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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: CRISPR/Cas12a Multiplex Genome Editing of Saccharomyces cerevisiae and the Creation of Yeast Pixel Art
Date: 10 May 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

	1.
	5:07
	When a cuvette is placed in the spectrophotometer, a value of 0.000 appears.
	Take another shoot with a nonzero value appearing on the spectrophotometer.

	2.
	5:50
	There is some liquid (PEG-LiAc TE solution) left in a pipette tip after the solution is transferred to a new tube.
	Use another shot in which all the liquid (PEG LiAc TE solution) is released or cut the shot.


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)

	1.
	0:00
	Sentence 1.1 “This protocol demonstrates a novel method for multiplex genome editing of Saccharomyces cerevisiae by introducing multiple expression cassettes on multiple loci in a single transformation step” starts directly. 
	1.1
	Can the audio start a few seconds (e.g. 3-5) later, allowing the viewer to read the title slide?  

	2.
	0:17
	Part of 1.2: “assembly for expressing a single cRNA array”.
	1.2
	I pronounce cRNA, but it should be crRNA. Can you use the audio of the other shoot of 1.2 that was taken?

	3.
	0:30
	Last word of 1.3, loci, is pronounced with a hard k (loki). It should be with a pronounced different as “lochi”. (At 0:50 “loci” is pronounced correctly).
	1.3
	Use one of the other shots with correct pronunciation of loci.

	4. 
	0:47
	There is a notable hesitation when the sentence “Cas12a processed the crRNA array in vivo into individual crRNAs” is said.
	1.4.
	Use another shot.

	5. 
	4:32
	“and 150 microliters of a 20x dilution”.
	3.10
	Pronounce as 20 times (not 20x).

	6.
	5:24
	A step of ssDNA addition is missing. 
	4.2. 
	Change the following sentence “After centrifugation resuspend the cell pellet in 100 µL of LiAc TE solution” to “After centrifugation resuspend the cell pellet in 100 µL of LiAc TE solution and add ssDNA”.

	7.
	6:12
	“and 150 microliters of a 20x”.
	4.6
	Pronounce as 20 times (not 20x).

	8.
	9:58
	The statement is said with hesitation. 
	7.3.
	Use another shoot.


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)

	1.
	Abstract
	“modification of S. cerevisiae, a model”
	Correct to “modification of Saccharomyces cerevisiae, a model” ensuring Saccharomyces cerevisiae is in italic throughout the entire document.

	2.
	Abstract
	“to perform in vivo recombination”
	Correct to “to perform in vivo recombination” ensuring in vivo is in italic throughout the entire document.

	3.
	Introduction (paragraph 2)
	“complex with crRNA of”
	Correct to “complex with CRISPR RNA (crRNA) of”

	4.
	Introduction (paragraph 2)
	“of multiple crRNA on a”
	Correct to “of multiple crRNAs on a”

	5.
	Introduction (paragraph 2)
	“of each so-called single-guide RNAs (sgRNAs) or”
	Correct to “of each so-called single-guide RNA (sgRNA) or”

	6.
	Introduction (paragraph 3)
	“editing of Saccharomyces cerevisiae with a”
	Correct to “editing of S. cerevisiae with a” ensuring S. cerevisiae is italic

	7.
	Protocol

4.1.9.
	“Store purified DNA at –4 °C.”
	Remove the minus as following “Store purified DNA at 4 °C.” Thus remove –.

	8. 
	Protocol 

5.1.1.
	There is a line left in the sentence listing solutions: “10x TE buffer containing 100 mM Tris-HCl (pH 7.5), 10 mM EDTA, total volume of 50 mL; 1 M LiAc at pH 7.5, total volume of 50 mL.
50% PEG 4000, total volume of 100 mL.”
	Write all the solutions in a single line: “10x TE buffer containing 100 mM Tris-HCl (pH 7.5), 10 mM EDTA, total volume of 50 mL; 1 M LiAc at pH 7.5, total volume of 50 mL; 50% PEG 4000, total volume of 100 mL.”

	9.
	Figure 1
	The figure is unreadable due to low resolution.
	Is it possible to improve the resolution of Figure 1?

	10.
	Protocol 

5.2.2. 
	Part of the equation is cut (tc part)
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	Add an extra line between the equation and the next sentence (“where ti and τ are the incubation time and doubling time, respectively.”)

	11.
	Protocol

5.3.1.
	“in a 100 mL shake flask containing 20 mL of YEPD (2% glucose) medium.”
	“in a 100 mL shake flask containing 20 mL of YEPD (2% glucose) medium supplemented with 0.2 g/L G418.”

	12. 
	Protocol 

5.3.3
	“in a microcentrifuge tube.”
	“in the microcentrifuge tube.” – change the article 

	13.
	Figure 2 caption
	“This Figure has”
	Correct to “This figure has”

	14.
	Discussion (paragraph 1)
	“for the introduction of four DNA”
	Correct to “who introduced four DNA”

	15.
	Discussion (paragraph 4)
	“between 50 and 94%”
	Correct to “between 50% and 94%”

	16.
	References
	Reference 19: “Buiting#Wiessenhaan”
	Correct to “Buiting-Wiessenhaan”

	17.
	Supplementary Table 2
	All the sequences of the primers are not bold.
	Sequences of the primers (e.g. KC-110) that encode connectors should be in bold as in the submitted Supplementary Table 2.  
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