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hPSC-ZERGEHETRALIRF=E
{EAEEH V3

—. FmiEH
1.1, PamikeA

hPSC-Z BRggs Rt FIEER T AL SETAME (hPSC) DML AMS BRZEEHEZTT (mDAN,
midbrain Dopaminergic Neuron) B9 &, ZIXFI S SAARLSCERFIE. BIAMEREFIEFREMBLE TN
RMIEFRE, TRIBEATRKREILERE, NA hPSC-2 EREHERIAAR S LA ETTLAE hPSC SRE=4
B89 mDAP  (>90% Lmx1a+/ Foxa2+/ En1+); ZERRAEMHEZETTHADMUIEFETTLUE mDAP LR FEY
mDAN (TH+/Nurrl1+), SMEIR1SHIA S ERRREMRERIAMEIEFTIA 2 EAREERE T oI N A T ERIT IR IR
FHR, AYFEE, URINSHREFRERNMEEE.

¥ 4 l +
Day |4 \o |1 ‘3 |5 ‘7 |11 |15 3545|
Medium  "SEPIE B c D E H I
ncTarget
Matrigel Laminin

ncEpic: ncEpic hPSC Medium ncTarget: ncTarget hPSC Medium

A: DEEEFEA; B: H{=LiEFESD; C: Dit=2IEFEC; D: HtEetEFED;
E: St=2iEFEE,; H: AZEiRRERERIAIRLESERE, I: AZEREERETRAD ISR,
mDAP: (midbrain Dopaminergic Progenitor) HRs3 & EEHEZ BRI ;

mDAN: (midbrain Dopaminergic Neuron) =% Bi&ERERZTT,

1.2, F@RER
% 1: hPSC-Z BRSO IR FIE = mixiA

FRiER ®’E g R
hPSC-Z BRI RI A AR LR FIE* RP01017 1 Kit Btk 2-8°C
ASEIRRERE A AREIFIESRE RP01017-H | 100 mL | #RhOFKI-20 Z=-
ASEIRRERE TS LIEFE RP01017-I 50 mL 80°C
hPSC-ZBRREMZ RIS RC01008 1x10¢ RERTF

*FMRAFIZE U IREET 12107 WS EBiZeEEFI{A M (mDAP, DAY11),
HEEMIEFEMRMMBORER S R2IERE, Of 2°C~8°CthiElE, 2 AAAR,
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1.3, XFIARIEE
+& 2: HEAFI&MH

iR &A1HL mhg (e.g.) ]S (e.g)
ncEpic hPSC Medium BTEY RP01001
ncTarget hPSC Medium BTEY RP01020
Vitronectin BTEY RP01002
BIAZRhiPSCARAEHR BTEYM RC01001
hPSC Dissociation buffer BTEY RP01007
Blebbistatin BTEY RP01008
hPSC Cryopreservation Medium BTEY RP01003
SolaseZHpfliHIL R BTEY RP01021
ncLaminin511 BTEYM RP01025
TrypLE Gibco 12604013
Corning® Matrigel® Matrix Corning 354277
DMEM/F12155%E Thermo Sci. 11330
DPBS, no calcium, no magnesium Thermo Sci. 14190144
6FL4R Thermo Sci. 140685
1 mL/5 mL/10 mL/25 mLERE Thermo Sci. N/A
15 mL/50 mLEOE Thermo Sci. N/A
1.5/2 mLAFEE Thermo Sci. N/A
1.5 mL EPE Axygene N/A
10 pl/200 Wi/1000 pIlgsk Rainin . N/A
BEREFFERE Thermo Sci. 5100-0001
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—. hPSC-ZBERzREHERA AR
2.1, HHEES
% 3: hPSC-ZERHENZRFARSEIINET RER

