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Background D2B Driven Discovery of Aurora Kinase A Degraders

Direct-to-Biology (D2B) PROTAC synthesis

« Combines plate-based chemical synthesis with rapid  Linking Alisertib (AurA ligand) to Thalidomide (CRBN y

high-throughput biological screening ligand) forms a potent and highly specific PROTAC- :QO/\\E
 Removes lengthy purification steps by directly screening mediated AurA degrader (JB170) for use as a positive RV

crude reaction mixtures for desirable activity control ¢°
* Increases throughput and reduces cost compared to » Plate-based chemistry was used to amide couple Y/ "

traditional synthesis forty representative partial PROTACs to Alisertib for Partial PROTAC ligand)
* Reduces environmental impact of hit synthesis by limiting the generation of novel AurA degraders for screening

the need for solvent—heavy purification steps Amide coupling of Alisertib with partial PROTACSs to form novel degraders

Conventional Chemistry: Direct-to-Biology:

dosign Spectral Shift: Driving a D2B Campaign via Biophysics
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Spectral shift (NanoTemper) works on the principal that ligand binding will change the chemical environment of a
fluorophore resulting in measurable changes in emission spectra

1. Single shot binding screen
« Crude D2B mixtures were screened at a single concentration against fluorescently-labelled AurA to identify

synthesis testing synthesis degraderS Capable of blndlng the target
D2B removes the purification bottleneck from conventional chemistry, allowing 2. Ternary complex formation assay
for a flexible and efficient h to hit findi . L . . . . o L
or @ TexiDs et STICISN, approash o At ThAg « Demonstrating ternary complex formation is an essential step in any induced proximity modality, in this case
Domainex’s PROTAC toolbox used to confirm PROTAC-mediated recruitment of CRBN to AurA

« Concentration-dependent binding profiles dramatically differ upon inclusion of CRBN with AurA, indicating
effective E3 ligase recruitment by our PROTACs

« PROTACSs are heterobifunctional molecules that dual-
bind an E3 ligase and a protein of interest (POI) to induce
POI degradation
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HiBIT reporter assay 100-
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Compounds that induce degradation of Aurora Kinase A trigger

concentration-dependent cell cycle arrest in G2 phase
PROTAC® is a registered trademark of ArvinasOperations, Inc., and is used under license

Summary

» Aurora Kinase A served as a model target for the integration of Domainex's PROTAC and D2B platforms, with both cellular and biophysical screening approaches used to rapidly identify
novel degraders
 This approach could be applied to targeted protein degradation programmes and beyond, accelerating drug discovery to bring benefits to patients with unparalleled speed
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