RERBIEHIVA/ A REEICH—EEER
HEDHDTSY MR—LTT . XTXNNGHILA /A R 7
AL EDORIDIBIEZ S T & &7, AL/ A RICH
BRIEHE VRS Y —H—DFRIBICK DR L CVET
(CLS-AN-542 288), Ffc. 9k hbuE LR
Ul 3D B2 R— b &%z, FEHE—H—0
FIRICKDHERLTWVET (CLSAN-534 883), MATOv
hC&lc, FILOBES =R #WERZAELTED. 4L
/A REETO R I-)LT—RIICALSNS "3D F—LA
BE " ZRENICTERT & EZER L TVERT,

: 3D HifREEZ/\ 1 R)b—T v MRIETI S e dD. ¥ hUY

IWEERY M)y X D— MNEHFORBISHOFIITH ?

:Corning ¥ NUZIVEERY MU v X 3D TU—hHid

DFERT XRX=Y), I—MEHCIITHEATE. 96 DT
L& 384 DT )UDSERCTEX T,



Corning® ¥ NUZILERIEY MU w IR £ NES #llaR (h¥OJB/S 1 354277) =

FRWLWTOE |~ ES kGRS &l

BT hES #lifatk7z 3 # (KhES-1. KhES-2. KhES-3) #iZUL. EMfbiER R TN
TLDREARF BEEMZHAFESRESZNR Y 5 —DTHI%ZF T mTeSR™1
(STEMCELL Technologies) &t i ES #ifaf~ hUZ L 2BV TOEEHlZ T o TLfE
TE U

Eaaliiyapss

ENTRIIIS N/ hES #if3. 3 #7% StemCell Technologies Inc  mTeSR 1 & Corning
E ~ES A~ ~USIL (Ow hEES:89372) ZAWLWC. JOMI—ILICK>T.1 48 (5
~ 6 ) BEZ(TOfC. FHMIS. MR N COREESR. ES MR TORRNHERSNT
WHFRMEX—HD—D Oct - 3/4 ET7IVAVMDT # AT 75 —CZeEZAL .

faom

mTleSR1 &b b ESHlER~ MUV ZRLEEEICBUNT, 31kED 1 1R < BLODEHERE
ECHERATEDCENMR CEfe, JU—TEREF. ZDDBIBMDEENDERESNIEDN &
BTOBDNDFEFEERS TSN OTe,

Oct=3/4 EXIVAUMT # X T 7 5—EREBEMHMECH D FMEEDMRIENTLE,

BECBITDEER
VT vavigth (NIRRT «—5—HiiadiEs B8 &~ UYL ERHGhBIcEE(C
H#E S D SIEBRE DR S HIRE Ch DT,
c BEYNUSIVICHET D EE b ES iR~ MUV EER UGG, BERO
DL D HODENDY, EE(CIFREIFIF,
- mTeSR L ZEALEEE. VT« Y a ViR UcEa LRI Do, Hilg
MU, IEHIIROBRCIEMIRN B DN, BECRIEFEL.
- mTeSR1 &k b ESHRRRA~ bU SV CTIEEZTT DBRICIE FICENE T DEISTEL,

55 - Rt -
RSB RER R v & —

Bl : KhES-1 #

e

Phase contrast

Oct-3/4




Y IAND Corning® ¥ MU ILERIEY ~U v U X BHE S EBEESE

Y MUFIVERREREY b v O ADER

1. FEBMEEDEBZT DS E LTIFEEDY MU TV
BEERY NI YIX (HhHOTES 354234, 356234)
ZSEATEV. Y MUTIVEEREY MY IXRICEESE
NHIO—RT7 0 59—DEZFASBIEVHZEICIE T
O—RT705—=UF1—A S X MUTILBEEY N v
A (h&0OJ8S 1 354230, 356230) BHODFT,

2. MEMEDF TUT—2 3T &RENICNEIOLVE%
VT UANMEIOEVE REBONE) CTAETSHE
Ll ¥hUTIL Tz /=Ly R TU— (AYOTES !
356237) YJO—RIT7 05— UTF1—AX MITIVER
B hUwIR Tz /=)Ly R JU— (AYOJ&ES !
356231) ZEATDDON—MICTT, /S, EERRI(CIMER
GO7TVT—2 3V TRYVINTEEDEVN MUSIVEER
IR N w O X TTIE D EMEFEEN L <DL DT,

Flg

RYUAETIANDY NUFIVEERY bU T F5 -

1. EFDEHICFERT DL TODRELHEE (5. & Y
USIVEREY b w O ARE) ZKECEBL. T95
PLTBEFT, YhUTILEEET M I (E 10 T
LETHTINEUIRADHD DT, BIEDEFEATDIEHICIET
UFIVEREY v IR CHNDDDR2TICOVTIEKEZ
RO EITHODDERZIL D TR,

2. X MNUSZILEEEY N v IR MRS RERS LI
%, SEEtss GEetdtd 21-25 G : #REOAT S (CIG U THlfa
DMENIFENT A EEIRUET) TERER NSRS UF
T (BE1), CDOEE. HEEFHSHEVWTEALUEAICE
S NUSIVEREY N I AE—rFiCHRRICEEEDF
T, TR EDEmEEAEYUEL GRRTT &, Ml
EROFRICKEDEDT. ZOEHDDMIRDETENEL L
BEEHHDET,) EFCIFE BEOE IS EERICET
(S8R L. ZDRICESTZAICEIN U T RAR—RZHER L.
ZZICR MUTIVEEEY N v IRZFA LTRSS,

F1) SEDEHTEFT MNSIVEEES YO RZFRRTEALTS
D, MHRIFEELTEDEEA. BEMIEEDEBDGEICIEH
ferEEE 2 X 107 cells/mLAZE (SRR L TL 2SRRI
B8(L 10° 7 —F—(TEDhFET, &Ffe. TINELICLK LIEDDT,
N NUTIVEEEY U w o 2% 1:3 DLEICEAERUENT RS0,

E2) —SEDBETE 0.7 mL O MUSIILERKRERY b v I 28Rz
AALTVET, BICY MUTIVEERT bU v IR ZZOHEH
ZROWTEHIC, EERATOEFTORNDERL T, RNPT
WRIICKREDICLTHDET, BHEHIROEBEDEEICIF0.1
MLEEUMEALEVWC EBHOET . MEHEF 0.5 mMLZEE
ZICLTREL,

