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interactions. Target engagement determination is especially important in oncology, where cell death is often used as [ N GAG — [ N T DOT — N CY N
the efficacy readout. A key caveat is that the observed cell death must be driven by the intended target rather than - - -
by off-target effects, which could represent a future liability. In this study, we assessed the selectivity profiles of three / A roatmont B Cricets B8 Conror B8 T B
different CDK2 inhibitor probes in both our standard cell line, K562, and an indication-specific cell line, MCF-7. %562 . T e [ e Figure 5. A & B) Concentration
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\ Cirtociclib had a more prominent effect on GSK3A/B and their substrates in both cell lines (Figure 5), which is also phenotypes in intact cells.
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Cirtociclib was more potent than Tagtociclib at inducing a thermal shift in CDK2, but it was also less selective at 10 uM support.ed.k.)y the lysate dgta (Figure 3).- Th? GSK3-FOXKT axis may represent an off-target pathway that contributes | |
Figure 1. Inhibition (Figure 3). Cirtociclib’s higher potency may help explain why it was more potent in the K562 viability assay. At 30 uM, to the viability phenotype induced by Cirtociclib. e Cell line choice matters, but when
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Viability data suggest that INX-315 was the most potent inhibitor of viability in both cell lines (Figure 1), but the initial e b0 7 cells. F) Venn diagrams of kinase selectivity in intact
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showedastrongereffectonviabilityintheindication-specific MCF-7 cellline (Figure1), suggestingamore disease-relevant UM Cirtociclib (G) and Tagtociclib (H). B). However, only a subset of hits was shared between cell lines and compounds (Figure 6A). Hits related to mRNA
mechanism of action compared with the other compounds. A similar selectivity profile was observed in both cell lines, L Cirtociclib MCF-7 Tagtociclib MCF-7 processing and transcription could reflect CDK® inhibition through effects on RNA polymerase Il.
with INX-315 appearing more promiscuous than the other compounds. Because of this apparent polypharmacology, . - . | | .
INX-315 was omitted from further investigation. To better understand the relationships among selectivity, potency, In-depth proteome-wide CETSAInIntactK562and MCF-7/ Cells.showegl overlapping, but ngtldgntlca!,kmaseengagement
and efficacy, Cirtociclib and Tagtociclib were further investigated using in-depth proteome-wide CETSA in K562 and profiles (Figure 4C & F). Downstream effector proteins associated with cell cycle regulation, including RBT and PTP4AZ, o | |
MCF-7 cells were significantly shifted in both cell lines (Figure 4B & E). However, the thermal shift of RB1 was significant from the . © Pe'agﬁ B'Osgeﬂcz 2026k- Al 'lr‘te”eCtU?:'EpTrgEerty r'ghtz
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lowest concentration te;ted, 0.3 uM, in MCF-7 cells, compa.red with 10 pM in K562 cells. This may |nd|c§te that. the RB1 by Pelago Bioscience AB. The Pelago Bioscience logotype is a
pathway is more active in MCF-7/ cells. It may also help explain why Tagtociclib was more potent in reducing proliferation registered trademark of Pelage Bioscience AB.

in MCF-7 than in K562 cells, particularly since Tagtociclib was more selective than Cirtociclib at lower concentrations.
Although not all protein hits met the significance threshold in both cell lines, the hits still correlated between cell lines
treated with the same compound (Figure 4G & H).




