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I. SRV™iPSC Vector [ZDULVT

EEDONATHA S I BIFELI=ZATILRE RNA R 48— (Stealth RNA Vector™, BEFR SRVM) (&, ¥4 FR—ZAFH RNA DA JLAD
HARICEDE RNA T/ LE AN TRICHREIL CHIRESTHEINAEGTFEA - RBRAYI—TT, 1 D SRVM D RNA 7°/ Ll
(FHEH(RK 10 ) OBEEFERBFICEEHT LN TE EMCBYOSF I F LM TRAMREICRET 5N TEET,
SRVM [EI A L AD R FEE DO ICHBILEGFESATNVEN O BEFEEALLARNASBREMO R FHIEET S
BIEREIEHYVFER A Tz, TEGTEERFREIEL SRVM B &5 D RNA {K7F 4 RNA polymerase (RARp) IZR > THERF SN TEHY.
RdRp ZMHE T HLTSRVMEZERICHIBMSEETHIENTEET , CD K54 SRVM DB ILEGFRRICK SR TS
SIVTIZRETY,

SRV™ iPSC Vector I, ENEIED 4 B DHHA1LEEF (OCT3/4. KLF4, SOX2. c-MYC) & EGFP iE{F% 1 D SRVM D4/ LIZHEH;
LT, SEIELAMBEMN SNELC iPS MIAZEE T 50D Y—ILTT , MHHLEEFIXEICRBICHERICEASh TRCLR
THRIRT 5=, PELBRELNFERICHEVMERYTOTSIVIHNERLEL -, ZOHRE. RIEMICEFNLEERO LS(I2fhD
B CIEAEE TEROMENOE ipS MIREBISL T 52 LN TEET,

hOCT3/4 hsSOX2

sf e e WoelH H  H H  HTH hL Fe

EGFP hKLF4 h-c-MYC PuroR

SRV™ iPSC Vector M4/ L&
SRV™ iPSC Vector IZ1&. RdRp DAEIZLBRIE—EEL AT LDEWVZEY . XD 2 BELAHYET . oot BHHIEA~ADE
EFEBALPS HIFANSDRHIA—DHELE ., EGFP ZIEIEIZL TEZA—T B ENTEET, - AU5—AMNE 3 BREMS 758
BT, AYE—NELITEESNT- P HIlBZ 55 EMNTEET,

SRVTM iPSC-1 Vector : SiIRNA*ZERLTARII—4RET D9/ T T, @ FMEN LD ips MEFEISELTLET,

SRVIMiPSC-2 Vector : #IHMLIZICEHEINICARIA—IERE SN S 24T T, REMOEFIIZEENDEZERNSD
iPs #ERAEEE(CELTLVES

*SRVT™ iPSC-1 Vector ZHIREMSERET 51=5HIZ(F siRNA (siTB1) EMSURITTHLaVRENBETT,
SiTBL [FFYMIBFEN TGN, UTOEBRELEICTEHFTERETREIEL TS,
siTB1 U R$H : 5’ - CAAUAGUUCACGCUGAAAGuUg - 3’
TUFtA$H 5’ - CUUUCAGCGUGAACUAUUGCU - 3’
(INXFFA ==\, T=—) L THBERADIE,)

SRV™™ iPSC Vector ZfE>THIIILT= iPS MIREMSEDARIA—DEEIL. EGFP DHAD AR THBHEIZTE=A—TEFETH, SHITFE
#HAT B=0IZIF. iPS #EREM S LT=2 RNA B[ SRVM H3ED RNA AR SNAENT &% RT-PCR ZTHERT 25 ENHEET
9, (M. RT-PCR IZ& % SRV™™ FH3ED RNA DR 5% IS H8)

FRLDEE

- AEREGEGFHEBRAEVEOFERZEORFIZED2EYMD SHEEDOTERICET HFE (DILIANTER) IORERTT .
- Biosafety Level 2 (BSL2) CORIRMNMBETT DT, 47 BSL2 EHDRE X vE R YbETHERLEELY,

