(3) SRV™PSC-2 Vector ZFALNf-EFRIEMEAZIK - BBk S D iPS fARFETORaIL
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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
(FHEH(RK 10 ) OBEEFERBFICEEHT LN TE EMCBYOSF I F LM TRAMREICRET 5N TEET,
SRVM [E A LAD R FEE D= ICHBILEGFESATNVEN O BEFEEALLARNASBREMEO R FHIEET S
BIEREIEHYVFER A Tz, TEGTEERFREIEL SRVM B & DD RNA {K7F 4 RNA polymerase (RARp) IZR > THEFIN TEHY.
RdRp ZMHE T HLTSRVMEZERICHIBMSEETHIENTEET , CD K54 SRVM DB ILEEFRRICK SR TS
SIVTIZRETY,

SRV™ iPSC Vector I, ENEIED 4 B D HHA1EEEF (OCT3/4. KLF4, SOX2. c-MYC) & EGFP iB{F% 1 D SRVM D4/ LIZHEH;
LT, SEIELAMBEN SNELC iPS HIAZEE T 50D Y—ILTT , ML EEFIXEICRABICHERICEASh TRLLR
THRIRT 5=, BELBRELNERICHEVMERYTOTSIVIHNERLEL -, TOHRE. REMICEFNLEERO LS(I2fthD
B CIEAEE TEROMRENOE ipS MIREBISL T 52 LN TEET,

hOCT3/4 hsSOX2

sfoe v Woc T H W H  HTH hL Fe

EGFP hKLF4 h-c-MYC PuroR

SRV™ iPSC Vector M4/ L&
SRV™ iPSC Vector [Z1&. RdRp DAEIZLBRIE—EES AT LDEWVZEY . XD 2 BELAHYET . oot BHHIEA~DE
EFEBALPS HIFANSDRHIA—DHELE ., EGFP ZIEIEIZL TEZA—T B ENTEET, - AUE—AMNE 3 BREMS 758
BT, AYE—NELITEESNT- P HIlBZ 55 EMNTEET,

SRVTM iPSC-1 Vector : SiIRNA*Z AL TARII—4RET D9/ T T, @ FMEN LD ips MREFEISELTLET,

SRVIMiPSC-2 Vector : #IHAMLIRICEHEINICARIA—IERESINE 24T T, REMOCEFIIZEENDEZERNSD
iPs #EBAEEE(CELTLVES

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

SRV™™ iPSC Vector ZfE>THIZILT= iPS HIREMSDARIA—DEEIL. EGFP DHAD AR THBEIZE=A—TEFETH, SHITFE
#HFB1=0I((X. iPS A S LT=2 RNA 112 SRVIM FHE D RNA DRI &% RT-PCR ETHER T 2 A 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,

- ARRIIAEAEETT FRIEMEENICEON. BE-ZHEMICERTSILIETEEE A,




Il. SRV™ iPSC Vector ZFL\I= iPS #ifasEE TOMa)L

- 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—MFmM9 %,
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,

- REMMEICXTSTOrL
RYB—EZHHBEOBAEHEICE>THETZTAMIANEHLYEST DT, BLETARILEERL TS,
(1) SRV iPSC-1 Vector &AL zE MR SR SFHIREA S D iPS HIREEFE T OML
(3) SRVTM iPSC-2 Vector Z AL zE M RAB M B K - BERAS O iPS flfEEEE O
(4) SRV™ iPSC-1 Vector ZFL-E CD34 [S1EHIBAMN S D iPS HIFAZEE OIIL
(5) SRV™ iPSC-2 Vector ZFL-E CD34 [S1EHIBAMN S D iPS HIFAZEE OIIL

AT7ORILIE, BEHROEMHBENSD iPS HIZELRIIT 2O TEHYEE A.
TOrIVIZEHEOBRIEIEREGYET DT, EEBRRIZADLETERLTIESLY,
Fi=. TIV. QRA 1B T BFHRAI T THLRERFRIAL TEELY,



(3) SRV™iPSC-2 Vector ZALN-EFRAEMBZBREBR NSO iPS MRZEETONIIL

EERDFEN
mek A
HE
1Bk FA S i .
S StemFlt AKO2N StemFit AKO2N
L1111 | I I I I I I O O
012 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17
StemFutAKOZN’&,ﬂu ‘ PITAA=—EvI7 VT 5155
Lt 1t ittt 1t 1t r 1t et
StemFit AKO2N 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36
THEHh 3T
Roa—E t t 1
iMatrixs11a—r FL—h~1B7& an=——Evs7v7 [P1] #4L [P2] HAE [P3]
i(3)-A (3)-B i(3)-C (3)-C

well2FE R T DI5E

I N I I I I I
15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36

! f ! !

