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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: Synthesis of Near-Infrared Emitting Gold Nanoclusters for Biological Applications
Date: February 2, 2020
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

	1.
	0:00
	Affiliation 6 is not visible.
	Move the whole text up.

	2.
	0:48
	The talent shown in video is Alzbeta Magdolenova, not Klaudia Kvakova
	Change the video for the correct one, showing Klaudia (starting from 0:53).

	3.
	0:53
	The talent shown in video is Klaudia Kvakova, not Alzbeta Magdolenova
	Change the video for the correct one (starting from 0:48).
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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)

	1.
	1:11
	Original Script Text: 

Start by adding 1.3 milligrams of thioctic acid and 10 microliters of 2 molar sodium hydroxide to 3.9 milliliters of ultrapure water and stirring the mixture until completely dissolved.
	2.1
	Rewritten Script Text:

Start by adding 7.8 milligrams of thioctic acid and 60 microliters of 2 molar sodium hydroxide to 23.4 milliliters of ultrapure water and stirring the mixture until completely dissolved.

	2.
	1:23
	Original Script Text: 

Next, add 1.7 microliters of hydrogen tetrachloroaurate to the solution and, after 15 minutes, add 80 microliters of freshly prepared sodium borohydride while stirring vigorously. Continue stirring the reaction mixture overnight.
	2.2
	Rewritten Script Text:
Next, add 10.2 microliters of hydrogen tetrachloroaurate to the solution and, after 15 minutes, add 480 microliters of freshly prepared sodium borohydride while stirring vigorously. Continue stirring the reaction mixture overnight.

	3.
	1:40
	Original Script Text: 

On the next day, purify the solution using 3 cycles of ultrafiltration with a molecular weight cutoff of 3 kilodaltons. Then, add thiol-terminated polyethylene glycol to the solution, adjust the pH to between 7 and 7.5, and stir the mixture overnight to obtain nanocluster one.
	2.3
	Rewritten Script Text:
On the next day, purify the solution using 3 cycles of ultrafiltration with a molecular weight cutoff of 3 kilodaltons. Then, add 15.6 milligrams of thiol-terminated polyethylene glycol to the solution, adjust the pH to between 7 and 7.5, and stir the mixture overnight to obtain nanocluster one.

	4.
	2:33
	Original Script Text: 

Stir the reaction mixture overnight at room temperature. On the next day, perform 3 cycles of centrifugation and filtration as previously described to obtain nanocluster two. Dilute two with ultrapure water to a volume of 4 milliliters.
	3.3
	Rewritten Script Text:
Stir the reaction mixture overnight at room temperature. On the next day, perform 3 cycles of centrifugation and filtration as previously described to obtain nanocluster two. Dilute two with ultrapure water to a volume of 24 milliliters.
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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)

	1.
	1.3
	The first NOTE is labeled only as “1.”, while the text “NOTE” is missing. 
	Delete “1.” and add “NOTE”. Move to the left. 

	2.
	5.9
	The text of 5.10. should be used as additional two NOTEs to 5.9. (because the instructions are optional).
	The correct whole text of 5.9

Use an appropriate program to analyze the flow cytometry data.

NOTE: Some applications might require customized setup of filters. For filter exchange always follow the manufacture’s recommendations in the user guide.
NOTE: The experiment can be saved and reloaded to preserve the instrument settings and gating strategy.

NOTE: A side scatter height (SSC-H) vs. side scatter area (SSC-A) plot can be also used for doublet exclusion. This type of gating can be more sensitive as the FSC detector is not usually a PMT.

	3.
	5.10
	
	Delete this point.
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