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Development of localization estimating single particle analysis with GFP label
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To know the orientation and the localization of specific molecule from low
resolution map solved by cryoEM, circular permuted GFP was used for the molecular labeling.
The twelve positions for cpGFP fusion with FLiM which is rotor component protein in flagella motor were
designed. The expression level, function and localization of labeled-FliM in the cell were evaluated by
western blotting, phase contrast microscopy and fluorescence microscopy. From their results, we found
that the two cpGFP-labeld FIiM candidates of them has the FliM function. We demonstrated that the cpGFP
can be used for the molecular labeling. Then rotor with cpGFP-labeled FIiM in the candidate was purified
and observed by electron microscopy. These cpGFP-labeld FIiM was dissociated from rotor structure. We
suggest that the position is most important factor for cpGFP labeling.
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