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INTRODUCTION DNA DAMAGE, MITOTIC ABERRATION AND DEATH OF CANCER CELL LINES BY ACR-2316 IS DEPENDENT ON CDK1/2 ACTIVITY

WEE1 and PKMYT1 are essential kinases that safeguard genomic integrity by regulating the cyclin-dependent
kinases CDK1 and CDK2. ACR-2316 is a potent, selective WEE1/PKMYT1 inhibitor rationally designed using

ACR-2316 arrests cancer cells in S and G2/M phase, CDK1 and CDK2 mediate most Defective DNA replication and premature mitotic entry induced by ACR-2316

- . . . . . . . . promoting DNA damage and premature mitotic entry of ACR-2316 activity result in aberrant mitosis and cancer cell death across cell lines and indications
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These results demonstrate how Acrivon's AP3 Generative Phosphoproteomics platform can, in a completely
unbiased manner, reveal signaling pathways associated with drug efficacy, and mechanistically support the
superior potency and activity of ACR-2316 which we observe in comparison to current clinical WEE1 or PKMYT1

Inhibitors.

ACR-2316 for 24h

(A) Unsynchronized ovarian cancer cells were treated with DMSO or ACR-2316 (200 nM), and cell cycle distribution
was evaluated by flow cytometry using propidium iodide (Pl) and 5-ethynyl-2'-deoxyuridine (EdU) staining. (B) Ovarian
cancer cells were synchronized in S phase using a double thymidine (dT) block, released and treated with DMSO or

ACR-2316 (200 nM) for 4, 8 or 24 hr before Pl staining. (C) dT-synchronized ovarian cancer cells were released for 6

hours, treated with DMSO or ACR-2316 (200 nM), and analyzed by flow cytometry for cell cycle distribution (Pl and
EdU), DNA damage (yH2AX) or mitotic progression (pHH3 S10).

ACRIVON'S PREDICTIVE PRECISION PROTEOMICS PLATFORM IDENTIFIES ACR-2316 EFFICACY-ASSOCIATED SUBSTRATES OF CDK1/2 KINASES

cancer cells were synchronized in S phase with a double thymidine (dT) block, released, and treated with

DMSO, ACR-2316 (200 nM), ACR-2316 + CDK1 inhibitior (5 uM) or ACR-2316 + CDK2 inhibitor (5 uM) for 8

hours and evaluated by flow cytometry using Pl staining. (B) Ovarian cancer cells were treated with DMSO,

ACR-2316 (as shown), ACR-2316 + CDK1 inhibitior (5 uM) or ACR-2316 + CDK2 inhibitor (5 uM) for 6 days
and cell viability was assessed by CellTiterGlo assay. (C) Unsynchronized ovarian cancer cells were treated
with DMSO, ACR-2316 (200 nM), ACR-2316 + CDK1 inhibitor (5 uM) or ACR-2316 + CDK2 inhibitor (5 uM)
for 4 hours, followed by flow cytometry analysis for cell cycle (Pl + EdU), pHH3 S10 or yH2AX.

mitotic enrichment in cancer cells after 8 hours treatment with 100 nM of ACR-2316, azenosertib, or lunresertib. Fixed cells were labeled with antibodies detecting Pericentrin

(Magenta) and Tubulin (Green), and were stained with DAPI (Blue) to visualize DNA. (B) Upper panel: live cell imaging using CellTox Green cytotoxicity dye shows cell death

initiation within 1 day of ACR-2316 treatment and near-complete loss of viability by Day 2. Lower panel: cell lines representing various cancer types were stained with

live/dead cell dyes to enable live cell imaging. Cells were treated with increasing concentrations of ACR-2316 and cell growth was monitored every 4 hours for 72 hours. A

summary of ranked potencies is shown.

Acrivon's Predictive Precision Proteomics (AP3) unbiasedly
identifies signaling pathways associated with ACR-2316 efficacy g

AP3 phosphoproteomics reveals CDK1 and CDK2 substrates responsible for ACR-2316 activity,

enabling mechanistic pathway construction

Validation of select CDK2 substrates activated by ACR-2316;
Activation of the CDK2 substrates by ACR-2316 provokes over-resection and DNA damage
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