- ARRIIAEAHETT FRIEMEENICEON. BE-ZHEMICERTSILIETEEE A,




Il. SRV™ iPSC Vector Z L\l iPS #ifasEE TOMa)L

- EEEHITONT
ZITOTaraLiE, % StemFit® AKO2N, A—T 1% &% iMatrix-511 £L7= Feeder Free & TO iPS HIfRDFE %
EBYET, (HFEITOVWTIE, EA—D—DOFEAF R > TITHERALESLY,)
Feeder fifaZ AL V=IHE 40, thDEEHhOa—T 1> J FlZ R /= Feeder Free £ D5 EH SRVM DL A ERIIREMRELYE
TH, TNLUBOEEFEBETOSKRAESEVLLET, HICMEMBEENMEELEEES. B ba—FT 2 JFlIZk-
TIEAO=—HAFEINBNIEEHYFET .
BHE. =TT EINERLOT DT, Bt BOBRICIERBIT TS,

(€:23:0))|
StemFit® AKO2N (AJINOMOTO, AKO2N)
StemFit® Basic02 (AJINOMOTO, BASIC02) : 1ZRIFRRaZ R ML L-HZEIZER
[2—F12 T %]
iMatrix-511, 0.5mg/mL (nippi, 892012) : 0.5ug/cm2 TN
a—T4T A&
1. iMatrix511 % PBS(-)CHIRL. TL—MFmM9 %,
2. 37°C, CO, 5% M Fa1R—4T 1 B E RIS E . FRAERICO—T 27 RERELIEZEMZ S,
ZOBERLAENELSICRELITS,

% plate [2E1T5 1well “i-YDEEHI

BEIL—+ iMatrix-511 PBS(-) s
48-well plate 0.9uL 200pL 250uL
24-well plate 1.8uL 400uL 500uL
12-well plate 3.6uL 800uL 750uL
6-well plate 9.6uL 1.5mL 1.5mL

- ROZ—OFRIZDONT
ROZ—FERDKTRAEL ., FEAETIIKFTREL TS,
—EICFERALAEVSEE. RTORMMERFISEESE L. -80°C LT THEBREL TS,
BIERMRERYIRT ENVI—DIM3—METTHRELLYVET,

- REMMEICXTSTOrL
RYB—EZHHBEOBAEHEICE>THETZTAMIANEHYEST DT, BLETARILEERL TS,
(1) SRV iPSC-1 Vector &AL VzE MR SR SFHIEA LD iPS HIfEEFE T OML
(3) SRVTM iPSC-2 Vector &AL VzE M RABM BBk - EER AL O iPS IR E O a)L
(4) SRV™ iPSC-1 Vector ZFL-E CD34 [S1EHIBAMN S D iPS HIFAZEE OIIL
(5) SRV™ iPSC-2 Vector ZFL-E CD34 [S1EHIFAMN S D iPS HIFAZEE OIIL

AT7ORILIE, BEHROEMHBENSD iPS HAZELRIIT2LOTEHYEE A
TOrIVIZEHEOBRITIEREGYET DT, EEBRRICADLETERLTESLY,
Fi=. TIV. QRA 1B LT BFHAI T THLRERFRIAL TEELY,



(5) SRV™iPSC-2 Vector Z ML \=Ek CD34 (BN SO ips MREFETONIL

EKERDFN
CD34[5 AR A
Hrith
CD34B5HEHERE R i 1h .
l | 11 | I O O
0 4 5 6 8 9 10 11 12 13 14

|
7
StemFit AKO2N [

PITaAN=—EvwIT7vI %3554
EFM stomFit AKON -

TR 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
RYB—RRGP
iMatrix5113—F T T T
?D—FA%*E an=——tEvys7v7 [P1] #E4% [P2) HE4% [P3)
H(5)-A i(5)-B i(s5)-C (5)-C

well 2 AEMKTH5E
I I B

12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35

f f ! !

R4 [P1) R4 [P2] A [P3] A [P3]