R4 P R [P2] R4 [P3] RAL [Pa)
{(3)-C {(3)-C (3)-c {(3)-C
A OO=——FE
[(BEELD]
#Ra o ERRAEMmMEZEK, BBk (FEREAH. REMIYDBBEEL-ED)
s : SRVTM{PSC-2 Vector  (>3X107 CIU (cell infectious unit) /mL)
RHB— RHB—EEAE, TN EBELIEFYTOF1—T, TL—MIET uv BEILER. A—FL

—JEhTTRETEIL,
MEkFARE LS A ** [RPMI1640 |2 FBS % 10%KN9 3]
RPMI1640 (FH54T X%, 30264-85)
10% FBS
MERHHFAFALEHE B **  [RPMI1640 [T KSR-XF & 15%iRiNd 5]
RPMI1640 (FHZ4T X%, 30264-85)
15% KSR-XF [GIBCO™ CTS™ KnockOut™ SR XenoFree Medium (ThermoFisher SCIENTIFIC, 12618013)]

MnBkHAAE AR AR M B I
AIM V™ Medium (ThermoFisher SCIENTIFIC, 12055091) **
iPS fHRE A B
StemFit® AKO2N (AJINOMOTO, AKO2N) **
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
N T IIL—iE;

**MEKHAR A SBFEREH (BMICRCTER)
& InEkHAAE RS BiE AL
m;E&HY | A:10%FBS/RPMI1640 10%FBS/RPMI1640, AKO2N, AIM V
Ediinb B : 15%KSR-XF/RPMI1640 AIM V

FERTAHEMICE - Tan=—DFEBNENZLED D,



B
A

EEIL—t  (BREHBROBREFZENSWVEL. I0—DHBENEL 20=—#H1 %<4 5,)
6-well plate or 12-well plate ~ : P1TIRA=—EvwI7vI%#955H4E
48-well plate o well 2T T 556

15/50mLa=AJ)LFa—7 ., 1.5mLFa—T (RYJzr—Frv)

ERyE— ERYEID EXRYL FyT

IV ho 58—

B . BEREFi—TITEBELCT VDT, o7 IILA—8—ThHL R4 0—3—%FRT5HIE,

FICEMBEEMEERTHEEL. Fa—TJITEBLLTRY, RAREPICHEARDONAIDTIET 5.

[FIE]
Day 0
1. EHERbyOHRE
DA —R—/\ATRRFAEL . MEMARA LS R ALED (300 x g, 10min, 4°C) . @ = 0 MEKHAR AL ih T
AL, Mgz ho b 5,
L HOEERU -
HEQ Mk AEh cREL. Mlafizho b 5,
2. 1. THEFLI-HREZ1X105 cells/tube TL.5mMLFa1—T[Z53EL . &Ly (300x g, 5min, 4°C) § 5,
3. GFEFEKLEBEWRSIBREL. 2VELTLTIECLTHS
4. 1X105 cells| 2 LMOI=3&% 5 L5127, SRV iPSC-2 VectorD A4 Z—M bR 4—E%5HE T 5,
1X105 cells x MOI=3 - 3X10° CIUR &5t &
15) 3X107 CIU/MLDIFE . 10uL&tES,
5.  ATEELEAYA—EEHET20-33uLib LS5, Mk AEMOEEXHET S,
3X106-5X106 cells/mLDHIRRE E TODREE LD,
6. ANYA—HERBOKTREMEER. REVF VU LFERTHFETKLEIZHL,
7. 3. CHEBLI-MBAIC. 4. 5. THELLBYITHEMERI2—FRML. 2,3BERYTF 25T 3,
8.  HMBADA-ST-15mLF1—T%E37°CAUFaR—F—ICAN, &2 3E2VELT LA L2HRHET b,
9. IMBK#AREAREEhEIMLINZ ., &0 (300xg, 5min, 4°C) 33,
10. RYF—BEEAZLEFEREL. flaESvEL T LTIECT,
11.  9.10. Z2[E#EYRT, (&E3EI%E%)
12.  iMatrix-511%a—T (25 LI=FL—MZiBER g 47N %
6-well plate : 1.5mL/well
12-well plate : 750uL/well
48-well plate  : 200uL/well
13. 11, CEFL-BREMIIC Mk AL hsouzmL . BSEALGNS12.0TL—MIE£EZFFmMT 5,
14.  TL—MEELSLTHIRAZE Y —(ZEIF. 37°C, 5%C0, M FaAN—ATEET S,
Day1l,3,5,7
15.  StemFit AKO2N ZTTDIEHED 2/3 EFHMT 5,
6-well plate : ImL/well
12-well plate : 500uL/well
48-well plate  : 167uL/well
Day 9 LAF%
16. &AM 1 BHEIZ StemFit AKO2N THHIZHT S,
6-well plate : 1.5mL/well
12-well plate : 750uL/well
48-well plate  :  250uL/well

