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I. SRV™iPSC Vector [ZDULVT

EEDNATHA I BIFELI=ZATILRAE RNA R 48— (Stealth RNA Vector™, B&EFR SRVM) (&, ¥4 FR—ZAFH RNA A JLAD
HARICEDE RNA T/ LE AN TRICHEREIL CHIRESTHEINAEGTFEA - RBRAYI—TT, 1 D SRVM D RNA 7°/ Ll
[FEH(RK 10 E) DB FERBFICEHTHIENTE, EMOHYDOSEIF LM TRPBEREICEGTFRETHILNTE
F7, SIS SRVM EVAILADHFEAED =D ITHBILERFEEATIVEN O BIEFEEA LMD RO Z R
FHRRETHEREEHYELT A T, REGELRFREIL SRVM B BH D RNA {K7FME RNA polymerase (RdRp) 2k > THEHF
ENTEHY.RARp ZFAET HET SRVMETLITHIANSHEET HIENTEET . COLIE SRV DR E(FBABEIEFICELD
M) TRT ST ICRETT,

SRV™ iPSC-3 Vector & UF SRV™™ iPSC-4 Vector [&. ERESR®D 6 A D #HALEIRF (OCT3/4. KLF4, SOX2. c-MYC, NANOG, LIN28) &,
EGFP BIZFH LU EFIMMEELRFE 1 HD SRVM DS/ LITEELTEY . Ml BEASN L EGFTEICRCLETH
BLET EHHI ORI 2—DEEICHLEYET A, 4 EOHMELEEF (0CT3/4. KLF4, SOX2, c-MYC) 1= 2 B D FEALEIETF
(NANOG, LIN28) ZBIIF DT EIZLY . SRV™ iPSC-1 Vector 42 SRV™ iPSC-2 Vector &Y 4., iPS SIBED/ERIShE=AE £ L. iPS #HRED
BN FE OB ERINSIEAERINTLET,

hOCT4 hSOX2 hNANOG
Fqmowe | we Hoel H H H | HEHTH = 5
EGFP hKLF4 h-c-MYC hLIN28 PuroR

SRV™ iPSC-3 Vector. SRV™ iPSC-4Vector D4/ L f& &
SRV™ iPSC-3 Vector B TF SRV™ iPSC-4 Vector [ZI&, RIB—HEV AT LDENZEKY . XD 2 BENBYET, EB51. ERVHRE
~ADBETFEAL PS HIIENSDRIE—DHKIL, EGFP #IBIZEICL TEZA—T B ENTE, AV2—FN%E 2 BRHS 7 8/
T ARYA—PRREITEEEINT- iPS HIlAEBLEMNTEET,

SRVTMiPSC-3 Vector : SiIRNA*Z AL TARII—4RET D8/ T T, @ FMEN LD ips MREFEISELTLET,

SRVIMiPSC-4 Vector : #IHAEZICEHEIICRIA—IERE SN S 24T T, REMOEFIIZEENDEZERNSD
iPs #EBAEEE(CELTLVES

*SRV™ iPSC-3 Vector ZHIREMSERET 51=51Z(F siRNA (siTB1) ERSURITTHLavBRENBRETT,
SiTBL [FFYMIBFEN TGN, UTOEBRELEICTEHFTERETREEL TS,
siTB1 U R$H : 5’ - CAAUAGUUCACGCUGAAAGuUg - 3’
TUFt A$H 5’ - CUUUCAGCGUGAACUAUUGCU - 3’
(INCFFA—N—N\2 T  T=—Y G LTHBERDIE,)

SRVT™™ iPSC Vector ZfE>THIZILT= iPS HIREMSDARIA2—DEEIL. EGFP DHAD AR THHEIZE=A—TEETH, SHITFE
#EAT B1=0IZIZ. iPS #EREM S LT=2 RNA B[ SRVM BH3E D RNA AR SN &% RT-PCR ETHERT 25 ENHEET
9, (M. RT-PCR IZ& % SRV™™ FH3ED RNA DR 5% IS H8)

FERLDEE

- AEREGEGFHEBRAEVEOFERZEORFIZEI2EYMD SHEEDOTERICET R E (DILINTER) IORERTT .
- Biosafety Level 2 (BSL2) CORIRMNMHETT DT, 47 BSL2 EHDRE X vE R YbETHERALEELY,

- ARRIIAEAHETT FRIEMEENICEON. BE-ZHEMICERTSILIETEER A,
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Il. SRV™ iPSC-3 Vector. SRV™ iPSC-4 Vector Z L = iPS fifAEEE Ol

