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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: Isolation of Adult Spinal Cord Nuclei for Massively Parallel Single-Nucleus RNA Sequencing

Date: 09/22/2018
Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	4:11-4:17
	Video of sucrose density buffer being layered underneath low sucrose buffer homogenate.
	If the footage of this layering was extended by 2-3 seconds, it will better demonstrate what the layering should look like (clear solution layered under a white milky solution).

	2.
	5:24
	Onscreen figure showing cartoon workflow of protocol.
	Figure should be images of brightfield and epifluorescent nuclei (Figure 58413_Video_BF_Epi_Nuclei.tif)


	3.
	5:43
	Onscreen “Protocol adapted from Macasko et al 2014” below the figure.
	Remove this phrase, as it is potentially confusing. It lead the viewer think that the entire protocol was adapted from Macosko et al 2014. In reality, only the droplet encapsulation portion of the protocol (not shown in the video) was adapted from Macosko et al 2014. (Macosko, not Macasko.)
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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.
	1:07
	“Using spring scissors, cut the vertebral column between the L2 and L3 spinal vertebrae.”
	2.4
	“Using scissors, cut the vertebral column between the L2 and L3 spinal vertebrae.” (Remove the word “spring.”)

	2.
	5:43
	“Shown here is a representative tSNE plot of small-nuclear-RNA-sequencing from a mouse lumbar spinal cord, using the massively parallel droplet encapsulation platform.”
	5.2
	“Shown here is a representative tSNE (pronounced tea-snee “as in sneeze without the “ze”)  plot of single-nucleus-RNA-sequencing from a mouse lumbar spinal cord, using a massively parallel droplet encapsulation platform.”
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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.
	JoVE Materials Document
	MgAc catalog number is listed as 
M1028-10X1ML
	Please list as M5661-50G (new Materials Document uploaded)

	2.
	2.4
	Step says “Using spring scissors, cut the vertebral column between the L2 and L3 spinal vertebrae.”
	Please correct to “Using scissors, cut the vertebral column between the L2 and L3 spinal vertebrae.” (Removing the word “spring.”)

	3.
	Figure 4
	Current x-axis is calculated based on a channel with fluorescence, not forward scatter.
	Please use the new “Figure4_ForwardScatter.tif” figure for Figure 4. This represents the same data, but now with the correct forward scatter. Updated Figure 4 was uploaded.

	4.
	JoVE Solution Table
	Sucrose density buffer (line 29) listed as 0.32 M, 2.75 g
	Please list as 1 M, 8.6 g (new Solution Table uploaded)
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