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4B 10 chemicals® ) X + - R

o = P

HEEMEILEIEH EARITERE

(uM)
DILI rank | Dose 1 Dose 2 Dose3 | Dose4 | Doseb5 | Dose6 | Dose7 | Dose 8 Dose 9 | Dose 10

Amiodarone DILI: 8 0.01 0.02 0.05 0.1 0.4 1.2 3.7 11.1 33.3 100
Cyclosporin A DILI: 7 0.003 |0.008 0.02 0.07 0.2 0.6 1.8 5.6 16.7 50
Atorvastatin DILI: 5 0.001 0.002 0.005 |0.01 0.04 0.12 0.37 1.1 3.3 10
Clotrimazole DILI: 3 0.003 | 0.008 0.02 0.07 0.2 0.6 1.8 5.6 16.7 50
Ibuprofen DILI: 3 0.04 1.1 3.2 9.6 28.8 86.4 259 7 2333 7000
Chlorpromazine DILI: 2 0.02 0.05 0.1 0.4 1.2 3.7 11.1 33.3 100 300
Aspirin DILI: O 1 2 S 14 41 123 370 1111 3333 10000
Chlorpheniramine DILI: O 0.1 0.2 0.5 1.4 4.1 12.3 37 111 333 1000
Carbon Tetrachloride | Group2B | 1 3 8 23 68 205 615 1844 5533 16600
2,4-DNT Group2B | 0.01 0.03 0.09 0.2 0.8 24 7.4 22.2 66.6 200

ATP assay: A3 T10RERET N=4T=EE
MTT assay: A Lt3T8REKRET N=4T=EJE

REBREERE (Dose 10) (IR KU ZE4ZEA

B (£ TDMSO

Control& L T0.01% DMSO;:&n




MTT/ ATP assay ) £ i &

- MTT assay ATP assay

ik KhES-3#ia (55 1%E4#k) KhES-3#lfa (55 [E4#k)
BE#h/a—F 0 45 F| StemFit medium/ i-Matrix-511 Essential 8 medium/ VTN-N
1t & g ERFE 48 hrs 48 hrs
Assay reagent kit Cell Counting Kit-8 CellTiter-Glo® Luminescent Cell Viability Assay

(Dojindo) (Promega)

SAITEHESS PE Envision 2104 Multilabel Reader1 PE Envision 2104 Multilabel Reader1
(PerkinElmer) (PerkinElmer)
0% St B (450nm)iBI E FEIRE

IC10;R7E R package “drc” from CRAN R package “drc” from CRAN

Yo2bhkox7 model. LL4 (4dgarameters log-logistic) model. LL4 (4dearameters log-logistic)
fe)y=c+ 1 + exp{ b(log(x) —log(e)) } f)=c+ 1 + exp{ b(log(x) —log(e)) }
R version 3.6.3 (2020-02-29) R version 3.6.3 (2020-02-29)
IC105+ & =X IC10<- 1/b * log ((d-c)/(0.9-c)-1)+log (e) 1C10<- 1/b * log ((d-c)/(0.9-c)-1)+log (e)

IC10<- exp (IC10) IC10<- exp (IC10)
b<- coefficients (model. LL4) b<- coefficients (model. LL4)
c<- coefficients (model. LL4) c<- coefficients (model. LL4)
d<- coefficients (model. LL4) d<- coefficients (model. LL4)

e<- coefficients (model. LL4) e<- coefficients (model. LL4)



Growth relative to control

MTT/ATP assayl< & AIC10;RE

Amiodarone (DILI: 8)

4.1 uM

MTT assay
IC10 is : 4.12389601999574
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Growth relative to control

Growth relative to control

Amiodarone
IC10: 4.1 uM

IC10 is : 4.12389601999574

0.8

0.6 o

0.4

02

0.0

dose

Chlorpromazine
IC10: 10.3 uM

IC10 is : 10.3998092549904

Growth relative to control

Growth relative to control

Cyclosporin A
IC10: 3.2 uM

IC10 is : 3.2502764435014

MTT assay IC10 results

Atorvastatin
IC10: 2.3 uM

IC10 is : 2.29913860893602
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Aspiri Chlorphenirami
IC10: 1995 uM IC10: 81 uM
IC10 is : 1951.62361468229 IC10 is : 81.5321015309294
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Growth relative to control

Growth relative to control

Clotrimazole
IC10: 7.2 uM

IC10 is : 7.26303466992707

Growth relative to control

dose

Carbon Tetrachloride
IC10: NA

Ibuprofen
IC10: 759 uM

IC10is : 759.730217800397

10 100 1000

dose

2,4-DNT
IC10: 33 uM

IC10is : NaN IC10 is : 33.2957867508473
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Growth relative to control

