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The mass spectrometry raw files for COOKIE-Pro quantitative multiplexed proteomics have been deposited in the MassIVE dataset under accession number
MSV000095804 [https://massive.ucsd.edu/ProteoSAFe/dataset.jsp?accession=MSV000095804]. The processed proteomics datasets are available in Supplementary
TableData S1, S2 and S6. The reanalysis result of SLC-ABPP data are available in Supplementary TableData S3-S5. Source data are provided with this paper.
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No statistical method was used to determine sample size. Due to the limited available TMT quantification channels, each dose and time
dependent incubation was performed in single, but multiple biological replicated were performed to ensure reproducibility and allow
statistical analysis.

No data exclusion was performed.

COOKIE-Pro result for spebrutinib was reproduced in all three independent experiments. COOKIE-Pro result for ibrutinib was reproduced in all
two independent experiments. Two-point COOKIE-Pro fragment screening was performed in two biological replicates, and each sample
injected twice for LC-MS/MS analysis.

No randomization needed for this study. The sample was homogeneous with respect to possible confounders (same cell line). For data
analysis, batch effect was treated as a covariate and adjusted for using Acetyl-CoA carboxylase 1, an endogenously biotinylated protein for
normalization across TMT sets. This approach ensured that differences in protein enrichment were attributable to treatment rather than
variability in sample preparation or mass spectrometer performance.

Investigators were not blinded to sample allocation in TMT18pro channel assignment. All channels are reacted with a saturating amount of
TMT reagent to ensure complete labeling of peptide amines. The mass spectrometer records and processes spectra without operator
interpretation, and downstream data analysis was conducted using predefined scripts and statistical pipelines that do not require subjective
judgment. As a result, there was no opportunity for observer bias to influence the experimental outcomes.




