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Inhibition assay for the Chymotryptic Activity of the 20S Proteasome

Human 20S proteasome was incubated at 30 °C at a final concentration of 0.004 mg-mL!
with test compound present at 10 uM (screening assay) or at variable concentrations
(continuous assay). The reaction buffer consisted of 50 mM Tris pH 7.5, 10 mM NaCl, 25
mM KCl, 1 mM MgCL, 0.03% SDS and 5% DMSO. Product release from substrate
hydrolysis (75 mM) was monitored continuously over a period of 10 min.

Inhibition assay for the Tryptic Activity of the 20S Proteasome

Human 20S proteasome was incubated at 30 °C at a final concentration of 0.0025
mg-mL! with the test compound present at 10 uM (screening assay) or at variable
concentrations (continuous assay). The reaction buffer consisted of 50 mM Tris buffer pH
7.4, 50 mM NaCl, 0.5 mM EDTA, 0.03% SDS and 7.5% DMSO. Product release from
substrate hydrolysis (85 mM) was monitored continuously over a period of 10 min.

Inhibition assay for the Post-Glutamyl Peptide Hydrolyzing Activity of the 20S
Proteasome

Human 20S proteasome was incubated at 30 °C at a final concentration of 0.004 mg-mL"!
with the test compound present at 10 puM (screening assay) or variable concentrations. The
reaction buffer consisted of 50 mM Tris buffer pH 7.5 containing 25 mM KCl, 10 mM NaCl,
1 mM MgCl, 0.03% SDS, 5% DMSO. Product release from substrate hydrolysis (80 mM)
was monitored continuously over a period of 10 min.



Assay for Bovine Pancreatic a-Chymotrypsin Inhibition

The enzyme (250 mg-mL™) was incubated at 20 °C with the test compound present at 10
UM (screening assay). The reaction buffer consisted of 50 mM Tris buffer pH 8.0
containing 100 mM NaCl, 5 mM EDTA and 7.5% DMSO. Product release from substrate
hydrolysis (75 mM final concentration, Suc-Leu-Leu-Val-Tyr-AMC from Bachem) was
determined over a period of 10 min.

Assay for Cathepsin-B and Cathepsin-L Inhibition

Assays were performed at 25 °C in a 20 mM Tris-HCl buffer, pH 6.0, containing 5 mM
EDTA, 2.5 mM DTT, 200 mM NacCl, 0.005% Brij 35 in a total volume of 285 pL. Substrate
(Cbz-Phe-Arg-AMC for both enzymes) and inhibitor stock solutions were prepared in
DMSO (10% final concentration) and were diluted with assay buffer; enzymes were held
in buffer. The final substrate concentration for inhibition assays was between 10.0 and 81.0
mM,; the final enzyme concentration was 53 ng mL™ for CL (P. tetraurelia) and 58 pg mL™!
for CB (recombinant, human liver). Inhibitors were used at concentrations between 0.35
uM and 140 uM. Product release from substrate hydrolysis was determined over a period

of 10 min.



