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The mass spectrometry data, processing parameters and the respective SwissProt database used for the processing of the raw data viaMaxquant, DIA-NN and
Skyline search engines have been deposited to the ProteomeXchange Consortium via the PRIDE and Panorama Public repository. The data from the initial method
optimizations are available with identifier PXD036886, data from the SILAC labelled benchmark samples with identifier PXD039580 and PXD039578, and data from
the IFNg time course experiment with identifier PXD038915. Raw files and data from the PRM analysis are available with ProteomeXchange identifier PXD043967.
Raw files and data from the plexDIA input dilution analysis is available with PRIDE identifier PXD043817. RNA sequencing data, from Hela cells treated with IFNg,
were retrieved from GSE150196. STAT1 ChIP-seq data, of Hela cells treated with IFNg, was retrieved from the ENCODE database via identifier ENCSR000EZK.
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No statistical method was used to predetermine sample size. The number of experimental and technical replicates was based on
considerations from previous experiments.

Due to low confidence identifications in the PRM analysis, KLF3 precursors were excluded from downstream analysis, otherwise no data were
excluded from the analysis in this study.

2 technical replicate samples were used to assess the quantitative reproducibility of the automated sample preparation protocol, 3 technical
replicate measurements were used for the benchmarking of LC-MS methods and plexDIA analysis tools and 3 biological replicates were used
for the final IFNg time course analysis. High quantitative reproducibility was observed for all analyzed data. Additionally, data from the IFN-
gamma treated Hela cells was compared to reported data from multiple datasets, obtained with a diverse range of analytical methods.

The 96-well plate positions and measurement order for the IFNg-treatment experiment were randomized. To avoid potential carry over
effects in the LC-MS measurements, samples from the dilution series of magnetic alkyne agarose beads and protein input were acquired in
ascending order.

Since the samples were prepared and analyzed by the same researcher, blinding would have prohibited tracing of the produced data.




