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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: 60734, Enrichment of Mammalian Tissues and Xenopus Oocytes with Cholesterol
Date: 2.28.2020
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.
	00:52
	Onscreen text says “…have been approved the animal care….”
	Text should say “...have been approved by the animal care…”

	2.
	04:58-05:04
	The figure shown onscreen does not correspond to the narration; the narration corresponds to the figure at 04:53.
	Please remove the multi-panel figure that appears from 04:58-05:04; these graphs are shown again at the end of the video with the corresponding narration. 

	3.
	05:20
	Onscreen text Says “Clean syringe thoroughly with chloroform between each addition”
	This text should be displayed until 5:30.

	4.
	07:17
	Video shoot showing transfer of some liquid to the 35 mm plate.
	Remove the video shoot at 7:17. After showing the transfer of the oocytes to the 96 well plate (ends at 7:16), continue directly to 7:18 showing the 96 well plate.

	5.
	08:01-08:14
	Onscreen figure is shown
	Please replace this figure with the updated version of figure 1C.

	6.
	08:15-08:35
	Onscreen figure is shown 
	Please replace this figure with the updated version of figure 1D.


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.
	00:05
	Voice of Avia Rosenhouse-Dantsker starts at this time when the title slide is still shown.
	1.1
	Voice should start at 00:06 with video.

	2.
	03:12
	Narrator says “Next, briefly rinse up to 1-centimeter-long artery segments in PBS before incubating the rinsed segments in enough cholesterol-enriching solution to cover the tissues for 10 minutes”

	2.1
	Rewritten Script text: “"Next, briefly rinse up to 1-centimeter-long artery segments in PBS before incubating the rinsed segments in enough cholesterol-enriching solution to cover the tissues".


	3.
	08:23
	Narrator says “…ten minutes of incubation is usually sufficient to achieve a statistically significant increase…”
	6.3
	Rewritten Script text: “…five minutes of incubation is usually sufficient to achieve a statistically significant increase…”


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.
Line numbers in the “Protocol Step” column refer to the lines in the Word file. 

Requested changes are highlighted in bold and colored red.     

	
	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.
	Abstract, 3rd sentence from the end of the abstract [Line 52]
	Sentence says “For both the cyclodextrin-based cholesterol enrichment approach of mammalian tissue (cerebral arteries) and for the phospholipid-based cholesterol enrichment approach of Xenopus oocytes, we demonstrate that cholesterol levels reach a maximum following 5-10 min of incubation”.
	Please correct to “For both the cyclodextrin-based cholesterol enrichment approach of mammalian tissue (cerebral arteries) and for the phospholipid-based cholesterol enrichment approach of Xenopus oocytes, we demonstrate that cholesterol levels reach a maximum following 5 min of incubation”.

	2.
	Introduction, 2nd paragraph from the end of the introduction, 2nd sentence [Line 135].
	Sentence says “Both approaches can be harnessed to delineate the effect of increased levels of cholesterol in protein function”.
	Please correct to “Both approaches can be harnessed to delineate the effect of increased levels of cholesterol on protein function”.

	3.
	Introduction, 2nd paragraph from the end of the introduction, 6th and 7th sentences [Lines 142-147].
	Sentence says “The results obtained in these studies were consistent: in all three types of mammalian cells and in amphibian oocytes cholesterol upregulated GIRK channel function. Furthermore, the observations made in these studies were also consistent with the results of studies carried out in atrial myocytes29,40 and hippocampal neurons32,38 (see Representative Results section, Figure 4), and the corresponding experiments in Xenopus oocytes freshly isolated from animals subjected to a high cholesterol diet40.”
	Please correct to “The results obtained in these studies were consistent: in all three types of mammalian cells and in amphibian oocytes cholesterol upregulated GIRK channel function (see Representative Results section, Figure 4, for hippocampal neurons and the corresponding experiments in Xenopus oocytes). Furthermore, the observations made in these studies were also consistent with the results of studies carried out in atrial myocytes37,40 and hippocampal neurons32,38 freshly isolated from animals subjected to a high cholesterol diet40.”

	4.
	Protocol, step 1.3, NOTE [Line 261].
	Sentence says “… : A biochemical assay performed through…”
	Please correct to “… : a biochemical assay performed through…”

	5.
	Protocol, step 2.1.2 [Lines 327-329].
	The first two sentences say “Prepare 150 mM KCl, 10 mM Tris-HEPES, pH = 7.4 buffer for cholesterol-enriched phospholipids. To do so, dissolve 5.5905 g of KCl and 0.6057 g of Tris in 0.5 L of double-distilled water in an Erlenmeyer flask.”
	Please correct to “Prepare a 150 mM KCl, 10 mM Tris-HEPES, pH = 7.4 buffer for cholesterol-enriched phospholipids. To do so, dissolve in an Erlenmeyer flask 5.5905 g of KCl and 0.6057 g of Tris in double-distilled water to a total of 0.5 L volume.”

