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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) : 0.5ug/cm2 TN
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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(9) SRV™iPSC-3 Vector Z AL \=Ek CD34 (BN LD ips MREFETONIL

EKERDFN
CD34p5 M #HRE A
st -
CD34R 4 A% .
L1111 L
8 9

Ll l
01234567

L1 ]

StemFit AKO2N 3
EFM  gempitakoan 3 CR="E vOTvITTHIHEE
oy o 1 [ T T o I A O
. 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
iMatrix5113—h T T
FL—h~iETE B4t (p1] SRNABEA RefE (P2] an=—Evs7v7 [p3] REFE [P4]
{(9)-A i(9)-8 {(9)-C {(9)-D {(9)-E

A OO=——3FE
OZ-2A50)|
fERE . EbcD34 BEMEMERE (ARG, REMEY D EEERLI-LO)
SEE . SRVMIPSC-3 Vector  (>3X107 CIU (cell infectious unit) /mL)
RNYB— AYR—EEAEEM, TNHIMFELIZFYTOF1—T TL—rE2T uv BELE&. A— L—
TEMNTTUETHIE,
CD34 [EiEfRatEH (LU LB, thodiEith THI8E AR RE
StemSpan™ -ACF (STEMCELL Technologies, ST-09805) (T ® supplement Z#&A0L THEEF)
StemSpan™ CD34+ Expansion Supplement (STEMCELL Technologies, ST-02691)
(BRI DIBTERTE Tl 10%FBS/RPMIL64 % 0D M Bk AL # L ARIAE, TOMaIL(3)-A S, )

iPS HHRE AL
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
RIS T IV—75]
#/E . BEIL—+
24-wel plate (2wellfE )
15/50mLa=HILFa1—7, 1.5mLFa—T (R9Ya1—Fvv)
ERyA— ERYEIY EXRYL FuT
TILhoL 58—
[FIE]
Day 0

1. EHEIyOHR
DA —A—/N\XTRURFAEL . MEKMAR A IZHRMUED (300 x g, 10min, 4°C) . B=E D CD34E MM AL ih
TREL. HRKENAVUN B,
1= bk 2 B B )i
HEEDCD34E M AR CTRAL. MiagiENYUNT D,
2. 1. THEFLI=-HREZE1X10% cells/tube TL.5MLFa1—T 25 3EL . &=Ly (300x g, 5min, 4°C) §5,
3. HBRBNDELRLYMRRZGNO . EEFRKCEBERSIBREL, 2vELTLTIECLTES
4. 1X10% cellsIZxfLMOI=3&77 % & 31Z, SRV iPSC-3 VectorD A A—Mib N2 —8%5tET 5,
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1X104 cells x MOI=3 - 3X104 CIUR Z 5 &
51) 3X107 CIU/MLDIGE . 1uL&tE b,

5. ATEHELERIZ—LEHET20uLIARSLSIC, CO4EHHAEhDEXHET 5,
0.5X106 cells/mLO A E TORE LD,
ROZ—FEBEDKTHERERER. REVA YU LERATSFETKLEIZHEL
3. CHMLI-HMAAIZ, 4. 5. THELERYICEERZ—EFNL., 2,3EERYTA25 93,
MDD AST1.5mLF1—TH#37°CAUFarR—F—IZAN, &2 3EFVELT LMD 2MEHEFET 5.
CD34[E MM A% 1mLINA . 5= (300 x g, 5min, 4°C) 43,

10. RYF—BEEAZLEFEREL. flaE4vEL T LTIECT,

11, 9.10.&2[E#YIRY, (AEF3EE%)

12.  iMatrix-51123—T 4% L1=24-well plate (x 2well) [ZCD34F5 14 #AR4 FA S 1 % 400l M09 5o