Day 15 LAf&
IA=—HKREGY KB oMYLTES, LT OEEFTTI,

P1 CaN=——Ewy7vI 9554 — B IA——EVITYS
4



well 2AZE MK T HIHE - C. #K

B. aA=—Ewo7vS
(WWELGEDLD]
#HEE ;. ips MAREEEE O EGFP BF51E. EGFP ETEDOO=——
RE . ips MR
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)

#wE EEIJL—+
24-well plate
96-well plate (Ew97 v 7 H)
15/50 mL A=A Fa1—T
ERyA— ERYIIY ERYE FyT
[FE)

1. DESOMIFEBECHENO 1/1000 20 10mM Y-27632 ZHRMLTEGESLTHL (#REE 10uM),
= [AKO2N +Y 15 i)
2 96-well plate [Z [AKO2N+Y 3&#h]% souL /ML TH<,
3 P10 DERYTUERAL. BEMET CaO0=——2MEMIZRIAL TRULEY . 2. CEHBLEZTL—MZEIRT 5,
4.  iMatrix-511 Z3—T 4% LT= 24-well plate [Z [AKO2N+Y 3&H#h] % s00pL/well FAILTHL,
5. 3. CEWLAEZIAZ—ZERYRIUTHEERYT1UT L. 4.0TL—bAET,
aA=—Evy7yINER. ALK
6.  Y-27632 & AKO2N 1 THEM AT # 95,
MREMNEZ N —NREH SO ETS., — C #R

C. fX
(BELGLD]
#RE . iPS MERREEE DO EGFP [EE DA =—_ EGFP [GiEMERAAYEE T 50A=—
HE . ips MERaFAEH
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
Accutase (ICT, AT104)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)

RS T I
#/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— ERYIIU ERYE FyT
AT E—
[FIE]

1. DESOHEFIEEEMCHEMO 1/1000 20D 10mM Y-27632 ZHMLTECGREELTHL (REE 10uM),
= [AKO2N +Y 15 ih)
2. ipS HIRFZFEERDTL— M SIEHEIREL. PBS(-) THFHE. Accutase ZEERMT S,
48-well plate  : 120uL/well



24-well plate  : 200uL/well
12-well plate : 300pL/well
6-well plate 1 500uL/well
3. 37CAUFa~R—4T5 HRIESES,
4. ERyT1U7 THREZ IEALEGELIEANIKITAIL BIITIYF2_A—r3), 1.5mL Fa—TZEIRLI-#.
Accutase @ 1.5 fE &0 AKO2N T well #i%i%L. RILF1—TIZEIRT 5,
5. =D (200x g, 5min, 4°C) L, EFEZWREIBRELMARESYEL T TIECT,
6.  [AKO2N+YiEHh] ZEERMERICEREL, MRKENVN B,
7. iMatrix-511 #O—F 1> LI=FL—HkZ [AKO2N+Y HEh] Z3FANL. 0.1X10%-1.3X10% cells/well THIRAZEIET 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 ERLY, )
8. BREZICICIL—IEELLTHREN—ICIAIT., 37°C, 5%C0, 1V F 1R—2THEET S,
wRER
9.  Y-27632 FED AKO2N Eth THEMH TS B,
#AHS 3 B B LR
10. EHM 1 BHZ(C AKO2N TR S,

