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Protocol Name: Isolation of Lamina Propria Mononuclear Cells from Murine Colon using Collagenase E 
Date: August 19, 2019
Authors and Affiliations

Please fill in any missing author information not included in the video.
All authors and affiliations are correct as is. 
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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.
	1:23
	Cannot see cecal cap end of mouse intestine in video 
	Please zoom out with this shot if it is available 

	2.
	5:42
	Shot of tube with cell layer
	Please add an arrow to indicate the layer of cells

	3.
	8:35
	Talent says 30 degrees Celsius 
	Please use shot of talent saying 37 degrees Celsius 
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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.
	1:40
	Original Script Text: 

“First, place the colon on a moistened paper towel [1] and use the blunt end of a pair of scissors to apply mild pressure to the bowel wall and extract the solid stool [2].”


	3.1
	Rewritten Script Text:
“First, place the colon on a moistened paper towel [1] and use the blunt end of a pair of scissors or forceps to apply mild pressure to the bowel wall and extract the solid stool [2].”



	2.
	4:09
	Original Script Text: 

“Fill the tube completely with chilled Colon Buffer to quench the collagenase digestion buffer [1]. Perform Collagenase Digestion 2 as outlined in the text protocol”
	5.3
	Rewritten Script Text:

“Fill the tube completely with chilled Colon Buffer to quench the collagenase digestion buffer. Spin cells, aspirate supernatant, and keep pellet on ice [1]. Continue to perform Collagenase Digestion 2 as outlined in the text protocol”

	3.
	
	Original Script Text: 

“Then, flush the tissue fragments vigorously back-and-forth between the tube and a 10 milliliter syringe through an 18-gauge blunt-end needle [1]. Repeat this flush for at least 7 – 8 passages, continuing until no gross tissue fragments or debris are visible [2].”

	5.4
	Rewritten Script Text:

“After Collagenase digestion 2 is completed, flush the tissue fragments vigorously back-and-forth between the tube and a 10 milliliter syringe through an 18-gauge blunt-end needle [1]. Repeat this flush for at least 7 – 8 passages, continuing until no gross tissue fragments or debris are visible [2].”


	4.
	5:16
	“Carefully balance the tubes within centrifuge buckets using a weigh scale”
	5.8
	“Carefully balance the tubes within centrifuge buckets using a weigh scale or a balance”

	5.
	5:53
	“Vacuum aspirate and discard the top 6 mL of the gradient to allow easier pipette access…”
	6.1
	“Vacuum aspirate and discard the top 7 mL of the gradient to allow easier pipetting…”

	6.
	6:13
	“Next, fill the collection tube with 50 mL of chilled FACS Buffer…”
	6.3
	“Next, fill the collection tube to 50 mL of chilled FACS Buffer…”

	7.
	8:22
	“Using this method, even rare subsets such as donor-derived Tregulatory infiltrating recipient mouse colon after BMT is analyzed”
	7.6
	“Using this method, even rare subsets such as donor-derived Tregulatory cells infiltrating recipient mouse colon after BMT can be analyzed”
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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.
	3.1
	Step says

“Place the colon on a moistened paper towel and extract the solid stool by applying mild pressure to the bowel wall with the blunt end of scissors.”

	Please correct to

“Place the colon on a moistened paper towel and extract the solid stool by applying mild pressure to the bowel wall with the blunt end of scissors or forceps.”


	2.
	12.3
	“Carefully balance the tubes within centrifuge buckets using a weigh scale”
	“Carefully balance the tubes within centrifuge buckets using a weigh scale or a balance”

	3.
	13.2
	Vacuum aspirate and discard the top 6 mL of the top gradient to allow easier pipette access to the interface.

	Vacuum aspirate and discard the top 7 mL of the top gradient to allow easier pipette access to the interface.
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