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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 of Stem-like Cells from 3-Dimensional Spheroid Cultures

Date: November 14, 2019
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.
	2:26
	Onscreen “LABELING HPREC with BRDU,…”
	Should be “LABELING HPrEC WITH BrdU,…”

	2.
	0:37
8:21
	“GAIL PRINS” missing middle initial  S.
	Should be “GAIL S. PRINS”.

	3.
	2:30
	Duplicated steps of aspiration from vial 
	Should be only one step of aspiration from vial

	4.
	2:48
	The video shows adding Trypsin-EDTA (red), does not match “Carefully aspirate the medium with dyes”.
	Insert a video step to show aspiration of the medium with dyes (clear), followed by adding PBS (clear), and lastly add Trypsin-EDTA (red). The order of these three steps is aspiration, adding PBS, adding Trypsin-EDTA.

	5.
	5:48-5:55
	Missing a centrifugation and an aspiration step between washing and resuspension of the cells.
	Add a centrifugation and an aspiration step between washing and resuspension of the cells.
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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.
	3:13

3:24
4:26

6:09
	“Protospheres” is the wrong word used.
	
	Should be “Prostaspheres”, “Prosta-“ instead of “Proto-“

	2.
	4:33
	Original Script Text: 

“Incubate the plate at 37 degree Celsius to digest the matrix”
	
	Rewritten Script Text:
“Incubate the plate at 37 degree Celsius for 30 minutes to digest the matrix”

	3.
	5:48-5:55
	Original Script Text: 

“…then wash the cells with 1 mL of warm medium. Resuspend the cells in 1 mL of warm culture medium”
	
	Rewritten Script Text:
“…then wash the cells with 1 mL of warm medium. Repeat centrifugation and discard the supernatant. Resuspend the cells in 1 mL of warm culture medium” 

	4.
	5:56
	Original Script Text: 

“…and filter them through a 40 um nylon strainer. Collecting them in 5 mL polystyrene round bottom tubes with caps”.
	
	Rewritten Script Text:
“…and collect the cells in 5 mL polystyrene round bottom tubes by filtering them through 35 um pore size cell strainer snap caps.”
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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.
	Introduction, 2nd paragraph, last line 
	“sorting (FACS) sorting,”
	“sorting (FACS),”

	2.
	Introduction, 3rd paragraph, last line
	“cell (HPrEC) cells”
	“cell (HPrEC)”

	3.
	1.1
	“2.5 µg”
	“2.5 µg/cm2 ”

	4.
	1.2
	“dish and keep plates”
	“dish and keep the dish”

	5.
	1.3
	“1 x 105/ml”
	“2 x 105/ml”

	6.
	1.6
	“3 days”
	“2 days”

	7.
	2.1, 2.2, 2.3, 3.1, 4.1
	Subtitles are not bold
	Bold the subtitles

	8.
	2.1.1
	“1 x 105”
	“2 x 105”

	9.
	2.2.1
	“…co-label the BrdU-labeled cells from step 2.1 with…”
	“…take pre-labeled cells incubated with BrdU for 10 days from step 2.1 and co-label with…”

	10.
	3.1.4
	“solution at the bottom”
	“solution around the bottom”

	11.
	3.1.7
	“3 days”
	“2 days”

	12.
	3.2.4
	“3.2.4 Take images”
	“Take images”

	13.
	3.2.8
	“Pass the sphere”
	“Pass the digested sphere”

	14.
	3.2.11
	“room temperature”
	“RT”

	15.
	4.1
	“prostaspheres with”
	“prostaspheres followed by”

	16.
	4.1.12
	“room temperature for 2h.”
	“RT in the dark for 2h.”

	17.
	4.2.2
	“ice-cold methanol in a -20 oC freezer”
	“4% paraformaldehyde at RT”

	18.
	4.3.5
	“Day 2: Add”
	“Day 2: Change culture medium with”

	19.
	4.3.7
	“greater than 30 µm”
	“less than 30 µm”

	20.
	5.1
	“Day 5: Harvest the CFSE-labeled”
	“Harvest the CFSE-labeled day 5”

	21.
	5.11
	“and filter through a 40 µm pore size nylon strainer. Collect the cells in 5 mL polystyrene round bottom tubes with caps.”
	“and collect the cells in 5 mL polystyrene round bottom tubes by filtering them through 35 µm pore size cell strainer snap caps.”

	22.
	Representative Results and Figure Legends
	Figures 1 to 3, labels of images are upper case.

“Figure 1A”, “Figure 1B”, ……
	Change labels of images to lower case.

“Figure 1a”, “Figure 1b”, ……

	
	
	
	

	
	
	
	


[image: image1.png]