[bookmark: _GoBack]1 open("C:\\Location\\di-8-ANEPPS_ROIs_Stack.tif");

"Image 01"
run("Duplicate...", "title=di-8-ANEPPS_ROIs_Stack_01");
run("Subtract Background...", "rolling=5");
run("Enhance Local Contrast (CLAHE)", "blocksize=49 histogram=256 maximum=3 mask=*None*");
run("Smooth");
run("Statistical Region Merging", "q=100 showaverages");
run("8-bit");
setThreshold(40, 255);
run("Convert to Mask");
run("Skeletonize (2D/3D)");
saveAs("Tiff", "C:\\ Location1\\di-8-ANEPPS_ROIs_Stack_01_Skeleton.tif");
run("Analyze Skeleton (2D/3D)", "prune=none");
selectWindow("Results");
saveAs("Results", "C:\\ Location1\\di-8-ANEPPS_ROIs_Stack_01_Skeleton Results.txt");
run("Close");
selectWindow("Tagged skeleton");
close();
selectWindow("di-8-ANEPPS_ROIs_Stack_01_Skeleton.tif");
close();
selectWindow("di-8-ANEPPS_ROIs_Stack_01");
close();
"Image 02"
selectWindow("di-8-ANEPPS_ROIs_Stack.tif");
run("Next Slice [>]");
run("Duplicate...", "title=di-8-ANEPPS_ROIs_Stack_02");
run("Subtract Background...", "rolling=5");
run("Enhance Local Contrast (CLAHE)", "blocksize=49 histogram=256 maximum=3 mask=*None*");
run("Smooth");
run("Statistical Region Merging", "q=100 showaverages");
run("8-bit");
setThreshold(40, 255);
run("Convert to Mask");
run("Skeletonize (2D/3D)");
saveAs("Tiff", "C:\\ Location1\\di-8-ANEPPS_ROIs_Stack_02_Skeleton.tif");
run("Analyze Skeleton (2D/3D)", "prune=none");
selectWindow("Results");
saveAs("Results", "C:\\ Location1\\di-8-ANEPPS_ROIs_Stack_02_Skeleton Results.txt");
run("Close");
selectWindow("Tagged skeleton");
close();
selectWindow("di-8-ANEPPS_ROIs_Stack_02_Skeleton.tif");
close();
selectWindow("di-8-ANEPPS_ROIs_Stack_02");
close();
"Image 03"
selectWindow("di-8-ANEPPS_ROIs_Stack.tif");
2 …


1 note: command refers to the given data storage “location”
2 continue iteration steps as appropriate
