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1.1, FmiieA

hPSC-XEREDMIXTIZERTRASEETHEE (hPSC) SMEERS EEMAHE, RRAEEEGRETEME, o
HEHIE B TTEMBRRIXER M Marker (30 CDH1., LTL #1 PODXL &) , @R FEFMAINLN, BYIFHENZ
2MiTE, DUREREER NN ERBEIRK,

Posterior
Intermediate PODXL
Late primitive Mesoderm Metanephric Renal CDH1
hPSC streak SIX2 mesenchyme vesicle LTL
1 1 1 [ [ I
DAY ‘3 ‘o ‘4 ‘e 8 ‘10 ‘13 18-21‘;
2D%r 1k, ! Nephron |!
T [Nephron |
- T e T |
8 ‘10 ‘13 15-17‘ i
X [Kidney Organoids |
POLY HEMA
Medium  M¢Epid/ A B c D c E
ncTarget
Substrate Matrigel
ncEpic: ncEpic hPSC Medium ncTarget: ncTarget hPSC Medium
A: EERITREEA B: ke iFitB C:. sikmEerEasc
D: fbERFRED E: Nephron differentiation Medium E

1.2, FmiER
X 1: hPSC-EEBENK FREZR

miER "S HLA% =M
hPSC-2BEEMMLIRH = RP01015 1 Kit Hili® 2-8 °C
hPSC- ST MA ISR E RP01015-F 1Kit AR -80°C & -20°C

*FMRAFIETTIRE 2x10” 24k Day8 £ NPC 4HH,
“EEMBRMFMMESRERSURL2IEFRE, TE 2-8 Ch7E(E, 2 ANAR.
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1.3, WFHH
* 2. #EEFHAR&AH&IRE

iR &AL mhg (e.g.) 8’8 (eg.)
NcEpic™ hPSC Medium BETEM RP01001
NcTarget™ hPSC Medium BTEY RP01020
hPSC Dissociation Buffer BTEY RP01007
Blebbistatin BTEY RP01008
hPSCEUATFR BETEM SN-06-1210
SolaseZHAiE LR BETEM RP01021
0.25%%E A EgIH R BTEY RP02011
R B E NI BTEY RP02012
Corning® Matrigel® Matrix Corning 354277
DMEM/F12155#E Thermo Sci. 11330
DPBS, no calcium, no magnesium Thermo Sci. 14190144
2451 Thermo Sci. 162485
T25 1EFHR Thermo Sci. 156367
1 mL/5 mL/10 mL/25 mLiG&RE Thermo Sci. N/A
15 mL/50 mLEBIOVE Thermo Sci. N/A
10 pL/200 pL/1000 pLORSL Rainin . N/A
BERFEFER Thermo Sci. 5100-0001
POLY HEMA Sigma P3932
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2.1, AFIBES
% 3: hPSC-ERBREDSUAKE mmikip

FmiEk ®"s g fEESRM
hPSC-XEREMMIAANZ*AS: RP01015 1 Kit
Nephron Differentiation Supplement A (100x) RP01015-A 1mL
Nephron Differentiation Supplement B (100x) RP01015-B 1mL
-80°C 8% -20°C
Nephron Differentiation Supplement C (100x) RP01015-C 1.5mL
Nephron Differentiation Supplement D (100x%) RP01015-D 1.5mL
Nephron Differentiation Basal Medium E RP01015-E 500 mL 2-8 °C

*FMRAFI R TTFRE 2x10” 94k Day8 £ NPC 4HHf,
*FMAFIETATF 131 24 7LIREY 2D £k, 3% 12 7L (24 7LiR) 89 3D £k,
“EWRMFNMMBEIRERS R LERE, I 2-8 CPhTEiE, 2 ARAR.