FmiER ®ws g faTFRY
hPSC-ZEiZREMEn S ARSHAE as: RP01017 1 Kit

mDAP Differentiation Supplement A (100x) RP0O1017-A 100 pL -20°C5%-80°C
mDAP Differentiation Supplement B (100x) RP01017-B 200 pL -20°Cg§-80°C
mDAP Differentiation Supplement C (100x) RP01017-C 200 pL -20°Cg§-80°C
mDAP Differentiation Supplement D (100x) RP01017-D 200 pL -20°C5%-80°C
mDAP Differentiation Supplement E (100x) RP01017-E 600 uL -20°C-80°C

mDAP Differentiation Basal Medium F RP01017-F 120 mL 2°C~8°C

mDAP Cryopreservation Medium G RP01017-G 50 mL 2°C~8°C

*|MARF O IREED 1x107 WS ERREEHE R (mDAP, DAY11),
*FBMAFZTATF 12 FLIREY 8 1N FLEE 6 FLIREY 4 M FLEYDE
HEEMIEFENRIMBORENR S TEIEFRE, T 2°C~8°ChElE, 2 ARAR,
2.1.1. 7E 4°C#B7% mDAP Differentiation Supplement A, B. C. D. E, kAKX Differentiation Basal Medium
F, AEZ 37°CRHETRER.
212, EEMREED, SRR 4 EFHNSHTEIERE A/B/C/D/E (1%),
% 4: hPSC-ZEERERZNFARSMMEEAZES RN ERSIEFEER SR

e By BIRE
SELIERE mDAP Differentiation Supplement A/B/C/D/E (100x)
1x
A/B/C/D/E (1x) mDAP Differentiation Basal Medium F

213, DMUEFEEWIRNE, ET 4CM%E, 2 ARER.
TIPS: TIiRIESCFRAE4E Supplement A/B/C/D/E B E8HIRTE, HRRLSIRE
REEREE 2 1%,
2.2, \ESEiREEMEFARS L
2.21. hPSC BYIEFARFESR: ¥ hPSC IBAREERIHIAS
(https://www.shownin.com/download/8.htmI?page=1 15 E{EMiIAH)
(https://www.shownin.com/video.html IZ{ENSTHHIE)
222. DAY 0, L6 FURIRIESBI, & hPSC AT EEIXEI 85%0Y, IRFIEFRE, A 2mL/FL DPBS (RE%5

%) %R 1B, BEEMA 2mL/FLEY_Solase MREWAR, ET 37°C, 5%CO, KE, BMIEEHFHE PR
377 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th
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B 5-8 min, BREMNIIREMAETEHREERE,
223 MRSBREAILSmLBEOED, ELBONELC 10~15s, BERF LB, WEMIEITE, FEX 2x10¢
hPSC IIAFUER 8 mL HLRRIBFE A B, FIRIE 1:1000 LLBIMNA 8 ul B9 _Blebbistatin (10

mM), 2 mL/ZSAIEIRINA Matrigel 4 6 FLiRAT 4 DFLE,
TIPS: LA 6 FLARIEVEABI, hPSC BIEFNZES 5x105/ 7L, REIEFERHERTFHMIZAZESE, hPSCHY

EMZE R 5x104/ cm?,

224, DAY1, BRHDUZLEFREA, HEMA 2 ML/ DHTLIERE B, SXEIRIEFRE, 155%ZE DAY 3
(DAY1-3),

225. DAY 3, RRHOHUERIEHREB, BEMA 2 ML/ DHELIERE C, SXFHRIEFRE, EXEDAYS
(DAY3-5),

22.6. DAYS5, REDUTSIEFEC, BEMA 2 mU/ILDHRRIERE D, SXEIRIERE, EHXZE DAY 7
(DAY5-7),

227. DAY7, RRDUELEFRED, HENMA 2 mU/IASHTLIERE E, SXTRIEFRE, 1BF7ZE DAY 11
(DAY7-11),

228. DAY 11, RRHUTEIEFEE, A 2 mL/FL DPBS (REFEEE) %% 1.8, BEFMA 1mL/FL_Solase
EEMTE, BT 37°C, 5%CO, RE, @MEEEFHEDES 8-10 min, HMAEMEEFMERN, MA
1 mL/7L DPBS (RA&15H) ESWEMM, 178xg B 5 £, FLE, FAISMERAINSEREEME
BIIRARRE ., SRISHRTRERE T BREERIADL, BEE,

2.29. WMFEHTE, MA 1 mL mDAP Cryopreservation Medium G EE2 a4, SMILZEIFEER 5x10¢
cells/mL, 1 mML/ERRANEEFED, HUIFRIC. SEFESRBEBRERFED, METF-80°CKET, &
2 REBERGBIKIRE. SEREMSTTTERNKRESE TN (Z: hPSC-SBEHHHIT
BIRE) o

