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Quantitative On Bead Binding Assay

All measurements were performed on a TECAN SPECTRAFluor Plus™ plate reader. To obtain a calibration plot for the binding assay, a stock solution of the dansylated tetrapeptide 3 (NMe4+ salt) was diluted with methanol in the concentration range from 2 – 35 µM and the fluorescence intensity at 535 nm was measured using an excitation wavelength of 310 nm. For each receptor (formate salt) a sample of known mass (15 – 25 mg resin with a 0.22 mmol/g loading, determined by quantifying the Fmoc-piperidine adduct during peptide synthesis) was incubated for 18 h with 2 mL of a 13 µM solution of the dansylated tetrapeptide. After equilibration, 200 µL of the solution were taken off, placed into a disposable 96-well plate and the fluorescence intensity was measured. With both fluorescence intensities before and after incubation and the known loading of the resin all concentrations are given to calculate the association constant Kass according to the following equation.
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· The remaining fluorescence intensity in solution after incubation provides via the calibration plot the concentration of the free substrate [S] in solution.

· The concentration of the complex ([R-S]) can be calculated from the difference between the initial fluorescence intensity in solution before the incubation and the remaining fluorescence: [R-S] = [S]o – [S]

· The remaining concentration of the free receptor [R] can be calculated from the amount of the receptor initially bound to the resin [R]o and the concentration of the receptor substrate complex [R-S]. The initial concentration of the receptor [R]o on the solid support is given by the amount of resin used and its loading corrected for the different molecular masses of the individual receptors. 
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