2013 2014

Visualization of molecular interactions at the nanometer scale
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Methods to visualize the location where two different proteins interact include
fluorescence resonance energy transfer, bimolecular fluorescence complementation, and proximity ligation
assay, but their spatial resolution is not high. In this studK, we conceived an idea of a method based on
quick-freezing and freeze-fracture replica labeling method. The principle of the method was: 1) tagging
of biotinylation enzyme BirA and its acceptor peptide AcP to the cytoplasmic domain of two transmembrane
proteins A and B, respectively; 2) biotinylation of AcP in freeze-fracture replicas; 3) immunolabeling
and electron microscopic observation of biotins. Although various conditions were examined, satisfactory
results were not obtained so far. Further trials using different conditions are needed.
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