2.1.1. £ 4 °C &K Nephron Differentiation Supplement A, B, C. D, AE7E 37 °C £HTHEE.
2.1.2. EEYMRLIED, S1RE 4 BEFINDULTL2IEFE A/B/C/D,
213, pIEAFERNIMERA, T 4 °C f#F, 2 ARER,
Tips: TIRIBESCARAEYE Nephron Differentiation Supplement A/B/C/D B &GS ERTE. HFRISRX

HAREEET 2 1%,
* 4: hPSC-XBREMLIANE BHIiREA
2 Ay BIRE
Nephron Differentiation Supplement
AUEREFE A (100%) /B (100x) /C (100x) /D (100x) Ix
A/B/C/D (1x)
Nephron Differentiation Basal Medium E

2.2, hPSC-EBEBRES-2D
2.2.1. hPSC BUIEFARFES: ¥ hPSC IBAREE AR (https://www.shownin.com/download/8.htmL)

2.2.2. Day -3, LA 24 FLARIZESMHI, hPSC BYIEFIZE R 3-5 x 10° cells/FL, BXRIBRK.
Tips: hPSC BEMZES 5 x 10°/ cm?, 200 pL hPSC T21EFHE (NcEpic 5§ NcTarget) /cm?, i
FRFEESE hPSC ARETFHFEEMNME 5 K,
2.2.3. Day 0, % hPSC LS EIXE 50%8Y, BaiaiER, 1§ hPSC T21EFE (NcEpic 3 NcTarget) I%
%, ANA 500 pL DPBS (RE§5EE) ERMME—IR, BEEMA 0.5 mL/ALDUTLIEFRE A, SXFIRE
3/7 BTEYREERAT P E SEMEHMXESMHEIFHELE A R




2.2.4.

2.2.5.

2.2.6.

2217.

2.2.8.
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FE, 185 4 X (Day0-Day4)
Tips: BF#AMMREMMZEMMARKSARE, X3 50%CSENREEEES, TESHIRIBIEE 50%C
SENNEEERESEE,

Day 4, RIRDEE2IEFE A, L1 mL/FLIIA DURLIEFE B , 8XI%R, 155 2 X (Day 4-Day 6),
Tips: T 2IEHFE A IS 4 XEMHAES, ML 4% S EEE FREISE NGBS EE (B 1-B),

Day 6, RIR DR LIEFE B, 2B 1 mL /ALIIA SURLIEFE C | ELIEF 2 X, XK (Day 6-Day
8) .

Day 8, AU 2IEFE C, 1B 1 mL /FLIMA DUT2IEFE D ,ELIEHR 2 X, 8XI%K (Day 8-Day
10) ,

Day 10, IRIRDETLIEFHE D, B 1 mL/FLINA DUTLIEFE C , ELEIERFR 3 X, 8XIERK (Day
10-Day 13)

Day 13, KR HHTEIEFRE C, %8B 1 mL /LN Nephron Differentiation Basal Medium E , &X
iR, 29 5-7 RoREMRANE LRMARMIELE (Day 13-Day 18/21) .

2.3, hPSC-%£EEED-3D

2.3.1.
23.2.

233

2.3.4.

hPSC BV F=F1/ES, Day 0-Day 8 MUHVIRIEL R, $1 2.2.1-2.2.6,

Day 8, % 3D 127 : IRAIBCEN 6 mL DMERRIEFE D , %58 1:1000 89EFIINA_Blebbistatin , [
24 FLARBY—FLEPAOA 500 pb  0.25%BEERESHMIE , 37°CHEE 3 min FAIA 500 uL FEEEESHDE
FILIEHEK, R 1 mL BRBERWIT, BERHERSRERZE 1.5 mL BOE, Z2 LEBOVBIEEC 5-10
s, IRF LI, MMAZ Blebbistatin HIFHTEEIEFE D ERMMHELE POLY HEMA EI1%AY T25
AR &, ET=HIER, #%& 15 rpm 123, §X#%K (Day 8-Day 10) .

Tips: 24 /\B3/5#43s Blebbistatin, {ERHFEISHFEIRE,

Day 10, %[} SURSIEFE D , KB 6 mL/FLIIA DURSIEFE C |, ELIEF 3 X, XK (Day
10-Day 13)

Day 13, kff DHUTEIEFE C , ®IB 5 mL /FLIIA Nephron Differentiation Basal MediumE , =
K, £92-4 XuIFRBLEMBEE R Kidney Organoids (Day 13-Day 15/17) &
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hPSC-2% %Eﬁ(&ﬁﬁﬂﬁﬁﬂaﬁfiﬂmﬂiﬂﬂﬁ%& BT
ERIRAZHE 0. 4, 6. 8 REFHIMMASE TR, fRR: 200 um,

g

hPSC-% BB EAMLIAIE 2D HUTEPMEHLSER. R: 200 um,
A% 2D LS 14 REMIASER, BB C % 2D H45E 20 RENBRKSER,

-_

{ APy .
hPSC-%BRESAFE 3D M3 EPARASETR, #RR: 200 um,
D 73 3D 24656 13 REFRVAMaASSER, B E. F 79 3D £4L5E 17 XS SE R,
5/7 BETEMRRERAT hE- SETmEMEEHMFAErTLE A R
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3.1, AFIBES

