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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: 60051_Dissection, Culture and Analysis of Primary Cranial Neural Crest Cells from Mouse for the Study of Neural Crest Cell Delamination and Migration

Date: 31/08/19
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.
	0:01
	Onscreen text has Sandra Guadalupe Gonzalez Malagon’s affiliations in superscript
	Please change all author affiliations to be in superscript 

	2.
	0:54
	Onscreen text says “Procedures human subjects have been approved by..”
	Text should say, “All animal work has been approved by…” 

[There is no human work here.]

	3.
	2:39
	Onscreen video shows dissection ending with the “scraping away of underlying mesoderm to obtain a clean neural plate”.

We are missing the final step.
	Please can we add in an additional figure/image in the video at this point for clarity? We have uploaded a file called “NPdissectionfig.tif” to the project file, and also attached to this email. It should be accompanied by text “Neural plate border dissection” and/or voiceover stating, “Neural plate border should then be dissected.”

	4.
	4:33
	Onscreen text says, “NC single cell tracking”
	Text should say “Neural crest single cell tracking”

	5.
	5:19
	Onscreen text says, “NC Migratory capacity quantification”
	Text should say, “Neural crest migratory capacity quantification”

	6.
	6:00
	Onscreen texts says, “Cranial NC cell area and circularity quantification”
	Text should say, “Neural crest cell area and circularity quantification”

	7.
	6:56
	Onscreen text – there is no space between neural crest and cell (crestcell)
	Text should say “Results: Representative cranial neural crest cell migration and cell shape analyses”

	8.
	8:10
	The graphs shown for cell area and cell circularity are incorrect and have since been updated. 
	Please replace cell area and cell circularity graphs with “GonzalezDobsonFig4_Aug19.tif” which can be found on 60051 project page.
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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.
	1:23
	Original Script Text:

“Place individual decidua into individual dishes for ease of dissection”
	2.2.3
	Cut video 01:21 – 01:27 to remove this step because the action doesn’t quite match the statement. Statement can be omitted as well.

	2.
	2:38
	Onscreen video shows dissection ending with the script text, “scraping away of underlying mesoderm to obtain a clean neural plate”.
	(after) 2.8.2
	Please insert the additional audio to go alongside the new figure (see above, “NPdissectionfig.tif”):

“Neural plate border should then be dissected.”

	3.
	3:58
	Incorrect pronunciation of lamellipodial in the text script, “to quantify the lamellipodial dynamics, set the microscope…”
	3.5.1
	Lamellipodial is pronounced lamelli-po-dee-al”

	4.
	6:03
	Original Script Text: “To quantify neural cell area and circularity”
	6.1
	Rewritten Script Text:

“To quantify neural crest cell area and circularity..”
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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.
	1.2
	Step says, “Prepare the neural crest basal medium using Dulbecco’s modified Eagle’s medium (DMEM, 4500 g glucose)
	Please correct to, “Prepare the neural crest basal medium using Dulbecco’s modified Eagle’s medium (DMEM, 4500 mg/L glucose)

	2.
	1.2
	Step says, “… 100 units/mL penicillin, 100units/streptomycin, and 2mM L-glutamine.”
	Please correct to, “,,,100 units/mL penicillin, 100 units/mL streptomycin, and 2mM L-glutamine.”

	3.
	1.2.1.2
	Step says, “Seed approximately 3 x 106 growth-inhibited cells on to a 10cm2 dish or confluent 25cm2 flask (from step 1.2.1.1).”
	Please correct to, “Seed approximately 3 x 106 growth-inhibited cells onto a 10cm2 dish or confluent 25cm2 flask (from step 1.2.1.1).”

	4.
	1.3.2.1
	Step says, “Prepare fibronectin as a 1 mg/mL stock solution and aliquot it. Dilute with Dulbecco’s PBS (dPBS) to a final concentration of 1 (g/mL.” 
	Please correct to, “Make aliquots of 1 mg/mL fibronectin stock solution and store at -80 (C. Dilute fibronectin with Dulbecco’s PBS (dPBS) to a final concentration of 1 (g/mL.”

	5.
	1.3.2.4
	Step says, “Rinse wells or cover slips with high glucose DMEM before use.”
	Please correct to, “Rinse wells or cover slips with high glucose DMEM (optional) before use.”

	6.
	2.1
	Step says, “… Dissect the uterus into the PBS and cut the mesometrium…”
	Please correct to, ““… Dissect the uterus into the PBS and cut the mesometrium…”

	7.
	3.2.3.1
	Step says, “To quantify lamellipodial dynamics, set magnification to 40x taking or 1 frame every 10 s (over 10 min). 
	Please correct to, “To quantify lamellipodial dynamics, set magnification to 40x or 60x magnification, taking or 1 frame every 10 s (over 10 min).

	8.
	4
	Step says, “Quantification of NC cell migration”
	Please correct to, “Quantification of neural crest cell migration”

	9.
	4.2
	Step says, “Quantification of NC migratory capacity”
	Please correct to, “Quantification of neural crest cell migratory capacity”

	10.
	4.2.1-6
	Step says, “Open single cell tracking data (see above). Convert.csv files into.txt file format”
	“Open single cell tracking data (see above). Convert .csv files into .txt file format”

Please check multiple examples through out.

	11.
	4.3
	Step says, “Quantification of cranial NC cell area and circularity”
	Please correct to, “Quantification of cranial neural crest cell area and circularity”

	12.
	Representative Results: Figure 2C
	Step says, “In this case, we have used the neural crest specific Wnt1::cre;RosamTmG which results in…”
	Please correct to, “In this case, we have used the neural crest specific Wnt1::cre; Rosamtmg which results in…”

	12.
	Figure 2
	Colour matching 
	Please try to match the original colours (to levels as in the video). Everything appears over-saturated.

	14.
	Figure 2 legend
	Text says, “(D’’) Merge of D and D’. Scale bar = 20mm. Table of Materials.”
	Please correct to, “(D’’) Merge of D and D’. Scale bar = 20 (m. Table of Materials.”

	15.
	Figure 4
	Colour matching
	Please try to match the original colours (to levels as in the video). Everything appears over-saturated.

	16.
	Abstract, intro paragraph 2; discussion paragraph 1, 4; refs 13, 14; in vitro discussion final paragraph
	
	In vitro, in vivo and ex utero should be italicized throughout

	17.
	Table of Materials
	0.1% gelatin is missing from the Table of Materials
	Please add, “Gelatin from bovine skin, Sigma (company), G9382 (catalogue number)” to the Table of Materials. 
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