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Assay Platforms @ RXCELERD

GPCR

CAMP assay

Caz2+ flux assay

Reporter gene assay
Arrestin/Internalization assays
Binding assay

Impedance assay

Nuclear receptor

Binding assay

Cofactor recruitment assay
Reporter gene assay
Nuclear translocation assay

Ion channel / Transporter PPI (protein-protein interaction)
Ion influx assay TR-FRET/Alpha screen assay
Membrane potential ELISA
Electrophysiology NanoBlt/B_RET
Substrate uptake U v U Two-hybrid assay
Binding Biophysical assay
Enzyme Nucleic acid
Luminescence, Absorbance, Fluorescence, TR-FRET _ _
Alphascreen, ELISA Biophysical assay (e.g. ASMS)
Radiometric assay Fluorescence probe binding
Label-free assay (e.g. Rapidfire-MS) FRET Ve
Coupling assay Cell-based assay (Reporter gene, RT-qPCR) g%
Global kinase panel <

> [LERA—TYNIZAO T )H1T D7y A RERS LUHTSZEM B 8E18 T 5w b A — Lz Ee
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Enzyme Protein/Protein Interaction Nucleic Acids

® Luminescence, Absorbance, Coupling, ® TR-FRET, AlphaScreen ® Biophysical assay (e.g. ASMS)
Fluorescence, TR-FRET, AlphaScreen ® ELISA ® Fluorescence probe binding

® Label-free assay (Rapidfire-MS) ® NanoBit, NanoBRET ® FRET
ELISA ® Two-hybrid assay ® Cell-based assay (Reporter gene, RT-
Radiometric assay ® Biophysical assay gPCR)

GPCR Ion channel / Transporter Nuclear Receptor

® CAMP assay e Ion influx assay ® Binding assay

® Ca2?* flux assay (FLIPR, FDSS) ® Membrane potential ® Cofactor recruitment assay

® Reporter gene assay ® Electrophysiology ® Reporter gene assay

® Arrestin/Internalization assays ® Substrate uptake ® Nuclear translocation assay

® Binding assay ® Binding

Phenotype Biophysics

® High content imaging assay ® SPR ® Thermal Shift

® Reporter gene assay, qRT-PCR ® ASMS e Crystal structure —HERRZYEADEEAECERDSDET,

o Cell growth etc. e ITC DX MMIEWZYEAICOVWTESBVWEDELSEZEEZV,
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SRR TV EA (LG R EIRDRE
FAEFRIU-22F (B IR-F)
A>T NRI) =227
EYIRFR)) -2
’%f%ﬁ*ﬁ%f’&ﬁﬁ WeRDV-Z229

SEMPCRIEICFDRIN-2>T

= . = v = FDSS7000
o ZRRREHIRIST ST — I TSy NI A— L HORNET HTS10CB Echo555 i
o BSL2ICHRURRIN-Z24 (FUJIFILM  WAKO) (Labcyte) L ha;r;:)anrincz;su
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» RapidFire400 > 6550 Q-TOF MS » Autopatch » RT-PCR » High-content screening » Cell Imaging

Syncropatch 384 (Naion) QuantiStudio 12K Flex Realtime PCR IN Cell Analyzer 6000 Cytation 5
(Agilent) (Agilent) (ThermoFisher) (Molecular Devices) (Agilent)

> [LENOFMEREDHT S Sc i
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Membrane fraction

Plasmid Lysate, VLP Protein

L Cloning PL EXxpression * Purification | #L QcC J
| target gene (i E.coli :\ | Affinity | | SDS-PAGE |
Tag (N,C) | Baculovirus | gzn_ | GFC | | GFC
Mutation | _[__Mammalian | | 3 | IEX, HIC etc. | [ WB
Fusion | Cell-free | | Digestion | i MS
Activation

