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Fig. S2. ATP binding to gelsolin under actin polymerization conditions. (A) The calcium-
dependent gelsolin binding affinity for ATP under actin polymerization conditions was
determined by monitoring the change in ATP-N anisotropy on gelsolin titration at different
calcium ion concentrations. Each data point arises from the Kd calculated from a titration similar
to Fig la. Kds were calculated to be between 1.51 uM and 2.35 uM in the 1 nM to 10 uM
calcium concentration range, and the value increased to 8.05 + 1.32 uM above 100 uM calcium.
(B) The anisotropy of ATP-N (0.5 uM) bound to gelsolin (5 uM) was measured upon titrating
with unlabeled ATP in the absence of calcium. 50 uM ATP was sufficient to remove the gelsolin
bound ATP-N. The affinity of unlabeled ATP for gelsolin, under actin polymerizing salt
conditions, was calculated to be Kd = 2.2 + 0.17 uM measured by labeled/unlabeled ATP
competition on gelsolin, which is similar to the affinity of ATP-N derived from Fig. S1C (Kd =
1.58 + 0.8 uM). Data were analyzed by the method of Kubala (Kubala et al., 2004) with the
modification that the change in anisotropy of ATP-N was substituted for the change in
fluorescence emission as the indication of ATP competition.
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