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In this study, we tried to develop a novel fluorescent reagent for labeling His-tagged proteins
irreversibly. The fluorescent reagent is composed of a NTA-Ni moiety for recognizing His-tag, a
photosensitive moiety for photobinding, and a fluorophore moiety for producing fluorescent signal. We
synthesized a NTA-amino acid derivative bearing protecting groups, then, coupled the NTA derivative
with an amino acid derivative having a fluorescent acridone on resin for solid phase peptide synthesis
Next, a photosensitive diazirine derivative was combined though the N-terminal site, and the fluorescent
reagent was successfully obtained after the complexation with Ni (I1).

When the fluorescent reagent was mixed with His—tagged ubiquitin, irradiated by UV light, and added
to excess EDTA, a fluorescent band for ubiquitin was observed in SDS-PAGE. |t was found that optimal
irradiation time for binding between them under the condition was 20 minutes based on fluorescent
measurements utilizing ultrafiltration. In addition, mass spectrometer study showed the increment of
molecular weight of His—tagged ubiquitin after the irradiation of UV light in the presence of the
fluorescent reagent. These results indicate that the fluorescent reagent we proposed is expected to
be useful for irreversible labeling of His—tagged protein.







