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Axcelead libraries >1,500,000 cpds
Diversity,
Chemical Structure
@ Solubility data, @
Cell toxicity data
Activities data
Diversity Library Focused Library
41K
> Target class
Single Pooled Kinase : 8,500
200K 720k GPCR ;91300
. . . ptoe:‘)t;ne szI:lme;?en e PPI :4,100
Pilot screening : 2,560, pjjot screening: 32,000 RNA : 6,400
Diversity Core : 94,960  , 4 4.592 000 (High Priority) RNA splicing (FY21) :1,280

CNS : 18,900

sp3rich and chirality rich:

7,500

Phenotypic Sc. : 22,000

Fragment (Ro3.5): 11,000

Extended rule of 5 : 6,400

Additional core library
(Fy21) : 30,000

# 2: 396,000

» Macrocyclic: 4,600
> Natural product: 3,700
> Covalent: 3,800

> Phenotypic Sc.
Annotation: 7,000
Covalent fragment (FY21):50
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Assay Platforms

GPCR
CAMP assay
Ca?* 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

Ion influx assay

PPI (protein-protein interaction)
TR-FRET/Alpha screen assay

Membrane potential ELISA .
Electrophysiology NanoBit/BRET
Substrate uptake yvuUuyvy YV Two-hybrid assay
Binding Biophysical assay
Enzyme Nucleic acid

Luminescence, Absorbance, Fluorescence, TR-FRET
Alphascreen, ELISA

Radiometric assay

Label-free assay (e.g. Rapidfire-MS)

Coupling assay

Global kinase panel

Biophysical assay (e.g. ASMS)
Fluorescence probe binding
FRET

Cell-based assay (Reporter gene, RT-qPCR) %
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Phenotypic Drug Discoverysfa

Assay systems Assay systems Library size (Average)

Imaging 100,000 cpds
Reporter gene assay 400,000 cpds
M Imaging (IN Cell, Incucyte)
Cell growth 400,000 cpds
W Reporter gene assay
® Cell growth qRT-PCR 30,000 cpds
m Others TR-FRET 100,000 cpds
B qRT-PCR
ELISA 100,000 cpds
 TR-FRET
W ELISA
Cells
e Cell lines
] ] + Primary cells
> Successful >70 HTS campaigns with Nt e ——
phenotypic screening
Libraries

« Small molecules
e CRISPR / Cas KD libraries
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Pilot screen (2dose, n1) 4

Primary screen (1dose, n1)
@ Deconvolution (for pooled lib.)
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Primary | Counter | Primary | Counter | Chemical properties
1050 1C50 (M) | (Graph) | (Graph)
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Hit to Lead \ IND
Lead optimization

> H{EFEI7wvtz1 (Potency/selectivity/species for SAR study)
> BHERR - DART A ORRE
> HHRE7w 1 (Target engagement, Function etc.)
> SYIYIIEFRVERAT
ASMS, TSA, NMR, ITC, SPR, X-ray crystallography

Thermodinamics  Mode of inhibition Electrophysiology

LK

I -|Log-|[con:-(M)]-' ' l 71_&<
Biacore S200 iTC200 Substr?_tte Q patch
GE Healthcare (Malven competition .
( : Panalytical) assay (Sophion)
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Protein #

3D
Structure
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Nuclear receptor (MR) Protein kinase (EGFR)
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J Med Chem 54 8030-50 (2011)

M7,

J Med Chem 54 8616-31 (2011)

PPI target (Mcl-1)

)

J Med Chem 61 9205-17 (2018) M

y d Chem 59 1149-64 (2016)
Epigenetics target (LSD1)

Glutamate receptor (GluA2) GTPase (KRAS)
4 SN/ T B /a .
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J Med Chem 56 9635-45 (2013) Neuropsychophar

m Epub (2018) -
tavniEsdE—F%

Neuropsychopharm 44 961-70 (2019) ACS Med Chem Lett 8 732—6 (2017)
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GPR39 positive allosteric modulators

Primary screening

Library: >600,000 cpds at 3uM
<> hGPR39 cAMP assay (Gs) with ECy; Zn**

B o
Profiling assay

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

D

Gs Biased ligands

Internalization
/desensitization

Biochemical Pharmacology 140 (2017) 105-114
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AHCY

Adenosylhomocysteinase
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Diversity Library
670K (pooled library)

U

310 Primary hits
(131clusters)
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OH OH H,0

S-adenosyl-L
-homocysteine

Primary Screening
RapidFire/MS
>20% inhibition @2uM

Confirmation Screening
Dose-response test

SAH competitive test
Time-dependency test

59 hits
(32 clusters)
SAH competitive

U

initial SAR analysis

5 Clusters
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Biochem Biophys Res Commun.
2017:491(1):1-7
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High-throughput Affinity Selection Mass Spectrometry

for FMN riboswitch RNA binders

Diversity Library: 140,633 cpds
RNA focused Library: 6,400 cpds

FMN riboswitch RNA 5 puM
Compound conc.: each 0.5 uM
Assay format: 400 cpds/pool

Reproduc!bility test

Counter Screen using scramble RNA

-

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

&
Kd determination

Normalized MS Response

Compound A

== FMN riboswitch (WT)
- Buffer
Kd 65.03 = FMN riboswitch (WT) - Buffer

T 1
1000 2000 3000 4000
Input cpd. [nM]

log[FMN] (uM)

In house data
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iPS-HMEbEFHllRZAVWZI > RV 2 FEEIEBNPRERIDFIZEDERR

- _ » T/ —=T—=2aY7477U—HhbDRY
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@ 1% screening y—=>/EEBL. by MADERR
ICC Library:biclogically annotated library_3683 compounds, 3ulM, N=1 L f..
Image analyzing of BNP by INCell 6000 =0 =30 LSO
} o | - > £y MEAYICIZAERENSENTS
@ ReprOdUCIblllty % iBnrj.:i:.tion: ol —m 1*100 :::p:s:sio*: data/data, " 100 U M U 'j-::/\‘:/ =3 — y ﬁ‘wﬁmbf%i PQ*LTCO
' > By b7/ —T—2aVERERIC

(data,,-data )

ICC 3uM, N=2 . N

EUSA i VEFKERE, SR A ZBEOHICLE,
(3 Dose-dependent activity % k:

1ee 0.03,0.1,0.3,1,3,10ul, N=2 %

ELISA e R Annotation of selected hit candidates

TagMan

iPS-differentiated \\"

cardiomyocyte
MOA

actin BNP :
DMSO B T, analysis
actin BNP :L:c ef - = enzyme = kinase
e o ¢ G-protein coupled receptor = jon channel
. = peplidase transporter
CPdS X X = franscription regulator = fransmembrane receptor
bl & &l = ligand-dependent nuclear receptor = phosphatase
s = cytokine = growth Tactor
= franstation regulator = other
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We are Your Best Partner

Axcelead Drug Discovery Partners
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