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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: High-throughput Identification of Gene Regulatory Sequences Using Next-Generation Sequencing of Circular Chromosome Conformation Capture (4C-seq)
Date: 9/12/2018
Authors and Affiliations: Erin A. Brettmann1, Inez Y. Oh1, and Cristina de Guzman Strong1
1Division of Dermatology, Center for Pharmacogenomics, Center for the Study of Itch, Department of Medicine, Washington University School of Medicine, St. Louis, MO, USA

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.
	0:29
	Erin said “such as enhancers” instead of “such as insulators”.
	Video edit out Erin saying “such as enhancers”.

	2.
	3:11
	Not necessary to show 20 mg/mL text in video
	Remove text of 20 mg/mL

	3.
	3:47
	Multiple steps in this clip. Add text to the video clip.
	6.66 µL 3 M sodium acetate pH 5.2; 1 µL glycogen (20mg/mL); 300 µL 100% ethanol

	4.
	5:25
	Not necessary to show RNase A 10 mg/mL text in video
	Remove text of RNase A 10 mg/mL

	5.
	5:50
	As demonstrated in 4:51 (3.9.2) clip, there are multiple steps with needed text. For consistency, add the text change for the 5:50 clip if possible.
	7.5 mL nuclease-free water; 1 mL 3 M sodium-acetate pH 5.6; 7 µL glycogen (20 mg/mL); 35 mL 100% ethanol

	6.
	6:58
	4.6.2 – Figure 5 should be shown when audio starts to say “to determine the number of amplification cycles for inverse PCR….”
	See Comment
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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.
	1:32
	Step says “1 times protease inhibitors”
	2.3
	Please correct to “one X [as in the letter X] protease inhibitors”

	2.
	2:02
	Step says “10 times restriction enzyme”
	3.1
	Please correct to “ten X [as in the letter X] restriction enzyme”

	3.
	4:51
	Step says “10 times ligase buffer”
	3.9
	Please correct to “ten X [as in the letter X] ligase buffer”

	4.
	7:27
	Add clarification if possible.
	4.8
	Replace “Finally” with “Once digestion efficiency has been determined by gel electrophoresis, continue with inverse PCR product purification and preparation of sequencing library as described in the protocol.”

	5.
	7:53
	“Agarose gel electrophoresis of digested RE monitor indicated sufficient digestion”
	5.1
	“Agarose gel electrophoresis of digested RE monitor indicated sufficient digestion of the inverse PCR product digested in parallel”

	6.
	8:07
	“BWA software”
	5.2
	“BWA software package”
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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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