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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: Isolation and Characterization of Adult Cardiac Fibroblasts and Myofibroblasts
Date: 2/5/2020
Authors and Affiliations

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

	Order
	Author
	Affiliation
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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.
	:04-:12
	The institute is mentioned as “Vanderbilt University”
	The institute is “Vanderbilt University Medical Center”

	2.
	:37
	The institute is mentioned as “Vanderbilt University”
	The institute is “Vanderbilt University Medical Center”

	3.
	“41
	The institute is mentioned as “Vanderbilt University”
	The institute is “Vanderbilt University Medical Center”

	4.
	:37
	While introducing “Meiling Melzer” her face doesn’t appear
	The shot was taken so if it is possible show Meiling Melzer’s face during Introduction

	5.
	2:07 - 2:26
	“Next, using a single edged blade, quickly mince the ventricle into small pieces” does not correlate with action. 2:09-2:19

Narration and action in video become misaligned from 2:07 until 2:26. 
	Ideally, narration should be condensed or video should be elongated such that the following actions should align with the narration:

1. Transferring ventricle to a separate dish 

2. Mincing with a single edged blade 

3. Adding 1 mL of digestion buffer and continuing mincing

	6.
	2:08
	Hood door is in middle of heart
	Unsure if this is fixable

	7.
	2:16
	Shadow/hair on right side of screen obscures view
	Unsure if this is fixable

	8.
	2:37 - 2:47
	Hood door edge obscures view of plate
	Unsure if this is fixable

	9.
	2:40
	Action depicted in video is not “washing the plate with 2 mL of cocktail” as narrated. Action currently depicted at 2:40 is collecting the pieces of heart for easier transferring. 
	Would change action to washing the plate with 2 mL of digestion buffer (action/step 3.2.5)

	10.
	2:48 – 2:50
	Resuspension action depicted here is incorrect. Resuspension step comes after 15 min digestion, which is not depicted in the video. 15 min digestion is mentioned as “incubate and resuspend as described in the protocol”. 
	Condensed narration of “incubate and resuspend as described in the protocol” is sufficient. Would remove resuspension step depicted in 2:48 – 2:50.

	11.
	3:14 – 3:24
	Action depicted from 3:14 – 3:20 is filtering the cell suspension after 25 mL KHB has already been added (step 3.4.3), not “add 25 mL of KHB to the digestion suspension and resuspend” (step 3.4.2) as narration states from 3:14 – 3:20
	Recommended to depict adding 25 mL of KHB while narrator states this (3:14 - 3:20), then filtering the suspension as the narrator states this (3:20 – 3:26). 

	12.
	3:37 – 3:40
	25 mL pipette gets stuck in the 15 mL tube
	Recommended to remove this and only show resuspension step; sufficient to show resuspension step (3:40 – 3:44) that has the tube with “1x RBC Lysis” next to 50 mL resuspension 

	13.
	3:50
	Narrator states “Centrifuge the suspension at 400 xg” even though video depicts centrifugation action at 3:45 – 3:49. At 3:45 – 3:49, narrator is instead describing “incubating suspension at room temperature for 2 min”
	Lengthen video or shorten narration such that:

1. centrifugation narration (currently at 3:50) correlates with action (currently at 3:45), 

2. “Remove supernatant” narration (currently at 3:56) correlates with action (currently at 3:50).

	14.
	4:50 - onwards
	Hood door edge obscures view of plate
	Unsure if this is fixable

	15.
	5:45
	Washing with PBS action occurs slightly in advance to narration
	Would recommend starting washing with PBS action when narrator starts describing action

	16.
	5:47
	Plate is partially taken out of hood, disrupting sterile conditions
	Unsure if this is fixable

	17.
	7:28
	Action depicted is not 3 mL of PBS equilibrating the column described in narration (depicted column has maybe 1 mL of PBS) 
	Acceptable; unsure if it is fixable

	18.
	7:39 – 7:43
	Action where top of column is cut off, then camera moves up is awkward
	Introduce scene without initial camera movement and only when column is fully visible

	19.
	8:48
	Gating scheme is described in the first part of the figure
	When describing gating scheme show the part of the figure shwn at 8:40

	20.
	9:20
	The figure needs to be revised
	The revised figure 3 is uploaded


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.
	2:58
	”Incubate the tube for 30 minutes and resuspend the cells as described in the manuscript” 
Authors, please recommend narration for this step
	3.3 

3.3.1
	Narration of “resuspend the cells as described in the manuscript” is sufficient to cover resuspension action at 2:58. Recommended to cut the resuspension action short to remove awkward pause.
However, recommended narration is: “Incubate the tube for 30 minutes and resuspend the cells ten times using a 5 mL pipette.” 

Note that there is a second incubation for 15 min and resuspension step with a 10 mL pipette not currently depicted in the video. (steps 3.3.2 and 3.3.3)

	2.
	5:04
	“If the mouse heart cells are suspended in PBS, resuspend them in 1 milliliter of fibroblast media per heart”
	4.2.1
	“If the mouse heart cells are suspended in PBS, centrifuge and resuspend them in 1 milliliter of fibroblast media per heart”

	3.
	9:24 and 9:40 
	“col1α1”
	6.3
	“col1α1” is not spelled out and is pronounced as “col-one-alpha-1”, because ‘col’ is short for ‘collagen’.
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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 4,000x g.”
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