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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: Escherichia coli-Based Cell-Free Protein Synthesis
Please change the title to “Escherichia coli-Based Cell-Free Protein Synthesis: Protocols for a Robust, Flexible, and Accessible Platform Technology.” We believe that this title better represents and differentiates our manuscript from the previously published cell-free protein synthesis paper “Protocols for Implementing an Escherichia coli-Based TX-TL Cell-Free Expression System for Synthetic Biology” by Z. Z. Sun et al. We feel that the current title of our paper is too similar to this past manuscript and does not highlight the key advantages of our cell-free protocol.
Date: 11/28/18
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	1
	Max Z. Levine
	Please add “San Luis Obispo” after “California Polytechnic State University” in title card and name card
	

	
	
	
	

	
	
	
	

	2
	Nicole E. Gregorio
	Please add “San Luis Obispo” after “California Polytechnic State University” in title card and name card
	

	
	
	
	

	
	
	
	

	4
	Katharine R. Watts
	Please add “San Luis Obispo” after “California Polytechnic State University” in title card
	

	
	
	
	

	
	
	
	

	5
	Javin P. Oza
	Please add “San Luis Obispo” after “California Polytechnic State University” in title card and name card
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	3:23
	Title card for section 3 says “III. Cell-Free Protein Synthesis Batch Format Reactions”
	Title card should say “III. Crude Cell Extract Preparation”

	2.
	4:00
	Onscreen text says “Repeat sonication cycle 3x”
	Text should say “Repeat sonication cycle 3x until total Joules delivered is 800-900 J”

	3.
	5:30
	The shot pauses for a long period of time as the narration is being read.
	Is it possible that there is footage with more panning over all of the mentioned reagents, or a wide shot of them all that can be added in.

	4.
	7:13
	Title card says “VI. Results: Analysis of the Cell-Free Protein Synthesis Reaction”
	Should say “VI. Results: Modification and Optimization of the Cell-Free Platform Conditions”

	5.
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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.
	1:20
	“Centrifuge the bottles at 5,000 x g and at 10 degrees Celsius for 10 minutes to pellet the cells”
	2.2
	“After pre-cooling the centrifuge to 4 degrees Celsius, centrifuge the bottles at 5,000 x g and at 10 degrees Celsius for 10 minutes to pellet the cells



	2.
	4:52
	“Tape the tubes to the shaking platform of an incubator, and incubate them at 37 degrees Celsius with shaking at 250 rpm for 60 minutes”
	3.6
	“Tape the tubes of supernatant to the shaking platform of an incubator, and incubate them at 37 degrees Celsius with shaking at 250 rpm for 60 minutes. This is the run-off reaction.”


	3.
	5:33
	“First, thaw Solution A, Solution B, the DNA template, the BL21*(DE3) extract, T7RNAP, and an aliquot of molecular grade water on ice”
	4.1
	“First, thaw Solution A, Solution B, the DNA template, the BL21*(DE3) extract, T7 RNA Polymerase, and an aliquot of molecular grade water on ice”

	4.
	6:01
	“Ensure that the final reaction mixture is combined into a single 15 microliter bead at the bottom of each tube”
	4.3
	“Ensure that the final reaction is well mixed and combined into a single 15 microliter bead at the bottom of each tube”

	5.
	7:07
	“Use a previously generated standard curve to determine the concentration of superfolder GFP from the obtained fluorescence reaching”
	5.4
	“Use a previously generated standard curve to determine the concentration of superfolder GFP from the obtained fluorescence reading”

	6.
	8:41
	“For cell extracts comprised of 30 milligrams per milliliter total protein, the optimal magnesium concentration is 10 millimolar”
	6.5
	“For cell extracts comprised of 30 milligrams per milliliter total protein, the optimal magnesium concentration and extract volume to minimize reagent usage and maximize volumetric yield is 10 millimolar and 5 microliters, respectively”
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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.
	Section 1, Day 3, Step 5
	Step says “Upon reaching OD600 = 0.6, add 1 mL of 1M IPTG (final concentration in 1 L culture = 1 mM) to the 2x YTPG culture with.”
	Please correct to “Upon reaching OD600 = 0.6, add 1 mL of 1M IPTG (final concentration in 1 L culture = 1 mM) to the 2x YTPG culture.” (Remove ‘with’)

	2.
	Section 2, Day 4, Step 5 
	Step says “Immediately after sonication is complete, add 2.8 µL of 1 M DTT (supplementing an additional 2 mM DTT) into the 1.4 mL of lysate and invert several times to mix”
	Please correct to “Immediately after sonication is complete, add 4.5 µL of 1 M DTT (supplementing an additional 2 mM DTT) into the 1.4 mL of lysate and invert several times to mix”

	3.
	Section 4, Step 3
	“NOTE: Excitation and emission wavelengths for sfGFP fluorescence quantification are 485 and 510, respectively”
	“NOTE: Excitation and emission wavelengths for sfGFP fluorescence quantification are 485 nm and 510 nm, respectively”
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