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FlROWES, HERSEHARDT

HEA T LEE $HE
(10 mM DMSO or ¥} (e &'HBY/HER)
x)

> Glu/Gal a4 (24hr) 21 L weekly 320

> Glu/Gal @& 1% (24hr, 72hr) 35 ulL weekly 100+a EZFAER
» ka7 &E % (Flux analyzer) 30 uL weekly 8
»)UEEER 35 uL weekly 40

» hERG(SyncroPatch) 21 L weekly 280

» Nav1.5 or Cav1.2 (SyncroPatch) 29 uL by request 24

» Nav1.5 Late&Peak (SyncroPatch) 45 pL by request 18

» MEA (hiPS-iILh#HAR) 5mg by request 5

» Promiscuity panel 20 pL weekly 39

» Micro-Ames (2E#E) 6 mg bi-weekly 6

> Micro-Flow (TK6 #liff) 6 mg weekly 4

> Multi-Flow DNA 1815 (S9-) 6 mg by request 4

» 3T3 NRU St & 14 2 mg/100 L bi-weekly 7

» HT-Cytotox assay ONT 20 uL (100 uMm) by request 80

» Cytokine Assay ONT 30 ulL (500 uMm) by request 12
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Target Safety Assessment (TSA)

TSAGEMURVWEIYEREOBIgEMZ2ARL . T T MEkbg/
2B RET BTt UE T,

TSAZIB I 5E =

« 5=5whOEYIFE R EN DIFHR
- L NEEBRBIVIFER COBIR FRUY I\ IERCHIDFEE1E
o HREDMEFIR BB EE

« EMFENHEBESEREI AV IR SEETAIGEE . S

PR ET(HRIE O R HENBEDMEZIY——)
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fHRRES 14 :UER (HepG2): ATP assay and FluxAnalyzer assay

B Cytotoxicity (Glu/Gal 24hr and Glu 72hr) assay
I\ I-AigHhE S S50 b= BN ZNICEIE U278 28D HepG2 FHAD

ATPIERR : HIREE /4TI NI N 7B 2R
B Cytotoxicity focusing on Mitochondria toxicity (FluxAnalyzer)

FluxAnalyser (OCR)¢HepG 2 #HRE
ATPEAROESSEHERISE | SRECSM YR 7EE2EH

Glycolysis = ATP
Respiration 360
) 7 > ATP -
P @ ith glucose 24 | > @ @ § m
i i B 20
hours 8w
with no glycolysis > ATP g f? 160 .
i @ 3 test . Respiration assay S 10
il No glucose el T~/ -> ATP, * g >
with galactose cmpds 0
HepG2 0 10 20 30 40 50 60 70 8 90 100 110

Time (min)

*CellTiter-Glo® Assay (Promega KK) with EnVision (PerkinElmer Co., Ltd)




Promiscus 8 Panel : 1>tJb

HET BN DIZER) (Off-target) ZSDOSRWMEEYIZIEIRT BT8IC
11O R

ALEYIOIEFENEE/ERAZIR T

Bk 4 1gene family 55 —4whziEIR I AET. GPCR XA > D)\ EHER
SDEMEILAEEYID Promiscuity #5393,

Promiscuous
compounds

Representative targets

Kinase PDE4D2 :

Nuelea 5-HT2p E

Adenﬂsme As

recepmr
‘GPCRIZEH/ LDA4%IZBELL
G‘“‘B‘“ﬂ | , (800/20,000%° / L1
BEMOHGLT . P EEELES
/ Wt SRl R =
Cytotoxic
in vivo toxic (T.Sameshima et al., Chem. Res. Toxicol, 2019)
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Axcelead Screening
ISR IS TEER
WEIRGE WEIRESE
g%@b\g;ﬁ) 100 mg MicroAmes . 6 mg
In vitro/M%EHER 50 mg MicroFlow : 6 mg
(=11 150 mg 12 mg
v I\ PG ERER (C L DFR TR R 71 E
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AEIRFACHERARFrRIVEIL? ?

