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Method to create averaged line scans. Images are segmented then skeletonized. The shortest path between 
two selected points is computed which forms the coordinates for the line scan. Each pixel in the segmented 
image is mapped back to a coordinate to create “windows” of a selected size which are used to delineate the 
area of measurement. Measurements such as intensity or puncta counts can be determined for each window 
to generate a line scan. Each line scan acquired from individual neurites is aligned to the half maximum of the 
right side of the actin intensity trace, smoothed, normalized, and averaged together.

Figure 2 - figure supplement 1. 2D line scan analysis method


