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Detection of Interactions Between Peptides Bearing Post-Translational Modifications and
Skp1-Fbox Protein Complexes Using Reactive Tag-Based Detection Method (*Department of
Science and Technology, Gunma University, 2Graduate School of Science and Technology,
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SCF (Skpl/Cullin/F-box) complexes act as E3 ubiquitin ligase, and some F-box proteins
selectively recognize the substrate proteins bearing post-translational modifications such as
phosphorylation and glycosilation. Recently, we have developed a detection method for
ligand-protein interactions using reactive peptide tags and an enzyme reconstitution
(interaction-dependent native chemical ligation and enzyme reconstitution; IDNCL-ER). We
successfully detected the phosphopeptide-protein interactions inside cells using IDNCL-ER.
In the present study, we have attempted to detect the interactions of a phosphopeptide with a
complex of the F-box protein Fbw7 and Skpl. To do this, the reactive peptide tag and a
NanoLuc luciferase fragment were introduced at the N-terminus of Skpl (NLn-Skpl).
His-tagged Fbw7 and NLn-Skpl were expressed in E. coli. A phosphopeptide derived from
the C-terminal cyclin E degron was used, and reactive tag was introduced at its C-terminus
(CycEdegC-NLc). The binding assay has been performed using NanoLuc-based IDNCL-ER.
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