{(5)-C {(5)-C i(5)-C {(5)-C

A OO=——FE
OZ-2A50)|
fERE . EbcD34 BBMEMERE (ARG, RAEMEY D BEERLI-LO)
SEE . SRVMIPSC-2 Vector  (>3X107 CIU (cell infectious unit) /mL)
RNYB— AYR—EEAEEM, TNHIMFELIZFYTOF1—T  TL—rE2T v BELE&. A— L—
TEMNTTUETHIE,
CD34 [EiEfRatEH (LU LA, thodiEith THIE AR RE
StemSpan™-ACF (STEMCELL Technologies, ST-09805) [T ® supplement Z#NL TE ]
StemSpan™ CD34+ Expansion Supplement (STEMCELL Technologies, ST-02691)
(BRI DIBTERTE Tl 10%FBS/RPMIL64 % 0D M EkHAAE AL # L ARIEE, TOMaIL(3)-A S, )

iPS HHRE AL
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
N T IL—iE;
#FE . EEIL—+
6-well plate (2well{$ F) : PITORA=Z—EvYI7v7 %5554
24-well plate 2well{E ) : welZ2@FE#RKT 5548
15/50mLa=H)LFa—T  1.5mlFa—T (RYYa—Frv)
ERvA— ERYMTY EXRYA FuT
TILhoL 58—
[FIE]
Day 0

1. FEREAMySHERE



A —A—/\XCEIERMAEL . CD34[5 MR A P ITAEMUELD (300 x g, 10min, 4°C) ., WEDCD34[E MR
ECREL ., MiRsEhIU R B,

L HOEERU -

HEEDCD34E M A TRAL. MiagEhOUNT D,

2. 1. THEFLI-HREZE1X10% cells/tube TL.5mMLFa1—T[Z53EL . &=Ly (300x g, 5min, 4°C) §5,
3. HBRBNDELRLYIDRRZ LGNS EEFRKCEBERSIBREL, 2vELTLTIECLTES
4. 1X10% cells| 2 LMOI=3&% 5 L5112, SRV iPSC-2 VectorD A A Z— bR 4—E%5HE T 5,
1X104 cells x MOI=3 - 3X104 CIUR Z 5 &
51) 3X107 CIU/MLDIGE . 1uL&tE s,
5. ATHELLRIZ—LEHET20uLIARDLSIC, CO4EHHAEhDEXHET 5,
0.5X106 cells/mLOHIREE ETHREE LS,
6. ANYF—HERBOKTREEER. REVF VU LFERTHETKLEIZHL,
7. 3. THEMBL-#BAIZ. 4. 5. THELEBYICEEMERYZ—FRML ., 2,3RAERYTF425F 5,
8. MDD A-SI1SmMLF1—TE37°CAUFarR—4F—ZAN., &F2,3E2VEL T UL S28EMEHET 5.
9.  CD34MGMEMBE A thZE 1mLINZ . =0y (300 x g, 5min, 4°C) § 5,
10. RYF—BEEAZLEFEREL. flESvEL T LTIECT,
11, 9.10.&2[E#YIRY, (AEFH3EE%)
12.  iMatrix-511Z23—T 424 Li=FL—hrZCD345 M fRE A iS #h 4 /N4 5,
6-well plate : 1.5mL/well
24-well plate  : 400uL/well
13. 11 CERUBREMBICco34E M RS thioou ZamL . R<EET D,
14.  1X103, 2X103 cells/well LAEBHEDIZ, ZNEMNL0, 20uL% ., 12. TEFLIZTL—MIBIET 5,
(MREDIKEEIZH KDY, 24-well plateTIX0.5X103 cells A L 1EFfET H&an—_—hFGoNhb
15.  TL—hEESLTHIRAZE Y —(ZIAIF. 37°C, 5%C0 M FaAN—ATEET S,
Day1,3,5
16.  StemFit AKO2N ZTTDIEHED 2/3 EFHMT 5,
6-well plate : 1mL/well
24-well plate  :267uL/well
Day 7 LAF%
17. &8N 1 BHEIZ StemFit AKO2N THHIZHRT S,
6-well plate : 1.5mL/well
24-well plate  : 500uL/well
Day 9 LAF%

IOZ—HKREGY  BRALoMYLTES, LT DEXEITI,

P1 CaN=——Ewy7vI 9554 — B IA——EVITYS
well 2K #HR T 255 — C. f&ft

B. aA=—Evs7vS

(BELGLD]
#Ra . ipS MERREEE T O EGFP FBF5TE. EGFP [EEDIA=—
HE . ips MERaFAEH
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)
#/E . BEIL—+
24-well plate

96-well plate (Ew97 v 7 H)



(FIE]
L

2
3
4.
5

15/50 mL A=HJILFa1—T
ERyE— ERYLTY ERYE FyT

WEE OIS IS ZHE# D 1/1000 2O 10mM Y-27632 ZRMLTLGRALTHL (BREE 10uM),

= [AKO2N +Y 15 Hh)