NIZANSDY MFIVEBERY U w I XDV

3. EEEHEY NMBRLEDS (BE2). YXOAZMERL..
N HNUTIWERERY MUy IXOERZEY T IVEER
N hUYIZIDSH5 mmBELT, [FEHTHAICTIDE
DERT. TILOERZENWVICRDEOHICIE. B TREET
FEL. HEDSEEEI TZSOBEBZTID]D. BE
ULERT, 8EFCIC. BRAKXDREY NS IVEERY
Py IXDEBEZHEFT (EE3). ¥ MIUTIVEERER
N bhUw ORSERICRN - oSN EALEELD
BNELEO2TVET ., KENSIOELEY NUTILE
ERY hU Yy I (EPPrEehD ofERT. MERFED
ADRATWDEFRLIEDET (BE 4,

E3) CORBTE 1BEERBLLEY MUSILEERY Uy o R7ZE

DHEULTVET., MEBEDOFHIZNTEIOE VETITESHE

[ClF. VEGF ENRUVZEY MUSIVEEEY hU w o (TR

L. MEFELTHELTREICBVT 3 HEETY hUSILEE

BY N v I DB EBHTEET .

N MNUTIVEERY b v I A STHEBOETE

4. IDE O A UDICIESIEVK DI, IERAVZER (1
LS —igLzFA) (TERELTORE. REDCHICFT OV
Xy aDRICANE T, 10%HHEEERILY U VBERFT
1 BMUE=EY CEETD (BES) & FAITHofkes
TLHPFNCLKLEDFET (BE6). HAHEEDESZDIC
BTUMILIEWE, FILEIFHAROEULTULE S BZNHD
SESN

Z4) YHUTIVEEEREY N v I RZER (8CLUTH) TEELET &,
REATDTREMENDDEITDT. BECEELTTHEL,

5. BEUBBOUIRZ/IS T ¢ VIKEICSE L, BlRen
TEHDEY R FER LET, HE N MV UY - ITHFIY)
REETOEHEEE 7 ITRULET. ¥ MNITIVEEEY ~
Uw I AFZDRETTEICKDBNREBICIEDET,

BZRER
5H4:
FRE-D SR UCED
BHI: HUreCorning ¥ kUL Cornin .
ST ! gv UL
ARz A BERT MY IR HEBET RN WO
! BERRR (FrE)
= — 5H7: HERmg
i Uy o o
LA (e Cemmma RRB RS B BANT
B UTHIRTBEM (105) . T e e
KIG—KRFEE
™ s #@ILEEEE
| UM (R
| F:Corning ¥ kU S
BE3: HEET N v IR,
FEAUZCorning ¥ USILVEERY MU w IR % BRICRZ D8
BEANSHK (§5) TEEEHE)
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Corning” ¥ FU S ILEREY bU v o 27%Z ALV c MDCK #if2D
3 RITIEE HARBREE

KEREARES EFTN  HFRRE( e

WA HE. BR B BA RE Pt B

Corning ¥ FUZIILEERY bU v I X SHIENEE (ECM) YV I\UBZEEICSATHED. BRCEA U CHIIRER Sl
EPEEDH DN MUY IR ELDHIENS. #RAD 3 RTTEENAREEED. ¥ MUTIVEERY U v I XIEERD 3 XTTE
FILE UCTRREGHE. FIC LR, W, B, BRUMRMRICEVWTHIOMEYFE. SRUMEEREOIT LBV LRIEZ
RHUEBD. 1 XEBH SEIZSN/c Madrin-Darby Canine Kidney (MDCK) #HBRI3ARMENNFE U fc FERE7Z 7R g BB - EZ #H
fas UTHRgEE PEEOBTICERASNTLS. KIS, MEAY N v IXNT 3 RTEET S E TREZT T DIRIRD Cyst
EMENDRFHIIEEEZEN T D ENASNTWLD, SEIFY MUTIVEERY MU v o X7ZA0 e MDCK fiflgd 3 XtiEE
EEL RSN Cyst DRXFBREEZBNT o

Fi- ) ]
S
MDCK #ifa@ (strain 1)

HE -

Corning ¥ hUFIIVEERY MU v IR JO0-RXT7705—UFa1—X b (GRR) (A& OJ&ES 356230) (Corning
Incorporated, USA) . fF4-17& (fetal bovine serum: FBS). DMEM (Dulbecco's Modified Eagle Medium). kU 72>/ (GIBCO,
USA). IS T#ILA ZILTE R (TAAB, UK). DImE7ILTZY (Sigma-Aldrich, USA). 1B AT =4l (Bh5¥OJ&ES !
610154) (BD, USA). Alexa Fluor #5811~ X 1gC #ifk, 770> (Molecular probes, USA). Propidium iodide /&&
(BT, BBAN). 76 X 26 mm RS54 RASR, 18 mm [UEH/\—HSRX (MATSUNAMI, XBR). EZ—ILF—T7 02 mm E
(NICHIBAN, &5)

BERE

Falcon® 100 mm ©ILAILF +—F« v a2 (HHOJES 353003). Falcon 24 D T)LNILFDTILTL—b (BYOTES:
353047) (Corning Incorporated, USA). 15 mm #,73/\—=A5X (MATSUNAMI, XBR)

REREE
ENIEEMEE Axiovert 200M. HEEREERMEE LSM510 (Carl Zeiss, Germany)

7335
SRR

MDCK #f2 (strain I) %Z 100 mm AILFv—7F « v 22T 10% FBS 28 DMEM TIEET D, JV VIV MIEEH
TEIES B, #ig’z 3 mM EDTA &% PBS (CC 15 nEMET &, MilaEEaEntnet L CL\a C CziEsRE&. 0.02% EDTA S
5 025% MU TV THRRZENILF v—F « vy a ENSREESE. 5 X 10" 8 /mL ([CHfgs =% 2.

N hUTIEEEREY MY v O RAREE

® 24 D TILRILFTU— bDOD T)VRITAREE UTe 15 mm AAN—HSR 1 KEANS. TU— MIFERTHET 4 CTHA
LTH<,

15 mm AAN—=HZR
15 mm A AN—=HFR

Falcon 24 D)L 7L— b (MERBEER)



@ 50 uL @ Corning ¥ hUTIVEEREY U v IRZHIN—ASX LICEBE. JIL—F v I TCFELEERFNLIF D,
® JU—hZE37TCICT IS HREFEEL. Y MUSIVEREST by I RZEETE D,

Corning¥ UFILEERY MU w IR
IN—F v (P IAL)
ELLITD
37C 1559

Corning~¥ FUZILEERY MJw IR

@ 10% FBS 7 90 DMEM #faigeER 1 mL (5 X 10* @#fifaZ=0) 1C20 pld Corning ¥ MUSLEKRIEY U w2 =R T
THICEEE (GEEE 2% Corning ¥ MUSIVERRY U v I X)), 282D T)LANAND.

