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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: Culturing and Manipulation of O9-1 Neural Crest Cells
Date: 09-17-2018
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.
	2:47
	After adding cells to plate, the video shows plate put into incubator 
	Please add the 3:19 – 3:24 clip to show plate agitated to ensure cells are seeded evenly before putting in the incubator

	2.
	7:00
	The video shows plate sitting inside the tissue culture hood while audio reads: incubate the cells for 24h in a standard cell culture incubator
	Please add the 2:49 – 2:54 clip to show the cells being put to the incubator.

	3.
	7:22
	Video shows VIII Conclusion but did not have VII section. 
	Please change to VII. Representative Results
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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.
	2:47
	Original script text : seed the cells in a 6 well plate, and allow the cells to attach and grow…
	
	Seed the cells in a 6 well plate, agitate the plate to seed the cells evenly. When agitating the plate, do so horizontally and vertically, as swirling the plate will cause the cells to concentrate toward the center. Allow the cells to attach and grow…

	2.
	6:00
	Place the cryovials inside a polystyrene box with a lid to achieve a cooling rate of -80C for 24h 
	
	Place the cryovials inside a polystyrene box with a lid to achieve a slow cooling rate at -80C for at least 24h.

	3.
	6:47
	Mix the solution by pipetting and incubate.
	
	Mix the solution by pipetting and incubate for 5 minutes at room temperature.

	4.
	7:00
	prepare osteogenic differentiation media according to the text protocol
	
	O9-1 cells can differentiate into different cell types different cell types under specific differentiation culture conditions. To differentiate O9-1 cells into osteoblasts, prepare osteogenic differentiation media according to the text protocol

	5.
	7:09
	Finally detect the osteoblast marker, osteocalcin, in differentiated osteoblasts by immunostaining.
	
	Finally detect the osteoblast marker, osteocalcin, in differentiated osteoblasts by immunostaining. To differentiate O9-1 cells into smooth muscle cells, then culture them under differentiation media   according to the text protocol and evaluate the differentiation by smooth muscle actin immunostaining.

	6.
	7:23
	In this protocol, knock down experiment to study Yap and Taz loss of function in O9-1 cells were performed.
	
	In this protocol, both knock out and knock down experiment to study Yap loss of function in O9-1 cells were performed.

	7.
	7:32
	Most wild-type O9-1 cells gave rise to SMA positive smooth muscle cells, Yap-null O9-1 cells, however, generally failed to differentiate into SMA positive smooth muscle cells.
	
	Under smooth muscle cell differentiation conditions, most wild-type O9-1 cells gave rise to smooth muscle actin positive smooth muscle cells, Yap knock out O9-1 cells, , however, generally failed to differentiate into smooth muscle cells.
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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.”
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