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CETSA® (Cellular Thermal Shift Assay) is a label-free method for studying small molecule-protein interactions and is 4 CETSAIn Intact Cells
especially useful in targeted protein degradation (TPD) to complement degradation profiling. A. Lysate 3 Intact cel ™
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CDK9, and BRD4. CETSA combined with mass spectrometry readouts enables selectivity profiling of full PROTACs o CES?
and corresponding warheads. While degradation assays measure outcome, CETSA also detects target engagement, | ’ | 15- i .
revealing that not all PROTAC-bound proteins are degraded. Thus, PROTACs may drive cellular effects through both |
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Figure 1. Degradation profiles of CDK9, CDK4, and BRD4 in K562 cells treated with indicated compounds. Compound structures depicted below. - oDKs | Re; - re - st i oo * e Unbiased proteome—wide CETSA
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e Figure 3. A) CETSA MS volcano plots of lysate treated with degrader (THAL SNS 032) and inhibitor SNS 032, respectively. B) Volcano plot 3
hit & BSJ204 a Palbociclib &  both of cells treated with degrader. C) Concentration dependent destabilization/degradation of CDK9 and CCNT1. D) Concentration dependent ©
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HINENPDL fla MM dependent effect on its expression(Fig. 3G). In contrast, Palbociclib did not shift GSK3A/B or FOXK1(Fig. 2) and did
TIAT not affect HIFTA expression to the same extent. Selectivity assessment by CETSA is not confined to CRBN-based ligands or kinases, as demonstrated here with the
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Both the degrader (BSJ-03-204) and the kinase-binding inhibitor (Palbociclib) showed correlated kinase engagement primary and off-ta rget
in lysate, including Palbociclib’s primary targets CDK4/6 (Fig. 2). The degrader showed more non-kinase off-targets in encacement
both cells and lysate. The thalidomide-binding protein Cereblon (CRBN) was thermally stabilized only by the degrader g38
in both matrices. The degrader showed fewer kinase hits in cells than in lysate, whereas the inhibitor showed greater
overlap between matrices. In cells, CDK4/6 appeared as less prominent stabilization hits with the degrader, likely due S
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