SR
(2% Corning< kU4 )L
EEBY NI ZH)

HRREER
(2% Corning~ bUZ )L
BEERY NI ZE, BN

-
50 4

I DR

® 37 CC3HEEETS (BEREIERLER. E0IRE

e Nz Cyst

50 um

100 pm
5E 1 MDCK #ifa7z Corning ¥ hUZILEERY U w I XAT 3 HEEE U TER SN Cyst &
T4 vy 1 ETHEEE UTCROIPEMIRGR

HHRTRE
BABBEUTBRBY—H—E LTPoF Y, AIESY—H—E LT BNT =V BRET 2,
O HEOBE -

4% )5 T4 VLT ILTE REE PBS (pH 7.4)

BB - TOEYIER (4% BSA. 0.5% TritonX100. 0.04% NaN3 27 PBS)
® BE : PBS 1 L [CTEONCHR®. 4% /8574 )UATILTE REE PBS (pH7.4) T30 5. BRTCEET 2.
@ BE(t. JOvF2Y  EEE. PBS [CTHEL. Bt - JOvFJmae L mLMA T, 30 95/, TECHE.
@ —RWARS  BAML - TOvFYIEAIC 100 SRR UICH B HT =2k 250 pL MR T, BRT 3 BHESE.

12
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® % =B - TOVvFVITBERICTHAET Do

® ZTrRniERIG | BB(E - TOvFIERKIC 250 ERRUTC Alexa Fluor iR~ D X 1gC MAS RO T 7O+ 250 L =
MR T, =ET 2 BEFHE,

@ & RSB - JOvFVIER. RWT PBS ITTHAET Do

IDF7 3

254 KH5 2 \ E=—r7y-7

PEIZ Y UF--x ¥ \
15mm HH /=55 X i
7 (rewm) e

AR XS54 RASRICEZ—ILT—TZ 1 HED. 15 mm UBEZH Y F—THDkR<, TL— b SRBHDOAH/—
ASAZWMOEL (GFEmzlI e 300 AFsEEEY Ty MEEAWLDEXLY). UIDRVCEHCBEL,
50% JUt0O—)L=% PBS (CT 500 &MU PIAR 40 pLIE T I D, 18 mm S A/N—ASRZ ENSHSETHAT %,
ROFHARZHEND .. BAEZ~Y=+17F CE& 5.

© HERBMIRIC TIRAZEE.

BHTZ=

BE 2 (yst DEABERER AT —)U)\—= "5 pm

EsyAl=yole)




Corning® ¥ MU S ILEREY ~UJ w oI X =R

[—1=N

in vivo /ex vivo MEFHLETE;
SRR RIE T 59— YRT LEYESSE
K3 = B MW

A hO%ov3ay

MEFHE (angiogenesis) (FEBERPHERFIEES VO CERBIBREREN O THD. NMEMRERADZNSICHTSD
WRIIFEEEE UOAFLERSND KD ICE O TEfe, MEHAEZS IS I HFIFMENMIZEEREF (VEGF: vascular
endothelial growth factor) Z(&UHELTEL DY ITFIVRENEESNTVDDRIENALERDE . XORLEHPET IV
ZRVCIMEFEEET vz 28U CGHRICET UL LK TEDROSNTVD, SEIEFNIAPS v MEENEPZERRE Ul
MEFEEEEE L THSNTWLS Matrigel plug 77w, Aortic ring 7wt % Corning ¥ MU ILVERIEY ~U w o X 7ZH

WTHT D TTE7ZRBN T Do

1. Matrigel plug 7 v &1

i
TUR
C57BL/6) XD (63805 10 B#< SLIDENTIR)

HE - &R

Corning ¥ hUZILVEERRY M)W IR IO—R T 7 05—UF 21—
A (CGFR) (A& 0O %S :356230) (Corning Incorporated.
USA). Avertin (2. 2. 2 tribromoethanol. 2-methyl-
2butanol), 1 mL = U > T (TERUMO. Japan). 26G / 27G
=~ — FJL (TERUMO. Japan). O.C.T Compound TissueTeK
(Sakura FineTek. USA). JUS iR JU A7 )L T & K (WAKO.
Japan). X & O — 2 (WAKO. Japan). PBS (Sigma Aldrich.
USA). A b+ U VA KR (WAKO, Japan). T4 I VA
& (WAKO. Japan). R JU L7 =R (WAKO, Japan). 1.5 mL
NAoOFa—J TIVVZ T )L — (Sigma Aldrich, USA).
Falcon® 100 mm €)LAILF ¥ —Frv a2 (HhFOJTES:
353003) (Corning Incorporated. USA). Falcon® &)L AL
Fv—67T)U XILFOTIILTIU—b (BFOJES 353046)
(Corning Incorporated. USA). XY 105 —F5#t U
> (TERUMO. Japan). E¥R/NUZ, anti-mouse CD34
(PECAMD) il (Hh& DO T &S :550274) (BD Biosciences.
USA). Alexa Fluor® 488 goat anti-rat IgG (H+L) (H%072
&S A-11006) (Molecular Probe, USA)

DM LS IE3758f#8 (Leica. Germany). CM3050S 54 7%
X% w bk (Leica. Germany). Ultrospec 2000 3 ¢ ¢ & &t
(Pharmacia Biotech. USA)

FEERER

Matrigel plug 7 v 24D 70—F +— bZERd (Figl). SE
(&, #EH Uz Corning ¥ bUZILEEREY b w O X TRt
FZERUTNAY MY UV I A I VRE, FldNEY—D—
T&H3 CD31 (PECAM-1) REMIMAZ AL cREHEMILZF(C
KOEET2HE RUONDRICTINYZAID)I—ZEEL. |
HEEHC LD MERRZEET 717EZLU T THENT B

T o
) 4 e
TALADT Y 2
3 Fie=nila
T i PR F
51 REEMICE DA WREOER
OETCOES ]
5 T — 0 — M MR (5] HE i
o T

