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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: 55745
Date: 4/19/17

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.
	0:12
	Onscreen text “Universityof” (space missing) 
	Text should say “University of”

	2.
	1:16
	
	Add the text “Thymidine block”

	3.
	1:40
	
	Add the text “Release from thymidine block”

	4.
	2:04
	
	Add the text “5 hours”

	5.
	2:07
	
	Add the text “Mitotic cell arrest”

	6.
	2:10
	
	Add the text “Final concentration 50 ng/mL nocodazole”

	7.
	3:00
	
	Add the text “Release from mitotic arrest”

	8.
	3:53
	Onscreen text says “Refer to text protocol for…”
	Add the text “0.25x106 cells/well. Refer to text protocol for…”

	9.
	4:30
	
	Add the text “FBS-free culture medium”

	11.
	4:46
	
	Add the text “Cell arrest with hydroxyurea”

	12.
	5:20
	
	Add the text “Release from hydroxyurea arrest”

	13.
	5:36
	Onscreen text says “Collect samples every 1.5-3.0 hours starting at 0 time point”
	Text should say “Collect samples every 1.5-3.0 hours starting at 0 time point (release from hydroxyurea)”

	14.
	5:54
	
	Add the text “Collect samples for FACS analysis”

	15.
	6:40
	
	Add the text “Fix cells with 70 % chilled ethanol”

	16.
	6:56
	
	Add the text “Collect samples for RNA extraction”

	17.
	7:09
	
	Add the text “1 mL of RNA isolation reagent per well”

	18.
	8:08
	
	Add the text “Upper aqueous phase”

	19.
	8:30
	
	Add the text “Transfer sample into a commercially available spin column” 

	20.
	8:56
	
	Add the text “Wash samples according to manufacturer´s instructions”

	21.
	
	In our opinion, the image of visiting the incubator seems too repetitive
	Would it be possible to omit a couple of times the image of visiting the incubator?
In the audio comments section we propose to shorten the audio explanation for the incubation step (see below)














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.
	1:18
	Original Audio:

“freshly prepared 200 micromolar thymidine stock.”
	2.5
	Corrected Audio:
“freshly prepared 200 millimolar thymidine stock.”


	1.
	1:56
	Original Script text:

“Incubate cells at 37 °C in a humidified atmosphere with 5 % CO2 for 5 hours.”
	2.5
	Rewritten Script Text:
“Incubate cells at 37 °C for 5 hours.”


	2.
	2:14
	Original Script text:

“For mitotic cell arrest, add nocodazole to a final concentration of 50 ng per mL. [1-CU] Incubate cells with nocodazole at 37 °C in a humidified atmosphere with 5 % CO2 for no longer than 10-11 hours. [2]”

	2.6
	Rewritten Script Text:
“For mitotic cell arrest, add nocodazole to a final concentration of 50 ng per mL. [1-CU] Incubate cells with nocodazole for no longer than 10-11 hours. [2]”


	3.
	3:08
	Original Script text:

“After removing the PBS from the second wash, resuspend mitotic cells in 30 mL of complete culture medium. [1-MED-TXT]  Save 2 mL for RNA extraction and 2 mL for FACS analysis for the zero hour time point. [2-MED]”

	2.10
	Rewritten Script Text:
“After removing the PBS from the second wash, resuspend mitotic cells in complete culture medium. [1-MED-TXT]  Save 2 mL for RNA extraction and 2 mL for FACS analysis for the zero hour time point. [2-MED]”


	4.
	4:15
	Original Script text:
“Let cells attach by incubating the 6-well plates at 37 °C in a humidified atmosphere with 5 % CO2 overnight. [1-MED]”

	3.2
	Rewritten Script Text:
 “Let cells attach by incubating the 6-well plates overnight. [1-MED]”


	5.
	4:35
	Original Script text:
“…Incubate the cells at 37 °C in a humidified atmosphere with 5 % CO2 for an additional 24 hours.”

	3.3
	Rewritten Script Text:
 “…Incubate the cells for an additional 24 hours.”


	6.
	4:56
	Original Script text:
“…Incubate cells in hydroxyurea-containing medium at 37 °C in a humidified atmosphere with 5 % CO2 for 24 hours. [2-MED] “


	3.4
	Rewritten Script Text:
 “…Incubate cells in hydroxyurea-containing medium for 24 hours. [2-MED] “


	7.
	
	
	
	

	8.
	
	
	
	



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.
	1.2.2.
	Step starts with “Seed 0.25x106 U2OS cells (growing at 50% confluency) per well…”
	Please delete “(growing at 50% confluency)”

	2.
	2.6
	Step starts with “Perform the next steps for purified RNA elution with the commercial RNA mini prep 
kit.”
	Please correct to “Perform the next steps with the commercial RNA mini prep kit”
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