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Activity- and Affinity- based assay of FMS tyrosine kinase:
the impact of kinase phosphorylation state on the activities of various kinase inhibitory compounds.
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R S Some compounds (GW2580, pazopanib, and sunitinib) showed different potency between phosphorylated
Dephosphorylated FMS and dephosphorylated FMS in MSA.
06 TR-FRET assay was insensitive to the difference of phosphorylation state of FMS.
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) We have successfully generated single-site specific biotinylated FMS kinase using the
R S S baculovirus expression system, that can be easily adapted for use in affinity-based assay
systems.
A) Activity-based assay: FMS kinase activity was determined by ability to phosphorylate a peptide substrate. The
peak rftl'oocﬁ.f ggg;g?gsﬁbmf;e ;O.SUbS)trate (P/(P+5)) was measured by off-chip mobility shift assay (MSA) Dephosphorylation of FMS resulted in an inactive form that possessed approximately one fifth
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B) Affinity-based assay: Europium-labeled streptavidin (StAv-Eu, FRET donor) is coupled to the FMS kinase
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between the fluorophores and the tracer. observed in TR-FRET
Q) Kinase activity of autophosphorylated and dephosphorylated FMS. The activity of the autophosphorylated '
FMS was about Sjtlmes stronger than that of dephosphorylated FMS t?y continuous monitoring the production Further study on the effects of phosphorylation state on potency using SPR methods will be in
of phospho-peptides. The assay was performed at the ATP concentration of TmM. due course
D) TR-FRET signal of autophosphorylated and dephosphorylated FMS. Both types of FMS kinase showed the | \__ ] Y,
similar TR-FRET signal. H
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