Fig.1 Matrigel plug 7 vE/DO70—-Fv—h

Corning ¥ MU ILERIEEY b v 7 AD%Ef

Corning ¥ MUSILEERY U w I XEERTDRIENS 4 T
[CUBBRLTH<, ZRIF1S mLFa2—TIC500 pLd< ~U
TIVEDEL. KECBLCERENIRAENFEAD,

NIZAND Corning ¥ MU FILEREREY bU w I ADEA

C57BL/6) R D (T Avertin ZAAVWTHEMZ DT T UL
BENTODEE (BULIFEDHNIIR) OFE=EYR/INU LY
THBD, 27 GZ—RILZAVTY FUSIL 500 L ZEZ FITEA
9% (Fig2 Ao TR, IICT—RILZERS EBEFDHIIC
Corning ¥ MUTILEERIRY b w IADHTL DHE0HD
DT, FAEEEBELFECULRRSLZ—=RILIFZDFRFICLT
B<,

14
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Corning® ¥ NUZLEEET ~U w o 2DFEH

Corning ¥ hUZILEEREY bU v I R7ZIBHIAAT 10 B, YO XI(C Avertin THEZ NI T Corning ¥ MUSILEERY
Uy ORZ@ET D, AEEHZXEHTRHE T L, RIGIRZERTDRICHY hLPT<IED (Fig.2B). Corning ¥ hUSIL
BERY M v IRZBE T DRICT/\ VXTI —728E L TH< &, Corning ¥ hUSIVEREY MU v I ZRITRHEL TSI
INVZATN—DEICIDMERRZEET D ENTED.

BRAEYF DERL

4% I\SIRVLATILTE BERICRUTCERT 4 BREIBEE L. 20% RVO—AARICRUTERT 18 FRIME L% (Fig.2C. D).
OCT compound TissueTek [CE21EF 2 (Fig.2E). ML EDIEEIFE, EETITD & Corning ¥ MUSILEREY ~UJ w I ZXHVAIFT
UEDDTERCTITD. BIEIIAY /—)L7&E RSA T A XA THP UIcoDZRAV (Fig.2F). RiE# - 80 CTHRIFT d.

VR 7Z{E e 2 1 BEIFERIIC - S0CHREBN ST 5474 A5y b (Object Temperature : - 20 'C. Chamber Temperature
-12°C) [EANTHL. ZDR. ISAFAY Y MUV TIVZEREL. BE 14 um TRIEURZER L. A5 RASRISHED
DFd. ¥ hUTIEPHhon<EIFMMED DSVDTY Y TILEANDEEEEZ L ODDITD CEITEFRT D, AS5A FAHSA L
DY TIUIF - 80 CTHRIFIVRE CTH Do

D% ANY SFVUYVIFIVREETVMEDT ZIEXBEME CHRREI D (Fig20). NN MY UVIFIVREBZTOT
MBI Y —H—7Z ALV el b 7217 D T & CRNIRMERZ AU CBEGH#T CEE%Z1TD T BHRECH D,

A B _ C D

Fig2 A X MUFILEERY MU v IRZEIDADDOEEITEAT 1F. B. AZHEBECBICT NUTIVEREY U v IR Z#HUIcBD. C
HE®DOY FSIVEERY N w o, 1BED 0.5cm.D. TILTU VEEEIC 20% RIO—ATBESRA X MUSIVEREEY hJ w2,
E. O.C.T. compound [CEBLIZBD. F. RSAFPARTHYUIEXY /—)LZAVORIE. G HE R2B#OURK. U4 X%ZRY bar FLIFN
H05cm

AY VUV IFIVZRBICLDMERZE (Fig.3A)

ATA RASZALEDU VTN ZERICERU. 4% I\TIRILLAZILTE REECTER. 10 pBEBEBEZ{TD. PBST
TR UTERICLIRDFAET. AN VUVBARETI A I VARTCREETD. NN NV UVTIFIVREICKDH
FMEDEEGZRI (Fig.3A)

D PBS T 19%%.

@AY VU ZBERIC10 ~ 30 R, No treatment VEGF XEAGdf/ Egr-3 miRNA
@ FBNENWVICERNTLK DI THRKTHED. ; i
@ IAIVBEKIC30~601ET,

®70% I ./—)UIC 15789,

®80% L5 ./—)LIC1 =T,

@90% I ./—)UIC 153,

95% I ./—)LIC1 52T,

©®100% L% ./—JLIC 1 93T,

FHLHIC 3K 3 ERT Fig 3A. PECEMEICEIDZIEERTFZ MIRNASIRT 7/ 94 LA T
O/ =)UiEER\NT, AIN—HSATHAT D, I U T2 B3 4 M DR

@R U, EIIIEHIR CHET Do

>

*

low power

o B X el 1._' =
1 ¥ 'J‘--:,\ e TR

Fol B R e .
ol Rl i A

high power



AR~ —H—Z AL cREiBif E 2 IC LD MmEMREDEE (Fig.3B)

ASA RASALDOYG VTN ZEERICRL. 4% /\SRVATILTE RCTEE. 10 DEBEEEZITD. PBS TH#UCE&ICLITO

7375 CARRB~—/H—Cdpd PECAM1 (CD31) DREIMFEZBWVCREEREZICIDMEREZEET S (Fig.3B),

@ PBS T30 X 3@E%T D,

@ 1%BSAZZ0 PBS ZEE/cH5 UERT 60 DRFFEL. JOvF U IZITD. ITDIEETIE. RS54 RASRITRZMA fc#
(FINST A LZRBCERZRSKDICT D,

@ 1%BSA7ZZT PBS [C anti-mouse CD34 (PECAM1) #ifd% 100 ~ 200 BHIR LT, RS54 RASX LICE#HE, ERT45 ~
60 DERFET Do

@ FLYFIWIEEZAWCTRZIRVEIDTH'S PBS T=R. 10 DX 3 B%E#ET Do

® 1%BSA ZZE PBS (T Alexa Fluor® 488 goat anti-rat IgG (H+L) % 100 ~ 500 EARUTHS X EICHE, BET 45 ~
60 DEREET Do

® FLYFIEEZAWCTRZRVE D TH S PBS T=R. 10 DEX 3 @H%4ET 5.
@ PBS ZAMN. YIAN—C=RE. 10 0BH$ID GF3EITI),

NV hRZEES L. BRIDASEVRDICHN—HSAZHED.

® RSA NASRAZETYNICHET, B4 CT 1 HERZRESED.

