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Antibodies
Antibodies used

No sample size calculation was performed. For DIA library construction samples were measured in singlicates, as the purpose was only to
identify diGly sites, not quantify them. Titration experiments were acquires in singlicates or duplicates as this is sufficient to estimate the
general trends. Experiments comparing DIA with DDA were performed in workflow triplicates and each sample was measured four times
(2XDIA and 2XDDA). This resulted in six measurements per condition allowing robust statistical analysis. In dilution experiments, three
technical triplicates were done for each acqusition strategy, allowing for statistical analysis. In the TNF signaling experiment, each condition
(treated or untreated) was measured in three workflow replicates, each was measured in analytical duplicates (a total of six replicates per
condition). For the circadian cycle experiment, four biological replicates were measured per time point.

No data was excluded

Three workflow replicates, each measured in analytical duplicates, were acquired for TNF signaling experiment and DIA-DDA comparisons.
Analytical replicates describe repetitive LC-MS/MS measurements, picked the sample from the same vial/tube. Workflow replicates describe
LC-MS/MS measurements that were individually processed from the diGly-peptide enrichment step onward. Four biological replicates for the
circadian cycle experiments were performed, harvesting cells from separate plates and processing them individually. Reproducibility between
biological replicates was confirmed by Pearson correlation coefficients. Western-blots were replicated twice with similar results obtained.

Titration and dilution experiments were measured from low to high concentrations to avoid carryover effect. Analytical replicates of DDA and
DIA were measured in alternating order (DDA, DIA, DDA, DIA). Workflow replicates for TNF signaling and DDA/DIA comparison experiments
were measured in alternating order (treated, untreated, treated, untreated, treated, untreated). Each workflow replicate was measured twice
via DIA and twice via DDA in alternating order (DDA, DIA, DDA, DIA). In the circadian experiment, all time points of one biological replicate
were batched and the order of time point measurements was reversed between replicates (Replicate 1 - 0,4,8,12,16,20,24,28,32; Replicate 2 -
32,28,24,20,16,12,8,4,0; Replicate 3 - 0,4,8,12,16,20,24,28,32; Replicate 4 - 32,28,24,20,16,12,8,4,0).

Blinding was not carried out. The main objective was the technical evaluation of DIA method in ubiquitinome analysis.

Phospho-NF-%B p65 (Ser536) (93H1) Rabbit mAb, CST, 3033P, Lot6

NF-%B p65 (C22B4) Rabbit mAb, CST, 4764P, Lot3

I%B" Antibody, CST, 9242, Lot10

p38 MAPK Antibody, CST, 9212, Lot26
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