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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: Axonal Transport of Organelles in Motor Neuron Cultures using Microfluidic Chambers System
Date: 23/3/2020
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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

	1.
	0:03
	Onscreen shows a slide with protocol name and authors. There is a mistake in the names.
	After the name Ionescu, the number 1 appears regular, instead of being in superscript 1.

	2.
	5:13
	Onscreen shows pipetting only of the proximal channel while the narrator is saying “adding PLO to both compartments.”
	Need to add to the video also the pipetting of the distal (bottom) compartment of the MFC, especially when the narrator say “channel entrance” (5:18) – that actually refers to the entrance of the bottom channel.

	3.
	6:49
	Onscreen shows a close-up of the explants inserted into the MFC’s proximal compartment. It is hard to notice where the explants are located”.
	Need to add a circle highlighting the location of the explants in the MFC. See attached image.

	4.
	7:16
	Onscreen jumps straight away from the culture maintenance part to the axonal transport part. Those two parts should be separated as they are found in two different sections of the protocol (Part 2- neuronal culture plating, part 3- axonal transport).
	It will be best if the editor can add a slide to mark that this is a new part of the protocol (axonal transport). It was not mentioned as a separate part in the script, only in the written protocol PDF, but when seeing the movie this addition is crucial.

	5.
	7:20
	Onscreen shows insertion of blue dye (mitotracker) to a tube, while narrator says “mitotracker and lysotracker red”
	Need to add the footage of the insertion of both dyes, in the same scene. The lysotracker red is colored in red. This was filmed but cut out in the movie.

	6.
	7:44
	Onscreen shows Ariel sitting in the microscope. This scene needs to be better illustrated.
	We will upload a screen-shot movie of the microscope computer showing the time-lapse settings. Only 2-3 seconds of Ariel sitting will be enough if supplemented with this short movie.

	7.
	8:04
	Onscreen shows figure 4A. It will be better to show dynamic movie of the figure instead of static image.
	We will upload figure 4A images also as movies to better illustrate this part.
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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.
	1:36
	Original Script Text: 

“fill the syringe with 2mL of liquid nitrogen”
	2.2
	“fill the syringe with 2mL of liquid nitrogen per each wafer-containing plate”

	2.
	1:52
	Original Script Text: 

“and draw back 2mL of chlorotrimethylsilane" 
	2.3
	“and draw back 2mL of chlorotrimethylsilane per each wafer-containing plate”

	3.
	2:20
	Original Script Text: 

“A ratio of 17 to 1”
	2.5
	“A ratio of 16 to 1”

	4.
	4:25
	Original Script Text: 

“In a new 15 cm plate”


	2.11.
	“In a new plate” (discard 15 cm)

	5.
	5:44
	Original Script Text: 

“Replace the PLO with laminin and incubate the MFC for an additional night”
	2.15
	“Replace the PLO with laminin and incubate the MFC for an additional night. Prior to plating, wash the laminin with culture medium.”

	6.
	6:49
	Original Script Text: 

“Make sure that the explants are sucked into the proximal channel
	3.3
	“Repeat the previous step two more times, and make sure that the explants are embedded in the proximal channel.”

	7.
	7:04
	Original Script Text: 

“Add SCEX medium to the proximal compartment and rich SCEX medium to the distal compartment”
	3.4
	“One day after plating, replace the SCEX medium in the proximal compartment and add rich SCEX medium to the distal compartment”

	8.
	7:17
	“To label the mitochondria and acidic compartments, prepare fresh SCEX medium with 100 nanomolar Mitotracker Deep Red FM and 100 nanomolar LysoTracker Red [1] and add it to the microfluidic chambers”
	3.5
	“After 4-6 days, the axons should cross to the distal compartment and be ready for axonal transport imaging. To label the mitochondria and acidic compartments, prepare fresh SCEX medium with 100 nanomolar Mitotracker Deep Red FM and 100 nanomolar LysoTracker Red [1] and add it to the microfluidic chambers.”

	9.
	7:40
	“then wash 3 times with warm CNB-SCEX medium”
	3.6
	“then wash 3 times with warm SCEX medium”. (Discard the word CNB, it should have been removed from the script).
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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.
	1.18
	Step says “Weigh PDMS base (see table of materials) in a 50 mL tube and add PDMS curing agent at a ratio of 17:1”
	Please correct to “Weigh PDMS base (see table of materials) in a 50 mL tube and add PDMS curing agent at a ratio of 16:1”
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