PECAM1 Merged with DAPI

Fig.3B. C57BL/6) ¥ X T Matrigel plug assay (VEGF )

TAYR I —(CkBNEFEDER (Fig.30)

10 A Corning® ¥ NUZILERET U v I RERDAARY DRI U, PBS T 1% TI\VRAII—EBRL, XA I T T5—
FFEHT YUY DAV TRERR. © U< [EEERNS 100 yLiEAT 2. 0%, 2 mM EDTA ZZ0 PBS TOEN SR LI
BHVAWRSNcDZREER U Corning ¥ MUZILEERY b v O XZEHT ©. Corning ¥ MUTIILEERY M v I XDES
ZED. 15 mLFa—TJICLNeILAT = R 500 L Corning ¥ U ILEREEY U w I R%EZELT 37 T, 48 BSREE
I MILAT = RS Corning ¥ MUSIVEERY U v I ZROI/I\Y X TIL—hVEHENcOZEEE L. 620 nm IREEIC
CTatENc Corning ¥ MUSILEERY bU v I XBUBSHIODDOIT/IN VA T)L— (MERE(ICHSE) ZEST D, AET DR
VAT = RIFIRAESFTOF 2Ny FOBEICEDETC—EZFERITNEL. VECF BEICKIDIEMEDESRHRZRI . (Fig.30)

107
C 20 -,

15

10 4

5

0

Weight of Evans Blue

(g/®)

Control Adv. Egr-3
MIRNA

Fig3C. INVRTI—ICKDEERR FHFHZSH
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2. Aorticring 7 w21

i
TYR
C57BL/6J YD (6 3Bish'S 10 @< SLIDENTDR)

AE - SRR

Corning® ¥ FUSIILEBEEY MU v IRIO—RT 7o 5—UF 21—~ (GFR) (Cat# 356230) (Corning Incorporated.
USA). Avertin (2. 2. 2 tribromoethanol. 2-methyl-2butanol. E&IFF (D, U=, EEEVEYy M I1mLYUYY
(TERUMO. Japan). 26G /27G Z— K)JU (TERUMO. Japan). PBS (Sigma Aldrich, USA). 77 AO— X Type VI (cat#
A9045. Sigma Aldrich. USA). MCDB131 (Sigma Aldrich, USA). Glutamine (Sigma Aldrich. USA). penicillin-
streptmycin (Sigma Aldrich. USA). FBS (GIBCO. USA). 17 mm - 10 mm ZDxEE

RBREE
MZ 125 =458 EE (Leica. Germany). DM LS IETZ88##% (Leica. Germany). Eg##TY 7 D 177 (Photoshop. Image J).
m&#HEEEY 7 hbo 7 (KURABO, Japan)

TEERER

Aortic ring 7 v A/ DT70O—F v— 2RI (FigdA). R—FYIROFZAO—ANIVF v—0 T)VZIER L THDDINIC Corning
N HNUZIVEREREY b v IR LIAG FE UTENY D AREIRE AN TEEZITD. (RZEBMIE CHREL. BIRETICK DR
FMEZEET Do

7AO—R AIVF v—0 T IVDIER

BIEKICT 1.5% (W) Type IV PHO—REBH LA — I L—THETS. 10 cm Fo vV aITRUIAKR. AREET 30 9
BUEESOERERL, 7— o L—TREUSERARNTHME 17 mm, PR 10 mm R—FYRIC P HO— R #RRET
% (Fig4B).

A B
Aortic ring 7w FHO=AHIF v =27 TILTHER et

) FHO=2A2HIF v =72 T )THERE O] Ty AP O~

_D_ v
(2= b UL ok =

g e
(3) =2 A AMARDEE & NS 1m:m:::ﬂi

4 e
(4) SREOEOME L SREE

-D- — —_—

(5) MEFRETRY 7 ok SEREN

Fig.4A. Aorticring 7w A4 D70—F v— b, B. 7AO0—XAILF +—2 T)UIERDRTH



Corning” ¥ FUZILEERY bU v 7 2D

Corning ¥ hUZIVEREY b v IR SEATHRIENS 4 CICUBRL CHE L 7HAO0—RXAILFv—DT)bZ6 D)L TL—
MMIEE. UVIRWICI MUSILZ 500 ULiFAT D, 37 TT 30 LUEEEEL. Corning ¥ MUSIILEREY M v IXNES
F2DZEFD. Corning ¥ MUTILEERY b w I IV D ARERELEEDERT et KELCBWVWTEL,

N AKBIRDMEH L 15E

Avertin FRBY FDNY D AN'ONY D AKREIRZEH U, /5 PBS [CR USRFERMERE T CREITHEMIE CZRIBET ©. YD AKEIRDHDIR
BICUrete. BB JZANT 1 mmERICEIY 3298, KIFEARLE7AO—RSTILAD Corning ¥ hUY)VEKEE
NhUwOR FICEIY 3V UIeNDRREIREES. Corning ¥ MUSILVERRY b w I XZERET %, 37 CT Corning ¥
NUSIILEERY Ny oREEGTE, PHO—IAUYIHIC MCDB131 &% (0.5%FBS &, MEBFERTFER) ZRLiAH
10 HiZEEE T D, 7AO0—RTIVU Y IDNIBEERN DS T AO—AT IV Y IRNICMERS I RFOREDRNTE, T
DFERN D AKRERN SEIICE)F THAEMEDMRUCL D, MALDE, HEMENMRO T DEEFHERTEDD T, (AEER
MERE DA S THTF ZRFCEIER T ©.

FEMBEDESHNT

(IABZSRIER CENUS UTcE&R%Z Photoshop [CKD OV hS A MEFEIL. FEMENR A DX DICINIT D, EEMZEFHER
W, IRNTOBEGZR URHFTIRT S EITEFRT D, WBROBERZNEHMETEY 7 b T P ICKDETL. FEMED
RE - DiezEEd D (Fig5).

Fig.5A. Aortic ring 7w zA [C BT DEREEITDHI.
VEGF OfAEER. i
OFEMEDT VY v —TN AT K BH58.
OEHERD 2 BRI,

DIMEFERENTY T MM RDFEMEDHH
o B. #rEMEDHT
B - C. EBHR

No treatment

U
» =

Total tube kength (rmim)
L -

(=T 5

Mo treatment VEGF

SEE
Suehiro ], et. al. Blood, 2010; 115 (12) :2520-2532
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Corning® ¥ FUSILEREY b w I X &AW
NOABRU—THhSDEERAT 04 ROBIL

