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Figure S1 Comparison of all three SdeA DUB-Ub complex structures. Ribbon representation of all
three Ub bound SdeA DUB structures: SdeA DUB bound to Ub%*¢, SdeA DUB bound to Ub-VME, and
SdeA DUB bound to the Ub product (PDB: 8EFW, SCRA, and 6WTG respectively).
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Figure S2 Local changes and similarities between the different SdeA DUB structures. A, The terminal
carboxylate group of Ub%“C in the disulfide-linked complex maintains a similar orientation and hydrogen-
bonding interaction with the catalytic histidine of SdeA DUB to the Ub product bound complex. B, Shift
in local residues near the catalytic cysteine of SdeA DUB observed in the disulfide-linked complex
compared to the VME bound and product bound structures. C, Superposition of Ub-VME bound and the
disulfide-linked SdeA DUB Ub%*¢ complex structure shows unfurling of one helical turn that carries the
catalytic cysteine to accommodate the disulfide bridge between C76 of Ub“"*“ and Cys118 of SdeA DUB.

The cysteine in the SdeA Ub-VME complex represents its native-like conformation.
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Figure S3 Conversion of OtDUB to DUB-Ub complex. SDS-PAGE (non-reducing) analysis of the
reaction mixture of OtDUB and Ub%"®. The conversion of complex was further analyzed using Image]J

software.
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Figure S4 Distance measurements between Ub and the binding interfaces found on both the SdeA and

OtDUB disulfide bridged structures. A, Table representing the distances between the SdeA DUB domain

and Ub measured in angstroms. B, Table representing the distances between the UBD domain of OtDUB

and Ub measured in angstroms.



