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protocol

peptide reconstitution

. dissolve 100 ug of UbiQ-141 in 65 pl DMSO to give a 1 mM stock solution (50x)

. this can be in aliquoted and stored at -20°C.

. before an experiment, an aliquot is thawed and diluted 10x in peptide degradation assay reaction buffer (50
mM Tris pH 8, 5 mM MgCl2) to make a 5x working dilution.

peptide degradation assay

. 1 ug freshly purified M. tuberculosis His6-tagged 20S core particle is mixed with 3.44 pg purified His6-tagged
PafE in peptide degradation assay reaction buffer buffer (50 mM Tris pH 8, 5 mM MgCl2) in a total volume of
240ul.

. Mixtures are incubated at 37°C for 30 min to promote complex formation, and then incubated at room
temperature for 10 minutes to cool.

. Triplicate 60 ul aliquots are transferred to a 96 well plate, and 15 pl of peptide substrate (5x) is added to each
well to give a final peptide concentration of 20 uM.

. Degradation rate was assessed by monitoring fluorescence generated over time at room temperature
(excitation: 340 nm; emission: 405 nm).
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