REKRZELME BEENRE [ EEEES
= 3h<Z

A hO55v3>

DPAETILNYDRADKRRED S/{SNCHRZ in vitro TIREES 2155, BUN D ADEGHEBD 508t LRSSz RL
DODERNTH D, BUEOEV EERMHESED SRR ZRILT & CEFINETRHEEESNTE L. LD LIBFD
EERMOESICK T, BEMlaZES )L/ K/ AT 04 REUVTIUAEET D ENTREICE oz, Corning ¥ MUS LA
ERY b U o FHTMBED S D _ERMIEA ILE /A R/ AT 204 REIZICRDBEVERERD TEREIN TS D, YU
VAT IDBEESINC ELRMRIFEFREBHKOEBFNEEZERO TS, EFEE EEHBROBECIE Wit UL K,
R-spondin L EZ BTN T DEND DO, EEHIC Wnt 2 I F)UAVEML L TWL 2 IEIEERRR G h BRI Sl B D15t T
BEIDTENTED, A0 I—ILTIE REMABIRBEDET LB T2 Apc"" X O ADGEICHEETDRU—T (BRE)

D OMABIRESIES LA T TOA NN, #R T 9 EZENTT o

#fm
YR
Apc"" IEEDBEEREBETILY DR

HE (FFUINEX—H—ZRBDIEN)

Corning ¥ FUZILEERY hU w2 X (Corning 356234, 354234). Corning EB/LUANNU—vUa—2 3> (Corning
354253). Advanced DMEM/F12 (Invitrogen 12634-010). J5%'F7—T Type | #7& (Invitrogen 17100-017). DMEM/
Ham's F-12 (HEPES. L- JILF=VEH). XRZVUY - ARUT YA (100X) (Invitrogen). L- ZILE=2E& (100 X)
(Invitrogen). 4RafFINE (fetal bovine serum : FBS). 50 mg/mL >4 <+ > >i&#& (Invitrogen 15750-060). Y-27632
dihydrochloride (TOCRIS 1254).5B435142 (TOCRIS 1614).0.05% Trypsin-EDTA (Invitrogen 25300-054). DMSO (SIGMA
D2650). DPBS (Invitrogen 14190-144). 0.5 M EDTA &% (Invitrogen 15575-020). iPGell (Geno Staff : PG20-1)

#E (LWFNBX—H—ZRDHIFEL)

24 D T)UfREEET L — b 10 mL YUY, 18C TSV M (Z70). 100mm ANMUF w22, 35 mmANKUF 1y
2,100 um EJLA kL—3—(Corning 352360).0.22 uym YUV I T4 )by — FEIRFTH BEAE Yy b I5 /—
ViR SBREGEAZIL=TU—h (A F7FTFT 457 AB-TC2) HUL[FEHELEER. 2 ML IS547FFa—7. 15 mL OZH
JVFa—T, 50mLI=ALFa—T. 15 mLEDFa—T, EXRw&— (10l 20 pl. 200 pl. 1000 pb), 7+ )Lo—
HEERY hF v T

RERRE

TU—=INVF, NFa—LTRAEV—5—, REEMIE. (ABEALIERME. A1 J0—F—ER@iH. CO, 1 VFaN—5—
(37C. 5% CO,). D#—5—){R (37C)
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AR D #EfE
YIRIEEEM (Primary culture medium)

Advanced DMEM/F12 #5#h(C 1/100 BD L- LY =2E& (100 X). RZVUY - ANV T RRA Y VER (100 X). 5% D
FBS ZiA . 4CTHRIFI DN DELT 20CTHRIEFT Do SENHCIF FBS REIS 20% /20 CNISIERG LR ZEE
FRDICHBEFRECTHD. BHMRZEET 5E(E 5% THL.

Y-27632 dihydrochloride
FBEEOKT 10 MM (SEBRU. 29ELT 20CTHRFI Do

SB435142
DMSO T 10 MM [SR&RU. 572U T 20CTHRIFT Do

A (Washing medium)

DMEM/F12 #5#th (HEPES. L- JILF=VEH) [C1/I00 BORZVUY - ANV T MAD VAR (100 X) & 10% D FBS 710
ABo. 4ACTHRIFIT Do

PBS-EDTA
PBS 500 mL[C 0.5M EDTA &&% 500 UL MR 5. =R CHRFI Do

ASLF—EER
IS 77— Type | #7 0.1 g %2 50 mL DFEAEMITAR L. 50 ul D 50 mg/mLI Y2 FA 22 ERZENMNA Do
022um YUV IT 4 )LF—THE#. 15 mLOZHILF21—TCH3ELT -20CTHRET B

Corning” ¥ FUZILEERY FUw I X

FAZAFO—)LRw O AUTKEFED. FESNIER MUEKPICEL, BEET 1 BN T NS ILERBSE D, BPhice
Ny T4 VIUTR MUTIVEE—ITSRE U, 5 UHKARICEWVZ 1.5 mLEDT1—TIC0Fd d. 2ELIEY MUSTILIE
—20CTHEEL. 1 RNFDOKATRASETHERI .

£%E) BRELUIENY MUTIUEUEES REECRETRECHDD. mEEADRENSVEMEMNELCEFED Y IED, Nz
BT BDICDAREEDREZEICT DN BITKFTHRET Do
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Vapi
1. EmREa DS B

NORZENENETTECRERSE., NGB ULIFRBZEREL TS, KaUlc PBS Z 10 mL Y UVIICHEL. TS5V MHZER
DD, BED—IRICTSY hMtZEZEUAG. BECHZIECEELCEAZ PBS TIS5va19% (2-3E). ZOBREYH
ROBSEVL D, BEDE S -z E—A—DFRNANTHE L BERICO > CTHREZFSHTHE. 20 mLIKA PBS DA
50 ML OZANF2—TDHRICAND, D=HILF21—T%Z 20 BIFEH LIRS THEZRET D, BEZKD PBS DA
PTF oy wa(lBL. REEMIR TN CES (RU—T) Z#SRTD. BRZESHTHRL. EVEy MTKLED 35 mm Xk
UF s w2allBe (BE LD, [&HZIY /—)URCHEEL. XhUT vy adhDERZ 1 mL EXY hF v TZEBELE(C
Mg sd (1) (BE2).

HIROYUKI MIYOSHI

HIROYUKI MIYOSHI

BEE1 Apc'in YO ZANSHER Ufc/\ERY—7 582 BFE1ORU-T 1E=Z#IU

MU (IC 1 mLDOS5F—EaRZEMA. B<EXRYT 42T T2, A DERY hbFvITZRSEVNGEEFT Y TD
FCHMSED. THVZAHRZERMER T CEE T & SR OWERICERPIRD _ERMRNEFE > TLaDhthHd (BE3). T1 v
2 27% 37CA VFAN—F—RTHREL. 1015 15 BT EICBLENY T« VT UCRHBERMER N CEBH DS LElIEN D
BLUTLDINEDSHERTD (BE L.

