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iPSHifaDIEE

1. 6-well plate 7 Matrigel (20 pL/well) TI1-71>493,

2. Matrigel =714 Ul 6-well plate (C 2.5 x 10’ cells/well OIBEFELEHAZEL T iPS ffREE
E9%,

3. CO21>#an—-4— (37°C. 5%C0,) THEEI 3.

4. FBENS StemFit AKO2 THBAEBIIAEITD.,

5. 80%J2IILOARRE(CASIES LIBEOFIEICED,
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Ezzi (0-3HH)

1. Well AOI0Z—-H 80%I> IV DIREE(CR>fzC L= M2 L. Day0 £33,

REPKZ iPS HHRATHFZT

2. 1 mL/well ® Stagel medium TiEhMREI 3,

3. CO2A>FarR—-%— (37°C. 5%C0,) THEEI 3.

4. LUb# 24 B5fil+1~2 B T BEIBRT S,
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Ez# (4~8 HBR)

1. 1 mL/well ® Stage2 medium TiFitha# g3,

2. CO21>FarR—-%— (37°C. 5%C0,) THEEIT?.

3. L% 24 KR+ 1~2 B TERIBERT S,
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Ez# (9~13 HE)

1. 1 mL/well ® Stage3 medium TiFHh3ZIREI 3,

2. CO21>FanrR—-%— (37°C. 5%C0,) THEEIT?.

3. D3EREthiind 3,
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EHRi (14~24 HR)

1. 1 mL/well ® Stage4 medium TiFitha 93,

REPKZ iPS HHRATHFZT

2. CO21>FanrR—-%— (37°C. 5%C0,) THEEIT?.

3. LUBg 2-3 HHE(CEMRIRT B,
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AERS>TIIOEIR (25 BB) C5Fh

1. 1B 24 B oisth HE=EIIN0. ELISA JAT ALB 2ZAIEI 5.

2. IEh FERBREZLO well (C 5N NaOH 1mL/well #3500, r.t, over night Taf#d 3,
3. 2-3EERYFTAIIU. YO TIHNBRREL TWB 2R, BT 3,

4. 1N HCI THHU. 52\ UFEEY > T %HE, BCA Protein Assay Kit TV I\IEE%T 3,
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ELISA J&(C&% ALB E8IE

1. REROLDOAEZRHARIT D,

standard |ng/ml R510-110-3 sample
(25mg,/ml Albumin) Diluent
Initial 10,000|5ul 12.5ml
1 400(100ul from initial 2.4Amil
z 200{500ul from std 1 500 wl
3 100|200ul from std 2 500 wl
4 501500ul from std 3 500 ul
] 25|500ul from std 4 500 wl
f 12.5(500ul from std 5 500 wl
T 6.25|500ul from =td A 500 wl
3 O|blank 500 wl

2. GAIED>IIVESH EiE% Sample buffer TEZE(10~40 £35)(CHEIRIT 3.

3. 96-well plate [C Coating & 100 pL/well SNL. =8, BT 1 BEIEREI 3.
4. Wash buffer 150 pL/well T 2 BII%%9 3,

5. Post Coat Solution 200 uL/well 0L, 8. YT 30 DE¢E

6. Wash buffer 150 pL/well T 2 EI5E%9 3.

7. HY2TIW% 100 pL/well TPT540L. BR. BT 1 BEERET 3.

8. Wash buffer 150 pL/well T 2 EI5EFI 3.

9. 2" Ab% 100 pL/well TPT51L, R, WX T 1 BRIEE I 3.

10. Wash buffer 150 pL/well T 2 EI5%%9 3,

11. TMBE&&% 95 pL/well T7T51L. =R, BAT 5 DREERET 3.

12. Stop Solution 100 pL/well Zp0L. BIEIS. (ABS,450nm)




CIRAF

CiRA Foundation

HEBRE iPS fHRATFICE

BCA E(CLBMHIVINIESE

1. REROLDOAEZRHARIT D,

Standard Mg/mL Sample Dilution

1 2000 | 500 pL from stock -

2 1500 | 375 pL from stock 125 pL
3 1000 | 200 pL from stock 200 uL
4 750 | 200 pL from 2 200 L
5 500 | 200 pL from 3 200 pL
6 250 | 200 pL from 5 200 pL
7 125 | 200 pL from 6 200 uL
8 0 | Blank 200 pL

2. 96-well plate (C CRS 10 pL/well 1093,
3. SEIEY>TIL 10 pL/well iRp0L. 37°C. 15 DEEFEI 3.

