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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: Microbiota Analysis Using Two-Step PCR and Next-Generation 16S rRNA Gene Sequencing
Date: 09/24/2019
Authors and Affiliations

Please fill in any missing author information not included in the video. N/A
	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	02.26
	Onscreen text is right visualization of the plate is not needed  
	visualization of the plate should start at 02.36   

	2.
	03.25
	Onscreen text says 12.5 ul 2X hifidelity polymerase enzyme mix but the video narration show 2.5 ul PCR1 product pipetting    
	Onscreen text should say using multichannel Pipette add 2.5 ul of 16S rRNA amplified product, 12.5 ul of 2X infidelity polymerase enzyme mix, and 5 ul of PCR grade water

	3.
	05.48
	Onscreen text says quantify purified pool by loading 1 ul onto a fluorimeter 
	Quantity of purified pool should be reflected on the fluorimeter screen at 05.53  (currently it is showing out of range)

	4.
	05.54
	Missing link
	Onscreen text should say perfomed next generation sequencing as per details given in the protocol

	5.
	05.56
	Onscreen test directly go to analysis
	Onscreen text should say create a mapping file and an abundance table as per instructions given in the manuscript

	6.
	07.47
	Onscreen text is fine
	Please show PCR1 lane 1-6 only or draw a box to highlight the same (Figure 1A)

	7.
	07.53
	Onscreen text is fine
	Please show lane 1-7 only or draw a box to highlight the same (Figure 1B)

	8.
	08.16
	Onscreen text is fine
	Please show PCR2  lane 7-12 or draw a box to highlight the same (Figure 1A)

	9.
	08.22
	Onscreen text is fine
	Please show lane 8-12 only or draw a box to highlight the same (Figure 1B) and then show Figure 1D


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.
	1.45
	Sterilize the forceps after collecting from each mouse [2]
	2.3
	Sterilize the forceps with 70% ethanol followed by germicidal disposable wipe after collecting fecal from each mouse [2]

	2.
	2.48
	Talent seals the plate and places into a centrifuge.
	3.2.1
	“Then, seal the PCR plate properly from the top and all four edges (Please show the same in video)

	3.
	5.53
	Missing in the script 
	4.9
	Performed Next generation sequencing of purified pool as per details given in the manuscript


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.
	Author affliation
	4Graduate Program in Molecular Cell Biology
	4Graduate Program in Molecular Medicine

	2.
	Keywords
	fecal DNA extraction
	Fecal DNA extraction

	3.
	Keywords
	16S rRNA sequencing
	16S rRNA next generation sequencing
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