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Development and application of antibody against phosphohistidine.
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Histidine residue is one of the major site of protein phosphorylation. Raising an
tibodies against phosphohistidine has been difficult due to its chemically labile nature. Using chemicall
y stable phosphohistidine analogue, we developed mouse monoclonal antibodies against phosphohistidine. Ho
wever, specificity of these antibodies were alone insufficient to identify phosphohistidine, they also rea
ct but weakly with phosphoserine, phosphothreonine and phosphotyrosine. On the other hand, polyclonal ant
ibodies raised in rabbit were highly specific to phosphohistidine. After affinity purification using phos
phohistidine column, purified antibodies only recognized phosphohistidine.
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