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Expanded View Figures

Figure EV1. Catalytic activity of DUBm-Ubp8 mutants.
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Figure EV2. Active site of DUBM-Ubp8“***A bound to monoubiquitin.

Density is rendered from the 2F,—F. map and contoured at 2c.
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USP4 wt 0.045 + 0.01 0.49 + 0.04 USP4 wt 0.28+0.01 derived from SMAD4.

USP4CA | 55x104%3.5x10° 6.3x103+ 6.0x104 USP4 CA 0.88 + 0.05 Data information: The error bars in panels (C) and
(D) are s.d. calculated on two measurements per
point.
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Figure EV4. Alignment of the active site of Ubp8**¢*+monoUb to other
cysteine protease DUBs.

A, B Alignment of Ubp8“****+monoUb active site to (A) ubiquitin-bound
UCHLL (PDB 1D 3KWS) or (B) ubiquitin-bound Ataxin 3 (PDB D 3065).

C  The active site of ubiquitin propargyl-bound MINDY (PDB ID 5JQS) shown
alone, as it does not align with Ubp8“**° due to a lack of structural
conservation.
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