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Introduction ACR-2316 Shows Superior Target Engagement In Vivo Compared to Clinical Benchmarks
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Coordinated Induction of CDK1, CDK2, and PLK1 Activity is Essential for Superior

Preclinical Activity of ACR-2316

* Proper cell cycle progression and mitotic execution requires timely coordinated activation of the cell cycle (A) ACRO31e Asonocerih  Debin0i123 Lunreeerit (B) o,
: : : Vehicl s . . .
kinases, including CDK1, CDK2, and PLK1. enieie 60mg/kg  100mg/kg  30mg/kg  20mglkg $3 (A) Pre-treating ovarian cancer cells with CDK1, CDK2, or PLK1 inhibitors reverts ACR-2316 mediated (B) Pre-treating ovarian cancer cells with CDK1,
; 3Q5 DNA damage, premature mitotic induction, and cell cycle phenotype CDK2 or PLK1 inhibitors reverts ACR-2316
mediated RRM2 degradation
 WEE1 and PKMYT1 kinases act as negative regulators of CDK1/2 through inhibitory phosphorylation of PCDK1/2-Y15 erenonms oo 21 W Experimental Design:
CDK1/2-Y15 and CDK1-T14. s J _DDDD
oo - o TR - pCDK1/2-T14 = BN E Sl DT o | TR i smeon
« ACR-2316 is an internally discovered, clinical stage, potentially first- and best-in-class WEE1/PKMYT1 ST T g = § ) o - 3 s
inhibitor uniquely enabled using Acrivon’s Predictive Precision Proteomics (AP3) platform. L ©HHIS10  7H2AX @HH3 10 +7H2AX ot o o T T R
. . . o . pCDK1/2-T14-Y15 T
« ACR-2316 was rationally designed using AP3 to overcome the limitations of previous WEE1 and PKMY T1 ~ g° | e ACR2M1S  ACRZ31G+CDIGI  ACRZ3NGCOKI  ACRZ3IES PLK

inhibitors through robust activation of CDK1, CDK2, and PLK1, to induce potent tumor cell death. o} CFJ AT P
» Here, we present, head-to-head preclinical global pharmacodynamic (PD) and in vivo efficacy analyses of * T SR e

ACR-2316 against clinical benchmarks.

ACR-2316
(60 mg/kg)

Debio-0123 Lunresertib

(100 mg/kg)

Pretreating ovarian tumor cells with CDK1, CDK2, or PLK1 inhibitors reverts ACR-2316 mediated DNA damage, premature mitotic entry, cell cycle phenotype, and RRM2 degradation.
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Immunofluorescence staining of ovarian cancer cell line-derived xenograft tumors shows superior target engagement with ACR-2316 compared to clinical benchmarks. (A) (A) Ovarian cancer cell lines were synchronized at S phase, then released and pretreated with CDK1i (5uM), CDK2i (5uM), or PLK1i (1uM) for 30 minutes, followed by ACR-2316 (200nM) treatment
Immunofluorescence staining and (B) quantitative image analysis scoring for pCDK1/2-Y15, pCDK1/2-T14, pCDK1/2-T14-Y15, and WEE1 in xenograft tumors collected at 6h post-3-day treatment from for 4h with compounds, followed by assessment of EdU (cell cycle), yH2AX (DNA damage), and HH3 S10 (mitotic entry) by flow cytometry. (B) Ovarian cancer cells treated as indicated, followed by
mice treated with ACR-2316 at 60 mg/kg, azenosertib at 100 mg/kg, Debio-0123 at 30 mg/kg, and lunresertib at 20 mg/kg. Western blot for RRM2.

Acrivon’s Predictive Precision Proteomics (AP3) Platform Identifies ACR-2316 Efficacy-

Associated Substrates of CDK1, CDK2 and PLK1 Kinases
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