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Screenshot Summary

· 63658_screenshot_1
· 5.1.1. (Opening an 8-bit TIF image generated previously) 00:00 – 00:11
· 5.1.2. (Reorienting the image so that the dorsal side is up and distal is left by choosing Image | Transform | Flip Horizontally) 00:12 – 00:25

· 63658_screenshot_2
· 5.2.1. (Starting the ROI Manager by choosing Analyze | Tools | ROI Manager) 00:00 – 00:13
· 5.2.2. (Using Image | Zoom and toggling between the DAPI and brightfield channels) 00:14 – 00:40
· 5.2.3. (Identifying the point at which the apical side of the RPE is adjacent from the tip of the outer limiting membrane to use as the ROI starting point) 00:41 – 00:46
· 5.3.1. (Creating the RPE ROI with the Polygon Selections tool in the FIJI toolbar using both the DAPI and brightfield image channels and zoom function Image | Zoom to identify apical and basal RPE boundaries) 00:47 – 01:29

· 63658_screenshot_3
· 5.3.2. (Bringing the dorsal and ventral ends of the ROI to a sharp point) 00:00 – 00:59
· 5.4.1. (Clicking on Add in the ROI Manager) 01:00 – 01:06
· 5.4.2. (Choosing More | Save within the ROI Manager) 01:07 – 01:13

· 63658_screenshot_4
· 6.1.1. (Double click on the RpEGEN.m file to open in the Editor pane) 00:00 – 00:04
· 6.1.2. (Under the USER-DEFINED VARIABLES section of the RpEGEN.m file, entering the directory locations for the folders containing the ROI files .roi, image files .tif, and where output files should be saved) 00:05 – 00:53
· 6.2.1. (Entering the group name for the .mat file to be exported and the location of the brightfield channel in the TIF image stack) 00:54 – 01:06
· 6.2.2. (Clicking on the Run button in the Editor menu at the top of MATLAB) 01:07 – 01:34
· 6.3.1. (Series of three-panel figures on the screen) 01:35 – 01:49
· 6.3.2. (Last figure disappearing) 01:50 – 01:54
· 6.3.3. (Opening PDFs and verifying that all ROIs match the brightfield images) 01:55 – 02:50

· 63658_screenshot_5
· 6.4.1. (Double clicking on the RpEGEN underscore PermPlot dot m file to open in a new Editor tab) 00:00 – 00:05
· 6.4.2. (Under the Section 1 – USER-DEFINED VARIABLES in the RpEGEN_PermPlot.m file, enter the directory location for the output folder containing the MAT files from running RpEGEN.m) 00:06 – 00:27
· 6.4.3 (Entering each MAT file name to be loaded TXT: e.g., DMSO_4dpi.mat, IWR1_4dpi.mat) 00:28 – 00:45
· 6.4.4. (Clicking on the Run Section button in the Editor menu) 00:46 – 01:08
· 6.5.1. (In Section 2, entering the names of the two groups for statistical comparison in the data A and data B variables and designating the number of permutation simulation repetitions in the reps variable) 01:09 – 01:45
· 6.5.2 (Clicking on the Run Section button in the Editor menu) 01:46 – 02:20
· 6.6.1. (Running Heatmap Figure using the Run Section button) 02:21 – 03:09
· 6.6.2. (Running Group Results and p-values using the Run Section button) 03:10 – 03:57
