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| IMAP FP assay principle (figure 1)
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Diagram of the IMAP FP kinase assay.
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IMAP FP KINASE ASSAYS ON THE SPECTRAMAX M5 MULTI-MODE MICROPLATE READER
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Table 1. Preparation of Calibration Standards

Cgi':r::ta':’d“ uL Peptide HL Phospho-
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0 100 0
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25 75 25
50 50 50
100 0 100
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Table 2. IMAP FP Settings in SoftMax Pro
for SpectraMax M5 Microplate Reader
Read type Endpoint
Read mode Fluorescence polarization
FAM TAMRA
Wavelengths Ex 485 nm Ex 530 nm
Em 525 nm Em 590 nm
Cutoff 515 nm Cutoff 570 nm
Sensitvty PMT:F::;:I;E :nelgzm
Automix off
AutoCalibrate On
Assay plate type 384-well Costar black
Wells to read [Determined by user]
Settling time Delay: 100 ms
AutoRead Off
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| IMAP-FP kinase assay on SpectralVMlax M5 (figure 2)
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Lck kinase dilution curve with FAM-p34cdc2-derived peptide from 0.04 to 3.5 units/mL enzyme, read on
SpectraMax M5 (4-parameter curve fit). Error bars here and on all subsequent graphs are standard deviations.
IMAP-FP kinase assay on Analyst HT (figure 3)
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Lck kinase dilution curve with FAM-p34cdc2-derived peptide from 0.04 to 3.5 units/mL enzyme, read on

Analyst HT (4-parameter curve fit).
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IMAP FP KINASE ASSAYS ON THE SPECTRAMAX M5 MULTI-MODE MICROPLATE READER
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| IMAP with FAM-labeled peptide (figure 4)

| Lck kinase assay with TAMRA-labeled peptide on

&

Lck kinase dilution curve with TAMRA-p34cdc2-derived peptide, read on

Analyst HT (4-parameter curve fit).

SpectraMax M5 (figure 5)
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Calibration standard curve with FAM-p34cdc2-derived peptide and Lek kinase dilution curve with TAMRA-p34cdc2-derived peptide, read on
phosphopeptide, read on SpectraMax M5 (quadratic curve fit). SpectraMax M5 (4-parameter curve fit).
| Lck kinase assay with TAMRA-labeled peptide IMAP with TAMRA-labeled peptide (figure 7)
on Analyst HT (figure 6)
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Calibration standard curve with TAMRA-p34cdc2-derived peptide and
phosphopeptide, read on SpectraMax M5 (linear curve fit).
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SpectralMlax M5 (figure 8)

| Akt/PBKo. kinase assay with FAM-labeled peptide on

kinase inhibition on SpectraMax M5 (figure 9)
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SpectraMax M5 (4-parameter curve fit).
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Akt1/PKBo. kinase dilution curve with FAM-Crosstide substrate, read on
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Akt1/PKBa. kinase inhibition curve with staurosporine and FAM-Crosstide substrate,

read on SpectraMax M5. A five-parameter curve fit, available in SoftMax Pro 5, was

used here.
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