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Hit chemical

Pluripotent stem cells
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Cardiac differentiation in 96 well plates

High-content analysis using GFP fluorescence
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Mesoderm

DayO induction Dalw 2 Day3

Cardiac differentiation

Beating

Day6 Day7 Day14-60
CIoN e ——
@ CHIR99021 + PMA KY03-I + XAV939 + A419259 + AG1478 \?Eﬁ
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| 500,000 | [Tosmimesnnn | 8300 | 4 w00
Stf:;;grlllqlgém 4,000 Basal medium B 6,200 A 419259 PMA
L-glutamine 1,880 6 supplements 9,320 g o
Ascorbic acid 200 PMA 1,500 @ A U
BMP4 600,000 CHIR99021 30,000 rN—{ N ana
FGF2 300,000 KY03-I 20,000
Activin__| 200,000 xavess | 10000 | CHIR99021 XAV939
Dkk1 9,000,000 AG1478 20,000 B R A
VEGF 600,000 A419259 10,000 k/w\@g @)\@
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L-Ascorbic acid

mg/L

Calcium Chloride CaCl2

mg/L

Calcium Chloride Dihydrate CaCl2 * 2H20

mg/L

Choline Chloride

mg/L

mg/L

Copper(ll) sulfate pentahydrate CuS04- 5H20

mg/L

D-Biotin

mg/L

D-Glucose

mg/L

D-Pantothenic Acid® 1/2Ca

mg/L

Ferrous sulfate heptahydrate FeS04 - TH20

mg/L

Ferric nitrate nonahydrate Fe(NO3)3 - 9H20

mg/L

Folic Acid

mg/L

mg/L

HEPES

mg/L

Hypoxanthine

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

Linoleic Acid

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

mg/L

Magnesium chloride hexahydrate

Magnesium sulfate MgS04

mg/L

myo-lnositol

Niacinamide

Phenol Red sodium salt

Potassium Chloride

potassium nitrate

Putrescine dihydrochloride

Pyridoxal hydrochloride

Pyridoxine hydrochloride

Sodium pyruvate

Riboflavin

Sodium Bicarbonate

Sodium Chloride

Sodium Phosphate Dibasic Na2HPO4

Sodium dihydrogen phosphate NaH2P0O4

Sodium selenite

Thiamine hydrochloride

Thioctic Acid

Thymidine

Vitamin B12

Zinc sulfate heptahydrate

CHIR99021

PMA

KY03-I

XAV939

AG1478

A-419259

mg/L
mg/L

mg/L
mg/L

mg/L
mg/L
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CHIR and PMA treatment (d0-2) KY03-I, XAV, A419 and AG1478 treatment (d3-4)

*

5 -

%% E CHIR mPMA mCHIR+PMA HXAV EA419 EAG1478 mKY MEALL * %

100 ~ I | | |
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MIXLA1 NODAL

— Xk
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L-Ascorbic acid

Calcium Chloride CaCl2

Calcium Chloride Dihydrate CaCl2 « 2H20

Choline Chloride

Copperl(ll) sulfate pentahydrate  CuS04.5H20

D-Biotin

D-Glucose

D-Pantothenic Acid* 1/2Ca

Ferrous sulfate heptahydrate FeS04 - TH20

Ferric nitrate nonahydrate Fe(NO3)3 - 9H20

Folic Acid

HEPES

Hypoxanthine

Linoleic Acid

Magnesium chloride hexahydrate

Magnesium sulfate MgS04

myo-Inositol

Niacinamide

mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
meg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
meg/L
meg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
meg/L
meg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
mg/L
meg/L
mg/L

Confidential

13



fﬂMyoridge

B RIS (C KD THERE LoDl 1




»)
B (C L BT cellsMET> RO—)L A7\ Myoridge
BHREEM (ex: IUEFM) (F4F(CEMARCRE UTEBRICAEFRAROMEL VB (Ch D,

5 s o REHR

SREIRAE ®> EN\2E)

Nutrient restriction

l

Activation of
catabolic pathways AMPK
(e.g. AMPK, SIRT1)

[ mTO R ]gabolic growth

UF N

Signaling
mTOR
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Amino acid
uptake and glycolysis

Fatty acidv oxidation, [ EEHH @1-%?‘5‘1 ]

autophagy F—b7 75—
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Rigel J. KIshton et al.
\ vlv / \ ‘l' v~ Cell Metabolism 2017

E 7FEARIAEE EFHARER

15




7
bt L BT cellE1> <O—) LA A7\ Myoridge

IS AT RIS = FHFTIBE LN DACDS THIREIEE L)
() : FEBAL L TUESEEZRIET D(BBERERY T —7) -

[=]
o

T,
: LR
3 200 - Kaplan-Meier survival curves
> » -
55 100 - 100 7 )l/;‘l:::/%'lBE
g | L
= 40 60 80 - H
nE 400 ?
g 300 i 60 - .
2 00 . ‘—g arvka—Iib
>
5 100 - 'S 404
£ Z
: 0 2I0 4I0 60 w
£ 20 2
400 -
£ a3 HIR M AL
g 300 - 0
S 200 ] | : |
5 100 - 0 20 40 60
E - - -
RPN ~ . . Days after tumor injection
0 20 40 60

Nabe et al. Cancer Science (2019)

Days after tumor injection o
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CD4<CD8 CD4=CD8 CD4>CDS8

Q2

FCM#&&HfT

0 (CD3+gated)
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CD4

(CD3+gated)

Alexad488-CD4
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