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1. Workflow for Identification and Characterization of Covalent VRK1 Inhibitors |l 2. Covalent Inhibitor Engages at an Allosteric Site in VRK1 Structure 3. Covalent Inhibitors of VRK1 Exhibit Time-Dependent Inhibition Profiles
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Figure 4. Covalent adduct formation of TNG-0773806 with VRK1 and its Figure 5. Chemoproteomic prioritization and evaluation of covalent-allosteric targeting of  Figure 6. Kinetic characterization of covalent VRK1 inhibitors and correlation with TR-FRET
cysteine mutants. (A) Incubation of wild-type (WT) VRK1 with TNG-0773806 VRK1. VRK1 is ranked among the top differentially enriched proteins based on chemoproteomic  potency. (A) and (B) k... and K was determined TNG-0775008 and TNG-0784293 (C) Acknowledgements
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yields a predominant single-peak adduct, indicating specific covalent interaction. profiling, highlighting its ligandability. TNG-0784293 and U251MG cell line were used for the  Correlation analysis between TR-FRET IC., values and intact protein k. .../ K. (M's") reveals a
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(B) The C50A single mutant abolishes adduct formation, suggesting Cys50 is the assay. strong inverse relationship for VRK1 compared to reference EGFR kinase inhibitors. (D) VRK1

primary covalent binding site. (C) The C68A single mutant retains adduct covalent hits displayed very weak apparent K;, indicating limiting binding affinity for optimization. References
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