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Fig 3. ACR-368 Uncouples Cell Cycle Control from Exatecan-Induced DNA Damage. (A) AP3 pathway analysis reveals global networks of biological pathways in response to drug treatment. (B) Fig 4. ACR-368 Suppresses the CHK1/2 Checkpoint Response Induced by Exatecan, to Enhance Cell Death by Replication Catastrophe and Mitotic corzbﬁnation WE?[E To o}llinhibitor— avload ADCs 7
Heatmap of normalized enrichment scores (NES) for DNA repair-related pathways from the Reactome database following 60 min drug treatment (10 nM ACR-368, 10 nM exatecan, and their combination) in Endo Collapse. (A) Above, Western blot validation of selected cell cycle DNA repair pathway members after 4h treatment with ACR-368 (ACR) and exatecan in Endo 1 cells; below, P pay ]
1 and Endo 2 cells. Pathways shown are those that exhibited a significant difference in enrichment in the combination treatment compared with single-agent treatment. (C) Pathway enrichment scores of select cell quantification of yH2AX signal (combination doses shown). (B) CDK1/2 Y15 (above) and yH2AX (below) levels after 24h of treatment with ACR-368, exatecan, or the combination,
cycle/DNA repair pathways showing differential modulation by treatment as in (B). (D) Inferred kinase activity scores calculated from phosphorylation levels of annotated substrates from the PSP and IKIP measured by immunofluorescence and quantified relative to DMSO control. (C) Immunofluorescence staining of cell pellets prepared from Endo 1 cells treated for 4 hours with 30 nM
databases in Endo 1 and Endo 2 cells after 60 and 240 minutes of single drug treatment (10, 30, 100 nM) or combination (10 nM ACR-368 + 10 nM exatecan). Bars represent the PTM-SEA scores of inferred exatecan, 30 nM ACR-368, or the combination. Quantification of staining, shown below, was performed using HALO® software. (D-F) Endo 1 cells treated with 10 nM exatecan, 10 nM References:
kinase activities; positive scores indicate increased activity relative to DMSO control and negative values indicate decreased activity. Dashed line indicates the inferred activity level post-combination treatment. (E) ACR-368, or in combination for 4 h (top) or 24 h (bottom). Cell cycle distribution was evaluated by flow cytometry using propidium iodide (Pl) and EdU incorporation, with yH2AX high ! Slotkin et al. JCO Oncol Adv (2025)
Log-normalized phospho-peptide abundance; points represent individual replicate measurements, lines indicate the median across replicates at each dose (1, 10, 30, 100 nM exatecan; 3, 10, 30, 100 nM ACR- cells (red) overlaid on the cell-cycle profiles (D); histograms of yH2AX intensity (E); and quantification of cell cycle distribution (F). (G) Representative images from Endo 1 cells treated 2 Diagram modified from Gorecki, Andrs & Korabecny. Cancers (2021), and di Rora et al. J Hematol Oncol (2020)
368) and in combination (10 nM ACR-368 + 10 nM exatecan). Boxes represent the interquartile range. Dashed horizontal line denotes the DMSO (-) control level for each condition. for 24 h with 30 nM exatecan, 30 nM ACR-368, or the combination, captured at 20X on a CX5 high content imager (Blue: nuclei, Hoechst stain; Green: a-tubulin). Pathway diagrams / figure icons created with use of BioRender.com
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