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Supplementary information, Fig. S3 Structural and biochemical analyses of the three
key residues H426, Y436 and Y476 in 1U1 binding.

(a) H426 of USP14 forms a hydrogen bind with R74 of Ub, while Y476 forms a hydrogen
bound with D199. (b) The Y476K, Y476R and D199A point mutations all abolish the formation
of USP14/Ub-PA complex. The result was visualized by SDS-PAGE and Coomassie blue
staining. (c-f) Linear kinetics of Ub-AMC hydrolysis by USP14 WT, H426E, Y436A and
Y476A. All experiments contained 15 nM USP14 and 1 nM proteasome, and all the linear

curves have R>0.99. Error bars represent SDs.



