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INTRODUCTION

CDK2 Biology and Target Rationale Proteome Editing with Targeted Protein Degradation
CCNE1 amplification (CCNE19mr) js a common genetic alteration in cancer
driving high cyclin E1 expression and aberrant CDK2-cyclin E1 activity.! 0 Catching
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RESULTS Figure 2: Selective CDK2-cyclin E1 degradation results from a preferred
Figure 1. Cpd 1 achieves degradation selectivity for CDK2 ternary complex formation w/ CDK2-cycE1 vs CDK1-cycB1
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Cpd 1 shows robust TCF (A) and in vitro ubiquitination (B) with CDK2-cyclin E1 compared to CDK1-
cyclin B1 by HTRF. C) Cpd 1 co-degrades cyclin E1 in the cell types indicated following 24 hr treatment
with Cpd 1. D) Cpd 1 decreases cyclin E1 protein levels, in contrast to PF-07104091 which upregulates
CCNE1 protein levels, after 24 hr treatment.

A) Chemical structure of the CRBN-based CDK2 degrader, Cpd 1. B) CDK2 selectivity proteomics in human PBMCs following 24 hr treatment with Cpd 1. Gray filled in circle is
PIP4K2C, the only other significantly downregulated protein. C) CDK degradation selectivity in TOV21G with Cpd 1. D) Summary of potency and selectivity data for Cpd 1 and Cpd 2.
Absolute (abs) and relative (rel) values are indicated.

Figure 3. Cpd1 inhibits RB-E2F pathway in CCNE12m° cancer cell lines and Palbociclib-adapted (PA) breast cancer cells?
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Normalized Enrichment Score (NES)
A) NanoBRET-based CDK2 target engagement (4 hr), HiBit-based CDK2 degradation (16 h), and AlphaLISA-based pRB inhibition (24 h) for Cpd 1 each independently normalized to DMSO. B) Volcano plot of differentially expressed genes in MKN1 cells following 24 hr treatment with Cpd 1
with leading edge genes identified from HALLMARK_E2F_TARGETS GSEA analysis. NS = non-significant. NES = normalized enrichment score. C) Cpd 1 shows similar rates of CDK2 degradation, but greater pRB inhibitory activity in CCNE12™° lines compared to CCNE1"°n-amp |ines, CDK2
absolute DC50 (abs DC50) and pRB abslIC50 were determined after 14 and 24 hr treatment by AlphaLISA, respectively. D) Cyclin E1 is upregulated and total RB is downregulated in Palbociclib-adapted (PA) MCF7 and Hs578t cells relative to parental controls. E) Cpd 1 co-degrades CDK2
and cyclin E1 in MCF7 and Hs578t PA breast cancer cells after 24 hr co-treatment with 1 uM Palbociclib.

Figure 4. Cpd1 shows enhanced phenotypic selectivity and specificity for CCNE12™P and Palbociclib-adapted cells vs CCNE1"°"-2mp compared to SMI D RB KO A) NanoBRET target
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Figure 5: Cpd 2 provides deep and sustained pRB suppression and induces tumor stasis in CCNE12™ Tumor Models in D) rescues anti-proliferative effect of Cpd 1, but

A . B C D not PF-07104091.
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