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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: Leukocyte Infiltration of Cremaster Muscle in Mice Assessed by Intravital Microscopy
Date:           18.02.2020
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email
	Requested Change

	1 
	Simon Kranig
	Department of Neonatology, Heidelberg University Children's Hospital
	Simon.Kranig@med.uni-heidelberg.de 
	Please change to:

Simon Alexander Kranig 

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	


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.Freeze/ continue
	03:24 / 03:27
	There is slight movement of the left hind leg when cutting the skin, we checked the mouse immediately and it was well sedated. 
	We did not feel it was ethical to sacrifice another animal for this small step, so we would suggest to introduce a freeze frame when the scissors are placed. The freeze frame could then show the text “Caution: Do not harm…”
The slight movement of the hind leg should be excluded from the video.

	2.
	00:40 – 00:52
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	3.
	01:41-01:48
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	4.
	02:02-02:29
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	5.
	02:27-02:57
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	6.
	02:59-03:03
	Heavy shaking of the hand in the video.
	As we only like to show that one should hold the syringe and flush same saline into the vessel, may we could play a shorter section of that shot in slow motion to reduce shaking.

	7.
	03:31-04:03
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	8.
	04:11-04:43
	Live dissection video is upside down
	The video should we rotated 180° to get the original view of the person dissecting

	9.
	05:48-06:00
	The graphical Inset image appears blurry, also the red circles highlighting the positing of cells appear rectangular, but should be round/circular
	Please insert a higher resolution of the inset, as has been uploaded by us in the original figure. Please make sure that the red cell circles appear as round circles (without edges)

	10.
	06:11
	The Table is not well formatted. The text in the columns is midline centered and titles are left sided aligned. All in all, the table is hard to read. Also second column (No. of mice) should appear in two lines as the following columns
	Second Column: first line: “No. of”, second line “mice”.

Align all text in center line, including headlines of columns (Except for the first column, keep it left sided aligned). 



	11.
	07:05
	Figure is not well centered. Borders to the left and right side of the figure should be equal. Right now, the figure is slightly shifted to the left.
	Slightly move the figure to the right side, to facilitate equal border spaces


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.”
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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.
	Introduction part
(Page 1)
	It is written: 

“RAGE (receptor of advanced glycation end products), ICAM-1 (intercellular adhesion molecule 1), CXCL1/2 (C-X-C motif ligand 1/2)”
	Please correct to:
“receptor of advanced glycation end products (RAGE), intercellular adhesion molecule 1 (ICAM-1), C-X-C motif ligand (CXCL)1/2”

	2.
	Protocol step 2.6.
(Page 2)
	Step says
“Pass two pieces of suture (6/0) underneath the carotid artery. Place the first cranial suture proximal to the bifurcation of carotid arteries and tie it permanently. The second suture will be located about 2 mm distal from the first one and later be used to secure the tube in the carotid artery. Do not tie it yet.”
	Please correct to:
“Pass two pieces of suture (6/0) underneath the carotid artery. Place the first cranial suture proximal to the bifurcation of carotid arteries and tie it permanently. The second suture will be located about 5-8 mm distal from the first one and later be used to secure the tube in the carotid artery. Do not tie it yet.”

	3.
	Protocol step 4.5.
(Page 3)
	Step says
“for example fMLP (N-Formylmethionyl-leucyl-phenylalanine). Local TNFα stimulation is commonly used to trigger leukocyte recruitment; LPS induced endotoxemia…”
	Please correct to:

“for example N-Formylmethionyl-leucyl-phenylalanine (fMLP). Local TNF-α stimulation is commonly used to trigger leukocyte recruitment; LPS-induced endotoxemia…”

	4.
	Figure 2 
(Page 5)
	This is somehow not the original figure?! The figure is incomplete. We have uploaded a different version. 
The illustration on the right side should highlight the position of cells by a red circles, which are missing. Only the red shades (illustrating movement of cells over time) remain.
	Please correct it to the right version provided.

	5.
	Figure 4
(Page 7)
	This is somehow not the original figure?!

1st: the figure is blurry, we have uploaded a higher resolution

2nd: For A: the mdx tag is missing in the x axis description
3rd: For B and C: please correct the location of the mdx tag, which is miss-positioned at the left border

4th: the whole y axis description (including the letters A B C) should be aligned equally, as in the original figure
	Please correct it to the right version provided (as it is correctly shown in the video).

	6.
	Protocol step 3.8.
	The protocol says:

“Carefully spread the muscle over the glass stage and pin to the rubber ring.”
	Please correct to:

“Carefully spread the muscle over the glass stage and pin it to the rubber ring.”

	7.
	Protocol step 2.8.
	Language issue, it says:
“…suture proximal to the bifurcation”
	Correct text to:

“…proximal, close to the bifurcation”

	8.
	Figure 2

(Page 5)
	The order within the figure was changed, therefore the figure legend also needs to be changed from:

“The first row indicates adherent leukocytes over a time of 30 seconds. The bottom four rows show sequential images of the

same vessel over one second.”


	Please change as follows:

“The first four rows show sequential images of the same vessel over  time. The bottom row indicates adherent leukocytes.” 



	9.
	Figure 2

(Page 5)
	Step says:
„In offline analysis

adherence/mm2 and rolling flux as well as rolling velocity may be calculated.”
	Please change as follows:

„In offline analysis adherence per square millimeter, rolling flux as well as rolling velocity may be calculated.”

	10.
	Page 8
	Space between figure legend and table 1
	Please add some more space between the two block

	11.
	Discussion
	Step says:

“For example, ex vivo methods

like flow chamber experiments may delineate between effect of the endothelium or the leukocyte.”
	Please change as follows:

“For example, ex vivo methods

like flow chamber experiments may delineate between effects of the endothelium or the leukocyte.”

	12.
	Page 3
Protocol step 5.2.2.
	Step says:
“As an alternative to carotid artery catheterization, any other venous can be performed.”
	Please correct to:
“As an alternative to carotid artery catheterization, any other venous catheterization can be performed.”

	13.
	Representative Results
(Page 4)
	Language
“…even though both strain would be referred to as wild type”
	Please correct to:

“…even though both strains would be referred to as wild type”
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