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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: Exogenous Administration of Microsomes-associated Alpha-synuclein Aggregates to Primary Neurons As a Powerful Cell Model of Fibrils Formation
Date: shooting date 4/24/2018
Authors and Affiliations

Please fill in any missing author information not included in the video.
If possible I would like to add Lucia Rota that appeared in the video, as second author of this paper.

	Order
	Author
	Affiliation
	Email

	Second author
	Lucia Rota
	Bio@SNS Scuola Normale Superiore
	lucia.rota@sns.it

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	00:07
	Onscreen text says: Emanuela Colla
	Text should say Dr. Emanuela Colla

	2.
	04:02
	Onscreen text says: 10 min RT. 

Then the light is shut. Here there is a problem with the editing since the light should go out in take n. 3.5.2 (03:55) after the primary antibody is added for a overnight incubation and not after the wash at 04:02 (take 3.5.3) 
	Video should show light shut down at 03:55 or just remove the frame where the light is turned off since narration already says “overnight in the cold room or refrigerator overnight at 4C, on a orbital shaker”.

	3.
	04:20
	Original take showed membrane on the orbital shaker with the antibody solution.
	Remove the frame were the membrane is on the orbital shaker (04:21) since it shows the membrane with antibody solution and not the washing buffer.
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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.
	00:23
	Original script text says: The main advantage of this technique is that it does not require the time-consuming purification of alpha-synuclein preformed fibrils. 
	1.2
	This part is missing: The isolation of microsomes-associated alpha-synuclein aggregates is quick and the pathogenic seeding is made with authentic alpha-synuclein aggregates extracted from diseased animal models of PD or human PD brain.
Please add. If it is a problem we can remove any of these washing steps such as takes 3.5.3; 3.6.2; 5.2.2 

	2.
	00:56
	Original script text says: 1-2 ml
	2.2
	Rewritten as: all of the initial homogenate 

	3.
	02:41
	Original script text says: microsomes-associated (S
	3.1
	Read as: microsomes-associated (-Synuclein

	4.
	03:40
	Original script text says: pser129-(S
	3.5
	Read as: pser129-(-Synuclein

	5.
	03:56
	Original script text says: then wash the membrane
	3.5.3
	Rewritten as: the next day, wash the membrane

	6.
	04:16
	Original script text says: 1 h, RT
	3.6.1
	Rewritten as: 1 h, RT on a orbital shaker

	7.
	05:26
	Original script says: gentamicin
	4.3
	Correct pronunciation for gentamicin is jen′tə mī′sin 

	8.
	05:30
	Original script says:

Repeat every 3 days for another 2 weeks
	4.3
	Rewritten as: repeat every 3 days for 1 week

	9.
	04:45
	Original voice says: original homogenization buffer while text says 2% B27, 10 ug/ml gentamicin and 2mM Glutamine
	4.1
	Original homogenization buffer is 250 mM sucrose, 20 mM HEPES, 10 mM KCl, 1.5 mM MgCl2, 2 mM EDTA and 1x phosphatase/protease-inhibitors as in Protocol step 1.1 
The text should say: “see protocol step 1.1 for homogenization buffer composition.
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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.
	1.6
	Step says “Resuspend the P100 pellet with 200 µL of the homogenization buffer.
	Please correct to “Resuspend the P100 pellet with 500 µL of the homogenization buffer.

	2.
	Acknowledgements
	Paper says: “Dr. Fabiana Miraglia and Dr. Lucia Rota will appear in the video”
	Please remove Dr. Fabiana Miraglia as she did not appear in the video.
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