shewnin
W: www.shownin.com T: 400-888-3920 'é“sr—iﬁf%

hPSC-EBRBESMLIAFIE
{EFiREA V3

—. FamiET
1.1, ™amifitis

hPSC-EREMEEAFZATIHASRETHMR (hPSC) SMELERE LRANE, RRAEEEGXETEN, 2
RN B TENERRIXFRM Marker (1 CDH1. LTL #1 PODXL &), EHFEMAFINLN. H1HEFNR
EMITE, UREHREMYINEREERE,

Posterior
Intermediate PODXL
Late primitive || Mesoderm Metanephric Renal CDH1
hPSC streak SIX2 mesenchyme vesicle LTL
| | 1 [ [ I
DAY ‘3 ‘o ‘4 ‘6 8 ‘10 ‘13 18-21‘i
2D}k, '—J Nephron |!
R TR TR R IR T R T R T AL e ATt :
8 ‘10 ‘13 15-17 i
ET [idney organrds ]
POLY HEMA
Medium  M¢EPic A B c D c E
ncTarget
Substrate Matrigel
ncEpic: ncEpic hPSC Medium ncTarget: ncTarget hPSC Medium
A: ST ERITREA B: 7ribie&s#IkB C: HbiEargiic
D: fibiEaiERED E: Nephron differentiation Medium E

1.2, =@mER
®1: hPSC-EBERENHRTIFRIRA

FmiEE ®rs g E7FSRY
hPSC-X(ERE D HiIRFIE* RP01015 1 Kit Hiti® 2°c~8°C
&=mF -20°C~ -
hPSC-E MMM AD IS FE RP01015-F 1 Kit 80°C
hPSC- & Jo4mpa** RC01006 3 x10¢ RAIRE

+HFMXFIZ T3S 2x107 46 DAYS B9 NPC 4Hka,
EEMBRIMFMMBEOREER S T2IERE, OE 2°C~8°ChTFElE, 2 ARNAR,
** hPSC-XISBE L ZE DAY 7 Y5 oEAM,
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1.3, iXFAH
+ 2: HEFANIGMH&IRE

&4 mhg (e.g.) 55 (eg9.)
ncEpic hPSC Medium BTEY RP01001
ncTarget hPSC Medium BTEY RP01020
Rl hiPSCHR A FR BTEY RCO01001
hPSC Dissociation buffer BTEY RP01007
Blebbistatin BTEY RP01008
hPSC Cryopreservation Medium BTEY RP01003
SolaseflifEiE LR BTEY RP01021
0.25%FE BB HLR BTEY RP02011
FRE BN BTEY RP02012
Corning® Matrigel® Matrix Corning 354277
DMEM/F121E5%HE Thermo Sci. 11330
DPBS, no calcium, no magnesium Thermo Sci. 14190144
241K Thermo Sci. 162485
T25 1EFFHR Thermo Sci. 156367
1 mL/5 mL/10 mL/25 mLiS&RE Thermo Sci. N/A
15 mL/50 mLESIOVE Thermo Sci. N/A
10 pi/200 /1000 pilRk Rainin . N/A
HBEREFERR Thermo Sci. 5100-0001
POLY HEMA Sigma P3932
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—. hPSC-EBRESL
2.1, HHEES
#3: hPSC-EBEREMIARIE ™ mikA

FmiER ) A% EERM
hPSC-XERESMANZES: RP01015 1 Kit
Nephron differentiation Supplement A (100x) RP01015-A 1mL -20°C3%-80°C
Nephron differentiation Supplement B (100x) RP01015-B TmL -20°C3%-80°C
Nephron differentiation Supplement C (100x) RP01015-C | 1.5mL | -20°Cz%-80°C
Nephron differentiation Supplement D (100x) RP01015-D | 1.5mL | -20°Cg-80°C
Nephron differentiation Medium E RP01015-E | 500 mL 2°C~8°C

*FMRAFIZOTIXS 2x107 946 DAYS B NPC 4afa,
*FMSFIZTAT 1 3R 24 FLIREY 2D £k, 8% 12 7L (24 FLIR) B9 3D £k,
EERINANIRIRER S CTEIERE, T 2°C~8°CthiEliE, 2 ARAR,

2.1.1. 7£ 4°CHB% Nephron Differentiation Supplement A, B, C. D, REff 37°CEHE TR,
212, EEVMZREED, SRR 4 EHRSHUTEIEFRE A/B/C/D,
213, DMUEFEENIRRNE, ET 4°CM%E, 2 ARER.
TIPS: TiRIESCFREAEIE Nephron Differentiation Supplement A/B/C/D 3G 8 HIRTF. HRLEIR

