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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 

Have fun!

Protocol Name: Image Processing Protocol for the Analysis of the Diffusion and Cluster Size of Membrane Receptors by Fluorescence Microscopy
Date:  19 March, 2019
Authors and Affiliations

Please fill in any missing author information not included in the video.
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Video Comments

Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	
	
	
	

	1.
	1:52
	As previously indicated in our corrections to the Script, the video should show first the addition of the chemokine (CXCL12 100 nM 37ºC 1h) and then the addition of cells.
	Please include first the section of the video showing addition of CXCL12 to FN-coated plates, followed by the addition of the cells

	2.
	2:44-3:11
	This section of the video runs at a really high speed that makes difficult to follow the movements of the mouse pointer in the screen.
	Slow down this section of the video

	3.
	2:58
	The Fiji menu bar is hardly seen 
	If possible, reduce zoom

	4.
	3:29
	Movie 3.4.1corresponding to Selection of images and creation of masks (section 2 in the protocol; section 3 in the final script) Merge again the channels (point 4.2 in the protocol; point 3.4/Screen 3.4.1 in the final script)is missing.
	Include this movie in the video

	5.
	5:30-5:37
	Applying the zoom to the screen capture sections does not allow to see where are the folders that need to be selected.  This information is critical.
	Please do not apply zoom

	6.
	
	Video sections corresponding to screen captures have low resolution, mainly when zoom is applied.  The original videos seem to have higher quality
	Improve resolution if possible, reduce zoom.
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	
	1:52
	As previously indicated in our corrections to the Script, the video should show first the addition of the chemokine (CXCL12 100 nM 37ºC 1h) and then the cells.
	2.2 and 2.3
	Please modify the order of the two statements.  It should say.
" Add media containing the CXCL-12 ligand, or control media to each fibronectin-coated 35 mm glass-bottomed microwell dishes that have been coated with fibronectin and incubate for 1h at 37ºC", followed by

"Next, add sorted cells to each dish and incubate for 20 min prior to imaging the cells" 

	1.
	
	
	
	

	2.
	3:06
	missing comment 
	3.2
	After " click on OK to import the .lif file using BioFormats" please include "To design a mask import also the corresponding multichannel image"

	3.
	3:29
	Movie 3.4.1 and corresponding audio are not included in the video
	3.4.1. Screen to be provided by the authors
	Include "Merge again the three channels in a single image: select Image in the bar menu and select Color / Merge channels. Select the appropriate channels and press OK. A new non-stacked image will be generated".

	4.
	4:10
	
	3.7
	Please include "If no mask has been created, draw the region of interest with the selection tool and crop" immediately after "Then unsynchronized both windows" and before "...and then save the video as an Image sequence in the directory videoSeq".  The entire comment should now be :" Next, unsynchronized both windows.  If no mask has been created, draw the region of interest with the selection tool and crop. Then save the video as an Image sequence in the directory videoSeq.
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Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	
	
	
	

	1.
	2.5
	Step says: "Draw the region of interest with the rectangular selection tool of Image J floating menu if a mask has not been created as in 2.4"
	Please correct to: “If a mask has not been created as in step 2.4, draw the region of interest with the rectangular selection tool of Image J floating menu"
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