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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: Cell-free Protein Expression Using the Rapidly Growing Bacterium Vibrio Natriegens
Date: 03.04.2019
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.
	Intro Screen
	Author list
	We would like to include that Nili Ostrov and George Church are corresponding authors for this work.
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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.
	4:47
	Narrator says: …10X energy solution master…
	4.1
	Should be: …10X energy solution master mix…

	2.
	8:30
	Daniel giving conclusion reading while showing some previous actions
	4.8.3
	This could be a good place for the kinetic movie that was obtained by authors. The movie will be uploaded as “VNat_Kinetic_Movie.avi”. Note the movie probably needs some editing and to be sped up as it is 3 hours of a cell-free reaction increasing sfGFP concentration.
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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.
	2.13
	BCA assay is described as “benzethonium chloride assay”
	Please correct to “bicinchoninic acid assay”

	2.
	3.3.1
	“… and then placing on ice.”
	Please correct to “…and then placing each on ice.”

	3.
	4.4.1; 4.1.3; full document
	the text describes 4C, -20C and -80C refrigerators 
	Please correct any instance of -20C or -80C refrigerators to freezers. 4C should remain as currently described.

	4.
	3.5.1; full document
	Currently “in vitro” is not italicized throughout the document
	Please correct to: “in vitro” 

	5.
	4.7
	Reads “Alternatively, monitor cell-free protein expression kinetics using a plate reader.”
	Please change this to mirror step 4.4. Step 4.7 should be in bold: “Kinetic cell-free protein expression using plate-reader” and then 4.7.1 is the rest of the current text, “1. Pipette 10 uL…”

	6.
	Table 1
	Wrong values are displayed; looks like an issue with the excel sheet.
	We will re-upload this; please the new file entitled “Table_1_Media_S30_Rev_RE_Fix.xlsx”.

	7.
	Title of article
	Has “Vibrio Natriegens”
	Please change, if possible, to “Vibrio natriegens”

	8.
	Figure 3
	Missing in the protocol
	The still from the video does not necessary demonstrate what we were trying to get across. We will generate this image and upload as “Figure_3_Lysate_Jove.png”

	9.
	Tables
	Missing link
	We would like to include a download for the compiled excel sheet (in excel compatible format) that has all the tables listed in the manuscript if possible. We’d like to insert the following text before or after the tables: “All tables are provided in a downloadable format for direct manipulation: -link to download-”. This file is named: “Compiled_Tables_Vnat_JoVE_DW_Rev.xlsx”
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