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2.1.2 Search for a cell expressing VAMP7-pHluorin that is fully spread. 00:11 – 00:14
2.1.3 Change the angle of the laser until the TIRF signal is visualized. 00:14 – 00:23 

60801_screenshot_2
2.2.1 Open the acquired movie with ImageJ/FIJI. Use File  Import  Image Sequence… to open the movie. 00:00 – 00:06
2.2.2 Use the point tool to mark the center of the exocytic event and measure x and y coordinates of all exocytosis events, as well as the temporal coordinate (slice number). Use Analyze  Measure for this purpose. 00:06 – 00:30
2.2.3 Save (Results  File  Save As…) the slice, x, y, coordinates for all exocytosis events in a text file named “Results(cell_name).txt” and prepare one file for each analyzed cell. 00:30 – 00:58
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2.2.3 Use a spreadsheet software to remove all other columns and keep only slice, x, and y in this order. 00:00 – 00:33
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2.2.4 Measure the center and diameter of each cell using the “oval tool”. Fit a perfect circle (be careful not to use an oval) and use “measure” to obtain the X, Y coordinates and Feret's diameter. 00:00 – 00:53
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2.2.4 Save each cell’s identity (ID), X, Y, Feret’s diameter and radius (diameter/2) in a text file named “Spherical parameter.txt”.  00:00 – 01:08
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2.2.5 Measure the thickness of the micropattern ring (adhesion length) with the straight tool. 00:00 – 00:46
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2.2.5 Save cell ID, cell radius (from the file: “Spherical parameter.txt”) and adhesion length in a text file named “Pattern parameter.txt”. Calculate the normalized adhesion length by dividing the adhesion length by cell radius. 00:00 – 01:30
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3.1.1 Install the package on R Studio do “Tools” using “Install Packages”. Select “Package Archive File (.zip; .tar.gz)” for the category “Install from:” and choose the package file. Press “Install”. 00:00 – 00:11
3.1.2 Load the package with the function “library("ExocytosisSpatialAnalysis")” by writing this command in R studio and press “Enter”. 00:11 – 00:23
3.1.3 Run the package with the function “ESA()” by writing this command in R studio and press “Enter”. 00:23 – 00:28
3.1.4 Select the directory for the dataset (.txt files) and a directory for output plots. NOTE: Parameters of the analysis (see text below) can be changed through a user interface. 00:28 – 00:43
3.1.5 This script will automatically start and perform the analysis. It provides pdf files of corresponding plots and txt files with numerical results. 00:43 – 2:24

