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We describe a new method for the detection of conformational
change based on reconstitution of split green fluorescent protein
(GFP). In this study, we used fluorescence complementation assay,
which was designated (FCA), for monitoring conformationally
changed protein. Particularly, we used maltose binding protein (MBP)
as a model protein, as MBP undergoes its hinge-twist movement
upon binding of the substrate. The common feature of this ap-
proaches that GFP as a reporter protein is split into two non-fluo-
rescent fragments, which are genetically fused to N- and C-termini of
MBP. Upon the binding of maltose, chromophores come closer to-
gether, leading to fluorescence production. This split GFP method in-
volves the reconstitution of GFP, which is monitored by restored flu-
orescence intensity. As results, reconstituted GFP was observed to
represent the fluorescence upon maltose binding in vitro, allowing the
direct detection of the change of fluorescence intensity in response to
maltose in a concentration- and time-dependent manner. Our results
demonstrated that fluorescence complementation assay (FCA) can be
used to monitor conformational alteration of target protein, providing

a number of scientific and medical applications.
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