500 pm 500 pm
HIROYUKI MIYOSHI HIROYUKI MIYOSHI
BE3 IS —UaREMACERDERN B84 15HTEC2EBERY T« Y I=ITOIEDB™B.
ERABIEDRNSH OB LTS

A1) EBEOENSTEDEIST T —CUEROBEROMEDEED. ERMARNADT LD TELELED, BE2 DESSVDEY]
Z“Eéo



DHIEE (FPLLE) RN DEE LS 50 ML IZAILFa—TJICtY bUBIVA M —F =7 TSA495 (£ 2) (BES),
EBICBIVA ML= —7 9 mL D3EAE TRV, DBSNCBZE 15 mL IZA)LF 1 —TI(CE T, Tz 20 g DIEET S5 2
BIEDT 2. ERCEDT D EICK D CAEFEGHIENEENIOTRL. 2—EPTIJURLLECEFS (BE6), HEithD
R 20 g TEERAESNIEWESRIF 200 g TEOT H. 200 g TROUGEIMMODBANL EHD. XT7 04 K
ZRR T DBICHERENDDTRELRBICFESEN, NF21—ATREL—F—TEEZFERIRE. N w 2 600-800
UL DFEEICRE T & CORRCT—ED (10 uLIEE) ZXMUIICE S THRET DL, HRLPFRESO LI HEERTED
(BET7,

HIROYUKI MIYOSHI HIROYUKI MIYOSHI

BES5 BILAMU—F—ZRAVTKRELETTULHER 556 K% (20 g TEROFTDEECTHAXDKELE

F7ZEpR< TR L Y MEER L. 2R\ TU
[F EEICEBFD

200 pm

HIROYUKI MIYOSHI

BE7 BEO6DNLY NmaEthCERELIZED

A 2) BEXBTIE 70 pm BILA bL—F—ZFERLTVDD. BBHEO LRIFEEIU T RKDBREV2H. I TIE 100 pm D
BOZAWS,

2E) EXNYT 4 VJRBHEBOIST T —BEPA T 204 RO bU T EDERE THEL LR ZE 2 DICFS CEZRFRE
Thd, Ffeo AT OA ROXL Y X MUFIVICEET BB [UBZANEVNR D EXRY T« VI ZMIC T bO—)L UK
[FNURESIEN. EXNY MEFTZICBATOREHDIEETS VI DA MO—IHEL. NOMRICEDE TRAL—XICEH<HD
BB ERD,
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2.X MUTIIBEDEY KNPV T

LD RZ 1.5 mLiEDF1—J(CB L. 200 g TS5 0BE0T D, A4 JO0—F—=0HI(C 1.5 mL@EnhF1—THD
TETI—PIEWEEIFZED 50 mL AZA)F a2 —T(ICANTRLT B, /\Fa1—LAFAEL—5—T 100 uL BEEZZX LT bEZ
51U, 5D 200 pL EXY hCRRICBRLS (BE 8). Fa—TJ7ZKFPTHRAL. ¥ U IL7%Z 200 pl EXY FCEHEE DT
Ny BT D, 24D T)LTU—b 1D T)LE2D 1520 uL O FUSILVZERT S, BE8 DXLy hTreWh el 6-8 DT
WD THBEBFTZEHESBEVRSICEEN DFELAT O ZIVZTU— MK ECEBE . ZDLEIC24 D D)L TU— EEL,
KECEE 24D T)LTU— rZBEVNTHLVAL BHHTEG—(CEDPITVDTEET §, 20 L EXY MTY MUS)L - HRDE
BREDIIVDHRDICTTZAL (BE9). FyvITDFECTHEICLIFS (BE 10), LIFORESOERED TILOBERDFN LS
WT. ¥ hUZILHD T)LOAIEIGEUVIEVR S ISTET Do

P -'.I -__- - ¥
. h. y g F P w
HIROYUKI MIYOSHI o HIROYUKI MIYOSHI ks HIROYUKI MIYOSHI
588 YRUSILICEBTAEND L BEO9 YhUSLEEDLYNPYT (1)  BE10 YhUSZIUEEDEYR YT Q)
BRI L w

COEHEZEANIFVE D [CEXRY MRIEZINEIT D, TL— b ZEFE(CLT37CA VFaAX—F—FTHREL. ¥ MUT IS
MEEED (BE1D). TU—hEEEICTHEICL>TEEMIAN T — MMIEEEMT D= <, 1/1000 FD 10mM
Y-27632 & 10mM SB435142 (R#&RES 10 uM) ZFN UIcyUisE stz 1 O o)b=7ch 500 ul 7754 L. 1B&7Z5HRn
T2, 2 HBIUEMZERT DN, 4 BU HESETHERXT 04 PHAKELED TECEAEETHD T, 2-3 HEICHABUL
L|FHETD (BE12),

500 pm

HIROYUKIMIYOSHI

- _:"ﬂ i
- h HIROYUKI MIYOSHI

5811 TJU—hE¥EESCUTY MNITILVETIESED 5B 12 BERKRE2HBOAT 04~

2E) Y hUTIZERSITHENY hF v TEREY A T TENDOHET UL,
2E) YA ATSARDBEDFRENDBEEEFNA AT SAI FHEZEMICNA ST ENEE LU,



3.

JVTIVIY MIEDERAT 204 RER MUTILCEER Y T« VI UTEICHBE B 15 mL 3= A)LF 2 —TI(CEINT D CF
3)o 200 g TS5 DEERDT D ¥ hUTILDBEDED X CLEZREL. 5 mLD PBS-EDTAZMA CRA T TOA RZDEEE D,
U200 g TS5 HBEO L. Y hMUTILDBEDED X T LEZRRET . 200 uL O MU TV VEREMA TEIEXY T4 2T U,
37CDD #—5—)\AHT 5 DA VFaX— T D FgiE 1 mL ZNA CTF v IDEZEF 21— TDRICH UM ITEN SR E
Ny T4V TT 2, WRZENISEND U CTHIBROARESHFFE—(CIE > CVWD T L 7R T D (£4). EXYT 4V IJDE#ZH
HILTCT D EICK O THIDMRERDOARESZ I hO—ILTDIENTED (£5)e T2—TIC9 mL OFEREMZEINZ T~
TV ETRICNER(EL. 200 g TS5 pE&E0T S, ¥ MUTILEFFTRITHESN. MUTYVRERILDBXD Y MMINE <IK
%, LEZ 100 ULIEEDBERZER L TP AEL—5—TREL LW b2 600-800 UL OFE#EICERREL C 1.5 mLiEnhTF1—
JICET (BE 13), UTOREFINEEERRICTD.

