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Abstract Multiplexing with IMAP: PAR1Ba and Nek2 IMAP Cascade Assays: B-Raff MEK1X Erk2X 5FAM-
The IMAP® fluorescence polarization (FP) assay platform is a The IMAP assay platform is highly amenable to multiplexing with multiple enzymes using different wavelength dye-labeled El‘ktlde
generic, homogeneous system applicable to a variety of enzymes, substrates. IMAP substrates have been optimized for each enzyme we test, and in many cases are highly specific for a particular
including protein kinases. IMAP is based on the high affinity binding enzyme. Here the Ser/Thr kinases PAR1Ba and Nek2 are assayed simultaneously in the same wells, then read with different For some enzymes, an efficient peptide substrate is not readily available. In these cases, one
of phosphate to immopilized trivalent metals. Dozens of kinas_es methods on the Analyst instrumen‘t. Th_e Progressive Binding S_ystem allows researchers to “tl_.me" the A_mP signa_l to max_imiz_e can measure kinase activity with a downstream kinase which does phosphorylate a peptide,
from throughout the kinome have been successfully assayed with multiplex performance, as summarized in the multiplex curves in Graphs A and B. The assay with the optimal binding solution is and couple the target enzyme’s activity to that downstream kinase. Here we use active
IMAP, and a wide variety of _kinase-specific TAMRA- _and FAM- shown in Graphs C and D. Multiplexed results are idegtical to results determined individually. B-Raf to activate MEK1, which in turn activates Erk2, which then phosphorylates the substrate
labeled substrates are now available from Molecular Devices. Here A. : in an IMAP assay.
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in a kinase reaction. Such binding causes a change in the rate of the molecular . . . 7 alone, or active SGK1 alone are also
motion of the peptide, and results in an increase in the FP value observed for the MultlpIeX|ng Wlth IMAP: MAPKAP K1b and MAPKAP K2 o shown. All reactions were 1 h and
fluorescent label attached at the end of the peptide. This assay, unlike antibody- é 250 contained locfl) UM Al;rP and 1(00 nM
based kinase assays, is applicable to a wide variety of kinases without regard to the . . . . . SFAM-Crosstide  substrate ~ (5FAM-
substrate peptide Zequenfei. IMAP can be also use’é to analyze phosphatagse activity, In this experiment, the Ser/Thr kinases MAPKAP1b (Rsk2) and MAPKAP K2 are assayed simultaneously in the same wells, then & 20 0 - GRPRTSSFAEG-COOH). The binding
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Table 1. The three components of the IMAP Progressive Binding System. By 1507 150 from 1-11 mp, with the average SD e Can increase assay sensitivity
balancing the proportions of Buffer B and the Binding Reagent, you can optimize the 100 1001 = 4. The 2z’ factors for the
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