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Protein generation
Stable cell line generation
Reagent labeling

SPR
LC/MS
TRIC
TR-FRET
FP, FI
Caliper
TSA/DSF
NanoDSF

Diverse, 50K
Sp? enriched library, 1.3K

Visualizing compound chemical space

- A smaller number of compounds spans

a broader range of chemical space
Library have more diversified scaffold
and pharmacophore distribution than
commercial diversity library and large
service platform library

Primary screening
Confirmation in CRC

Orthogonal assays
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Molecular glues
library ELEIEH

Commercial = 986 compounds
Rational design — 1893 compounds
250<mw=<550; Sp® enriched

Fragments from reported compounds
(clinical, patents and papers)

Rational designed and selected from
commercial library by experts

Highly diverse: One BM scaffold covered
1-3 compounds

Library Scaffold

Co-Crystallization

Fragment 3 (1.654)

Fragment 5 (1.85A)

=



NanoDSF/Thermal Shift Assay (TSA)
Surface Plasmon Resonance (SPR)

Octet Fortebio (BLI)

Temperature Related Intensity Chang (TRIC)
Mass Photometry
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Affinity and Kinetics determinations
Competition Assays
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CM5, SA, CAP, Protein A/G, NTA chips : L’}\\? _ .
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Cycles of regeneration

Advantage of Biortus SPR Chip: f‘l";::f‘fhp':tzt;::;'gf,'::;Te'
~ Reusable for >25 cycles

~ Stable for > 1 month storage
r Cost effective

~ Feasible for unstable target
~ Patent covered

Responne




[
Dionthus N
1=
Do more with less protein. Kd measurement in solution, include cell lysate
Measure broad range of interaction, including Membrane Protein
protein-ion/carbohydrate. Fragment screening

Measure Kd independent of size and mass of
binding partners.

Measure in solution, in close to native conditions,
no immoehilization required.

Directly Kd
measurement  Class A Class B Class C Proteins SLC Transporter lon Channel
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TR-FRET FP assay
HTRF FRET/BRET
AlphaLISA TR-FRET
AlphaScreen HTRF
ELISA AlphaScreen
Fp Cell free ELISA
OD detection TR-FRET
Flurescence intensity HTRF
Luminescent-based AlphaSreen
Fluorescence-based AlphaLISA
ADP-Glo
AMP-Glo

FRET



SPR
TR-FRET
ELISA :
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Alphalisa / AlphaScreen

SPR
TR-FRET
VHL inding with MZ1-3RD4 arge 3 temarsbindiegwich PROTAC

Stable cell line
generation

FACS

cAMP assay

[ arrestin recuitment assay
Calcium flux assay/IP1

GPCR internalization or trafficking
G Protein recuitment assay

Tag lite assay

FP assay

CETSA

GPCR surface expression validation
GPCR signal transduction research
GPCR biased signaling

GPCR compound/ligand binding
GPCR pharmacological study
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TR-FRET

Alphalisa / AlphaScreen

NanoBRET

In vitro ubiquitination

High content
assays

Reporter assays

HCS, WB for target degradation
PCR for mRNA level detection
NanoBRET & NanoLuc for PPI

and ubiquitination
CETSA (split NanoLuc)

DMSO 1.25 2.55 10 20

Cell viablity/
proliferation

BRET

POI
GAPDH
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