96-well plate [Z [AKO2N+Y 3&#h]% souL /ML TH<,

P10 DERYRTUERAL., BEMET CaO0=——2MEMIZRIANL TRULEY . 2. CEHBLEZTL—MZEIRT 5,
iMatrix-511 Z3—F 4% L1= 24-well plate IZ [AKO2N+Y 1E#1] % 500uL/well FANLTHL,

3. CEIRL-OA=—ZERYMIVTHEERYTAUT L 4D TL— AT,

IA=——EvyHy7y70EH. BAURE

6.

Y-27632 RE D AKO2N EH CE# I3,

HRAABR a0 —KEL oo ETI,.  — C B

C. #HE
(HELGLD]
#ERE : iPS MIREEEED O EGFP IEMEDOIN=——, EGFP [GMEMBEACEAE T SO0 ——
SE . ips MIRERLE
StemFit® AKO2N (AIINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
Accutase (ICT, AT104)
CultureSure® Y-27632, 10mM (FUIIFILM, 036-24023)
RIS T IV—75]
#/E . BEIL—+
24-well, 12-well, 6-well plate (B 8IS CT:ER)
15/50 mL A=A)Fa—T 1.5mL Fa—7T
ERyA— ERYIIY ERYE FyT
AT E—
[FIE]
1. DESOHEFIEEEMCHEMO 1/1000 2D 10mM Y-27632 ZHMLTECGREELTHL (REE 10uM),
= [AKO2N +Y 15 i)
2. ipS HIRFEERDTL— IO SIEHEIREL. PBS(-) THFHE. Accutase ZEEHRMT S,
24-well plate  : 200uL/well
12-well plate : 300pL/well
6-well plate : 500uL/well
3. 37CAUFAR—AEATS HRIESED,
4.  ERyTUTTHEZIEALGELIEANIKITAIL, BIITIYF2_A—rF3), 1.5mL Fa—TCEIRLI-#.
Accutase @ 1.5 fE &0 AKO2N T well #i%i%L. RILF1—TIZEIRT 3,
5. =D (200x g, 5min, 4°C) L, EFEZWREIBRELMARESYEL T TIECT,
6. [AKO2N+YiEH] ZBEERMEICERAL., Mla%ENIUNT D,
7. iMatrix-511 Za—F 424 LI=TFL—MZ [AKO2N+Y H5#h] Z5700 . 0.1X10%-1.3X10% cells/well THIFAZIBIET 5,

24-well plate  : 0.25X10% cells/well
12-well plate : 0.5X104 cells/well
6-well plate : 1.3X104 cells/well



(EGFPIZTE A% B CBRET=U \BE (L. 24-well platelZ0.1X10% cells/wel CIBFET B EELY, )
8. BREZICIZIL—IEELLTHREN—ICIAIT, 37°C, 5%C0, 10 F 1R—2THEET S,
wRER
9.  Y-27632 FED AKO2N HEth THEM TS B,
#AHS 3 B B LR
10. EHEM 1 BHZ(C AKO2N TR S,

MBAAEZ . 0= — A KREL DI REREETU . BEITHUTUTOEEETS,
RYZ—BREMER (N1 RT-PCR [Z& 5 SRVIM EIZED RNA DR 5L IS HR)
-iPS HIRE DM B (REEE. JO—HAbAN)—5)
-~y



II.RT-PCR [Z& 3 SRVM H3E (D RNA DR A%

(HELGLD]
#ARE . SRVIMIPSC-1, -2 Vector [ZkYEFEIN T iPs #IfE
SHEE . RNA I kit RNeasy PLUS Mini Kit (QIAGEN, 74134)
cDNA & X RT-PCR kit SuperScript™ IV First-Strand Synthesis System (ThermoFisher SCIENTIFIC, 18091050)
PCR PrimeSTAR® HS DNA Polymerase (TaKaRa, RO10A)
#E . Y—IIYA1I5—
[FIE]

