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IC50 value of Compound A against USP30 in DUBprofiler™
Compound A selectivity at ~200x IC50 against panel 
of 44 human DUB enzymes in DUBprofiler™
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1. Cell lysis
2. Compound incubation and
 labelling with activity probe

3. IP with anti-
HA beads 4. Control blot

8. Data analysis and 
report generation7. LC-MS/MS

6. Sample pooling 
and fractionation

5. Tryptic digest and 
TMT labeling
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Culture cells 

Prepare cell pellets from untreated cells
Incubate cells with DUB inhibitor for 6 hours at a 3-point 10-fold dilution 

series from selected top concentration (include DMSO control)

Prepare cell extracts with optimised lysis conditions for USP30

Label extracts with HA-ABP at optimised concentration and incubation time for USP30

Incubate extracts with DUB inhibitor at matching 
concentrations used in the live cell assay

Lysate assayLive cell assay

Western blot: HA, GAPDH and USP30
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Cells treated w/ inhibitor

Lysis

Live Cell Assay Lysate Assay

Incubate with HA-ABP

SDS-PAGE and WB

Control cells

Lysis

Incubate with HA-ABP

SDS-PAGE and WB

Pre-incubation 
with compound

Lysate:
Compound A engages 
USP30 and inhibits probe 
binding (USP30∞ABP)
in cell lysates at low nM.

Live Cells:
Cells treated with 
Compound A exhibit 
reduced probe binding to 
USP30 vs. DMSO (0 nM) 
controls, suggesting the 
compound is cell 
permeable and engages 
USP30 in cells.



1. Tissue preparation & lysis 2. Incubation with ABP
3. Western blotting for 
DUB target of interest 4. Optional MS post-enrichment
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USP30

USP30∞ABP
64 kDa –

51 kDa –

Cross-reacting band

64 kDa –

51 kDa –

• USP30 and probe binding are 
detectable in mouse brain and 
muscle tissues

• EC50 values can be determined for 
Compound A against USP30 in ex 
vivo treatments of brain and muscle 
(2.2 nM and 4.8 nM, respectively)
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