=. hPSC-ZERZEEMEZ TTHIRL

3.1, hPSC-ZERZEEME TR ZRRNEFFIREME (LA 24 FLARI9H)

3.1.1. Poly- L-ornithine/ Laminin (PO/Laminin) Y&

3111, XFIEES: PO/Laminin B#EIEFIRA T mDAP BB EMETR,

rmiER anhg 45 RE
Poly-L-ornithine Sigma P3655 10 mg/ mL
Laminin Sigma L2020 1 mg/ mL

31.1.2. R 12 mL AT EKTF 15 mL BOERN, MA 4.8 pl Poly-L-ornithine (10 mg/mL), ZEES,
FIREEMTF 24 FLIRA, 7L 500 ul, EF 4°CIRTF;
3.1.1.3. EIZXRIEBESE Poly-L-ornithine #9 24 FLARM 4°CHEXNH, IREZEZEIR, FHZE Poly-L-ornithine, B 1x
DPBS i%—IX;
417 ZEETEVRIRERAT PE SEmEHXEHEIHALE A R
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3.1.1.4. EE 12 mL FULHITE 1xDPBS F 15 mL BOEW, HOA 48 pl Laminin (1 mg/ mL), Z®HRS, #H

BOEFEINT 24 FLARA, B4 500 ul, BT 4°CIRTF,

3.1.2. ncLaminin511 898

3.1.2.1. WXFIEVESR: ncLamininb11 B#IEFRIRAF mDAP BIRZUETR,
FmiER aahd &S RE
ncLaminin511 BTEY RP01025 100 pg/ mL

3.1.2.2. #E&E12mL FULHITLE 1x DPBS F 15 mL BOEW, MNA 240 pl ncLaminin511 (100 pg/ mL), 7

MRS, FREFINT 24 FARA, 87l 500 ul, ETF 4CRTF

3.2, ZEIRAEHEHIEMEME (hPSC-mDAP) BI4EIFIEH
3.2.1. ZEEEEHESTIAEREIFIEFRENER

3.21.1.

£ 4°Cf&)% mDAP Maintance Supplement (100x),

3212 ‘EEMERRED, SRIUATIIRETINSCRERSNAAREIFIERE,

mDAP Maintance Basal Medium: 99 mL

mDAP Maintance Supplement (100x): 1 mL

3.2.13. DEIEFEEGNERE, BT 4°CH#fE, 2 ARER, TRFELIREEYS Supplement £33 12 5%
7o RRIBIREIABEREE 2 1K,
= 5. SEREHEFAMEIR (mDAP) #IFIERETRiFE
FmiER = FAg 7R
ZEREMEREHE (MDAP) #iFESFE: RP01017-H 100 mL
mDAP Maintance Basal Medium 99 mL 2°C~8°C
mDAP Maintance Supplement (100x) 1mL -20°C ~-80°C
hPSC-Z B izsEH R4 RC01008 1x108 BRIRTE
3.2.2. BEKREHEZIGARET
3.2.2.1. $BKGRRTRAZE 37°C, 45 Matrigel & ncLaminin511 S#H 6 FLIR, IREIMEBEMZSIEDL 30 24
REZE=ER,
3222 HBE=ZEREHESFHEREIFIERFE, 2B 1:2000 LFIMA Blebbistatin (4K E 5 uM), kEZE
=i,
3223, NEEEDEL 1 ERFHN hPSC-SEREHEZTEMEIA, T KkEBZEHME, ZBIMETF 37°CKEH
FFFREER, 1 0N MRER, RIEMNZRERSRAKEINETRERIVEE,
3224 T5%BREESEEBHAEERE, REAEYML2ED,; BARSRBISBLESFVIS5mMLBOED, B