- EEEHITONT
ZITOTaraLiE, % StemFit® AKO2N, A—T 124 &% iMatrix-511 £L7= Feeder Free & TO iPS HIfRDFE %
EBYET, (HFEITOWTIE, EA—D—OFEAF R > TITHERALESILY,)
Feeder #ifaZ AL V=IHE 40, thDEEHhOa—T 1> J FlZ R /= Feeder Free £ D5 EH SRVM DREE A XIS ELYE
TH, TNLUBOEETEBETOSKRAESEVLET, HICMEMBEENMEELEEE. B bda—FT 2 JFlIZk-
TIEAO=—HAFEINBNIEEHYFET .
BHE. =TT EINERLOT DT, Bt BOBRICIERBIT TS,

(€:23:0))|
StemFit® AKO2N (AJINOMOTO, AKO2N)
StemFit® Basic02 (AJINOMOTO, BASIC02) : ZMIFRRaE R ML L-HEIZER
[a—F12 T %l]
iMatrix-511, 0.5mg/mL (nippi, 892012) : 0.25ug/cm2TiH0
a—T4VT A&
1. iMatrix511 % PBS(-) THIRL. TL—MZFmM9 %,
2. 37°C, CO, 5% M Fa1R—4T 1 B ERIGSE ., FRAERICO—T 27 RERELIEZEMZ S,
ZOBEIRLAENELSICRELITS,

% 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—OFERIZDONT
ROZ—FERDKTRAEL . FEAFETIIKFTREL TS,
—EICERALAEVSEIE. RTORMAERFISEESE L. -80°C LT THEBREL TS,
BIERMEERYIRT ERNVI—DIM3—METTHRELLVET,

EiZMfERR ot 470kl
RYB—EZHHBEOBAEHEICE>THETZTAMIANEHLYEST DT, BLETARILEERL TS,
(6)  SRVT™{PSC-3 Vector & FALV=E M FEfRHESFMBEN S O ipS MIREEEE O OIL
(7)  SRVTMiPSC-4 Vector & FLVf=E M FEfRHESFMBEA S O ipS MIREEEE O ROIL
(8)  SRV™ {PSC-4 Vector &AL f=E bR MBIk - BBk A S0 iPS MR E IOl
(9) SRV {PSC-3 Vector ZAAL =tk CD34 (MM SO ips MAFETOMIL
(10) SRV™ iPSC-4 Vector ZAAL =t CD34 [GHEMBAMNSD ips MAFETOMIL

AT7ORILIE, BEHROEMHBENSD iPS HZELRIET 2O TEHYEE A®
TOrIVIZEHEOBRITIEREGYET DT, EEBRRICADLETERL TS,
F1=. TIV. QRA 1B LT BHAI T THLRERFRIAL TEELY,
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(10) SRV™ iPSC-4 Vector Z L=tk CD34 (G4 RN S ips MREEEEOMIL

EKERDFN
co34fE AR A
1 ith
CD34FRiEARRA A
I > StemFlt AKO2N StemFit AKO2N
L1 1
0 7891011121314

StemFit AKO2N ‘

PITIN=—EvI7vI%3 51548
EFM  romFit AKO2N -

THIBIR 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
Ry8—RER.
iMatrix5113—k T T T
TL—h~iEiE aR=—tvs7v7 [P1] R (P2) 4L [P3)
(10)-A (10)-B (10)-C {(10)-C

well 2FEMATHHE

I N I N N I I N I I v v |
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

#4% (P #E4% [P2) #E4K [P3] 4L [P3]

{(10)-C {(10)-C 10)-c (10)-c

A OO=——FE
OZ-2A50)|
#ERE . EbcD34 BBMEMRRE (ARG, RAEMEY D BEERLI-LD)
EE : SRVMiPSC-4 Vector  (>3X107 CIU (cell infectious unit) /mL)
RNYB— AYR—EEAEEM, TNHIMFELIZFYTOF1—T  TL—rE2T vy BELE&. A— L—
TEMNTTUETHIE,
CD34 G fRatEH (LU LA, thodiEith THIE AR RE
StemSpan™-ACF (STEMCELL Technologies, ST-09805) [T ® supplement Z#A0L THEF]
StemSpan™ CD34+ Expansion Supplement (STEMCELL Technologies, ST-02691)
(BRI D BIERTE Tl 10%FBS/RPMIL64 % 0D M EkHAAE AL # L A RIAE, 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{ ) : welZ2FE#RKT 5548
15/50mLaA=H)LFa—T  1.5mlFa—T (RYa—FrvT)
ERyA— ERYEIY EXRYA FuT
TILho 58—
[FIE]
Day O



