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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 Straightforward Method for Glucosinolate Extraction and Analysis with High-Pressure Liquid Chromatography (HPLC)
Date: 12/20/2016
Authors and Affiliations: Katharina Grosser1,2, Nicole M. van Dam1,2
1 German Centre for Integrative Biodiversity Research (iDiv) Halle-Jena-Leipzig
2 Institute of Ecology, Friedrich Schiller University Jena
Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	1 Interview
	Nicole M. van Dam
	iDiv / Friedrich Schiller University Jena
	Please note that the affiliation must include iDiv



	
	
	
	

	
	
	
	

	2 Interview
	Katharina Grosser
	iDiv / Friedrich Schiller University Jena
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


1
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.
	1:39
	Onscreen shows a beaker but text says centrifuge tube.
	Change text from centrifuge tube to beaker.

	2.
	4:38
	Onscreen shows additionally safety caps but text didn’t mention them.
	Mention the additional safety caps (those are the colorful things on top).

	3.
	8:18
	Figure 2 SINALB spelled wrong
	Change figure 2 with new figure 2 including correct spelling. (Figure already uploaded “55425_vanDam_Figure2_corected”)
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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.
	1:39
	Original Script Text: 

“Centrifuge the mixture at 2650 x g for 20 minutes at room temperature. Combine the supernatant with 90 mL of absolute ethanol in another centrifuge tube. “


	2.3
	Rewritten Script Text:

“Centrifuge the mixture at 2650 x g for 20 minutes at room temperature. Combine the supernatant with 90 mL of absolute ethanol in a beaker, mix and pour in new centrifuge tubes. 



	2.
	1:54
	Original Script Text: 

Discard the supernatant and dissolve the pellet in 25 mL of ultrapure water. 


	2.4
	Rewritten Script Text:

Discard the supernatant, dissolve and combine the pellets in a total of  25 mL ultrapure water.

	3.
	4:38
	Original Script Text: 

“Immediately place the tubes in a 90 to 92 °C water bath.” 
	3.3
	Rewritten Script Text:

“Close the tubes with additional safety caps and place them immediately in a 90 to 92 °C water bath.” 

	4.
	6:10
	Original Script Text: 

“Once the last portions of sodium acetate buffer have drained into the waste rack, remove the rack from the waste tray”
	3.1.4
	Rewritten Script Text:

Once the last portions of sodium acetate buffer have drained into the waste rack, remove the rack from the waste tray and dry the feet of the rack with tissue”

	5.
	7:35
	Original Script Text: 

“Freeze the tubes in liquid nitrogen or at -80 °C for 30 minutes. Freeze-dry the samples for 12 to 24 hours”
	3.1.4
	Rewritten Script Text:

Freeze the tubes in liquid nitrogen or at -80 °C for at least 30 minutes. Freeze-dry the samples for 12 to 24 hours
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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.
	Title
	 Order of authors on page:

1. Nicole  van Dam1,2,
2. Katharina Grosser1,2

	Please change to:

1. Katharina Grosser1,2
2. Nicole M. van Dam1,


	2.
	1.4.2
	Step says “Transfer the supernatant to a centrifuge tube or tubes; add 90 mL of EtOH (or aliquots when using smaller tubes) and centrifuge at 1,030 x g for 15 min at RT.”
	Please correct to “Transfer the supernatant(s) to a beaker; add 90 mL of EtOH and mix it.  Centrifuge the mix in one or more centrifuge tubes at 1,030 x g for 15 min at RT.”

	3.
	1.4.3
	Step says “Discard the supernatant and dissolve the remaining pellet in 25 mL of ultrapure water (or aliquots when using smaller tubes).”
	Please correct to” Discard the supernatants, dissolve and combine the pellets in a total of  25 mL ultrapure water. “

	4.
	1.5.1
	Step says “Weigh around 9 mg of sinigrin monohydrate with 1-µg accuracy (e.g., 8.769 mg) into a 10-mL volumetric flask. Dissolve the sinigrin monohydrate in 10.0 mL of ultrapure water.”
	Please correct to: “Weigh in around 9 mg of sinigrin monohydrate with 1-µg accuracy (e.g., 8.769 mg). Transfer it into a 10-mL volumetric flask and dissolve the sinigrin monohydrate in 10.0 mL of ultrapure water.

	5.
	Materials
	Cataloge Number says: 


20,864,320

211-2606

1,090,571,000

20,816,298

83,639,320


	Please change to

20864.320

211-2120
1.09057.1000

20816.298

83639.320



	6.
	Materials
	The Entry for Rotilabo -sealing clips is missing

	Please add:
Rotilabo-sealing clips; Carl Roth; N217.1



	7.
	Cite this Article
	van Dam, N., Grosser, K. A Straightforward Method for Glucosinolate Extraction and Analysis with High-pressure Liquid Chromatography (HPLC). J. Vis. Exp. (), e55425, doi:10.3791/55425 (2017).
	Please change to:

Grosser, K., van Dam, N. M. 

A Straightforward Method for Glucosinolate Extraction and Analysis with High-pressure Liquid Chromatography (HPLC). J. Vis. Exp. (), e55425, doi:10.3791/55425 (2017).
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