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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:  Assessing Therapeutic Angiogenesis in a Murine Model of Hindlimb Ischemia
Date: 28/04/2019
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
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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.
	2.15
	After dissecting and separating the artery and vein from the nerve [1], use 7.0 non-absorbable polypropylene sutures to ligate the distal external iliac artery and vein [2] and the distal femoral artery and vein [3]. 


	2.4
	After dissecting and separating the artery and vein from the nerve [1], use 7.0 non-absorbable polypropylene sutures to ligate the distal femoral artery and vein [2] and distal external iliac artery and vein [3]. 



	2.
	3.12
	To harvest the gastrocnemius muscles, remove the skin from both hindlimbs [1-TXT] and use a number 11 scalpel blade to separate the Achilles tendon from the bones [2].

	3.1
	To harvest the gastrocnemius muscles, remove the skin from both hindlimbs [1-TXT] and use cotton swap to separate the skin from the muscles [2].


	3.
	5.53
	As illustrated, a complete loss of hindlimb perfusion is observed immediately after hindlimb ischemia induction [1]. 

5.1.1. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize blue signal in left side of Post-HLI images and data lines/points at d0 in graph


	5.1
	As illustrated, a complete loss of hindlimb perfusion is observed immediately after hindlimb ischemia induction[1]. 
5.2.1. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize blue signal in left side of Post-HLI images and data lines/points at d0 in graph

Quantitative evaluation of blood flow expressed as a ratio of ISC to NISC limb demonstrated significantly enhanced limb blood perfusion in mice exposed to the pro-angiogenic stimulus at days 15 (d15) [2] and 45 (d45) post-HLI [3].
5.1.2 LAB MEDIA: Figure 3: Jove Video Editor please emphasize data lines/points at D14 in graph
5.1.3 LAB MEDIA: Figure 3: Jove Video Editor please emphasize data lines/points at D21 in graph


	4.
	6.03
	5.2 The quantification of CD31 (C-D-thirty-one)-positive capillaries in histological sections of gastrocnemius muscle tissue sections [1] reveals that the capillary density is greater [2] in the ischemic versus the non-ischemic limb [3].

5.2.1. LAB MEDIA:

Figure 4: JoVE Video Editor please emphasize brown staining in images

5.2.2. LAB MEDIA: Figure 4: JoVE Video Editor please emphasize ISC data clusters in graph

5.2.3. LAB MEDIDA: Figure 4: JoVE Video Editor please emphasize NSC data clusters


	5.2
	5.2 The quantification of CD31 (C-D-thirty-one)-positive capillaries in histological sections of gastrocnemius muscle tissue sections [1] shows that the capillary density is greater [2] in the ischemic versus the non-ischemic limb, as expected  [3].
5.2.1 LAB MEDIA: Figure 4: JoVE Video Editor please emphasize brown staining in images

5.2.2 LAB MEDIA: Figure 4: JoVE Video Editor please emphasize light grey ISC data clusters in graph

5.2.3 LAB MEDIDA: Figure 4: JoVE Video Editor please emphasize light grey NISC data clusters

But, this effect is further amplified after treatment with the proangiogenic agent (4; 5).

5.2.4 LAB MEDIA: Figure 4: Jove Video Editor please emphasize black ISC data clusters

5.2.5 LAB MEDIA: Figure 4: Jove Video Editor please emphasize black NISC data clusters



	5.
	6.16
	5.3 The collateral vessel density also consistently increases in the ischemic limb [1].

5.3.1 LAB MEDIA: Figure 5: JoVE Video Editor please emphasize dark vessels in ISC images and d90 data clusters in graph


	5.3
	5.3 The collateral vessel density also consistently increases in the ischemic limb [1]. And this increase is significantly higher after exposure with the pro-angiogenic stimulus [2].
5.3.1 LAB MEDIA: Figure 5: Jove Video Editor please emphasize dark vessels in ISC images and light grey D90 data clusters

5.3.2 LAB MEDIA: Figure 5: Jove Video Editor please emphasize black D90 data clusters


	6.
	6.23
	Reverse transcriptase polymerase chain reaction analysis of pro-angiogenic gene expression in CD31-positive endothelial cells [1] demonstrates a clear variation in gene expression between ischemic [2] and non-ischemic limbs that is exclusive to mice exposed to the pro-angiogenic stimulus [3].


	5.4
	5.3 Reverse transcriptase polymerase chain reaction analysis of pro-angiogenic gene expression in CD31-positive endothelial cells [1] demonstrates a clear variation in gene expression between mice exposed [2] or not [3] to the pro-angiogenic agent.
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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.”
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