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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: In Silico Modeling Method for Computational Aquatic Toxicology of Endocrine Disruptors: A Software-Based Approach Using QSAR Toolbox
Date: 27 July 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.
	0:15
	I am not completely happy with the end of the first shot, because I feel that I look somehow strained. 
	I do not know though if the other shots look better, but I would like to remove seconds 0:15 – 0:17. If this is the best shot, maybe you can fade out and use the voice without video? Or start the next part, when I yet have not started talking?

	2.
	1:04
	Screen shows ‘Substance-list_batch-mode - Notepad’ for a very long time period. 
	Would it be possible to have the background screenshot (screenshot_1) without the overlaying screenshot (screenshot_5) for a very short time? I made an additional screenshot (screenshot_5a), which is the blank version of screenshot 5. So in addition, screenshot_5a could be shown very shortly before screenshot_5.  

	3.
	1:59
	“Select all” is highlighted. 
	“Unselect all” should be highlighted. 

	4.
	3:32
	“96 h” is highlighted. 
	“M: 4.6 mg/L” should be highlighted (i.e. the blue data matrix field).

	5.
	4:41
	The box-whisker and the mean value are highlighted.  
	Please highlight the mean value only (i.e. the square with the horizontal bar). It would be great if the difference can be indicated clearly ( see my example figure below this table.  
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Has been uploaded as Figure 5_highlighted_pred-means. 

[image: image2]
Has been uploaded as Figure 5_highlighted_exp-means.
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.
	1:19
	Original Script Text: 
“Next, click Data and confirm that the databases listed under Ecotoxicological Information are checked.”
	2.6
	Rewrite Script Text: 

“Next, click Data and confirm that databases listed under Ecotoxicological Information are checked.”

	2.
	1:59
	Original Script Text: 

“Click Unselect All in the Metabolism-Transformations window [1] and confirm that all of the profilers listed under Predefined are checked [2].”

	3.2
	Rewrite Script Text:
“Click Unselect All in the Profiling methods window [1] and confirm that all of the profilers listed under Predefined and profilers related to aquatic toxicity under Endpoint specific are checked [2].”


	3.
	2:09
	Original Script Text: 

“Then click Apply [1] and click Parameters to run integrated 2D and 3D QSAR models as desired [2].”


	2.1
	Rewrite Script Text:

“Then click Apply [1]. [PAUSE]. Right-click Parameters to run integrated 2D and 3D QSAR models as desired [2].”



	4.
	3:07
	Original Script Text: 

“Select Ecotoxicological Information [1] and Fish, lethal concentration at 50% at 96 hours for the fish of interest and click OK [2]”
	5.2
	Rewrite Script Text:

“Select Ecotoxicological Information [1] and Fish, lethal concentration at 50% at 96 hours and click OK [2]”

	5.
	3:56
	Original Script Text: 

“In this representative quantitative analysis”
	7.1
	Rewrite Script Text:

““In this quantitative analysis”

	6.
	4:41
	Original Script Text: 

“In this case, the mean levels of the predicted lethal concentration at 50% values for the estrogen receptor binders [1] were higher than those of the non-binders [2].”


	7.4
	Rewrite Script Text:

“Here, the mean levels of the predicted lethal concentration at 50% values for the estrogen receptor binders [1] were higher than those of the non-binders [2].”
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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.
	Citation: 
	There are empty brackets in “J. Vis. Exp. ()”
Is this correct ?
	

	2.
	2.2.2
	Text says “The tool will then searche […]”
	Please correct to “The tool will then search […]”

It seems corrections performed in document 60045_R2_0511419 have not been implemented. 

	3.
	2.2.6
	Text says “step 2.2.6”

I wonder if it is confusing for the reader, because this the step is not really coded like that, but it is the previous step coded with “6.” 
	I see that this is a generic problem. I think it is difficult to find the correct reference, if the coding in the protocol text does not correspond to the applied numbering of the PDF. Could you please change the section coding similarly to the original paper? 

	4.
	2.3.3
	Step says “These are highlighted in green (suitable) and orange (plausible) when left-clicking the data matrix field next to the endpoint of interest.”
	Please correct to “These are highlighted in green (suitable) and orange (plausible) when choosing Options > Color by: > Endpoint selected in the data matrix in the upper left corner of Profiling methods. Left-click the data matrix field next to the endpoint of interest.” 

	5.
	2.3.3
	Step says “Click Parameter in the endpoint tree”
	Please correct to “Right-click Parameter in the endpoint tree”

I seems corrections performed in document 60045_R2_0511419 have not been implemented.

	6.
	Figure 3
	Text say “Predicted vs. experimental 96-h LC>50> ”
	Please correct to “Predicted vs. experimental 96-h LC50 ”

	7.
	Figure 4 caption 
	Text say 

“predicted LC50AVE= 0.470”
	Please correct to

“predicted LC50low-95%= 0.470”

	8.
	Figure 5
	The figure is not correctly depicted. The horizontal bar that runs through the square – the symbol for the mean value – is sometimes missing. 
	Please use the corrected figure Fig5_NEW_-JoVE that we have uploaded just now.  

	9.
	Figure 5 caption 
	Text says “(A) mean (small square with a horizontal bar)”
	Please correct to “(A) mean (small square with a bold horizontal bar)”

	10.
	Discussion
	Text says “since it is a valid application to use the QSAR Toolbox for investigating correlations

between LC50 (or ER binding affinity) and log10Kow “
	Please correct Text says “since it is a valid application to use the QSAR Toolbox for investigating correlations between LC50 (or ER binding affinity) and log10Kow, or as a tool for rapid acute ecotoxicity screening. “
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