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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: Separating Bacteria by Capsule Amount Using a discontinuous Density Gradient
Date: 9th November 2018
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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.
	1.19
	Shots are not representative of the instructions (shows more than 2 ml resuspension volume)
	Please use time point 1.32-1.38 this shows exactly what we want to get across, with the correct volume

	2.
	2.06 - 2.19
	This should be one continuous shot from placing the tip into the tube and dispensing the sample
	Please show placing the tip and the sample being dispensed,  through to showing the completed gradient before centrifugation

	3.
	2.30
	This image is confusing and there is no indication which strains are being shown
	Show all 8 mini gradients for 1 strain together in 1 image and annotate with arrows showing where the cells have settled. If there are not sufficient video images, please let us know and we can supply an annotated image? 

	4.
	2.39 – 3.09
	This section is too long and needs to be condensed
	Remove this section of video and audio it is not needed.

	5.
	3.53
	Shot 5.4.2 to be extended to show all 3 layers of the gradient being poured, the needle being removed and how it looks when complete. This is an essential part of the protocol and should be extended, while point #2 is shortened.

	Shots 5.2.2 through 5.4.2

	6.
	
	
	

	8.
	4.04
	Video of the cells being added in stages needs to be shown. This is a vital part of the protocol 
	Edit the video to show the cells being added in increments and show a clear shot of the gradient plus cells before being placed into the adapter.

	9.
	5.14
	The coloring of the fractions is incorrect and does not match the annotation on the images. 
	Please re do the coloring to match the annotations on the image. If there are problems with this, please contact us to help with this.

	10.
	3.1 
	Volume of culture used was 600 microlitres, not 500. This decision was taken during filming. 
	Please amend this as appropriate. 
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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.
	2.39 – 3.09
	Unnecessary video and audio. It detracts from what we are trying to get across in the video. 
We did not realise how this would look on screen from reading the script.
	4.1.1 – 4.3.1
	Remove video and audio from this section
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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.
	5.4.2
	Step says  “Repeat layering of density gradients as needed”
	Replace with “Middle gradient stained blue for visualization in video” to go with video point 5

	2.
	References
	DOI missing from ref 8
	Please add DOI for mBio manuscript in press: 10.1128/mBio.01863-18

	3.
	References
	Numerous instances of incorrectly formatted bacterial species names
	Please amend ‘Klebsiellapneumoniae.’ to ‘Klebsiella pneumoniae’ in ref. 12, 13; ‘Streptococcuspneumoniae.’  to ‘Streptococcus pneumoniae’ in 14. 
Please delete lagging full stops from the three bacterial species names mentioned above, and de-capitalise the next word where appropriate.

	4.
	Figure 2 legend
	Citation needed for section 2C
	Please add citation of reference 8 to the last sentence of this paragraph: ‘as shown here for the capsule biosynthesis locus 8’.

	5.
	5.1
	600 microlitres of cells used, not 500.
	Amend to ‘add 600 μl’.
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