-

4 AKT—;@ avant
DNA g — W
sequencer CO2 incubator Jar- Bioreaavcior AKTA xpress
ABI 3130 shaker fermenter
> HTSRICERERMHRAR (B2 ERERE. TEFIRMAZIR) Z=XmUEd
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Phenotypic screening

() RXCELERD
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Phenotypic
screening

& [LEERETEREES
-BSL2XF/its
-Full auto system HTS

facilities

Others
High content assay
TR-FRET
Phenotypic
qPCR  assay mztiod >70
Screening
Experience

Cell proliferation

Reporter gene assay

¢ MEBY—-EADRH
- HHARAEEE
- TIYRTA—L
Reporter, gPCR, HCA etc.
iPSHARR. Primary#fifd{fERn] CRISPR CAS KO
screen
(Array2!, PooledBYa]gE,
BUSA T3 —(FAGRE R L DIEML)
-HTS adaptation™S>6Xth5a]

Assay
development
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Pilot screen (2dose, nl) -~

Primary screen (1dose, nl1)
Deconvolution (for pooled lib.)

Counter assay ({BBETEDHFIR) HitE SR —E X \
Dose response tests(ICso/ECsp) (N2, 6dose) E&X/\y y—

{EEMDFHEREIS ATV
Hit compounds Hit#i4s -
Hit expansion
- BEB{cEVRzR. il
. KSLIVAR _
. HIHISARARIT Hit 240—7v
TOTPAUSY LR
BRI/ 1EE /I HERTBE
ADMETE¥ (CYPs, PAMPA, i&
2R, hERG, fllSE1ERE)
J L -

[ Advanced hit ]

Copyright © 2024 Axcelead Drug Discovery Partners Inc. All Rights Rese 12
Not for circulation to third parties without Axcelead’s permission.



L‘ Hit RS D—F (O RXCELERD

Primary | Counter | Primary | Counter | Chemical properties
1C50 1C50 Graph Graph

AXL1 1 80E-08  >1.0E-05 ATEEE
inhibitor

AXL2 1 29E07  >1.0E-05 T T T I Kinase
inhibitor

AXI3 1 49E06  >1.0E-05 S S T IR kinase
inhibitor

AXL4 2 3.2E-08 >1.0E-05 .. Y 85.4 promiscuous

AXL5 3 1.2E-06 >1.0E-05 - - . e 97.2

AXL6 3 2.5E-06 >1.0E-05 R e " "u 98.1

AXL7 3 4 2E-06 >1.0E-05 R e e " 95.4

> BEVYEAIEHR (EEIOY)—FT-23> (9—TyNI5R) 1Bk, REEEERE)
> ALFEBPICLDIAT N (USRAVY | EERHRFED
> PSR (QED,HBA/HBD, AlogP, tPSA, BF&EIREI. Fsp372&)
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> HEFET7vtA (Potency/selectivity/species for SAR study)
> PEERRT - DA RTAIRRE
> HHREwt14 (Target engagement, Function etc.)
> SR FRVERAT
ASMS, TSA, ITC, SPR, X-ray crystallography

>

Competition experiment

Fragment 1

Fragment 1 Al +BCoR peptide

RU

5o a3 N B &
= o = M o= B
& gt bbbt

—_—

Kinetics assay Thermodynamics X-ray crystallography

with SPR assay with ITC Neuropsychopharm 44 961-70 (2019)

SERRBRCFENRRATTY - R SRBYETOTR(CHBITBin vitrovt4 . TOI7 U I YR— M UES
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3D
Structure

Purified | g | V@l | pdy| Freezing | EEED| 0% | mmE) | Phasing

Protein zation

R

JMed Chem 54 8616-31(2011) J Med Chem 54 8030-50 (2011) JMed Chem 61 9205-17 (2018) JMed Chem 59 1149-64 (2016)
PPI target (Mcl- Epigenetics target

GTPase

)

J Med Chem 56 9635-45 (2013) Neuropsychopharm Epub (2018) Neuropsychopharm 44 961-70 (2019) ACS Med Chem Lett 8 732-6 (2017)

