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Figure S1. Mass Spectrometry Settings for timsTOF-Ultra

Figure S2. Step-LC 20-Minute gradient profiles and chromatograms

Figure S3. Representative full base peak chromatogram for 20-min active elution, including time
prior to and following peptide elution, which takes place from 15-35 min.

Figure S4. Forty-five overlaid gradient profiles as measured by UV absorption spectroscopy when
the system operated at 25 nL/min.
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Figure S1. Mass Spectrometry Settings for DIA PASEF using the Bruker timsTOF Ultra in (A)
table form (B) plotted as 1/Ko vs. m/z.
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Figure S2. Twenty-minute active gradients. (A) Gradient profile for ten overlaid gradients as
measured by UV absorption spectroscopy. (B) Base peak chromatogram of the active gradient for
analysis of 10 ng HeLa digest. (C) Number of identified protein groups for analysis of 200 pg and
10 ng aliquots of HeLa digest.
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Figure S3. Representative base-peak chromatogram for a 20-min active gradient, which shows the
entire chromatographic cycle including column regeneration and washing following peptide
elution, which takes place from 15-35 min.
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Figure S4. UV profile of 45 replicate 25 nLL/min gradients.