4. BCA Working reagent 180 pL/well 0L, 37°C. 30 DEHE 9 3.

5. ERICBEVTRHEIS. (ABS,562nm)
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AR EHRTTA

EICOOVTE SDS (Z2MT 52— ZAFU. HEOEIRVITEZIERUER TS,

AE—F
S A=h— B
RPMI1640 with L-GIn Sigma R8758
HCM Lonza CC-3198
GlutaMax Thermo 35050061
B27 vitaminA free Invitrogen 12587-010
Matrigel BD 354230
Activin A R&D 338-AC
BMP4 R&D 314-BP
FGF4 R&D 235-F4
HGF R&D 294-HG
OsM R&D 295-OM
NaOH Nacalai tesque 95539-85
HCI Nacalai tesque 18320-15
Tris(hydroxymethyl)aminomethane Nacalai tesque 35401-25
NaCl Nacalai tesque 31319-45
Tween20 Nacalai tesque 355624-02
BSA Nacalai tesque 01859-76
NaHCO3 Nacalai tesque 31212-25
H2504 Nacalai tesque 32519-95
Anti-Human Albumin Antibody Thermo A80-129A
HRP Thermo A80-129P
Substrate Reagent Pack R&D DY999
Activin A

1. Activin A#p&% 4mM HCl 1mg/mL BSA in PBS T 10ug /mL 23 EIIHET B,
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BMP4

1. BMP4 #3% % 4mM HCl 1mg/mL BSA in PBS T 10ug /mL ERBEI(CART S,

FGF4

1. FGF4 #>k% 1mg/mL BSA in PBS T 10ug /mL ERR3EIICGAR TS,

HGF

1. HGF #3>&% 1mg/mL BSA in PBS T 10ug /mL ERBEIICGAR TS,

OsM

1. OsM #RK%Z 1mg/mL BSA in PBS T 10ug /mL £R23E3(CAR TS,

HCM-EGF

1. HCM @ kit (CADTWS HEGF BSVe 2 TESE I %,

Stagel medium 10 mL
RPMI1640 9.7 mL
GlutaMax 100 pL
B27 supplement 100 pL

Activin A 100 pL
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Stage2 medium
RPMI1640
GlutaMax

B27 supplement
BMP4

FGF4

Stage3 medium
RPMI1640
GlutaMax

B27 supplement

HGF

Stage4 medium
HCM-EGF
GlutaMax

OsM

Coating buffer

NaHCO3

2VQ

%pH 9.6 (CHETS,

# 10 mL
9.76 mL
100 pL
100 pL
20 pL

20 pL

# 10 mL
9.78 mL
100 pL
100 pL

20 pL

# 10 mL
9.88 mL
100 pL

20 pL

¥ 250 mL
1.05¢

250 mL

REPKZ iPS HHRATHFZT
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Coating & (1st Ab)
Anti-Human Albumin Antibody

Coating buffer

Wash buffer
Tris
NaCl

Tween20

2 Q

Sample buffer
Tris

NaCl

Tween20

BSA

Q

Blocking buffer
Tris
NaCl

BSA

UQ

¥ 10 mL
100 pL

10mL

# 500 mL
3.02¢g
419

250 pL

500 mL

# 500 mL
3.03¢g
419

250 pL
5.01¢

500 mL

# 500 mL
3.02 g
419

59

500 mL

REPKZ iPS HHRATHFZT
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HRP SE& &
HPR

Sample buffer

2nd Ab
HRP JESR

Sample buffer

TMB E& R

REPKZ iPS HHRATHFZT

11 mL
4 uL

1mL

¥ 10 mL
100 pL

10mL

1. Substrate Reagent Pack ® COLOR REAGENT A &£ COLOR REAGENT B Z%F&TRESY

Do

Stop Solution

H2504

Q

# 200 mL
1.97 mL

200 mL
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ATOPVE, REPKRZ iPS MRBEATCAN SILFAIMSEEDTIRECHEL\ TamXeSRU TERLE
Ulzo SFHAICOVTIE, FECZ2lhER TS0

REPKZ iPS HHRATHFZT

Karim Si-Tayeb, Fallon K. Noto, Masato Nagaoka, Jixuan Li, Michele A. Battle,
Christine Duris, Paula E. North, Stephen Dalton, and Stephen A. Duncan
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