> {ELEMDR—EE—RZIASMNCU. F2aF IR RIYITHL > 2 R— M LEFET

Copyright © 2024 Axcelead Drug Discovery Partners Inc. All Rights Reserved. 15
Not for circulation to third parties without Axcelead’s permission.


https://www.google.co.jp/url?sa=i&rct=j&q&esrc=s&source=images&cd&cad=rja&uact=8&ved=2ahUKEwj3vprrxt3gAhUEurwKHb04AC0QjRx6BAgBEAU&url=https%3A//pdb101.rcsb.org/motm/198&psig=AOvVaw2hC0hFLGZKwJAsf_jMfOEw&ust=1551413182004825
http://www.google.co.jp/url?sa=i&rct=j&q&esrc=s&source=images&cd&cad=rja&uact=8&ved=2ahUKEwiBjtzBrt3gAhXK7mEKHXdSDLYQjRx6BAgBEAU&url=http%3A//www.proteros.de/discovery-services/protein-crystallography/&psig=AOvVaw1Gjw50wV6_rULN9KYLF0G2&ust=1551406695640772
http://www.google.co.jp/url?sa=i&rct=j&q&esrc=s&source=images&cd&ved=2ahUKEwi2zIOPsd3gAhWBv7wKHXnxDZgQjRx6BAgBEAU&url=http%3A//people.mbi.ucla.edu/sawaya/m230d/Data/data.html&psig=AOvVaw31GaocDokm_vmYltn-a-f7&ust=1551407406397556
http://www.google.co.jp/url?sa=i&rct=j&q&esrc=s&source=images&cd&cad=rja&uact=8&ved=2ahUKEwj1lZuDst3gAhWxGqYKHVTkDSMQjRx6BAgBEAU&url=http%3A//www.xtal.iqfr.csic.es/Cristalografia/parte_06-en.html&psig=AOvVaw092szznEN3PigadhctLF40&ust=1551407625003207
https://www.google.co.jp/url?sa=i&rct=j&q&esrc=s&source=images&cd&cad=rja&uact=8&ved=2ahUKEwju2pyms93gAhUd7LwKHd6JBOQQjRx6BAgBEAU&url=https%3A//www.the-scientist.com/technology-profile/x-ray-vision-in-structural-genomics-54600&psig=AOvVaw1pO6pOKMnhC8lUIuCZkWcy&ust=1551407767348393

GPCR biased ligandsiZE3& Dl @ FXCELERD

GPR39 positive allosteric
Library: >600,000 cpds at 3uM & :
N g hGPR39 cAMP assay (Gs) with EC,,Zn?* ‘

Profiling assay

hGPR39 cAMP assay
(Gs) Calcium/IP1 assay
(Gq) SRE-Luc assay
(G12) Arrestin assay

Internalization
‘ /desensitization Biochemical Pharmacology 140 (2017) 105-114

Gs Biased ligands

> BIESIIFIVEZHTSE A ENTE LT, Biased ligandz&lit
> GPCREIE(IZBMEIRELIT TR{FunctionERIEHRINN BBFAEA
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LDHB “ | "

H H O Pyruvate Lactate e
WNH? I': : | | MH2 HN
+
N LDHB N °
N
: : E HNO
-4

Inhibition (%)

" NADH k
Q1/Q3 = 664 2/397.0 Selic B S e0-t B .
HTS cascade R o :
Pyruvate binding site
Primary screening (ca. 370,000 compounds) y R e g »y
> Diversity pooled library 10 pM, N=1 «ﬂ\h ‘

> Enzyme assay with Rapidfire-MS

Deconvolution assay (ca. 800 cpds)
> Positive compounds from primary screening 30 pM, N=1

Dose response test

>4-5 dose, N=2

> Selectivity test (LDHB/LDHA)

