[image: image1.png]o
1 Alewife Center, Suite 200
Cambridge, MA 02140
JOURNAL OF tel. 617.401.7770, ext. 701
VISUALIZED EXPERIMENTS =~ WWW.JOVE.com






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: Quantifying Leukocyte Egress via Lymphatic Vessels from Murine Skin and Tumors
Date: November 8, 2018
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.
	3:35
	Onscreen text says VI. Flow Cytometry Analysis
	Change text to say VI. Flow Cytometry Preparation & Analysis

	2.
	5:13
	Onscreen text says V. Representative Photoconversion Efficiency in Tumor Microenvironment
	Change text to say V. Representative Photoconversion Efficiency in Skin and the Tumor Microenvironment

	3.
	6:25
	Onscreen the highlighting blue box changes from blue to a red and green mix.
	Please keep the highlight box in blue only. Do not change to the red/green color combination.

	4.
	7:20
	Onscreen the Kaede red gates are highlighted sequentially in blue.  
	As the blue highlight gate transitions between the different immune cell populations (T cells to macrophages), keep the blue gate on the previous plots as well. If a viewer was not paying close attention, it was easy to miss the blue highlight gate appearing in the early plots.

	5.
	7:23
	The onscreen blue highlighted gate appears on the ndLN plot.
	Please do not highlight this ndLN plot, since there is no Kaede red cells in it.
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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.
	1:26
	Original Script Text:  
“For vaccinia infection, use a micropipette to administer 5 x 106 plaque-forming units of vaccinia virus in 10 microliters of PBS onto the ear pinna of an anesthetized C57BL/6 mouse and poke the pinna 25 times.”
	2.4
	Rewritten Script Text: 
“For vaccinia infection, use a micropipette to administer 5 x 106 plaque-forming units of vaccinia virus in 10 microliters of PBS onto the ear pinna of an anesthetized Kaede-transgenic mouse and poke the pinna 25 times.”

	2.
	3:32
	Original Script Text: 

“Place the lymph nodes into a separate plate and tease open the capsules as just demonstrated.
	3.4
	Rewritten Script Text: 

“Place the lymph nodes into separate wells and tease open the capsules as just demonstrated.”

	3.
	5:35-6:06
	The narration for this figure (Fig. 1B-C) does not quite match its purpose.  Fig. 1B demonstrates that photoconversion causes an increase in CD45 leukocyte infiltration in the ear pinna; Fig. 1C demonstrates that photoconversion also increases vascular permeability. We do not show that the resultant permeability causes the increased CD45+ leukocyte infiltration. I have edited steps 5.2 and 5.3 to clarify this.
Original Script Text:

5.2: Quantification of the numbers of infiltrating CD45+ leukocytes in photoconverted ears 0 and 24-hours post conversion reveals acute changes in the vascular permeability of treated pinnae as measured by Mile’s Assay.

5.3 Indeed, quantification of CD45+ cells from the pinnae of vaccinia virus-infected ears 24 hours post infection reveals an even more robust infiltration of these inflammatory cells after photoconversion. 
	5.2-5.3
	Rewritten Script Text:

5.2 Quantification of the numbers of infiltrating CD45+ leukocytes in photoconverted ears 0 and 24-hours post conversion reveals that violet light exposure causes a statistically significant increase in leukocyte infiltration. This increase in CD45+ leukocyte infiltration, however, is small relative to the infiltration induced by a potent inflammatory stimulus, such as vaccinia virus.
5.3 Photoconversion also increases vascular permeability in the ear pinnae as measured by Mile’s Assay, together indicating that effects of violet light on tissue inflammation should be considered when optimizing dose, exposure time, and data interpretation.
I have combined different parts of 5.2 and 5.3 so the order of the emphasized shots needs to be altered. 
5.2.1 Fig. 1B-C – ear exposure inflammation.tiff: please emphasize 0hr data bar in left graph. 

5.2.2 Fig. 1B-C – ear exposure inflammation.tiff: emphasize 24hr data bar in left graph. 

5.2.3 Fig. 1B-C – ear exposure inflammation.tiff: please emphasize VacV 24hr data bar in left graph. 

5.3.1 Fig 1B-C – ear exposure inflammation.tiff: please emphasize Conv data bar in right graph.

(I’m not sure the changes to the shot list need added to the Video Comments section listed above on this sheet). 
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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.
	3.2
	Step says “Pipet 5  106 plaque-forming units…”
	Please correct to “Pipet 5x106 plaque-forming units…”

	2.
	6.1
	Step says “…and intradermally inject 5  105 tumor cells…”
	Please correct to “…and intradermally inject 5x105 tumor cells…”

	3.
	8.1
	Step says “Briefly, pipet 

2  106 cells into…”
	Please correct to “Briefly, pipet 2x106 cells into…”

	4.
	Legend for Fig. 1B 
	Text says “(B). Enumeration of total CD45+ cells in unconverted ears, ears collected…”
	Please correct to “(B) Enumeration of total CD45+ cells in unconverted ears (-), ears collected…”

	5.
	All figure legends
	All figure legends have the letters listed like this “(A).”
In the legends, the first parenthesis is not bold and the second one is. Please bold all. Also remove the period.
	Please correct all to (A)
Please use only the parentheses to surround the letter (do not include the “.”; and please bold both the parentheses and the letter. 

Example from figure 1: 

“(A) Representative flow plots depicting… (B) Enumeration of total CD45+ cells… (C) A Mile’s assay was performed…”

	6.
	Figure 1B
	Two dashes were out of place in Fig 1B (one at the 60000 mark on the y-axis and one above VacV on the x-axis).
	I have corrected Fig. 1B and provided a PDF of the entire figure as well as a tiff of Fig. 1B and C for the video shot list (5.2.1-5.3.1). 

This corrected Figure should be used for the Video as well.
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