1. EHERbyOHRE
DA —R—/N\ATRRFAEL . CD34F5 MRS LS A (T INLE LD (300 x g, 10min, 4°C) . W=D CD34E MM A
ECREL ., MiRsEhIU R B,
L HO R
HEDCD34E I A TRAL., etV 5,
2. 1. THEFLI=-HREZE1X10% cells/tube TL.5MLFa1—T[Z53EL . &L (300x g, 5min, 4°C) §5,
3. HBRRBNDELRLYIDRRZGNO . EEFKCEBERSIBREL, 2vELTLTIECLTES
4. 1X10° cells| 2 LMOI=3&% 5 L5112, SRV iPSC-4 VectorD B A Z—M iR 4—E%5HE T 5,
1X104 cells x MOI=3 - 3X104 CIUR &5t &
51) 3X107 CIU/MLDIGE | 1uL&tE b,
5. ATEHELLRIE—LEHET20uLIAESLSIC, COEHHAEhDEXEHET 5,
0.5X106 cells/mLOHIREE ETHREE LS,
6. NYF—HERBOKTREMEER. REVF VU LFERTHFETKLEIZHEL,
7. 3. THEMBL-#BAIZ. 4. 5. THELERYICEEMERYZ—FRML., 2,3RAERYTF42 5T 5,
8. MO A-SI1SmMLF1—TE37°CAoFarR—4F—ZAN., &EF2,3E2VEL T LEHS28EMEHET 5.
9.  CD34MGMEMBE A thZE 1mLINZ . =0y (300 x g, 5min, 4°C) § 5,
10. RYF—BEEAZLEFEREL. flaE4vEL T LTIECT,
11, 9.10.&2[E#YIRY, (AEFF3EE%)
12.  iMatrix-511Z23—T 424 Li=FL—hrZCD345 M fRE A S #h 4 /N4 %,
6-well plate : 1.5mL/well
24-well plate  : 400uL/well
13. 11 CERULBREMBICco34E MM RS thioou ZamL . R<EET D,
14.  1X103, 2X103 cells/well £%EBHEDIZ, 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. S8 1 BHEIZ StemFit AKO2N TS S,
6-well plate : 1.5mL/well
24-well plate  : 500uL/well
Day 9 LAF%

IO0Z—HKREGY  BRALoMYLTES, LT OEXETI,

P1 CaN=——Ewy7vI 9554 — B IA——EVIT7YS
well 2K #HR T 255 — C. f&ft

B. aA=—Evs7vS
[(HELZED]

R -

iPS #iRREEE R ) EGFP 53[5 1. EGFP [2MEDOR——

RE . ips MR

m

\!
1

StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)
EEIL—+

24-well plate



(FIE]
L

2
3
4.
5

96-well plate (Ew97 v 7 H)
15/50 mL A=HJILFa1—T
ERyE— ERYLTY ERYE FyT

WEE OIS IEHIZHE# D 1/1000 2O 10mM Y-27632 ZRMLTLGRALTHL (REE 10uM),

= [AKO2N +Y 15 i)

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

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

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

IA=——EvyHy7y70EH. BAURE

6.

Y-27632 RED AKO2N HEH CE# I 5,

HRAABR a0 —KEL oo ETI.  — C B

C. #HE
(HELGLD]
#EAE : iPS MEREEEED O EGFP IEMEDIN=—, EGFP [EMEMBEACEAE T SO0 ——
SE . ips MIRERLEH
StemFit® AKO2N (AIINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
Accutase (ICT, AT104)
CultureSure® Y-27632, 10mM (FUIIFILM, 036-24023)
RIS T IL—75]
#/E . BEIL—+
24-well, 12-well, 6-well plate (B B9IZ5SC T:ER)
15/50 mL A=HA)LFa1—7T 1.5mL Fa1—7T
ERyA— ERYIIY ERYE FyT
AT E—
[FIE]
1. DESOHEFIEEEMCHEMO 1/1000 20D 10mM Y-27632 ZHMLTEGREELTHL (REE 10uM),

= [AKO2N +Y 15 ih)
iPS HIRAEFE D D TL— A SEEMERREL . PBS(-) THiF&. Accutase ZEEHMT 5,
24-well plate  : 200uL/well
12-well plate : 300pL/well
6-well plate : 500uL/well
37°CAVFaAR—ET 5 HRIGESE D,
ERYTAT THIEZEIALEBLEDSNIKITNE, BITAoFa_R—rF3), LomL Fa—TICEIRLI-#,
Accutase @ 1.5 f& &0 AKO2N T well #i%i%L. RILF1—TIZEIRT 5,
=D (200x g, 5min, 4°C) L, EFZREIBRELMARESYEL T TIECT,
[AKO2N+YIEH) ZEERIMELCREBL ., MERENAV NS,
iMatrix-511 Z3—T 4> LI=FL—hIZ [AKO2N+Y #ith] Z L. 0.1X104~1.3X10* cells/well THIAZ HETES .
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, 1V F 1R—2TIEET S,
wRER
9. Y-27632 FED AKO2N Eth THEM T B,
#Hs 3 BE LI
10. EHEM 1 BHZ(C AKO2N TR S,

