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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: Fluorescence-Activated Cell Sorting for the Isolation of Scleractinian Cell Populations
Date: 3/3/2020
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.
	1:22
	Onscreen text says EVENTS <102 LIKELY DEBRIS
	Onscreen text should say EVENTS <104 LIKELY DEBRIS

	2.
	2:23
	No onscreen text
	The plot on the left should have a label “Initial Cell Sorting” and the plot on the right “Sorted Cells for Purity Check”

	3.
	3:10
	This figure is not quite appropriate for the text. 
	We would like to replace this figure with the histogram graph shown in the top right corner at time code 1:39. The accommodating narration change is outlined in the narration section. 

	4.
	3:54
	There is a typo in Figure 3 and is shown here. 
	Please replace this figure with the updated one provided. 
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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.
	1:20
	Original Script Text:

“In the forward versus side scatter plot, create a gate around the cells at around the 102 mark on the forward scatter X-axis.”
	2.6
	Rewritten Script Text:

“In the forward versus side scatter plot, create a gate around the cells at around the 104 mark on the forward scatter X-axis.”

	2.
	1:49
	Original Script Text:
“To sort the live coral cell populations of interest, after selecting the cell population of interest in the flow cytometer software, place one microcentrifuge tube containing 250-500 microliters of the appropriate collection solution into the cytometer collection chamber for each sorted cell population.”
	3.1
	Rewritten Script Text:
“To sort live coral cells, after selecting the cell population of interest in the flow cytometer software, place one microcentrifuge tube containing 250-500 microliters of the appropriate collection solution into the cytometer collection chamber for each population to sort.”

	3.
	2:14
	Original Script Text:

“Once an appropriate amount of time has passed to flush out debris, begin sorting the desired population to collect anywhere from 2x104 cells to several million. “
	3.2
	Rewritten Script Text:

“Once an appropriate amount of time has passed to flush out debris, begin sorting the desired population to collect anywhere from ten thousand to several million cells.”

	4.
	2:20
	Original Script Text:

“Each time a new stain, species, or sorter is used, sort at least 2 x 104 cells of interest into 500 microliters of staining medium to allow a purity check to be performed the population of interest and re-analyze the sorted cells to confirm that the events are being read within the gate used for the initial sorting.” 
 

	3.3
	Rewritten Script Text:

“Each time a new stain, species, or sorter is used, sort at least twenty thousand cells of interest into 500 microliters of staining medium to allow a purity check to be performed the population of interest and re-analyze the sorted cells to confirm that the events are being read within the gate used for the initial sorting.”


	5.
	3:10
	Original Script Text:

“The dead cells can be excluded by comparing the unstained control cell suspension against a DAPI-stained sample and far-red channel to gate out the high DAPI-expressing cells.” 

	4.2
	Rewritten Script Text:

“The dead cells can be excluded by comparing the DAPI signal of the unstained and stained cell suspensions using a histogram and gating out the high DAPI-expressing cells.”
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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.
	Figure 3
	Figure 3 D: Y axis is wrong
	We have uploaded a new Figure 3.

	2.
	Acknowledgments
	To the sentence: “The work of BR was

supported by Israel Science Foundation (ISF) numbers: 1416/19 and 2841/19.”
	Please add: “, and HFSP Research Grant, RGY0085/2019.”
To read: “The work of BR was

supported by Israel Science Foundation (ISF) numbers: 1416/19 and 2841/19, and HFSP Research Grant, RGY0085/2019.” 

	3.
	Acknowledgments
	To the sentence: “We would also like to thank the University of Miami, Miller School of Medicine’s Flow Cytometry Shared Resource at the Sylvester Comprehensive Cancer Center for access to the FACS cytometer and technical support.”
	Please add: “to Shannon Saigh for”.
To read: “We would also like to thank the University of Miami, Miller School of Medicine’s Flow Cytometry Shared Resource at the Sylvester Comprehensive Cancer Center for access to the FACS cytometer and to Shannon Saigh for technical support.”

	4.
	
	
	

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	


[image: image1.png]