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Development of a small-sized labeling method for membrane proteins and its
application for heterooligomer analysis
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To detect heterooligomer formation of membrane proteins, we developed novel
tag-probe pairs that are orthogonal to our original E3-K4 coiled-coil labeling method. The EN3.5
tag-KN3.5 probe and EN24 tag-KN24 probe pairs containing one and two Asp residues, respectively, at
the recognition site, were designed. The dissociation constants for these pairs were determined 48.
7 and 20.4 nM, respectively, using B 2AR. Furthermore, these pairs were orthogonal to the E3-K4
coiled-coil method, suggesting a possibility of detection of heterooligomers.
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