Growth relative to control

Amiodarone

IC10: 0.99 uM

IC10 is : 0.992174981980825

Cyclosporin A
IC10: 1.45 uM

IC10 is : 1.44957213463966
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Chlorpromazine Aspirin
IC10: 1.78 uM IC10: 974 uM
IC10 is : 1.78287125068417 IC10 is : 974.994772805925
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ATP assay IC10 results

Growth relative to control

Growth relative to control

Atorvastatin
IC10: 0.05 uM

IC10 is : 0.0549330137933395

Chlorpheniramine
IC10: 40.5 uM

IC10 is : 40.5175905897681
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Growth relative to control

Growth relative to control

Clotrimazole
IC10: 0.17 uM

IC10 is : 0.170741800107148

Ibuprofen

|IC10: 50 uM

IC10 is : 50.4484790167917

Growth relative to control
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Carbon Tetrachloride

IC10: 5385 uM

IC10 is : 5385.84032945367
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2,4-DNT
IC10: 16 uM

IC10 is : 16.2015931162447
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st
Amiodarone DILI:8
Cyclosporine A DILI:7
Atorvastatin DILIL:S
Clotrimazole DILI:3
Ibuprofen DILI:3
Chlorpromazine DILI:2
Aspirin DILI:O
Chlorpheniramine DILI:O

Carbon Tetrachloride Group2B

2,4-DNT

Group2B

Bt

RS

Axitinib
Pamidronate
Gentamicin
Cisplatin
Cyclosporine A

Valproic acid
Phenytoin
Acrylamide
Hexanedione
Cyclopamine
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E FESCH LiPSCADBITOE Y #HA
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FEAT HICHIY
fREEEREDFE

frm 2 [i5] B D [B] 5%
$ & N ZE D
Fhn. MR, EEOFF

- ESCIC,, | iPCIC,, | iPSCIESC
nM nM IC
( ) ( ) 10 RT BEEWHE

RT2
RT3
RT4
RTS
NT1
NT2
NT3
NT4
NTS

30
5x103
15
1.5x106
2x103
2x103
2x103
1x104
2x103

100
1x103
200
1x1068
3x104
5x103
3x103
1.5x10°
2x10°

26
0.2
13.3
0.67
15
2.5
1.5
15
100

NT: #izsEmE
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FTA—TIEEDFEFITREICEEILISNATVEGL : HRYAPEZEEMHEA

ZHETEIRRE B RR® 75 PRHI

A1 Flat®! Dome%!
I IZHWEL bFGF, LIF,

supplement TGF-beta . 4or 5 inhibitors/ Activin
#+%F 23> T « 23 > | Non-hypoxia Hypoxia

Takashima et al. = —E} R £
It is known that iPSCs can be cultured Cellartis® DEF-CS™

_ ) ) : - 500 Xeno-Free
heroids without differentiat
In spheroids without dirrerentiation 3D Spheroid Culture

. Medium User Manual
Cell Reports (o= f1(0) [&= |} 2014 Theunissen et al. My medium and method is based on 3
methods in

5iLA: .
YAP: ERK1/2i (PD0325901 1 uM) Key compohents. . L
ERK1/2i (PD0325901 0.5 M) GSK3Bi (IM-12 1 uM) - ROCK kinase and E-cadherin activation
GSK3Bi (CHIR99021 3 pM) LIF (10 ng/ml) (ROCK is necessary for E-cad)
LIF (10 ng/ml) . . . .

B-Raf kinase i (SB590885 0.5 i) - epithelial-to-mesenchymal transition is
cAMP, AMPK activator (Forskolin 10 uM) Src i (WH4023 1 um) impeded by E-cadherin, leading to failure
LA;;QZ';’E;::LI(:;A 10uM) f\?t?‘fi'n(zz'?nf/zmllf uM) to generate germ layers inside spheroids —

In N2B27 medium i.e. differentiation is inhibited
- Soft surface facilitates spheroid formation




+4 —J{eiAfaESE<T—Hh—& L TEOS (Early transposon, Oct-4, Sox2)

Seed cells in at
least 3cm dish

Puromycin
selection**

Normally only 2-
3 cells remain

- -

Grow for 7 days

Transfection*

Colony

Day 2

*Extremely important
to have high efficiency

Days 3-6

** Will explain separately

piggyBac principle

'
' ‘Transfectlon

Transfection principle
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e
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Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose Dose
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Atorvastatin DILI:5
Clotrimazole DILI:3
Ibuprofen DILI:3
Chlorpromazine DILI:2 u o ) —_— J
Aspirin DILI:0 y | I \ /
Chlorpheniramine DILI:0 (’ —
Carbon Tetrachloride ~ Group2B
2,4-DNT Group2B
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Axitinib Valproic acid >.,.,< N
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