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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: Simultaneous Measurements of Intracellular Calcium and Membrane Potential in Freshly Isolated and Intact Mouse Cerebral Endothelium
Date: 12/12/18
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.
	0:42
	Onscreen text says “Procedures…at Loma Linda University”
	Text should say “Procedures…of Loma Linda University”

	2.
	3:22
	Onscreen text says “see the accompanying manuscript for dissociation solution’s composition”
	Text should say “see the accompanying manuscript for the composition of the dissociation solution and enzymes”

	3.
	3:53-4:01
	Video shows step 3.5.1
	Replace current step 3.5.1 with new video

	4.
	4:10-4:30
	Video shows steps 3.6.1 & 3.6.2
	Replace current steps 3.6.1 & 3.6.2 with new video (3.6.1: use 9 to 23 second frame of video & 3.6.2: use use 29 to 35 second frame of video)
 

	5.
	4:31-4:38
	Video shows step 3.7.1
	Replace current step 3.7.1 with new video

	6.
	4:39-4:49
	Video shows step 3.7.2
	Replace current step 3.7.2 with new video

	7.
	5:38-5:41
	Video shows turning on a channel on VC-6 valve controller 
	Remove 5:38 to 5:41 clip of VC-6 valve controller. Can maintain 5:31 to 5:37 clip to encompass up to 5:41 to allow time for narration

	8.
	5:43
	Onscreen text says “IV. Simultaneous measurement of [Ca2+]i and Vm”
	Text should say “IV. Simultaneous measurement of [Ca2+]i and Vm”

	9.
	5:54
	Onscreen text says 

[Ca2+]i = Intracellular calcium concentration
	Text should say
[Ca2+]i = Intracellular calcium concentration

	10.
	6:21 to 6:30
	Video shows step 4.2.2
	Replace current step 4.2.2 with new video

	11.
	6:50 to 7:00
	Video shows step 4.4.1
	Replace current step 4.4.1 with new video

	12.
	7:01 to 7:10
	No video for step 4.4.2
	Insert video for step 4.4.2 (use 22 to 28 sec frame of video)

	13.
	7:11 to 7:21
	Video shows step 4.5.1
	Replace current step 4.5.1 with new video (use 3 to 8 sec frame of video)

	14.
	7:22 to 7:30
	Video shows step 4.5.2
	Remove video (and audio; see below) illustration of step 4.5.2 encompassing 7:22 to 7:30

	15.
	7:57 to 8:11
	No video for step 4.7.1
	Insert video for step 4.7.1 (use any footage between 10 to 33 sec frame of video & crop video to include monitors only if possible).

	16.
	8:20 to 8:28
	No video for step 4.8.2
	Insert video for step 4.8.2 (use 34 to 60 sec frame of video & crop video to include monitors only if possible)
Completely replace audio for the 8:20 to 8:28 time frame (see below)

	17.
	8:46
	Onscreen text says “V. Results: Simultaneous [Ca2+]i and Vm Recordings”
	Text should say “V. Results: Simultaneous [Ca2+]i and Vm Recordings”


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)

	1.
	3:09-3:12
	Original Script Text: 

“…withdraw about 130 nanoliters of PSS into the pipette…”
	
	Rewritten Audio Script Text:
“…withdraw about 130 nanoliters of dissociation solution into the pipette”

	2.
	5:46-5:56
	Original Script Text: 

“To measure the intracellular calcium concentration and membrane potential, pull a sharp electrode and backfill it with 2M KCl”
	
	Rewritten Audio Script Text:
To measure the membrane potential simultaneously with intracellular calcium concentration, pull a sharp electrode and backfill it with 2M KCl to record from cells loaded with Fura-2 dye”

	3.
	7:22 to 7:30
	Original Script Text: 

“If desired…impaled with the first electrode”
	4.5.2
	Remove all audio (and video; see above) for step 4.5.2 encompassing from 7:22 to 7:30

	4.
	8:20 to 8:28
	Original Script Text: 

“After about 3 minutes…baseline conditions”
	4.8.2
	Rewritten Audio Script Text:
Completely replace audio for the 8:20 to 8:28 time frame with “During drug treatment, measure the membrane potential and the F340/F380 ratio simultaneously”
Insert video for 8:20 to 8:28 (see above).

	5.
	8:47 to 8:57
	Original Script Text: 

“This is a brightfield image…”
	
	Rewritten Audio Script Text:
“This is a differential interference contrast image…”


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)

	1.
	Introduction, last two lines
	Last two lines of Introduction: “…aging processes and the development of neurodegenerative disease.”
	Eliminate “processes” to read: “…aging and the development of neurodegenerative disease.”

	2. 
	1.3
	“…that require a current injection”.
	Eliminate “a” to read: 

“…that require current injection”.

	3.
	1.4, NOTE
	Step says “use an electronic puller for pulling of the pipettes”
	Please correct to read: 
“…use an electronic puller for pulling the pipettes

	4.
	3.2, NOTE
	Step says “The posterior cerebral artery has been selected as a representative vascular endothelial study model for this protocol”
	Please correct to read:

“…representative cerebrovascular endothelial study model…”

	5.
	4.2
	Step says “Then, using the micro-syringe with pump controller, withdraw PSS into the pipette (~130 nl)”
	Please correct to read:

“…withdraw dissociation solution into the pipette…”

	6.
	4.6 
	Step says “While viewing through 200X-400X magnification, withdraw and eject the arterial segment”
	Please correct to read: 
“…viewing through 100X-200X magnification…”

	7.
	(1) Representative Results, Par. 2, Line 5

(2) Discussion, Par. 2, Line 3
	“…Figure 1…”
	To avoid confusion, please unbold “Figure 1” here in the Representative Results and Discussion as specified. This particular Figure is referenced in a separate publication and not in the current manuscript.

	8.
	Figure legend 1, Panel A & D sentences.
	(1) Panel A: “…dissecting solution.” 


	Panel A sentence: Replace “dissecting” to read:

“…dissection solution.”

	
	(1) Figure legend 1, Panel D sentence.
(2) Figure Legend 2, Panel C sentence
	Panel D: “Insert shows…” 
	Replace “insert” in Figures 1 and 2 to read:

“Inset shows…”

	10.
	(1) Figure Legend 3, Line 1

(2) Figure Legend 5, First Line
	“…[Ca2+]i
and Vm…” 
	Fix “and Vm” in Figure Legends 3 and 5 to read:

“…[Ca2+]i and Vm…”



	11.
	Figure 4 Legend, Line 1
	“…running…”
	Replace “…running…” to read: “…operating…”

	12.
	Figure Legend 3, Line 1
	“…Brightfield image…”
	Replace “Brightfield” to read: “…Differential Interference Contrast image…”

	13.
	Discussion, Par. 4, Line 2
	“…can typical last…”
	Adjust to read:
“…can typically last…”
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