Assessing replication stress as an actionable therapeutic opportunity in chordoma
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Figure 2. Optlmlzgtlon of prollferatlgn assay parameters using Incucyte lee—.C.eII Analys.ls. Re.presentatlve stalling or collapse. (B) CH22 cells exhibit baseline phosphorylation of CHK1, suggesting an ongoing replication stress response which is exacerbated following 48 Contlnumg efforts will focus on |dent|fy|ng synergistic combination theraples that
data .is ShOW_” for SIX Chordoma cell |mgs. Accuratoe interpretation of drug activity in prollfera.tlon assa?)/s hrs of treatment with 1 uM ATRi elimusertib, as indicated by an increase in phospho-RPA and yH2AX. (C) ATRi elimusertib and gemcitabine induce higher replication further enhance the magnitude and/or duration of antitumor response.
requires optimization of.seedmg densities (10-20% confluence) and assay durations (endpoint 30‘90/0 stress in sensitive cells. (D) Comet assays reveal double-stranded DNA breaks in CH22 and U-CH2 cells at baseline, but not UM-Chor1 cells. Representative nuclei o . o . . . .
conﬂuer.mce). This is particularly important for drugs that may exert their eﬁects through cytostatic are shown at 20X magnification. (E) Flow cytometry shows ATRi elimusertib and/or gemcitabine induce replication catastrophe following 48 hrs of treatment. (F, G) * Bioinformatics analysis is ongoing to |dent|fy molecular features that predict
mechamsms; untreated control cells must undergo 2-3 population doublings for an accurate Combination treatment with 0.1 pM of ATRi elimusertib gnhgnces gemcitabine potency 2-4 fold in proliferation assays in UM—ChoH cells (F) and CH22 cells (G). In response to ATR inhibitors or gemcitabine.
determination of EC50. UM-Chor1 cells, the enhancement in potency with combination treatment approaches that of CH22 cells treated with gemcitabine alone.
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