1. SRV PSC-1, -2 Vector IZ&kYEEE I 1= iPS HIIEA D, RNeasy PLUS Mini Kit ZFHUY, Kit D FORIJLIZHELY, total RNA
T 5,
2. total RNA (0.5ug) [ZDLVT, SuperScript™ IV First-Strand Synthesis System ZFHUY, kit D FARIJLIZHELY, cDNA EE R
9%, RT T4 —[ZDULVTIE kit [ZfFE D Random Hexamer % RT-primer ELTHALYS,
3. cDNA1.0uL [ZDULVT, PrimeSTAR HS DNA Polymerase % FL ), total volume 10uL [T, AT DEHIZTPCRE1TS, T3
AR—DEFIZDLTIE, RESBEOIL,

(R5241]

PCR &1t

temperature time Cycles

98°C 10 ¥ 3551
55°C 5 #

72°C 30 %

primer sequence PCR product size
MOP104 ATATGGAGTACGAGAGGACC

MOP105 CCTCAGGTTGGAGAGAGTCA 500bp

SRV Vector B FHNEEHETEFHAH D iPS ffa L. SRVM Vector B4 HIIAERA L TRHZIT o=, IBHEHIRE(E, SRV
Vector Z & FE7%0\V iPS #ifE(Z_EEE primer B2 &1 SRV™™ control Vector RS THEEILT=,
BIZLT= TIG3 #RZEAK iPS #fa 1x10¢ &I, #ERE%EZ 2 T(1000. 100, 10. 1. 0 &) EM4MAZNZ F=ELDH 5. total RNA
L. RT-PCR Dk NY3—7/ LEEMIZLTz PCR Z1To71=, TOFHER. BEME1EEZ ST MM SHMELT total

RNA H 5 THHEBID PCR EY D EIEA

BTE-,

[#AFa S48 H L 1= total RNA @ RT-PCR]

[#ZEHIEL5IE & T plasmid DNA 858 1ZL7- PCR]

Lane No.

PCREE

10

$ARaA Sl LT- total RNA 0 RT-PCR

Lane No. | FERGffiRD | R PCR EEY)
1 1x10° {& 1000 {& +
2 100 {& +
3 10 1@ +
4 118 +
5 0 & —

EHEEH|E S L plasmid DNA ZE5E! (2L 1= PCR

Lane No.

Plasmid copy &

PCR EH)

6

20000 O —

+

7

2000 aE—

8

200 aE—

9

20—

+
+
+

10

oaE—




IV.Q&A

II-(5) SRV iPSC-2 Vector Z FAL /=t CD34 ISR S O iPs MIREEE TORIL

Ql  1X10%cells &Y ZLHIMBTRERREESETHLRINTT M,

Al  CHETELIHRBTRFIETZE,

Q2 P1TAR=—EYI7YTLEIEBLVELIZAS, EGFP EHEMBRASEIEL TLVET,

A2-1 %4 EGFP [GHEMRAANRAL TLTH R T HILITHSTWEF T D TEDFFERIF TS,

A2-2 P1 T well £AZRIHMLT 6well plate (TR T B L. IBFET S EGFP [BIEMAEARY. P2 TRBITOO=—EvI7vIT5HIL
MTEFT, P1 OMREERIK 0.1X10%-0.5X10% cells/well THEIEL TEELY,

CD34f5 A= A
B

CD345ERERE Rt .
I - StemFlt AKO2N StemFit AKO2N

| 11111
0123456

|
7
StemFit AKO2N 1 .
R0 P2COR=—EvIT7vT43 556
! StemFit AKO2N
Llrrrrrtrrrrrrrrrrr et

THIRB 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
RNYF—REZ
iMatrix5113—k T T T T
7L/—I~’\?§3F§ A [P1] aA=——Eyo7vrS [P2] B [P3] e [P3]
i(5)-A i(5)-8 {(5)-C {(5)-C s)-€

Q3 WDETH EGFP [BHEMEASEA T E A,
A3-1 OA=—FwH 7y 7T EGFP [atfan=—% T A THE&LY,
A3-2 SRV™ ipSC-1 Vector £[E]L siRNA ZF T RIEMNTELD T, siRNA BAZBHLIESLY, (FOMIL(1)-B BEE)

SRR EMNTENVELEL, A—ILIZTHERINE L ELESL,
BREILVEDHLELE : tech@tokiwa-bio.com

SRV is trademark of TOKIWA-Bio inc.,. All other trademarks are the property of their respective owners. © 2020 TOKIWA-Bio . All rights reserved.
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