2.3.-2.6.

2.3 Enter Fluorescence and MST settings for this experiment.
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2.4 Set MST Before to 3's, MST on 30 s, and Fluorescence recovery (Fluo.) after 1 s (Before measures
initial fluorescence and does not require long times, MST is the actual amount of time for equilibrium to

be reached after heat induction).
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2.5 Table of Capillaries for each capillary tube enter name of target (ligand), name of ligand(analyte),
concentration of target, and highest titration concentration and use autofill titration ratio. For example,



here we enter 50 nM for the target concentration of FYVE domain, FYVE domain for target name, Di-C8

PI3P for ligand name, and the highest concentration of 25000 nM selecting 1:1 and dragging down to
autofill slots 2-16.
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2.6 Capscan
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4.5.-4.8.
4.5 Enter concentration, position, and name information for each capillary in the Table as in 2.5

4.6 Run a capillary scan by hitting Start Cap Scan at 20 % LED (preset) and adjust according between 200
and 2000 fluorescence units using either LED intensity settings or concentration of ligand (labeled
protein). asin 2.6

4.7 Select a range of MST power. asin



