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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: Methods to study changes in inherent protein aggregation with age in Caenorhabditis elegans
Date: 13.09.17

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.
	4:08
	Onscreen text says “Less if there are dead worms”
	Please show it at 3:55

	2.
	4:19
	Onscreen text says: “3 tubes/sucrose tube”
	Show instead text: “3 tubes/sucrose tube” at 4:08

	3.
	5:18-5:19
	The tube is shown being overfilled.
	Please remove “tube close-up” video section at 5:18-5:19.


	4.
	5:49-5:53
	The 50ml tube is shown being put on dry ice next to the freezer. 
	Please remove this video sequence which is incorrect and show rather the sequence filling up the 50ml tube with nitrogen.

	5.
	6:02
	Onscreen text says “Caution: Wear appropriate protection when using liquid nitrogen.”

	Please show it at 5:55 (step 3.9.2)

	6.
	7:45-7:52
	A video is shown of how the supernatant is added to a tube
	It would be more informative to show the video sequence with the pipette tip going through the fat layer and removing the supernatant from the pellet. (This was filmed but is not currently in the video)

	7.
	8:33
	Onscreen text says “Caution: Remove all residual RIPA supernatant” 
	Please remove and only show it at 9:23

	8.
	11:22
	Stars “****” above the graph 
	Mask stars “****” for significance and only show them when revealing the counting results
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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.
	0:10
	Original Script Text: “to evaluate how targeted gene knockdown influences this aging markers.”
	
	Rewritten Script Text:
 “to evaluate how targeted gene knockdown influences this aging marker.”

	2.
	2:20
	Original Script Text: “After adding bacteria, add complete worm culture with S basal to bring the total volume to 300 mL.”
	2.4
	Rewritten Script Text:
“After adding bacteria, complete worm culture with S basal to bring the total volume to 300 mL.”

	3.
	4:22
	Original Script Text: “Then centrifuge the tubes at 2,700x g for 3 min at 4°C, acceleration 9, and deceleration 7.” (Seven has been omitted in the sentence)
	3.4
	Corrected Pronunciation:
“Then centrifuge the tubes at 2,700x g for 3 min at 4°C, acceleration 9, and deceleration 7.”


	4.
	10:10
	Original Script Text: “Western blot analysis of insoluble protein content of young and aged worms…”
	7.1.
	Rewritten Script Text:
“Total protein staining of insoluble protein content of young and aged worms…”

	5.
	10:22
	Original Script Text: “not in long-lived animals “ 
	7.1.1
	Corrected Pronunciation:
“not in long-lived (pronounced livd) animals “ 

	6.
	10:33
	Original Script Text: “long-lived animals”
	7.2
	Corrected Pronunciation: “long-lived animals (pronounced livd)”

	7.
	11:23
	Original Script Text: “long-lived animals”
	7.4
	Corrected Pronunciation: “long-lived animals (pronounced livd)”
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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.

	1.2.1.1
	Step says “Refer to Table 1 for recipes of buffers.”
	Please move this sentence to 1.2.2.1. after “Close the flask with a membrane screw cap.”

	2.
	1.2.2.4
	Step says “Add complete worm culture with S basal to bring the total volume to 300 mL.”
	Please correct to “Complete worm culture with S basal to bring the total volume to 300 mL.”

	3.
	1.2.3.1
	Step says “of50 µg/mL carbenicillin”
	[bookmark: _GoBack]Please correct to “of 50 µg/mL carbenicillin”

	4.
	1.3.5
	Step says “Quickly centrifuge at 2670 x g for 5 min at room temperature, acceleration 9 and deceleration 7.”
	Please correct to “Quickly centrifuge at 2700 x g for 5 min at 4°C, acceleration 9 and deceleration 7.”

	5.
	1.3.5
	Step says “Centrifuge at 2670 g for 3 min at room temperature, acceleration 9 and deceleration 7.”
	Please correct to “Centrifuge at 2700 g for 3 min at 4°C, acceleration 9 and deceleration 7.”

	6.
	2.3.2
	Step says “To remove the high-salt soluble proteins, add two volumes of RAB per weight (700 μL) with inhibitors 1 mM PMSF, 200 U/mL DNaseI and 100 μg/mL RNaseA to each tube and solubilize the powder on ice.”
	Please correct to “To remove the high-salt soluble proteins, add two volumes of RAB per weight (700 μL) with inhibitors, 1 mM PMSF, 200 U/mL DNaseI and 100 μg/mL RNaseA to each tube and solubilize the powder on ice.”
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