Preclinical characterization of SMARCA2-selective monovalent direct degraders
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SMARCAZ2 direct degrader series optimization

PLX492 elicits potent and selective anti-tumor
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Figure 4: A. PLX492 (series 2) is a selective degrader of SMARCAZ2. Curves
represent degradation profiles of PLX492 in HT-1080 and HT-1080 SMARCA4
knockout (SM4-KO) cells. Degradation was monitored by IF after 24h of compound
treatment. B. PLX492 potently inhibits proliferation in the SM4-KO cell line and
minimally impacts WT cells, demonstrating the synthetic lethal relationship of
SMARCA2 and SMARCA4. Clonogenic assays were for 10-14 days with 5 —
5000nM PLX492. C. Tables showing PLX492 DC;, and Dmax values for select
SM4-def vs SM4-WT tumor cell lines. Values determined by IF after 24h of
compound treatment. D. Waterfall plot showing anti-proliferative activity of PLX492

* Medicinal chemistry efforts enabled the development of selective
SMARCAZ2 degraders with good druglike properties, exemplified here by
PLX492

« PLX492 shows potent and selective SMARCA2 degradation across a
panel of tumor cell lines and elicits selective in vitro antitumor activity in
cell lines harboring SMARCA4 damaging mutations

« Selective SMARCA2 degradation modulates gene expression via
transcriptional regulation in sensitive cell lines, enabling the identification
of robust biomarkers

« PLX492 elicits potent antitumor activity in vivo at well-tolerated doses
using SMARCA4-def xenograft models; no anti-tumor activity observed
with control SMARCA4-WT model

 Insights gained from early degrader series have enabled the rapid
advancement and design of our SMARCAZ2 direct degrader development
candidate
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Figure 2: A. SMARCA2 and SMARCA4 share similar protein domain architecture
and highly homologous bromodomains. Potent and selective bromodomain binders
(as shown in the BromoScan chart) were selected as starting points for degrader
design. B. Compound libraries were designed by adding small MW “degradation
tails” to selective bromodomain binders and screened for SMARCAZ2/4 degradation
in HiBIiT cell lines. An early, non-selective hit (PLX788) is shown. C. SMARCA
degradation is proteasome mediated. The SMARCA4-deficient cell line, SK-MEL-5,
was treated with PLX788 for 8h £ 100nM bortezomib (proteasome inhibitor, P.l.) and
SMARCAZ2 levels were quantified by immunofluorescence (IF). D. SMARCA2/4
bromodomain binding is not sufficient for anti-proliferative activity. SK-MEL-5 cells
were treated with a binder/non-degrader versus a binder/degrader. Only the
degrader impacted tumor cell viability. Degradation was monitored by
immunofluorescence (IF) after 24h of compound treatment. Cell viability was
monitored by Cell Titer Glo (CTG), with growth inhibition curves determined after
72h of compound treatment.
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Figure 5: A. Heat maps showing time-dependent regulation of gene expression in
HT-1080 SM4-KO cells treated with tool compound, PLX614, for 12 and 24h. Graph
highlights the most significantly modulated genes. B. CUT&RUN experiments
(Epicypher) demonstrate the loss of SMARCA2 complex binding at transcriptional
starts sites (TSS). Graph depicts combined SMARCAZ2 peaks for the down-regulated
genes shown in panel A. C. Gene expression profiles resulting from SMARCAZ2 loss
are highly correlative across a small panel of SMARCA4-def NSCLC cell lines.
Graph depicts RNAseq data from cells treated with compound PLX639 for 24h.
PLX614 and PLX639 = series 3 SMARCAZ2-selective degraders.
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