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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: In vivo Application of the REMOTE-control System for the Manipulation of Endogenous Gene Expression
Date: 3/4/19
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.
	00:00
	The middle initials should either all have a period or not. It is inconsistent between Nicole and Peter’s names.
	Text should read Nicole A. Vander Schaaf

	2.
	05:31
	When the narration describes sorting the sgRNAs by specificity score, that should show the end of the provided CRISPOR video clip where all the sgRNA options and their scores appear. The PITT DNA template design figure shouldn’t appear till 05:41 of the narration.


	Add shot of sgRNA specificity scores from “3.20.1-3.22.1 crispor.mov” clip. Don’t begin discussing the PITT DNA template design until 05:41.

	3.
	02:27
	The text on the screen “Symbol of previously selected transcript will be in a black box” appears too early. It should not appear until the transcript variant has been selected, as at 02:35 (note box around text for Dnmt1). Also, I realized that the box looks blue here, so let’s just switch this to a “dark box” instead of specifying the color.


	Delay overlaid text at 02:27 to 02:35 and change it to “Symbol of previously selected transcript will be in a dark box”

	4.
	06:02
	The text on the screen should say “See manuscript to breed mice with modified gene of interest with transgenic mice”. 


	Change text to “See manuscript to breed mice with modified gene of interest with transgenic mice”. 
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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.
	00:40-01:47
	The narration to accompany the animation in Part II: Overview of the REMOTE-control system”, beginning at 00:40, had a few parts where the narration didn’t appropriately match the step in the animation. We re-recorded the animation to match the speed of the narration, so the narration from 00:40-01:47 should be used to accompany the newly recorded animation.


	2.1-2.3
	Overlay the narration with the new animation recording, “Animation 3.6.19”

	2.
	01:04
	“LacIGY expressor” should be said “LacIGY repressor”.


	2.1
	Say “LacIGY repressor”.

	3.
	01:14, 01:16
	 “two Tet operators” should be said “four or more Tet operators”. And “T for the rtTA-M2 activator” should be said “T, as binding sites for the rtTA-M2 activators”.


	2.2
	Rewritten script text for step 2.2:

To accomplish upregulation, the target gene promoter is engineered to contain four or more tet (pronounced: “tet”) operators, T, as binding sites for the rtTA-M2 (pronounced: “r·t·t·a·m·two”) activators. When the activator is expressed from the desired tissue-specific promoter in the presence of Doxycycline (pronounced: “dok·see·sigh·klin”), upregulation of the target gene is induced. Upregulation of the target gene can be reversed or adjusted to the desired expression level by withdrawing or altering the concentration of Doxycycline [1-TXT].



	4.
	02:05
	Say “navigate to the UCSC Genome Browser” instead of “navigate the UCSC Genome Browser”


	3.2
	Rewritten script text for step 3.2:

“To obtain the genomic sequence for the gene of interest, navigate to the UCSC Genome Browser [1], and select the latest draft of the mouse genome, under the Genomes tab [2-TXT]. 



	5.
	02:33
	The narration about selecting the Genomic Sequences link appears too early; it should accompany the visual at 02:38.


	3.4
	Overlay the narration of script step 3.4 with the visual at 02:38.

	6.
	04:19
	The narration should say “match” instead of “matches”


	3.14
	Script text for step 3.14:

Then, select the datasets for the targets of H3K4me1(pronounced: “h·three·k·four·monomethylation”), H3K27ac (pronounced: “h·three·k·twenty·seven·acetylation”), DNase I (pronounced: “d·n·ace·one”), and CTCF(pronounced: “c·t·c·f”) that most closely match the cells to be engineered [1]. 



	7.
	05:59
	“To repress the target gene, administer…” should be said “For reversal of target gene repression, administer…”


	4.1
	Rewritten script text for step 4.1:

“For reversal of target gene repression, administer IPTG in the drinking water of the homozygous-bred mice with the modified allele of interest, by fully dissolving the desired amount of IPTG in sterile distilled water on the day of administration [1-TXT].” 
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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.
	
	Please see the tracked changes in the recently uploaded protocol text, version 59235_R2_011019 NVS 3.6.19.docx
	

	2.
	
	
	

	3.
	
	
	

	4.
	
	
	

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	


[image: image1.png]