13. 11 CERULBREMBICco34E MM RS thioou ZamL . R<EET D,

14.  1X103, 2X103 cells/well £%EBHEDIZ, FNEMNL0, 20uL% ., 12. TEFLIZTL—MIBIET 5,

(MR DIKEEIZH LD, 24-well plateTIX0.5X103 cells LA L iEFET HEa0-_—M1F5N5,)

15. TL—rEESLTHIRRZY—IZIAIT. 37°C, 5%C0 MV FaR—2TEET 5,
Day1,3,5

16.  StemFit AKO2N ZITDIEHED 2/3 ED 267uL THRMT B,
Day 7 LAF%

17. &8 1 BHEIZ 500uL O StemFit AKO2N THEH AT S,
Day 9 LAF%

JAZ—AKREGY, BIRALoMYL TE=D IRED BUY well ZBA THAEITS. — B. siRNA EAZFESHC

0 K N O

B. SiRNA BAZESMA
(HELGLD]
#Ra . iPS MERREEE T O EGFP BIEHIMAETE T MM
HE ;. ips MERIAEH
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
Accutase (ICT, AT104)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)
Opti-MEM™ | Reduced Serum Free Medium (ThermoFisher SCIENTIFIC, 31985070)
Lipofectamine™ RNAIMAX Transfection Reagent (ThermoFisher SCIENTIFIC, 13778075)
10uM siTB1 (p.1 [ZEZ 5 SEE)

RS T I
#/E . BEIL—+
24-well plate (2well {££FH)

15/50 mL A=A)LFa1—7T 1.5mL Fa—7T
ERyA— ERYIIY ERYE FyT
AT E—

[(FIE])

Day 14 LA[&

1. DESOHEFIEEEMCHEMO 1/1000 2D 10mM Y-27632 ZHMLTEGREELTHL (REE 10uM),
= [AKO2N +Y 15 ih)
2. iPSHIEFEROTL— I SEEERREL. PBS(-) THEFE . Accutase & 200uL iHxIN9 5,

4



3. 37CAUFAR—AEATS HRIESED,

4, ERYTUT THIEZIEALELIEANIZKTIIE, BT oFaR—kF3), 1.5mL Fa—TIZEYRL. FHLLY
AKO2N % 300uL &ML well %% . ACFa1—TIZEIRT 5,

5. =D (200x g, 5min, 4°C) L, EFZWREIBRELMARESYEL T TIECT,

6.  [AKO2N+YEEh] Z300uLiRmiL. &<ERAL-R. MEHEHDIU TS,

7.  iMatrix-511%F3—T 124 L1=24-well plate (x 2well) 1Z [AKO2N+YH5ih] Z500uLiRANL . 0.75X104, 1X10% cells/well T
HHRaZEREET 5,

8. BREZICIZIL—IEELLTHREN—ICIAIT, 37°C, 5%C0, 1 F 1R—2THEET S,

wRER
9. Y-27632 RE& (D AKO2N HEih 500uL THEHAZHT S,
10.  siRNA transfection Z1T9, Final 40nM &7%%,
SiRNA % opti-MEM IZEMLER - Lipofectamine RNAIMAX 2B MLEH > =R T 20 HEE > MMBEA~FM

24-well plate 10uM siRNA RNAi MAX Opti-MEM AKO2N
1well Hf-YDE 2.5uL 1.25ul 125uL 500pL
#BRMHS38E
11.  AKO2N THEIIHT 5,
#BRMh54B8E
12.  AKO2N THEHhIZHEL . #4483 B LRIHRIC siRNA transfection Z1T5,
#BRMh>e BE

13.  AKO2N TiEHhiziad 3,
/S 8 HE LA
14. EHA» 1 BHEIT AKO2N TR T 5,

HRAEZ . A0 —HKEG S5 KEBD R well ZBATHNRZTS, — ¢ IAZ—EVIT7yT D DHEK

C. AN=—EvI7vI D= DK
(BERZLD]
A2 - ips MIREERE S O EGFP IGMEMIREAEE T 00—  EGFP [EEDaD=—
HME ;. ips MERIAEH
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
Accutase (ICT, AT104)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)
MR T IL—iES
EEIL—F
6-well plate (2well {EFH)

