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Summary of screenshots

Screenshot #1
Step 6.1
· Note: We made this screenshot, even though it was not asked by the editor. Please feel free to ignore, if not needed.
· Suggested voice over: as written in the script.

6.1.1.	WIDE: Talent selecting live mode, with monitor visible in frame 00:05-00:12
6.1.2.	Talent maneuvering field of view, with monitor visible in frame 00:13-00:30 (end can be chosen even earlier)


Screenshot #2
Step 6.2
· Suggested voice over: Move around and find the area where there are many cells that are well separated. 00:08 or later – 00:24 Adjust the objective height so that the phase contrast image is focused. 00:24-00:32

6.2.1.	SCREEN: To be provided by Authors: Area being selected (00:08 or later – 00:24), then z-focus being adjusted (00:24-00:32)


Screenshot #3
Step 6.3
[bookmark: _GoBack]
6.3.1.	SCREEN: To be provided by Authors: Cy5 image being acquired 00:02-00:13
6.3.2.	SCREEN: To be provided by Authors: Cy3 image being acquired 00:14-00:20
6.3.3.	SCREEN: To be provided by Authors: Phase contrast image being acquired 00:21-00:26


Screenshot #4
Step 6.3
· Note: This is an alternate method for Step 6.3. We may consider adding this at the end of Step 6.3
· Suggested voice over: Alternatively, one can set up ND acquisition, in which Cy5, Cy3, and phase contrast images are acquired in series. 00:03-00:12. Click Run now. 00:13-00:15. (Imaging results are shown 00:15-00:27.)


Screenshot #5
Step 7.1
· Suggested voice over: Open an image segmentation tool, such as Oufti, and first unclick “stack.” 00:00-00:03 Load phase contrast images in a folder. 00:03-00:10

7.1.2.	SCREEN: To be provided by Authors: Image(s) being loaded 00:03-00:10


Screenshot #6
Step 7.2
· Suggested voice over: After phase images are loaded, choose “independent frames” and “compute phase profile as 0”. Then load parameters, which are provided in the github folder. Click “all frames” to start processing. 00:01-00:16 (After a few seconds to wait for the processing.. 00:16-00:26) After the processing is done, one can visualize the mesh in the same window by choosing “contour” in the bottom. 00:26-00:28

7.2.1.	SCREEN: To be provided by Authors: Independent frames being selected, then all frames being clicked, (00:01-00:16) then cells being identified and contours calculated 00:26-00:28


Screenshot #7
Step 7.3
· Suggested voice over: After cell meshes are obtained, go to “spotDetection” tab. 00:00-00:03 Make sure that you have working parameters. (Examples are provided in the github folder). 00:03-00:06 Uncheck “stack” and check “meshes”. 00:07-00:09 Press “Run” to start processing. 00:09-00:13 You need to choose the folder containing fluorescence images 00:14-00:17 and a mesh file that was just calculated from the cell detection procedure (Step 7.2). 00:18-00:25 Finally, provide the file name where the spotDetection result will be saved as. 00:26-00:34

7.3.1.	 SCREEN: To be provided by Authors Image(s) being loaded, then Run being clicked and spots being identified/quantified 00:09-00:13


Screenshot # 8
Step 7.4
· Note: We suggested a change to this Step’s original script and made the video accordingly.
· Suggested voice over: The highlighted link is the link to the image analysis github page. 00:00-00:05 The master script is "FISHworkflow.m" where detailed procedure is written step-by-step. 00:06-00:22)


