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The immunoproteasome and iis dysfunction are implicated in multiple diseases.
Immunoproteasomes promote cancer cell survival, making them an important therapeutic target for antagonist development,
Here, we present a straightforward method for detecting 5i (the B5 subunit of the immunoproteasome) cellular activity
in vitro. This cell-based approach utilizes a specific B5i substrate (Ac-AIa-Asn—Trp—AMC)._ which is cleaved by
immunoproteasomes and releases a fluorescent signal with an emission peak at 460 nm. Afier multiple optimizations, we
found that adding an equal volume of substrate solution to 30 uL cell lysate, incubating for 10 minutes at 37°C. and
measuring fluorescence at 460 nm vielded ICsa values for ONX-0914 (a selective inhibitor of low-molecular mass
polypeptide-7) and bortezomib that are consistent with published data, with repeatable and stable results across different cell
lines. Additionally, comparison with the B5¢ commercial kit (Promega, G8661), which is compatible with the f5c substrate,

demonstrated excellent sensitivity and accuracy. In summary, this protocol facilitates the screening and determination of
subunit specificity for novel Immunoproteasome inhibitors,
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