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Establishment of an evaluation system for
off-target ubiquitination of PROTACs
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This study aimed to establish an off-target evaluation system for PROTAC compounds. Cell lines stably expressing
ubiquitin ligase probes were established, and off-target substrates were identified and evaluated using mass
spectrometry and Western blot analysis. Analysis conditions were optimized based on the presence or absence of
proteasomal degradation, and a protocol for stratifying off-target substrate groups was established. This evaluation
system can be utilized in safety pharmacology tests, contributing to toxicity prediction and elucidation of action
mechanisms. It is also expected to serve as a foundation for rapid evaluation of PROTAC compounds in development
and for the development of more selective formulations.
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