> Clustering

> Purity check

> Evaluation of related compounds

Hit compounds

> Pooled51/J3VERapidfireDfEAENE T, KIIERMSA—-ZADHTS%3EIR
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High-throughput Affinity Selection Mass Spectrometry
for FMN riboswitch RNA binders

Compound A
Diversity Library: 140,633 cpds
RNA focused Library: 6,400 cpds \
400000 -0~ FMN riboswitch (WT)
FMN riboswitch RNA 5 pM . f‘ = Buffer
Compound conc.: each 0.5 pM gzooooo- Kd 6503 —— FMN riboswitch (WT) - Buffer
Assay format: 400 cpds/pool ¥ T : . .
‘ 1000 2000 3000 4000
Repl‘OdUCibility test ~200000 - iput cpd. (W]
Counter Screen using Scramble RNA ) FMN competition experiment
<Lt

Confirmation assay
Diversity Library : 72 hits
RNA focused Library : 7 hits

Normalized MS Response

Kd determination " A ’ ; 2
log [FMN] (uM)
In house data
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500000

AB uptake assay in iCell® Microglia AD TREM2 |

® TREM2(HO)

300000

HTS cascade

Primary screening (c.a. 4000 compounds)
»>Biologically annotated compounds, > 3,000 cpds
>3 UM, N=1 0

200000

[RCU x pm2/image]

Total red object integ
rated intensity

100000

0 5 10 15 20 25 30 35 40 45 50 55

>Phagocytosis assay and cytotoxicity (CellTiter-Glo® Luminescent Cell Viability Assay) Time(hn

Reproducibility test (350 compounds)

>Positive compounds from primary screening

>3 uM, N=1

»>Phagocytosis assay and cytotoxicity (CellTiter-Glo® Luminescent Cell Viability
Assay)

700

Dose response test (24 compounds)

»>Selected compounds from reproducibility test

>6 dose, N=2

>TREM2 mutant and WT

>Phagocytosis assay and cytotoxicity (CellTiter-Glo® Luminescent Cell Viability
Assay)

% of control

I

it TREM2 HO_

cpd#A at 3 uM
compounds
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> fFRAAD X LfERERELIZWMEEMET ) FT—>3>5SATSUYDHRRIU—22D
® EFRANZX L7z EM U IsL MESYIDIERZ g - HIF 9 MEEMZIHRERTD

EAEDSCD1FEERC3 9 SMitEX D =X L& fZEA

<New finding>

<Strategy>
Feedback activation of autophagy is a key

resistance mechanism against SCD1
inhibitor-induced cell growth inhibition.

fE
oy .
I >—UN .
o L~ :

T-3764518 Biologicailly annotated
(partial 9’°"‘;th inhibition) Ilb:'ary SCD1 inhibitor and autophagy inhibitor co-treatment
v
g . Synergistic
c 0 @
'.g © Al
20 - . A h
&3 0 Additive il:ltl:Eit:gry
s
g |« | ! sugval Cell death
€ |® } Antagonistic
°\° - -100  -BO0 -850 40 .20 0 20 40 lGQ 80 100 120 |_ T-3764518
% inhibition_Single PLoS One. 2017 Jul
13;12(7):e0181243.
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1. HNBIESMS1I5Y
o KRZUASIOAMUR, SmE. ZHLEEEHI 55175

2. [LEEN DR TEREDES R

® H—hA=23>3RF L (HTS, OPXT1JRA)
® [LEIRI—TYNIZABLURABIRI) -2 (I BT 3y b IA— L

3. IENRIVAMNWITY—ER

o HERITE. MRIAR, RIEEE, HTS. JOJ7( ). {ERESEETCES2ENY —-EX
® {LEFEBPI(CLBHIt expansion., BT ES1T(Advanced Hit)iEik
® ADMETEPIZK(CLBHigh-throughput-ADMET 077424 O3 it

> BREUCEIRST—5LERZEICUT, BIRICEBNIERED
Ev MESTIIRERZ IR (CHSWVZUEXT
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