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Focus drift sometimes appears due to small movements of the dendrite during long time

lapse recordings. This drift is not related to the diffusion under study but may affect the

fluorescence intensity. t1/2 is less sensitive to focus drift and to other factors that might

influence the recovery curve independent of the diffusion procedure. To minimize the

effect of external factors, we used t1/2 in the calculation of the diffusion coefficient

instead of a nonlinear regression analysis of the recovery curve.

Calculation of t1/2 from a recovery curve

The parameter t1/2 is found in the recovery intensity profile as the time from bleach (t0) to

the time point where the intensity has reached half the final recovery intensity (tr). The

half recovery intensity is found as I1/2 = Ii + (Ie-Ii)/2, where Ii is the intensity after bleach

and Ie is the final recovered intensity (see illustration below).


