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Warp-speed Selectivity Profiling of Deubiquitinase Small Molecule Inhibitors
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] INTRODUCTION

Deubiquitinases (DUBs) comprise ~100 enzymes that cleave ubiquitin from

*» Additionally, we provided the first selectivity against endogenous DUBs for a new
USP19 inhibitor. We used biochemical assays to validate our CE-PRM-LIVE data.

The number of identifications quickly plateaus at 643 proteins corresponding to ~7.5 ng
of loaded peptides. We performed a similar analysis with the preconcentration chip SPE-
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for sample preconcentration. We coupled this rapid separation platform to our PRM- of proteins detected only with the preconcentration chip (Density Plot).

LIVE acquisition on a timsTOF Pro to enable warp-speed activity-based selectivity
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. QUANTIFICATION OF DUBS WITH CE-PRM-LIVE

profiling (ABPP) of novel small molecule inhibitors against endogenous DUBs. el oy < 5o NSO 5185
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“*Across a series of loading time for 1mg/mL HelLa tryptic digest, we observed
consistent median peak width across all conditions tested as showed in violin plots.
Also, with three replicate injections at a loading time of 480 sec, we found good
guantitation correlation between replicates.
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Pro enabled quantification of ~175 unique peptides spanning 49 unique DUBs with
6 different treatment conditions in 14 min. CE-PRM-LIVE provides a warp-speed
platform for small molecule selectivity profiling against endogenous DUBs.

« We are making efforts to develop PRM-LIVE 2.0 to enable dynamic scheduling of
peptide targets of interest, which allows us to schedule more targets while
maintaining accurate quantification (more data points across the peak).
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. SELECTIVITY PROFILING OF DUB INHIBITORS BY CE-PRM-LIVE
> Workflow

s Treatment with small molecule DUB inhibitor is performed in cell extracts level.
“ DUB enrichment is performed with ubiquitin activity-based probes (ABPs).
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*Using the same Hela digest samples, we determined the number of proteins
identified by DDA-PASEF as a function of sample loaded onto a commercial ZipChip.

» We tested PRM-LIVE using well-studied inhibitors XL188, XL177A, AV-11324-5, and
AV-9606-180, and observed selectivity consistent with previous characterization data.
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