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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: A Fluorescence-based Method to Study Bacterial Gene Regulation in Infected Tissues

 Date: 1/24/2019
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.
	0.32
	Human subject
	No human subject used. Please replace text with: Procedures involving the use of animals have been approved by the Institutional Animal Care and Use Committee (IACUC) at Georgetown University.

	2.
	2.29
	CO2 asphyxiation
	Change to: CO2 inhalation

	3.
	4:42
	Text
	Please italicize nuc: nuc-GFP
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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.
	2.29
	50 ml polypropylene tube
	3.1
	15 ml polypropylene tube

	2.
	3.52
	Define the region of interest….
	4.3
	Define the region of interest (ROI) by using the polygon selections tool and add the ROI to the ROI manager under the Edit tab in Image J (Edit (Selection(Add to manager). Rename the ROI as and show it on the image with label by selecting respective functions. 

	3.
	4.26
	 ……
	4.5
	Export the data to an excel file and prepare a column indicating the Mean fluorescence Intensity (MFI) per unit area for the periphery and core.
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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.
	3.2
	50 ml polypropylene tube
	15 ml polypropylene tube

	2.
	2nd paragraph of intro
	References at end of first sentence…
	please condense references to 7-13 rather than type each one out

	3.
	Figure 5 legend. 
	First word of legend “Representative”
	Delete “Representative” nuc-gfp is representative, but tdTomato is not.

	4.
	References section
	Instances of Staphylococcus aureus, Neisseria meningitidis
	Throughout the references section. Please italicize genus and species names

	5.
	References section
	Instances of where Staphylococcus aureus or S. aureus occur before end of sentence
	Please remove period. See References 8, 9, 48 and be on the lookout for others.

	6.
	References section
	Gene names in titles
	Should be italicized. See #15, #17 sae should be sae, #21 and #24 should be saeRS, #22 sae should be sae, #28 agr and sarA should be agr and sarA, 
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