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Fragment-based drug design (FBDD) has emerged as a powerful strategy in drug discovery, particularly for identifying novel
scaffolds and binding sites for challenging targets. We have employed a combination of Spectral Shift and TR-FRET technolo-
gies to discover new molecular glue scaffolds. Our fragment library is diverse and includes a rich variety of E3 ligases from
different species, providing a sustainable and versatile screening platform.

Our key strengths lle in the high-throughput screening of affinity fragments using Spectral shift technology. We further val-
date the formation of ternary complexes through TR-FRET.

Subsequently, we refine our selection by screening for molecules with high a-values using Spectral Shift technology again. Ul
timately, this integrated approach has led to the discovery of novel molecular glue scaffolds, showcasing our innovative and
effective strategy in fragment-based drug design.
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Figure 1. Fragment-based Drug Discovery (FBDD) cascade for Molecular glue.
A.Molecular glue screening cascade from a 1308-fragment llbrary using Spec-
tral Shift. induced Proximity fragment binding was confirmed by DRC confirma-
tion and TR-FRET assays.

B. Spectral Shift technology used for the primary binder sereen and confirma-
tion. Dianthus uses a dual-emission spectral shift measurements, where two

separate detectors collect the light at two distinctive wavelengths: 650 and 670

Fluorescence intensity

nm in parallel, shown here by the grey bars. The ratio 670nm/650nm is then
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plotted against the ligand concentration used in the assay and use a Kd fit

Emission wavelength (nm) model to derive a Kd

Production of Active CRBN-DDB1

* CRBN/DDB1, A binary complex, were co-expressed in sf9 cells and purified

by Ni-NTA column and followed by size exclusion chromatography.
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Figure 2. Purification of stable and active CRBN/DDB1 complex.
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Figure 3: High-Throughput Automation Screening Process.From sample prep to lead validation in 2h with a fully automated workstation
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Figure 4: A)Hit screen by Spectral Shift Technology ;B)
Spectral shift dose-response curves for Lenalidomide.
C) Summarizing the proportion of binders after primary

-0.1

screen (19%).
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Figure 5: A) Principle of Ternary Complex Formation Experiment. B) Single-Concentration Screening for CRBN Binder Ternary Complex. C) Sum-

mary of CRBN & NEK7 DRC Screening Results. D)DRC Results of CRBN & NEK7 on Six Molecules
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Figure 7. Docking studies of fragment hit SW-000152. In the schematic dia-
gram, the binding interaction between CRBN, Hit, and NEK7 is depicted. The
green portion represents the NEK7 protein, while the blue portion represents

the CRBN protein. The fragment hit SW-000152 is positioned in the center,

bridging the interaction between the two proteins.

® |[CE's hit-finding team'’s successful MG Fragment-based Screening approach.

¢ |CE has produced 30 high-activity, high-purity E3 proteins, supporting the discovery of new molecules.

e The Spectral Shift technology enables rapid fragment-based single-concentration screening and subsequent single-curve
affinity determination.

e Over 1,200 targets and E3 ligands have been rapidly combined and validated for activity, accelerating the discovery of new
target molecules.

e A high-quality compound library with over 50,000 diverse compounds, featuring non-purine-based scaffolds, allows us to
identify promising starting points for new molecular discoveries.




