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Supplementary Figure S4. Effects of USP36 on DGCRS8 ubiquitination. (A) Overexpression
of USP36 deubiquitinates exogenously expressed DGCR8. H1299 cells were transfected with
His-Ub, Flag-DGCRS8 together with or without wild-type (WT) V5-USP36 or its catalytically
inactive C131A mutant (CA) plasmid and treated with MG132 (40 uM) for 6 hours before
harvesting. The cells were then subjected to Ni**-NTA PD under denature conditions, followed
by IB. The protein expression is shown in the bottom panels. (B). Endogenous DGCR8
ubiquitination is under detectable. H1299 cells transfected with His-Ub with or without WT V5-
USP36 or its catalytically inactive C131A mutant and treated with MG132 (40 uM) for 6 hours
before harvesting. The cells were then subjected to Ni**-NTA PD under denature conditions,
followed by IB. The protein expression is shown in the bottom panels. (C). The effect of USP36
on promoting DGCR8 SUMOylation does not depend on its DUB activity. H1299 cells
transfected with His-SUMO2, V5-DGCRS in the absence or presence of WT USP36 or its
catalytically-inactive mutants (C131A and H382A) were subjected to Ni?*-NTA agarose beads
pull down (PD) under denaturing conditions, followed by IB using anti-V5 antibody.