#5: hPSC-SEdill mmisH

FmiER ©®s Hifs fdESR M
hPSC- 5 AR RS LIS TR E RP01015-F 1 Kit
Nephron Differentiation Supplement C (100x) RP01015-C 1.5 mL
-80°C 8§ -20°C
Nephron Differentiation Supplement D (100x) RP01015-D 1.5mL
Nephron Differentiation Basal Medium E RP01015-E 500 mL 2-8 °C

3.1.1.
3.1.2.
3.1.3.

3.2,

3.2.1.

3.22.

3.23.

3.2.4.

3.2.5.

3.2.6.

3.2.7.

1£ 4 °C &% Nephron Differentiation Supplement C, D, RETE 37°CT#RE.
TEEMREED, SER LTINS UTRIEFE C/D (1%) .
MUEFERWMBRIA, BT 4 °C 877, 2 ARER.

Tips: TIRIEZCERIE SupplementC/D H&RESHRTE, ERRUREAHERET 2 17,

hPSC-B MRS 75544553 16-2D

BIKGRRIRAZE 37 °C , 1§ Matrigel B4 24 FLiR, IRAIMEBEMREEDP LY 30 oHIREEEER. B
mL SUESIERE C | I8 1:2000 HHIMA Blebbistatin  (“SRE 5 uM) , IREZEEE,
RGP 1 E/R7F0 hPSC-Biodil , FkEREMEE, ZAKET 37°CKARDFRHRERE
R, 1 9HARE, RRVZARSEAKRENGTEHERINEE,

715% B RBHATFERE, BEAEYREETD,;, BAKRSRBISZERIFN 15mL BOED, B
REIREY 8 mL Nephron Differentiation Basal Medium E , FEIMAGFARER, SRRITREZIKNE
S)4ERE, 150 x g B 5 D,

FELE, MATEN 1 mL_SHRL2IEFE C (8F Blebbistatin) BRI, REBRIIT, £EHE
9% Matrigel B89 24 FLIRDET 1 DNFLP, BF 37 °C , 5% CO,RE, @FEENIERED, KFE+
FIES 3 RIEFH,

Day2, ki SUTRIEFEC , RE 1 mL/ANMA ZFUELIBFED | ELIEFR 2 X, 8XIER (Day
2-Day 4) .

Day 4, Xf% DUTRIEFED , RE 1 mL/ALMA SURLIEFHFE C |, ELIEFR 3 X, 8XIER (Day
4-Day 7) .

Day 7, ki DMETLIEFE C , 2B 1 mL /FLINA Nephron Differentiation Basal Medium E | &
K&, 95-7 REUREBRANE LRMRMILEN,
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hPSC- ST IS 7R LAt Day 2-Day 12 HHFSER(2D),
#=R: 200 pm,

3.3, hPsSC-BrRAREHS5#EESE-3D

3.3.1. Bl 6 mL MEERIEFE C, KR 1:1000 8ILLHIINA_Blebbistatin , %88 3.2.3-3.2.4 H975 5 #THRE
TSR ARREITUIE

3.3.2. IIAE Blebbistatin 1 SHFTLIEFE C BRMIWHIEEE POLY HEMA BIKEY T25 IBHMAP, ET=
HEIELR, #53% 15 rpm 1255,

3.3.3. Day1, Kk SUERIEFEC , KHB6mL/AIA SUERIERED , ELIEF 2 X, BRER,

3.3.4. Day3, ik SUERIEFED , BB omL/ALMA FUTSBFEC , ELIEHF I X, BRER,

3.3.5. Day 6, Ikf%x DHUTRIBFEC , % 5mL/FLIA Nephron Differentiation Basal Medium E , X
iR, N 2-4 RIF0J3R1545H88 289 Kidney Organoids,
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