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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: Reliable Isolation of Central Nervous System Microvessels Across Five Vertebrate Groups
Date: November 8, 2019
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

	1.
	6:30
	Onscreen text says 
100 (M
	Text should say 
100 (m

	2.
	6:30
	Onscreen text says 
70 (M
	Text should say 
70 (m

	3.
	8:10
	Onscreen is missing description of the color 
	Text should say

CD31 (in white font), PDGFRβ (in red font)

AQP4 (in green font)


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.
	2:49
	Original script text:
“to homogenize small vertebrate species”
	3.2
	Rewritten script text:
“to homogenize CNS tissues from small vertebrate species”

	2.
	3:31 
	Original script text:

“carefully homogenize each tissue with a new micropestle”
	3.5
	Rewritten script text:

“carefully homogenize each tissue with a glass micropestle”

	3.
	3:39
	Original script text:

“use a beveled transfer pipette” 
	3.6
	Rewritten script text:

“use a beveled-cut transfer pipette”

	4.
	4:31
	Original script text:

“sediment the homogenates by centrifugation”
	4.1
	Rewritten script text:

“pellet the CNS tissue homogenates by centrifugation”

	5.
	5:27
	Original script text:

“sediment the tissues by centrifugation”
	4.5
	Rewritten script text:

“separate the CNS tissue lysates by centrifugation”

	6.
	6:16
	Original script text:

“Mix a few milliliters of MV3 solution to each tissues slurry to avoid aggregates”
	5.1
	Rewritten script text:

“Mix a few milliliters of MV3 solution to each CNS tissues microvessels slurry”

	7.
	6:21
	Original script text:

“and strain each suspension through a prewet strainer into individual 50 conical tubes with mixing to avoid aggregates”
	5.1
	Rewritten script text:

“and while mixing to avoid aggregates, strain each suspension through a prewet strainer into individual 50 mL conical tubes”

	8.
	7:34
	Original script text:

“Then, transfer small vertebrate specimens into”
	5.8
	Rewritten script text:

“Then, transfer microvessels suspensions from small vertebrate specimens into”

	9.
	8:05
	Original script text:

“The intrinsic components of the neurovascular unit can be detected within microvessels isolated as demonstrated.”
	6.1
	Rewritten script text:

“The intrinsic components of the neurovascular unit can be detected within microvessels isolated as demonstrated by immunolabeling for CD31, PDGFRβ, and aquaporin-4.”


	10.
	8:11
	Original script text:

“Including the cortical, cerebellum, pituitary, hypothalamus, brainstem, and spinal cord microvessels specimens.”
	6.1
	Rewritten script text:

“Including the cortical, cerebellar, pituitary, hypothalamic, brainstem, and spinal microvessels”. 

	11.
	8:42
	Original script text:

“and apicobasal markers C-X-C motif chemokine ligand 12 and gamma-glutamyltransferase 1”
	6.2
	Rewritten script text:

“and apicobasal markers chemokine ligand C-X-C motif 12 and gamma-glutamyltransferase 1”

	12.
	9:08
	Original script text:

“Microvessels obtained from other mammalian, bird and lizard small lissencephalic vertebrates, share some.” 
	6.4
	Rewritten script text:

“Microvessels obtained from other small lissencephalic vertebrates, like bird, lizard, frog and fish, share some..”


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.
	Introduction
	Sentence says

“Because of this, we expand a CNS region-specific microvessel-isolation method to make it applicable to numerous species from all five vertebrate groups: fish, amphibians, reptiles, birds, and mammals. 

	Please correct to
“Because of this, we expanded a CNS region-specific microvessel-isolation method to make it applicable to numerous species from all five vertebrate groups: fish, amphibians, reptiles, birds, and mammals.”

	2.
	Introduction
	Sentence says

“Additionally, we include other regions of the CNS not investigated before within this context, but relevant to neurophysiology and with tremendous clinical implications: the hypothalmus, pituitary, and white matter.”
	Please correct to

“Additionally, we include other regions of the CNS not investigated before within this context, but relevant to neurophysiology and with tremendous clinical implications: the hypothalamus, pituitary, and white matter.”


	3.
	Introduction
	Sentence says

“Lastly, we test the capacity of this isolation method as a reliable tool to identify changes in protein expression along the NVU and/or BBB”
	Please correct to
“Lastly, we tested the capacity of this isolation method as a reliable tool to identify changes in protein expression along the NVU and/or BBB”

	4.
	Protocol
	Sentences say 

“since 1966.Porcine CNS tissues”
	Please correct by adding space between sentences

“since 1966. Porcine CNS tissues”

	5.
	Protocol
	Sentence says 

“No anesthesia, euthanasia, or necropsy was performed by laboratory staff.”
	Please correct to
“No anesthesia, euthanasia, or necropsy was performed by laboratory staff on porcine and macaques.”

	6.
	Protocol
	Sentence says 

“NOTE: This method was validated using mouse and pig tissue.”
	Please correct to 

“NOTE: This method was validated for multiple species but, the description provided correspond more directly to what is shown in the video, mouse and porcine tissues.”


	7.
	1.1
	Step says

“However, it develops a smear of myelin within the interface of CNS tissues from large gyrencephalic specimens, as well as the hypothalamus and the pituitary from small specimens).”
	Please correct to

“However, it develops a smear of myelin within the interface of CNS tissues from large gyrencephalic specimens, as well as the hypothalamus and the pituitary from small specimens.”

	8.
	Representative results
	Sentence says 

“and apicobasal markers C-X-C motif chemokine ligand 12 and gamma-glutamyltransferase 1 (CXCL12 and GGT1, Figure 4A,F).”
	Please correct to 

“and apicobasal markers chemokine ligand C-X-C motif 12 and gamma-glutamyltransferase 1 (CXCL12 and GGT1, Figure 4A,F).”
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