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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: Generation of Alpha-Synuclein Preformed Fibrils from Monomers and Use In vivo
Date: 5-13-19
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
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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.
	5:47
	Original Script Text: 

Next, cut a length of shrink-wrap tubing to approximately 40 millimeters, and carefully slide it over the glass needle to overlap the base of the glass needle and the metal needle of the syringe
	4.5
	Rewritten Script Text: 
To further secure the needle and prevent potential leaks, cut an additional length of shrink-wrap tubing to approximately 40 millimeters, and carefully slide it over the glass needle to overlap the base of the glass needle and the metal needle of the syringe

	2.
	7:22
	Original Script Text: 

Examination with transmission electron microscopy confirms the presence of long fibrils. In comparison, α-syn monomers are barely visible and have no discernible shape.


	5.1
	Rewritten Script Text: 
Examination with transmission electron microscopy confirms the presence of long fibrils. In comparison, α-synuclein monomers are barely visible and have no discernible shape.



	3.
	7:32
	Original Script Text:
Amyloid conformation of the fibrils is then confirmed using a thioflavin T assay. A representative assay shows that dPBS and mouse monomers produce a lower signal in relative fluorescent units compared to mouse PFFs
	5.2
	Rewritten Script Text: 
Amyloid conformation of the fibrils is then confirmed using a thioflavin T assay. A representative assay shows that dPBS and mouse monomers produce a lower signal in relative fluorescent units compared to mouse PFFs
*** Pronunciation of thioflavin should be the same as how it is pronounced at 9:09.

	4.
	7:44
	Original Script Text: 

Human α-syn monomer produces a similar signal to mouse monomer, while the human PFFs likewise produce a higher signal than monomers
	5.3
	Rewritten Script Text: 
Human α-synuclein monomer produces a similar signal to mouse monomer, while the human PFFs likewise produce a higher signal than monomers

	5.
	8:23
	Original Script Text: 

Both mouse and human PFFs are sonicated to produce PFFs of appropriate lengths for seeding α-syn inclusions. A comprehensive examination of approximately 500 fibrils reveals that the average length of mouse fibrils is approximately 44 nanometers, with 86.6 percent of the PFFs measuring 60 nanometers or less
	5.5
	Rewritten Script Text: 
Both mouse and human PFFs are sonicated to produce PFFs of appropriate lengths for seeding α-synuclein inclusions. A comprehensive examination of approximately 500 fibrils reveals that the average length of mouse fibrils is approximately 44 nanometers, with 86.6 percent of the PFFs measuring 60 nanometers or less

	6.
	9:00
	Original Script Text: 

In vivo examination of PFF efficacy is confirmed using immunohistochemistry. Inclusions formed in the substantia nigra share similar properties to Lewy bodies, in that they contain phosphorylated alpha-synuclein, contain amyloid structures and stain with Thioflavin S, and are resistant to proteinase K digestion.


	
	Rewritten Script Text: 
In vivo examination of PFF efficacy is confirmed using immunohistochemistry. Inclusions formed in the substantia nigra share similar properties to Lewy bodies, in that they contain phosphorylated alpha-synuclein, contain amyloid structures and stain with Thioflavin S, and are resistant to proteinase K digestion.
*** Pronunciation of nigra should be changed. In the video it is pronounced “nee-gra” it should be “n-I-gra”. The Youtube video web address below (in blue) has a video that pronounces it correctly starting at around 0:07 into the video. 
https://www.youtube.com/watch?v=JJ6YB4674GQ
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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.”
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