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A new method was described for detecting translocation of glucose transporter 4 protein (GLUT4) from intracellular

vesicles to plasma membrane, Upon binding of insulin to cell-surface insulin receptor, it activates intracellular

signaling cascade, and the transiocation event of GLUT4 occwrs.  To detect the translocation, tetracystein motif

(CCXXHCC) was introduced into the outersegment of GLUT4., The outersegment was labeled with a synthetic

fluorescent probe, fluorescein arsenical helix binder (FLASH), which selectively bound to the tetracystein motif and

showed green fluorescence in the cytoplasm., When GLUT4 translocates to the cell membrane, the GLUT4-

accommeodating FLASH molecule dissociates from the tetracysteinmotif, and thereby the fluorescence is expected

to bediminished. The potential use of the present method for evaluating of a wide range of agonists toward insulin

signaling pathways is discussed.
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