HIROYUKI MIYOSHI HIROYUKI MIYOSHI

BE13 ~JTYVEBROIT 04 Rk 5H 14 BE13OfRENSEMINBERRE 3 HED
2704 R

E3) AT 04 RFORBYICIEMIENERE T DRIICH#TT DDNET L,

I 4) EREBRRORESZE—(CTDIAEDHDHEF 40 pm BILA ML—F—Z@ T, TEROBRBRIECIFIAETH D,
E5) BE 13 [FHED@aeIcERY T 4T LTV,

2E) HAOBREERIFAT O ROEBEE EMAROZEICL O TED O TLD. BBLZT 13051 8DETHD.

2E) PytADeHIC96 DIV TU— bhEERATH5EE4 UL O ST IL- AT 204 MEEGRZED TILOHROCT TS5AF D Fv
TDFTY MU IVEILIT DREFTE,

4. FHERTT - RUER

2-3 BEE LR T TOA RET NS ILTEER Y F 4 2 F UTEBICHEE T, 15 mL I=HLF 1—J(CERT B. 200 g
T5SMELT B ¥ UL ILDBEDEDET HERRETB. AL v M1 D TLisfh 500 pl OE#EEH (S : 400
uL. FBS: 50 pl. DMSO : 50 pl) (CEEEU. 500 Pl D54 AF 1—DICHET 5. BYMIRESRERNTRIET B.
RUARES(C (335 5h UsbsptEin (5 mL L) Z AN 15 mLOZHILF 1—IED 5 —5—/\A T 37CICIRL TR o HEF 21—
IEF 4 —TTU—F—5 UL FREERS VI DSROE LTS 4 —5—/ (XTI, Rt R L SESIChe s~
FILF 21— DIEHHICET, LT, BODSTU—F 1 VI ETOFIBFMEE TR, BRERDR T TO1 RIFHEEED
TERYF 4 VI FHEPDITITS.
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5. 8)LUANU—YU1—Y3VICKDY MNUFILORRE

A7 104 RS+ h2AWLT RNA ZHlH 3215538z 7 AL —5 —CRELCEEY Y A\ T 7—Cc~X hUTILC &
AT TOA NZBET ©. DNA DY )T BOMEPHEBIZADIERZIT O5EEH 5D UHVY ST LR MED DD, AT T
O FZtEEUcD D)L= 7 AE L —5—TkRE. 500 pL 32ED PBS TY T)LZ35%T %, PBS Z7 AEL—5—TK <R
WeSEEETU— e ECBE, Kabe/bUAN\NU—VYUa1—23 VMR . #8800 TS 1 D0 15 mLahFi—
JICRA7 0+ FZRINT %G, FIZE 6 D T)UES 1D T)bdfeb 200 uL OEILUANU—=Y U 1—2 3 V7% MA D, DNA
PYVNOBZEME T DHEIIRAT IO REY MITILSEER YT« T LT L5 mL&@EnFa—JI(CEINT 2, MfEAZE
HIBDHFAF. F£ZALYD2 1000 L EXNY bF v TTY MUFIVZECZFEDKXDICUTREEHRZEIN L, AT 04 FD
FRREESIEVNELDICT D (BE 15), KAIC 30 pLIEEE. BLHERBINLTCY MUSTILOD#EZERT. J—IULRFv2/{—A
DO—T—5—ZALS EFEZRECED. 200 g T2 pEEOL. AT TOA ROXL Y MEHEERT . O bDEIC
FFADOY SUTILDBHRANEDENNTE2CTH DD THUHRARNL. MDT $, 2-3 @K% PBS THOTRDERICALSD.
DNA »& )\ BZ T DIBE(FEZEEY R\ T 7 —(T8ET D, RN ZER T D55 (ERIENED,

HIROYUKI MIYOSHI

FE15 wUA/U—=yvUa—y3vRhCEINLEAT7 04 R

6. iPGell (GenoStaff : PG20-1) ZAUcHEBERDIER

N NUZIZEBREUCAT TOA ROXRL w BT PBS ZIIA. REOHY 25 UL (CEDKXDICEDTESD (25 pl DRENA D215
MLEROF 2—TZWNTHRL. BBLZTRENDH > TONIELL 1 BE 16). iPGell A-solution Z 5 pL JIX. Fv TDETHE
PHCBERZDEEED. AT I0OA NIRRT DHREMN DD IcD. CORRTENY T « 2 J% U TIFFESEW, RIC 200 plL
EXw hF v TDEESLYID. iPGell B-solution % 25 puL Bld. COF v ITZRX T 104 FERFAICANTESICERY T 1~
J9B. COBTF v IDFZELLL BBRSKELENASENKLDITEFREL. DR T T0OA RZEH—[CHEEED. 3 BLUA
[CERYT 4V IZEDSE, UFS<KEET D& 10 BUAICTIVMET D, Fa—TZFESICLTTIVELIcC 2L (BE
17). A% INSIRILATZILTE MEagZE 1 mLilAs (BE 18).

= Q &
HIROYUKI MIYOSHI HIROYUKI MIYOSHI HIROYUKI MIYOSHI
BE 16 25 ploR@EDA>cFa—7 (ki) LaN BH 17 ZI)UEUz iPCell BE 18 BEE&FD iPCell
TREZRAHRT D

HEEDL S 1 BEE U, TV TIVAAtY MIBLU TS T« ValBRE(ICEY bu. ST 2T70Oy IZERT
% (BE 19-21), RIEEAZFR T DHGIFY 1—J0—ABIRZ(T D,



pm

'Il
dil
TR

BHE2l —DODJOvIICEHRDSILE

WD EHTED

COXRIICUTERS NI AT 204 MEAZRWT, HAERE (BE 22-23) PREREFEEFEBERORALE UHETN
FIRECH Do

5822 Apcn DRGSR T TOA RO H&AE BE 23 EHEATIOA RO HUERER GRIEX)
2R (F5EK). iPCell DEADELREBEINDN.
BERICIFSEOTE

&hblC

AT70OPI-UER O RAGEEMRZNRE L TVDH, fIORREERERICHR T ST MO ARERICBILA
AlREC DD, Ffe. Wnt3a. R-spondin3. Noggin Z5ihd % L-WRN i (ATCC: CRL-3276) DOV T« ¥ 3 ViSHhEFER TN
(FEFBHEMDO SR T TOA RZERILT DT ENTED,

SEHK
Miyoshi and Stappenbeck. Nat. Protocols, 2013; 8 1 2471-2482.
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