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Figure S1. The PSMA3 C-terminus binds p21. (A) Shows the predicted structure of PSMA3 #26 C-terminus mutant
and the structure of the deleted region. (B) As in A, but the PSMA3 @69 C-terminus is described. (C) HEK293 cells
were transiently transfected as indicated with 6xmyc p21 FPN, chimeric PSMA3 WT, deletion mutants and H2B RFP
constructs. The latter monitors for the transfected cells. The percent of the GFP positive cells is compared between the
different constructs.
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Figure S2. PSMA3 C-terminus is exposed in the context of the 20S and 26S proteasome complexes.
(A) Cryo-EM structure of the 26S proteasome marking PSMA3 Ct. (B) Structure of the 20S proteasome marking
PSMAS3 Ct. The indicated C-terminal portions are labeled in magenta, and remaining PSMA3 and PSMAS5 subunits

are labeled in cyan and green, respectively.
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Figure S3. PSMA5 and PSMAS3 chimeric constructs. (A) lllustration of chimeric constructs of PSMA5 and PSMA3 C-
terminus region used in our experiments. (B) Illustration of the chimeric constructs of PSMA3 and PSMA5 C-
terminus region is shown. (C) The expression level of the constructs shown in B.
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Figure S4. The PSMAS3 trapper does not inhibit proteasome catalytic activity. Purified 20S proteasome was incubated
for 30 min at 37eC as indicated with purified GST, GST PSMA3 trapper, GST PSMA5 C-terminus and proteasome in-
hibitor MG132 in the presence of the chymotrypsin-like fluorogenic substrate Suc-LLVY-AMC. Standard deviation
bars represent three independent experiments (N=3).



