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Post-translational modification of cellular proteins by ubiquitin (Ub) is involved
in various aspects of cell physiology, such as protein degradation via proteasome, DNA repair, and membra
ne trafficking. Deubiqutinating enzymes liberate a Ub moiety from polyUb chains attached on substrate prot
eins. In the current study, we investigated novel research tools for the enzymatic characterization of deu
biquitinating enzymes. Ub-granzyme B (Ub-GrB), an N-terminal Ub fusion mature granzyme B was expressed in
a baculovirus system. By employing Ub-GrB, we showed that human ubiquitin specific protease 47 is active.
In addition, we explored oxidative stress-sensitive deubiquitinating enzymes, and found that ubiquitin C-t
erminal hydrolase-L3 is susceptible to reactive oxygen species by utilizing a Ub activity-based probe, Ub-
vinyl sulfone.
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