A aeEE 2 1%,
*® 4: hPSC-XBEREMLAFIZ XTI ECHIREA
Fp2 By BiRE
Nephron differentiation Supplement
AESERE A (100x) /B (100x) /C (100x) /D (100x) Ix
A/B/C/D (1x)
Nephron differentiation Medium E

2.2, hPSC-#EBEL-2D
2.2.1. hPSC HUIEFMAES: ¥ hPSC IEAEFERIRIEH

(https://www.shownin.com/download/8.htmI?page=1 1&{EiZBA+)

(https://www.shownin.com/video.html IZ{EMSREIZ)

222. DAY -3, LA24 FARIRIESBI, hPSC REFIZEE R 3-5x10% cells/FL, BXRIER,
TIPS: hPSC BIIEMZE S 5x104/ cm2, 200 pL hPSC T21EHE (ncEpic & ncTarget) /cm?, %

AFE@SIEEY hPSC HRSHFEEIME S5 KX,
317 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th
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2.23.

224

2.2.5.

2.2.6.

2217.

2.2.8.

DAY 0, = hPSC L& EIXE 50%8Y, BanobigRs, 1§ hPSC T2BFHFE (ncEpic 3 ncTarget) IR
bR, fOA 500uL DPBS (AE2§58E) HRMME—IR, BEEMA 0.5 m/ALDHUTRIEFE A, SEXFIHRIEFR
H, 155 4 X (DAY0-DAY4)
TIPS: HTFaMERNZENHERIRSARR, X3 50% CAENREEEESR, HESHIREEE 50%
LS ENERAERR S ETE,
DAY 4, AP TRIEFE A, DL ImU/AMARUTLIEFE B, 8XIER, 15755 2 X (DAY4-DAY
6),
TIPS: SMETRIEFE A IS 4 XEMHREYSE, ARESEMESE FHRENSTMEHIEEER (B
1-B),
DAY 6, RIRHUTEIEFE B, KR ImML/FALMARUZERIERE C, ELUER 2 X, BRIER
(DAY6-DAY 8),
DAY 8, KIrHMETRIEFHFE C, RIB ImL/ALMARUTLRIEHE D, ELIEF 2 X, 8RR
(DAY8-DAY 10),
DAY 10, IRDUTIEFE D, 2B 1mL/ALMARUTLIEHFE C, ELIEHF I X, 8XRIER
(DAY10-DAY 13),
DAY 13, [RIRDHT2IEFE C, 2IB 1mL/FLINA Nephron differentiation Medium E, SXI&iR,
29 5-7 ROIFR1G AN S L AL (DAY13-DAY 18/21),

2.3, hPSC-X(BR/RES-3D

23.1.
23.2.

233.

23.4.

hPSC BUIEFRFNER, DAY 0-DAY 8 MUAURIEL R, ¥ 2.2.1-2.2.6,

DAY 8, 3% 3D iE5F: IREIEEL 6 mL DU TLIEFFE D, %8 1:1000 AILLBINIA Blebbistatin, M

24 FARBI—NFLEPAIA 500 b 0.25%BREEESEEIE, 37°CHFE 3min EI0A 500 uL BEEEBESHIE

FILLIEEL, (E 1 mL BRBERRIT, BEBAKRSREEE 1.5 L BOE, ELBONBRENES

5-10s, 5 L&, MMAR Blebbistatin B34 2IEFE D SRMRHEEE POLY HEMA S14ERY

T25 IE55IRT, ETFT=HERK, & 15 rpm 125, XK (DAY 8-DAY 10),

TIPS: 24 I\BI/SHis Blebbistatin, {ERAFEFEHEIRR,

DAY 10, [KIRDETRIEFED, RB 6 mL/ALMADURIEFE C, ELEIEF I X, BXRIER
(DAY10-DAY 13),

DAY 13, KR ETLIEFE C, %I 5 mL/FLINA Nephron differentiation Medium E, SXI%R,

£ 2-4 ROFR15454988 Y Kidney Organoids (DAY 13-DAY 15/17),

417 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th
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hPSC—*""EEEﬁ%ﬁtﬁﬂ"ﬁ%thqﬁﬂlﬂﬂﬂwwlﬁo
BRI AZHE 0. 4. 6. 8 RETHIMAMASE R, #RR: 200 um,