B
A

15/50 mL A=A)LFa1—T . 1.5mL Fa—7T
ERyA— ERYIIY ERYE FyT
EIL A R—
[FE)
1. DESOMIFEBE O 1/1000 E0 10mM Y-27632 ML TEGESLTHL (#REE 10uM),
= [AKO2N +Y 15 i)



2. ipSHIRFZEERDTL— A SEMERREL. PBS(-) THFE. Accutase Z 200uL iFMNT %,
3. 37CAUFAR—ETS HRIESED,
4,  ERYTAUTTHIEZEIALELIEANIZKITNIL, BINTAFa_R—rF3), 1.5mL Fa—TIZEURLT=#. 300uL
@ AKO2N T well %L . BLF21—TCEIRT B,
5. =D (200x g, 5min, 4°C) L, EFZREIBRELMARESYEL T TIECT,
6.  [AKO2N+YEEih] Z300uLiRmL. &<ERALI-R. MEHEHIU TS,
7.  iMatrix-511 Z3—TF 1> L1= 6-well plate (x 2well) [Z [AKO2N+Y #E#h] % 1.5mL/well AL 0.2 X104, 0.4 X10*
cells/well CTHIAZ1ETET 5,
(B9 79T D1=HIZIF 6-well plate 1Z 0.1X10%-0.5X104 cells/well TIEET D ERLY,)
8. BREZICIZIL—IEELLTHRaEN—ICIAIT, 37°C, 5%C0, 1V F 1R—2THEET S,
wRER
9. Y-27632 FED AKO2N Eth THEMHITHT S,
#Hs 3 BE LI
10. EHEM 1 BHZ(C AKO2N TR S,

HREAEZ a0 —AKREL o530 —Evs 7y T 575, — D aA=—Evo7vT

D. aR=—EvH7vF
(BELGLD]
fERa - ips HERAEEEAH O EGFP REMEMDIA=—
HE . ips MERaFAEH
StemFit® AKO2N (AJINOMOTO, AKO2N)
PBS(-)
iMatrix-511, 0.5mg/mL (nippi, 892012)
CultureSure® Y-27632, 10mM (FUJIFILM, 036-24023)

#=E EEIL—k
24-well plate
96-well plate (Ewo7 v 7 H)
15/50 mL A=A)ILFa—T
ERyE— ERYLIY EXRYA FyT
[FIE)

1. DESOMIFEBEE O 1/1000 E0 10mM Y-27632 ML TEGESLTHL (#REE 10uM),
= [AKO2N +Y 15 i)
2 96-well plate [Z [AKO2N+Y 3&#h]% souL /ML TH<,
3 P10 DERYTUERAL, BB T Tan=——%EMICRIA L TROERY, 2. TERBLE-IL—MZEIRT 5,
4.  iMatrix-511 Z3—T 4% LT= 24-well plate [Z [AKO2N+Y 3&H#h] % s00pL/well FAILTHL,
5 3. TERL:ZOAZ—Z2ERYNIVTHEERYT(UT L 4.DTL—~BT,
aA=—Evyo7yINER. ALK
6.  Y-27632 &M AKO2N HEth THEH TS B,

HRAABA O —KEo o EITI.  — E #4K



E. #f
(BELGLD]
#fE . EGFP REMEDIN=—, EGFP [BMEMMAGEE S 500 =—
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 B9IZiSCT:ER)
15/50 mL A=HA)LFa1—7T 1.5mL Fa—7T
ERyA— ERYIIY ERYE FyT
AT E—
[(FIE])

1. DESOHBFEEEHIZHEO 1/1000 20 10mM Y-27632 ZHFMLTEGRELTHL (IREE 10uM),
= [AKO2N +Y 15 ih)
2. iPSHIBFEROTL— I DEEERREL. PBS(-) THERE . Accutase = HRMT 5,

