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Sample size was chosen based on available channels in multiplexed isotope labeling at the beginning of the study.

For the heat incubation experiment, HEK293 cells were embedded into a paraffin block, but results were not shown because of issues during
the embedding process. Results for two replicates of the label-free single-shot phosphopeptide enrichment from FFPE resected tissues were
not shown because of issues with the pipetting robot.

Cell line experiments were performed in four replicates, TMT experiments were analyzed in duplicates (samples randomly distributed into
different TMT channels in each replicate), LFQ experiments were measured in duplicates. All replicates were successful.

Samples were chosen for the TMT subsets based on available material and TMT samples were randomly assigned to different channels in each
replicate

Patient samples were assigned anonymous IDs and randomly divided into two batches for sample processing. For cell culture experiments,
fresh-frozen and formalin-fixed cells were alternated for TMT channels to minimize interference.

CK5/6, clone EP24, EP67, abcam in 1:100

CK7, clone OV-TL12/30, Dako in 1:1000

The antibody stainings were done in the routine lab of the pathology institute according to established and accredited protocols.

HEK293 cells were grown from lab stock that had been purchased from ATCC.

Cell lines were not authenticated because it was not relevant for this experiment

Cells were originally tested to not contain mycoplasma contamination.

No commonly misidentified cell lines were used in this study.