- .

- Okada et al. Sci. Adv. 2015;1:21400142
A =
B o I 3ch
gn; E I 4ch 3Ch: hERG, Nav (peak), Cav
W o Y g 4Ch: 3Ch + IKs
B - _ND ND ND ND | gCh:3Ch +IKs, IK1, Ito
> & F & & D s & o D
& R I P S & F S
¢ ¥ & ¢ ¢ ¢ & ¥ &FF &S
Y& » o & &
e XV VU—=>%Tl& hERG,Nav,Cav DM TAZEIRD X FRI(C(EFHED (X UDHRL
B 1X BRERIRE c SXERFRERE
herc [ hERG
Nav late Nav late
Cav Cavl.2
Nav peak Navi.s peak Nav1.5 Late¥>Cav1.2(CPEEN BB E
IKs IKs QTiERNMEFENS T —AHD
IK1 | — : - P— . y——— "

% of drugs % of drugs

o [EFRRESMETIHMAISNITERD S, A4chFHETAZHDILST Y XU FEH AT HE & HIlh
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4 FrV7veA DFEIE ?

Nav1l1.5
Late & Peak

Hika CHO DUO (B’SYS) | HEK-Cav1l.2 (SBDD) HEK-Nav1.5 (SBDD)
Frozen stock Frozen stock Frozen stock
AIESCERE (HH35) BE/R—ILEI (SyncroPatch)
Hall/plate 4 x S-type 4 x High 4 x Medium 4 x S-type
JOLRAZORI-=) -80, +40, -80mV -80, 0, -80 mV -95, -15, -95 mV
(CiPAHELR) (step-ramp) (step-ramp) (step-ramp)
FRUBSERE & [B1EY 1[E]/5 sec. 60 [E 1[E]/10 sec. 300
IBERIATX-TI (GERE) mbni U =& bO (50 nM)
PR IhtESE >85% >65% >80% >70%
iR / & 4 iRE. Fi5 4=, Hld
{EESYRESRE 59 %4 55
/DMSOIEE (0.3-0.4%) (0.3%)
SNl S BHEZR, IC,,, Hill faEX, | PAEZR, IC,,, Hill &E | PEEZR, IC,,, Hill &% | BAEZR, IC,, Hill {R&EX
Throughput (70 cmpds/plate) (16 cmpds/plate) (14 cmpds/plate) (9 cmpds/plate)
sHEfinZX 5 6 5 8

12




In vitro safety screening

) HittoLead ) Lead optimization to CN/CS ) GLP/non-GLP )

==,

—fiweE % On-/Off-target TOX

Target Safety Assessment
HepG2 Cytotox (Glu/Gal & Mitochondria)
Promiscuity 8 panels , Phospholipidosis

—

ELEE KILLER TOX R
Micro-Ames Ames' MN
Micro-Flow & Multi-Flow

T LIl QT prolongation & TdP

hERG |_Beyond hERG  [hiPS-CMs
hERG-Cav-Nav| S7B Q & A MEA / Ca transient

T 3T3 NRU photo-toxicity

(UV/Vis abs spectra & ROS)

[ pan

General toxicity
Genotoxicity
Safety pharmacol

Miscellaneous

Rep & Develop tox

Carcinogenicity

“a1—EYYUT o —/HlleaE

13



AxceleadDXEZ2EFFMA=1—
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. AxceleadTld. ICH S10DA(H VAT -
MESNTVSRBIERREIBLD/-LTED o, }0 HALFBVRFIE

HBOBRAEEDIDLEIOOE A, | hame | o SR
= g o $ IR : r ey
+ A0U-Z>) ECGERERNEZ XY LME. + ROS (reactive oxygen species) 7yt{
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UV-Vis

Preclinical

Clinical
@IE ;
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B . ROS s
(FREBHIE) il
— BEAE
Solubility AR i :ﬂ
Screening
P
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1E
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1 e 1w [ e | B
l HRIECRONNE 2 LR
No go
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