24-well plate  : 200uL/well
12-well plate : 300pL/well
6-well plate : 500uL/well

3. 37CAUFAR—ETS HRIESED,

4, ERyTAUT THIRAZIEALEBLIEANIKITRIE, BINTLYF2R—+F3), 1.5mL Fa—TIZEURLI=#.
Accutase O 1.5 2D AKO2N T well Z3%i%L. RCFa1—T(ZEYRT S,

5. & (200xg, 5min, 4°C) L. LEFRSIBRELMRE2YEL S TIECT,

6. [AKO2N+YiEH] ZEERMEICERAL., Mla%ENIUNT D,

7. iMatrix-511 Za—F 4245 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 ERLY, )
8. BREZICIZIL—IEELLTHIREN—ICIAIT, 37°C, 5%C0, 1 F 1R—2THEET S,
wRER
9. Y-27632 FED AKO2N Eth THEM TS B,
#AHS 3 B B LR
10. EHEM 1 BHZ(C AKO2N TR S,

MBAAEZ . OO —HKREL DI REREETU . REITHUTUTOEEETS,
RYZ—BREMER (N1 RT-PCR [Z& 5 SRVIM EIZED RNA DR 5L IS HR)
-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

1-(9) SRVTMiPSC-3 Vector ZFAL\=E CD34 [51E#ARE NSO iPS MREZFE SO ko)L

Ql  1X10%cells &Y ZLHIMBTRERREESETHLRINTT M,

Al  CHETELIHRBTRFIETILZE,

Q2 SiRNA BAIGMABRICITHEVES ATT D,

A2 HERTHEIC 27632 ZRRUEHMILHATHY . T, siRNA BAZHCE BICHBEA/NS/\SIZHo =BT DN R
HITT DT MRBRIZIT>TESLY,
TH.BRLBE D SIRNA BA(E, HEADZTA—IUHNKENZOBEZ TS,

Q3 P1 TaAAZ—%EvI7yTIETEETH.

A3 EVITVTIETEET A SRNA BATHILEEETHEHFYSBEDIETEE A,

Q4 P2 I2a0=—EvI7vTIETEET M,

A4 EGFP [GHMIBEMNEVEATEILELHYFTHN. EvI7yvITEET,
P1 T 6-well plate [Z 0.75X10%-1.5X10* cells/well TIBFEL . (9)-B EE#RIZ siRNA BA GREE(L 4 18) HITo TS, a0=
— D REEZETHS. EGFP MIEED., EGFP AFTFL\IN=—%BATE Y 7y T LTS, £ EGFP [GTEMBEAEAL
T MRIT DT EITH TLEET,

Q5 10 7E—2#BELELOTTA., ESLELRLTLEID,

A5 RREMABEE 24-well plate T 10well IZIEIET DDA EETT , TORITTOFILIZH ST, lwell B 1 AR=—FEA TS

Q6 AO=—FEvwH7yFFEd . 40—k L TIPS MIBERBI TEET M,

A6 TEFY.
P2 [Z.SiRNA EBA (1 E) ZESHAETBINTTL., #AEZEHIT T EIZE>T EGFP BIEANEY . EGFP [EtE DA DaO=
—IZHYFET,

CD34[5 4 Az A

8
CD34f5 1 HHRa A g i .
L1l 11 L]1]
6 7 8 9

012 3 435

L[]

StemFit AKO2N .
EBM  compit AKOIN wel 2Kz KT HEE
By N I I N I I I I O B I
. . 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32 33 34 35
RNyR—RE, A A A
iMatrix5113—k ) 8 A T 3 - T T
FL—h~iERE s p1y  SRNAR 4t [p2) SIRNAZRA M [P3] WAL [P4)
(9)-A H(9)-B H(9)-8’ H(9)-E 9)-E
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