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Development of PYP-tag biotinylation probe for analysis of protein-protein interaction on cell
surface ('Graduate School of Engineering, Osaka University, *Immunology Frontier Research
Center, Osaka University) OXoichiro Terashita,' Yuichiro Hori,"> Kazuya Kikuchi'?

Protein-protein interactions (PPIs) regulate not only protein function but also protein
dynamics, which are critical in maintaining cellular homeostasis. Protein labeling technology
offers biological tools that enable both interaction analysis and fluorescence imaging of
proteins of interest. Herein, we developed a pull-down technique that is applied for PPI analysis,
using a protein labeling technique based on PYP-tag.

In this study, we selected GLUTA4, a glucose transporter, as a protein of interest. GLUT4 is
translocated to the plasma membrane in response to insulin stimulation and internalized in the
absence of insulin. Using the PYP-tag labeling technique, we previously imaged GLUT4
translocation?, which is suggested to be involved in PPI. To detect the PPI of GLUT4, we
developed PCAF-Biotin, a PYP-tag labeling probe that biotinylates GLUT4 and thereby
enables pull-down experiments. In this meeting, we will report the details of the labeling
reaction, live-cell imaging and pull-down experiments.
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