	6.
	Protocol, step 2.2.1 [Line 351].
	Sentence says “In a 12 mL glass tube, combine 200 (L of 10 mg/mL chloroform-dissolved lipid solutions: …”
	Please correct to “In a 12 mL glass tube, combine 200 (L of each of the following 10 mg/mL chloroform-dissolved lipid solutions: …”

	7.
	Protocol, step 2.3, NOTE, last sentence [Line 375].
	Sentence says “If these are used, steps 2.3.1–2.3.4 can be skipped.”
	Please correct to “If the latter are used, steps 2.3.1–2.3.4 can be skipped.”

	8.
	Representative results, first paragraph, 5th sentence [Lines 428-429].
	Sentence says “Notably, 3 h subsequent to the treatment with the M(CD:cholesterol complex, cholesterol levels decreased by ~50% compared to their level immediately after the enrichment.”
	Please correct to “Notably, the increase in cholesterol levels 2 h after the 1 hr incubation period was ~50% of the increase observed immediately after the treatment with the M(CD:cholesterol complex.”

	9.
	Representative results, first paragraph, 7th sentence [Line 433].
	Sentence says “…, 10 min of incubation is usually sufficient to achieve a statistically significant increase in cerebral artery cholesterol content…”
	Please correct to “…, 5 min of incubation is usually sufficient to achieve a statistically significant increase in cerebral artery cholesterol content…”

	10.
	Representative results, first paragraph, 8th sentence (last sentence in this paragraph) [Lines 435-436].
	Sentence says “The increase remained at the same level when the incubation time was increased to 60 min (Figure 1D).”
	Please correct to “The increase in cholesterol content remained at the same level when the incubation time was increased to 60 min (Figure 1D).”

	11.
	Discussion, 1st sentence [Lines 535-537].
	Sentence says “Methods to enrich mammalian tissues and cells and Xenopus oocytes with cholesterol constitute a powerful tool for investigating the effect of elevated cholesterol levels on individual molecular species, proteins, as well as on cellular and organ function.”
	Please correct to “Methods to enrich mammalian tissues and cells and Xenopus oocytes with cholesterol constitute a powerful tool for investigating the effect of elevated cholesterol levels on individual molecular species, on complex macromolecular systems (e.g., proteins), and on cellular and organ function.”

	12.
	Discussion, paragraph 3, 2nd sentence [Lines 567-569].
	Sentence says “…, it is critical to cover the flask with at least two layers of paraffin film and set in a slowly shaking 37 °C water bath overnight.
	Please correct to “…, it is critical to cover the flask with at least two layers of paraffin film and set it in a slowly shaking 37 °C water bath overnight.”

	13.
	Discussion, paragraph 4, 1st sentence [Line 573-574].
	Sentence says “With the oocytes, critical steps include sonicating the lipids to prepare the cholesterol-enriched phospholipid-based dispersions, where it is critical to ensure that the dispersion in the glass tube vibrates gently, …”
	Please correct to “When preparing cholesterol-enriched phospholipid-based dispersions, it is critical to ensure that the dispersion in the glass tube vibrates gently, …”

	14.
	Discussion, paragraph 4, 5th sentence (last sentence in this paragraph) [Lines 582-584].
	Sentence says “…, showing that the increase in cholesterol levels 2 h after a 1 h incubation period is approximately half of what it was immediately after the incubation period.”
	Please correct to “…, showing that the increase in cholesterol levels 2 h after a 1 h incubation period was approximately half of the increase observed immediately after the incubation period.”

	15.
	Discussion paragraphs 3 and 4 [Delete space between lines 573 and 575; see file with tracked changes).
	The paragraphs are separate paragraphs.
	Please combine paragraphs 3 and 4 into one paragraph.

	16.
	Discussion, paragraph 5, 7th sentence [Lines 603-604].
	Sentence says “Subsequent to cholesterol enrichment, no filipin signal may be observed.”
	Please correct to “Subsequent to cholesterol enrichment, it is possible that a filipin signal will not be observed.”

	17.
	Discussion, paragraph 5, 11th sentence [Line 608].
	Sentence says “…, we have recently demonstrated an increase in filipin-associated fluorescence signal in rat cerebral arteries following enrichment with coprostanol45.”
	Please correct to “…, we have recently demonstrated an increase in the filipin-associated fluorescence signal in rat cerebral arteries following enrichment with coprostanol45.”

	18.
	Discussion, last paragraph, last sentence [Lines 623-624].
	Sentence says “… to reach a statistically significant and steady-state increase in cholesterol level within 10 min.”
	Please correct to “… to reach a statistically significant and steady-state increase in cholesterol level.”

	19.
	Reference 37
	In the conversion of the manuscript to PDF, the G(( was converted to GB((((.
	Please correct to G((.
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