REREX 10 mL DMEM/F12, FEIMAFFHARSR, SRPEXRMESHAM, 178xg BL 5 5,

5/7 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th
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3225 FELFE, MAWEN 1mlL SEREWSNAAREHFTSIESRE (+ Blebbistatin ) BS54, R
SBRRYT, BESMMEITEL
3226. IRE 6 FURPHIEHK, SRR 1x105/cm? H95E, 0.2 mL/em? IFAEEM BN D, KFE+
FES 3R, FEFIRC, BTF 37°C, 5%CO, RE, MIEENIEFREDR, BRKE+FES 3R, &
Fro
32.27. 18-24 N\EEHRFEFN S CIREMESRFARBIFITEIERE, 3mU/Al, BES2XIBR. F4-5X
IR FITEL (_Solase HHILIE, 5-8 min), ATEHBIKAD K,
TIPS: ZiREALL 6 FLIRE T mDAP 7f5l, EH#ERTHRMIZFER, L hPSC-SEREEMESRIFARS
€ Day11 BY, HNEIF&ELERAFADE (2.2.8), NWHRER 3.2.2.6 EHANEMEEHIT mDAP BIER
Bpay,

3.3. SEIRAEMETTAINE
* 6: SEEEMETAASUIEFETRIFR

FmlER &S A fEfESR M
EZERENETHASLIEFREES: RP01017-1 50 mL
mDAN Maturation Basal Medium 50 mL 2°C~8°C
mDAN Maturation Supplement (100x) 0.5 mL -20°C ~-80°C

3.3.1. ZEREEMETTHASEISFENET
3.3.1.1. £ 4°Cfi#% mDAN Maturation Supplement (100x),
3312, EEMREED, SRUTIIREHIAS EREHSTHRADTLIETE,
mDAN Maturation Basal Medium: 49.5 mL
mDAN Maturation Supplement (100x): 0.5 mL
3.3.1.3. MEIEFERNRNEIA, ETF 4°CEz, 2 ARER, tiRIESIRAEYS Supplement £ G 1R IHRR
7. FRRLSUREARERET 2 1R,
3.3.2. SEREEMETTAIES
3.3.2.1. PO/Laminin 3#& ncLaminin511 G148 24 FLiR, RAITMEBENREIET L 30 pHIKEEEIR.
3322 EVEEZEREEMENEHAMAEIFIEFE, 2R 1:2000 tLHINA Blebbistatin (ZiRE 5uM), IREZE
=R
3323, PR 3.2.2.7 5 4-5 RNENZ ERREEMZRAAN, A S ERENEn A MHREFIEFESRMEE,
1RH8 5 x 105/cm? BV EHEFPE] Laminin B4%AEY 24 FLIRSP, EFIRIS, KE+FES 3R, EF 377C,
5% CO.RE, 1aFfZRERIEFREPIESR,
3324, 18-24 \WEEMRIMEHNS CRERETHASIERE, 05 ML/, BI7 X, BREK, 2ZBEEB2X
3%, 0.5 mL/Fl,
3.3.3. HASEIREEMETIER

617 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th




shewnin

W: www.shownin.com T: 400-888-3920 'é':r_j:_:l:@

3.3.3.1. ¥ PO/Laminin 5{#& ncLaminin511 B4 24 FLiR, RAIMBEMZSED 30 SHREERE.

3332, ZERAENAARTSCRENZSTAADLIEFEDIEF 20-30 REGUHTZS BIREEME TR ME
FREVEERE, fEF TrypLE JE{6 (37°C, 10-15 min, AEEid 15 min) GERBEMME, BFFEEN,

3.3.33. qPCREE: EAH 2x10¢ MAEHMIE RNA, FEEHTHEXEE.

3334 REGCRELETE: BSEREAZTTIR 1-2 x 105/cm? BB EEM T Laminin SNSRI LE, O
7 3-5 K, ERSREEATHERRIRERN,

3.3.35. HAEIRETE: 40-50 RS ERRAHETO AT HARSIN, BEERONNRIRAER SEREHET

BERERIERFE (RP01017-)) EHF3 X,

e O

hPSC-ZEiRREMERBARS LRAIES M I EARET, #RR: 200 um,
ER%3179 hPSC-S BREREMEZRIA IS LAY DAY 0. 1. 3. 5. 7. 11 ARKSET,

hPSC-Z B REREME R HERE T, HIFEFSHADUESE R, mR: 200 um,
E A. B. C 95179 hPSC-BEizaEtEZFI{A4 (mDAP) £75 DAY 1. 2, 4 HAMRESER;

B D. E. F £33 mDAP Db HR S BiREEtE Tt (mDAN) 2328 DAY 1. 9. 30 ARKESER,
777 THETEYREERAT DE SETEHXESHEIFETWE A R