MBAAEZ . 0= —HKRE DI REEETU . REITHUTUTOEEETS,
RYZ—BREMER (N1 RT-PCR [Z& 5 SRVIM EIZED RNA DR 5L IS R)
-iPS HIRE DM ERE (REEE. JO—HAbAN)—5)
-~y



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

(WWELGEDLD]
#RE . SRVIMIPSC-1,-2, -3, -4 Vector IZ&kYFEE SN 1= iPS HIRE
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—INYAHI5—
[FIE]
1. SRVMIPSC-1,-2, -3, -4 Vector [ZkYFEE SN 1= iPS #IREH S . RNeasy PLUS Mini Kit ZALY, Kit D FORIJLIZHELY, total
RNA Z#iHH9 %,

2. total RNA (0.5ug) [ZDULVT, SuperScript™ IV First-Strand Synthesis System ZFHUY, kit D FAR3JLIZHELY, cDNA EE R
9%, RT IS4 —[ZDULVTIE kit [ZfFE D Random Hexamer % RT-primer ELTHALYS,

3. cDNA1.0uL [IZDLNT, PrimeSTAR HS DNA Polymerase Z L), total volume 10uL 2T, A FDEHIZT PR E1T5, T3
AX—DEFIZDLTIE. RESBOIL,

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

[=E&x151]
SRV™™ Vector B EHNEEFHETRFHAHD iPS ffaE. SRVM Vector B IEHIIAERA L TRHZEIT o=, IBHEHIREE, SRV
Vector Z & FE7%0\V iPS #ifE(Z _EEE primer B2 &2 SRV™™ control Vector RS TERILT=,
BIZLT= TIG3 #RZEASK iPS #fa 1x10¢ &I, #ERE%EZ 2 T(1000. 100, 10. 1. 0 &) BH4MAAZENZ F=ELDH 5. total RNA
L. RT-PCR Dk NY3—7/ LEEMIZLTz PCR Z1To71=, TOFHER. BEM1EEZ S MM SHMELT total
RNA H5THEBID PCR EYIDIEREAFERTE T,

[#RaH >3l H L1= total RNA @ RT-PCR] [1ZBHERHI%E &L plasmid DNA Z 858 2L 7= PCR]

Lane No. 1 2 3 4 5
PCREY + + + + —

#HaA SihE LTz total RNA O RT-PCR

Lane No. | FERGSffiRD | R PCR W

1 1x10° {& 1000 {& +

2 100 & +

3 10 1@ +

4 118 +

5 0 & —

6 7 8 9 10
+ + + + —
EREEHIE S L plasmid DNA ZE5E! (2L 1= PCR
Lane No. Plasmid copy & PCR EEY)
6 20000 OE— +
7 2000 aE— +
8 200 aE— +
9 20— +
10 0aE— —




IV.Q&A

II-(10) SRV™™ iPSC-4 Vector AL =k CD34 [BHEMRAA LD iPs MZFETORL

Ql  1X10%cells &Y ZLHIMBTRERREESETHLRINTT M,

Al  CHETELIHRBTRFIETILZE,

Q2 P1TAR=—EYI7YTLEIEBLVELIZAS, EGFP EHEMBRASEIEL TLVET,

A2-1 %/ EGFP IGMEMIBAANEAL TLTEH R T AT LICH O TVEET D TEDFEFERFT TS,

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

CD34[5 4 #Aa A

14

CD345 AR AL Hh

I
I I I

O 2 345 6 7 8 10 11 12

StemFit AKO2N R

’é;%][ll StemFit AKO2N P2Tcan=——Evs7vIE S 51548

-cei:tntéim Lt rrrrrrrrrrrrrtrrrrerrera

N N a 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
RNYy[—REE,
iMatrix5113—k T T T T
TL—h~iEiE 4K [P1) aR=—Ev 7y [P2]  #K[P3] 4L [P3]
{(10)-A {(10)-B {(10)-C {(10)-C (10)-C

Q3 WDETH EGFP [BHEMEASEA T E A,
A3-1 OA=—FwH7vy7 T EGFP [atfan=—% B A THE&LY,
A3-2 SRV™ iPSC-3 Vector £[E]L siRNA ZF T RAIEMNTEDLD T, siRNA BAZBHLLIESLY, (FOMIL(6)-B BER)

SRR EMNTENVELEL, A—ILIZTHERNE L ELESL,
BREILVEDLEE : 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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