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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: Proteomic Analysis of Human Macrophage Polarization Under a Low Oxygen Environment
Date: 11/18/2018
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

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	3.16
	A drop is falling from the pipet and it was not intentional but it is not what we want to show. I am sorry but I did not notice it when the shooting took place in my lab.
	Could the 3.16 picture be cut and 3.15 freezed in order to not modify the narration but without the falling of the drop which attracks attention.

	2.
	3.42
	Onscreen test says “LS columns are used up to 109 PBMCs”
	Text should say “LS columns are used up to 109 PBMCs”
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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)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	1.56
	Original script text :”
At the end of density gradient centrifugation, the layers from the bottom to top are: the erythrocytes and granulocytes forming the pellet, the density gradient solution phase, a layer of PBMCs and the plasma”
	
	Rewritten script text:

“At the end of density gradient centrifugation, the layers from the bottom to top are: the erythrocytes and granulocytes forming the pellet, the density gradient solution phase, a layer of PBMCs and the diluted plasma”

	2.
	3.47
	Original script text:
“Then collect the flow through containing unlabeled cells”
	
	Rewritten script text:
“Then collect the flow through containing unlabeled cells for subsequent staining if necessary”

	3.
	3.55
	Original script text:
“Wash the column 3 times with 3 milliliters of sorting buffer by adding sorting buffer only when the column reservoir is empty”
	
	Rewritten script text:
“Wash the column 3 times with 3 milliliters of sorting buffer by adding sorting buffer, be careful not to dry your column” 
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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)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	3.6
	step says “Perform washing steps by adding sorting buffer only when the column reservoir is empty”
	Please correct to ” Perform washing steps by adding sorting buffer , be careful not to dry your column”

	2.
	9.1
	Step says “of a 700 mM DTT solution”
	Please correct to “of a 700 mM DTT aqueous solution”

	3.
	9.1
	Step says “of a 700 mM Iodacetamide solution”
	Please correct to “of a 700 mM Iodacetamide aqueous solution”
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