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



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

(HELGLD]
#ARE . SRVIMIPSC-1, -2 Vector [ZkYEFEIN 1= iPs #IRE
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—IIYA105—
[FIE]

1. SRV PSC-1, -2 Vector IZ&kYEEE I 1= iPS #IEA D, RNeasy PLUS Mini Kit ZFHUY, Kit D FORIJLIZHELY, total RNA
TS,
2. total RNA (0.5ug) [ZDLVT, SuperScript™ IV First-Strand Synthesis System ZFHUY, kit D FARIJLIZHELY, cDNA EE R
9%, RT IS4 —[ZDULVTIE kit [ZfFE D Random Hexamer % RT-primer ELTHALYS,
3. cDNA1.0uL [ZDULVT, PrimeSTAR HS DNA Polymerase % FL ), total volume 10uL [T, AT DEHIZTPCRE1TS, 73
AR—DEFIZDLTIE, RESBEOIL,

(252411

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 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 #REERSK iPS #fa 1x10¢ &I, #ERE%EZ 2 T(1000. 100, 10. 1. 0 &) BH4MAZNZ F=ELDH 5. total RNA
L. RT-PCR Dk NY3—7/ LEEMIZLTz PCR Z1To71=, TOFHER. BEM1EEZ ST MM SHMELT: total
RNA H5THEBID PCR EYIDIEREAFERTE T,

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

[1ZBHERHI%E &L plasmid DNA Z 858 2L 7= PCR]

Lane No.

PCREE

$ARE A Sl LT- total RNA 0 RT-PCR

Lane No. | FERGSffiRD | R PCR EEY)
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

I1-(3) SRVTMiPSC-2 Vector Z AL \f=E R R M B IR, EERA S D iPS #IREZEE Ol

Ql
Al

Q2
A2
Q3
A3
Q4

B EERL-O T AN ERICDENTT,

B (CHBAT RS- EEEAHYE T BEIL, 7o/ LO0—4—TEDTHEF1—TITRELOT VDT, R1040
—S—ZFEAL T3, T, EMF LM THRAZRE T HLESCOXLPT VD TIEEL S,
BAVENIO—HIHETEF A,

g% 10 AEBFLVEO0=—DORBRKITESLEVD T, LIESEHFEZEL,

P1 T 10 AA=—LEEYIT7YTLIEZLDTT A, 1well BT HIERLTT A,

1X105cells/well Z 2well LA EFEFEL TLV=FZKERID T,

P1 COA=—Ev 7 YTLELIERBNELIZA, EGFP [EHEMARAEEL TLET,

A4-1 % EGFP [BHEHIREAVEAL TLTE, R T BT LITH>TULEFET D TEDFEFERITTIZALY,
A4-2 P1 T well £KZFIMNLT 6well plate [CHELT B & BT S EGFP [BHEMREANEY. P2 TRSIZORZ—EYIT7vTT5IE

MNTEZET, P1 O EKIE 0.1X10%-0.5X104 cells/well TIBEFEL TLFEELY,

mEkF
5
I ara
I I T N N I N I A I
012 3 4 5 6 7 8 9 10 11 12 13 14 15
StemFlt AKOZNE—,MD ‘[ PITAR=—EVI7VIET B35
I N I I N I N (N I A I
S’Tt‘;;“gAgm 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35 36
Ry5—E 1 f f
iMatriS113—h T L —b 178 #1% [P1) aR=—tEvs7y7 [P2] B8 [P3)
{(3)-A H3)-C {(3)-B H(3)-C
Q5 WDFETH EGFP IBEMRAAER EE A

A5-1 OA=—FwH 7y 7T EGFP [atfan=—% B A THE&LY,
A5-2 SRV™ iPSC-1 Vector £[E]L siRNA ZF T BHIEMNTELD T, siRNA BAZBHLLIESLY, (FOMIL(1)-B BEE)

SRR EMNTEVNELEL, A—ILIZTHERNEHELESLY,
BREILVEDLESE : 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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