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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: Analysis of Lipid Droplet Content in Fission and Budding Yeasts using Automated Image Processing
Date: June 14, 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.
	7:18
	plots from Fig. 2D and 2E are erroneously shown twice
	in the first instance, plots from Fig. 2B and 2C should be shown instead

	2.
	0:59
	the shot showing “spreading of coating solution using a horizontally positioned pipette tip” is cut prematurely
	the spreading of liquid onto the glass coverslip should be shown in full as this step is important for users to see

	3.
	2:33
	onscreen text says “Minimize Delays”
	change capitalization to “Minimize delays”

	4.
	4:20
	only imaging of blue channel is shown
	imaging in both green and blue channels should be shown (i.e., both blue and green capture windows should show changing z-sections)

	5.
	7:05
	onscreen text says “Zach et. al FEMS...”
	the text should read “Zach et al., FEMS...” (also note the use of italics)

	6.
	1:36
	vortexing takes too long
	limit the shot of vortexing to max. 2 seconds

	7.
	1:48
	the hand obscures the eppendorf tube
	if alternative take for this shot is available, please use the one where the tube is seen clearly and not blocked by the hand

	8.
	3:06
	camera output not shown in the picture
	when setting the z-stack parameters, it is illustrative to see the cells (how the stack starts above and finishes below the cells). The camera output showing the cells can be shown instead of the current large grey area (left ⅔ of image)

	9.
	3:20
	camera output and signal intensity histogram not shown
	when setting up imaging parameters for the green channel, camera output (cells), Camera control and Histogram panels need to be shown.

	10.
	3:53
	camera output not shown
	when setting up imaging parameters for the blue channel, camera output (cells), Camera control and Histogram panels need to be shown.

	11.
	6:11
	matlab initialization screencast does not show menu for choosing the species for analysis
	the shot should include the moment when a menu with yeast species names pops up for the user to choose
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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.
	2:24
	Original script text:
“Next, pipette 2 microliters of the dense cell suspension onto a lectin-coated cover slip to form a cell monolayer. [1] Then, place the coverslip onto a clean microscope slide and proceed to microscopy as quickly as possible to minimize artefacts in imaging.”
	
	Rewritten Script Text: 
“Next, pipette 2 microliters of the dense cell suspension onto a lectin-coated cover slip. [1] Then, place the coverslip onto a clean microscope slide to form a cell monolayer and proceed to microscopy as quickly as possible to minimize artefacts in imaging.”

	2.
	5:55
	Original script text:
“Next, create a sub-folder with the names of the various yeast species...”
	
	Rewritten Script Text: 
“Next, create sub-folders with the names of the various yeast species analyzed...”

	3.
	
	
	
	

	4.
	
	
	
	

	5.
	
	
	
	

	6.
	
	
	
	

	7.
	
	
	
	

	8.
	
	
	
	

	9.
	
	
	
	

	10.
	
	
	
	

	11.
	
	
	
	

	12.
	
	
	
	

	13.
	
	
	
	

	14.
	
	
	
	

	15.
	
	
	
	

	16.
	
	
	
	

	17.
	
	
	
	

	18.
	
	
	
	

	19.
	
	
	
	

	20.
	
	
	
	



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.
	1.4.1 and 1.4.2
	Typo uppercase “S. Japonicus”
	Please correct to “S. japonicus”

	2.
	1.4.3
	Formatting normal to italics “Saccharomyces cerevisiae”
	Please correct to “Saccharomyces cerevisiae”

	3.
	1.4.4
	Typo uppercase “S. Cerevisiae”
	Please correct to “S. cerevisiae”

	4.
	4.1.2
	Formatting of organism name normal to italics
	Please correct to “S. pombe”, “S. japonicus”, “S. cerevisiae”

	5.
	4.1.2, 4.3, Discussion
	“Z-stack” and “z-stack” used inconsistently throughout the text
	unify all occurences to “z-stack”

	6.
	5.1.3
	typo “cultivaton medium”
	change to “cultivation medium”
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