
Dear Author(s),
This document is divided into sections in which you can add your comments to the video and voiceover.   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: Flow Cytometry Analysis of Immune Cell Subsets within the Murine Spleen, Bone Marrow, Lymph Nodes and Synovial Tissue in an Osteoarthritis Model
Date: 02/10/2020

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.
	1:51
	In the video, cutting through the abdomen is shown before the preparation of the lymph node (shot of how the lymph node is cleaed). This should be the other way around. Changes to the voice comments can be found below. 
	[bookmark: _GoBack]After the lymph node is removed show how the lymph node is cleaned first. Hereafter show how the abdominal cavity is opened. 
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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 or a web link. 

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

	1. 
	1:40
	Corresponding comment to first video comment: Use the forceps to remove the remaining fat on the surface of the lymph node [1] and open the abdominal cavity [2].

	2.5
	Use the forceps to remove the remaining fat on the surface of the lymph node [1]. If no remaining fat can be seen place the lymph node immediately in a previously prepared and labelled 6-well plate filled with 0.5ml of RPMI media. Hereafter, open the abdominal cavity [2]. 

	2.
	6:17
	Changing the needle as necessary, flush the bone contents with 6 milliliters of RPMI supplemented with 10% FBS onto a 70-micrometer cell on a new 15-milliliter tube [1-TXT] and use a new 3-milliliter syringe plunger to gently press the bone marrow through the mesh [2-TXT].

	4.4
	Changing the needle as necessary, flush the bone contents with 6 milliliters of RPMI supplemented with 10% FBS onto a 70-micrometer cell strainer on a new 15-milliliter tube [1-TXT] and use a new 3-milliliter syringe plunger to gently press the bone marrow through the mesh [2-TXT].


	3.
	7:17
	Next, add a sufficient volume of enzyme to achieve in a 1 unit/milliliter final concentration [1] and digest the synovial tissue sample at 37 degrees Celsius for 2 hours of a rotator
	5.4
	“Next, add a sufficient volume of enzyme to achieve in a 1 unit/milliliter final concentration [1] and digest the synovial tissue sample at 37 degrees Celsius in an incubator for 2 hours of a rotator”

	4.
	11:32
	A higher percentage of Th1 (T-H-one) cells are observed in the lymph nodes [1-TXT] and synovial fluid of DMM animals [2], as well as higher numbers of T-regulatory cells [3] and Th17 cells [4]. 

	Results 2.6  
	“A higher percentage of Th1 (T-H-one) cells are observed in the lymph nodes [1-TXT] and synovial tissues of DMM animals [2], as well as higher numbers of T-regulatory cells [3] and Th17 cells [4].” 
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