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Figure 2. Spectra of peptide substrate (— —) and phosphopeptide product
(—) (10 uM each) in PKC assay buffer containing 10 mM MgCl,. Inset:
Fluorescence intensity over the reaction time-course of Ac-Sox-Pro-Gly-
Ser-Phe-Arg-Arg-Arg-NH; (10 #M) with PKC,.

_ Table 1. Kinetic and Fluorescence Properties of Protein Kinase Substrates Containing Kinase Sensing Motif

Target Phosphorylated Vi Fluorescence
Kinase Residue “Substrate Sequence* K (M) (umolmin/mg)® Increase®
PKCq Ser Ac-Sox-Pro-Gly-Ser*-Phe-Arg-Arg-Arg-NH; 8.6 294 594+ 1.9¢ 470%*
PKA Ser Ac-Leu-Arg-Arg-Ala-Ser*-Leu-Pro-Sox-NH; 1.8 £0.5 37+ 16 300%*
PKCa Thr Ac-Sox-Pro-Gly-Thr*-Phe-Arg-Arg-Arg-NH, 280%*
Abl Tyr Ac-Sox-Pro-Gly-Ile-Tyr*-Ala-Ala-Pro-Phe-Ala-Lys-Lys-Lys-NH; 400%*
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PKC activity in mitotic HeLa cell lysates.
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Figure 1. Time-dependent change in fluorescence before and after in situ
illumination of caged peptide. The caged peptide 2 was incubated at 30 °C
with PKCa and the change in fluorescence measured for 10 (A), 20 (B), or

30(C) min. Samples were then irradiated at the ind

d time points. (Insert)

Partial photolysis of 2 followed by a second exposure to brief illumination.
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