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Development of high-throughput histidine kinase assay for drug discovery
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The principal investigator newly synthesized several fluorophore-labeled

Phos-tag derivatives and succeeded in phosphorylation profiling of histidine-phosphorylated proteins

(histidine kinases) derived from bacteria by using the fluorophore-labeled Phos-tag derivatives as
gel stains after SDS-PAGE analysis. This novel Phos-tag dye technology is suitable for the
guantitative monitoring of histidine- and aspartate-phosphorylated proteins in bacterial signaling
systems, and it can be applied directly on SDS-PAGE gels. Furthermore, as a result of attempting to
detect phosphorylated proteins on the blot membrane using Phos-tag Aqua, which is one of the
Phos-tag fluorescent gel stains, bacterial histidine kinases dot-blotted on the membrane were
selectively visualized. This simple dot-blotting method using Phos-tag Aqua developed in this study
has been demonstrated to be useful for high-throughput histidine kinase assays and high-throughput
screening of bacterial histidine kinase inhibitors.
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Phos-tag™ Cyan (EXEm=643/661)
Phos-tag™ Aqua (EXEm=551/564)
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