hPSC-2BEE A LRAR 2D SHTETMARSET, FR: 200 ame
A % 20 43 14 XM SER, 88 H1C 20 H4t% 20 aememaﬂﬂv,mla-:o

o

hPSC-EBEEE A LILAIR 3 $ T ERMEISER, HR: 200 ume
2D % 3D LS 13 RNAISER, EE. F 3 3D H4E 17 RENARLSER.
5/7 CHETEMNBERAS  TE SETERXSHFATLE A
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3.1, HAeESE
#5: hPSC-EMRIEFEX"mIER
FmiER "s i fEE=ME
hPSC- 5 T4k RC01006 3 x10¢ BRRF
hPSC- 5 AR AS LIS FHE RP01015-F 1 Kit
Nephron differentiation Supplement C (100x) RP01015-C 1.5mL -20°C5§-80°C
Nephron differentiation Supplement D (100x) RP01015-D 1.5 mL -20°C5§-80°C
Nephron differentiation Medium E RP01015-E 500 mL 2°C~8°C

3.1.1. 7£ 4°CHR’% Nephron differentiation Supplement C. D, AE7E 37°C T/,
312, EEMREIED, SEXR LEHINSUTSIEFEC/D (1x),

313, DLEFEENNERA, BT 4CHEE, 2 ARER.

3.2,

3.2.1.

3.2.2

3.23.

3.2.4.

3.2.5.

3.2.6.

3.2.7.

TIPS: TIiRIESCERIE SupplementC/D B3R ESERTF. HRUREAGERT 2 1%,

hPSC-B RS H 54453 16-2D

IEKBIRIVAZE 37°C., 1§ Matrigel BFH 24 FUiR, IRATMEENZRIETY 30 SHPREE=IR. B 1
mL DT EIEFE C, %8 1:2000 EtHII0A Blebbistatin (&RE 5 uM), IKEZ=IR,
MNREHEFEU 1 ER7F0_hPSC-Bfil, FikiEBEMIEE, ZBMET 37°CKBRTFHERIE
R, 1 9HRER, RRMRMESEAKREIIGTEHEKITEE,
T5%ERETTEMBINAEFEREA, BEAENR2ED; BARSHEBIZRERIFN 15mL BOEF, B
WEIREL 8mL Nephron differentiation Medium E, ZFEINAGFEMARSR, SRERIREZRIESME

8, 150xg B0 5 28,

FELE, MATEN 1mL pTLIERE C (EF Blebbistatin) BS4E, REBRIIT, 25H%

P Matrigel B#8Y 24 FLIRHPEY 1 DFLP, BETF 37°C, 5% CO.iRE, HINEEINEFAREDR, KFE+F

ES 3 IXIEFR

DAY2, KRB RRIERE C, HR ImL/ANMASUTERIEFE D, ELIEHR 2 X, SXRIER (DAY

2-DAY 4),

DAY 4, KRS REIEFE D, RE ImL/AMALSHUTRIESRE C, ELIEHR I X, SRR (DAY

4-DAY 7),

DAY 7, KDL EIERE C, ZE 1mL/FLINA Nephron differentiation Medium E, SXi#%i&, 4

5-7 RIE D3RG RS £ R ARRRRLEN ,

617 ZHETEMRRERAT FE SEmSHXSHEIFETLE A th
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3.3,

3.3.1.

33.2.

333.

3.3.4.
3.3.5.

#=R: 200 pm,

hPSC-B il EH 5445 16-3D
B 6 mL A 2IESFE C, %R 1:1000 89LLAIMIA_ Blebbistatin, 1%8g 3.2.3-3.2.4 M5 A THEE
IRFH TSR HRRELTUIRE
IIAZ_Blebbistatin KIS HHFTRIEFE C ERMMHIEEE POLY HEMA BIKAY T25 RS, BEF=
MEYEPR, 359E 15 rpm 1255,
DAY1, RIFDHUTRIEHFE C, KIE 6 mL/ALMALHTEIEFE D, ELER 2 X, SXRIER,
DAY3, IRIFDHUTRIEFE D, KB 6 mL/ALMADUTRIEHE C, ELEFR I X, BRIERK,
DAY 6, KD bTEIERE C, £ 5 mL/FLIIA Nephron differentiation Medium E, §X#&iR, 4
2-4 XI5 0]3X1545¥98 89 Kidney Organoids,

717 LZHETENMRZERLT $E SEMESHXSHEIFETE AR



