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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: Studying Diabetes Through the Eyes of a Fish: Microdissection, Visualization, and Analysis of the Adult tg(fli:EGFP) Zebrafish Retinal Vasculature
Date: 05. Nov. 2017
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.
	8:22
	The first onscreen red arrow points to a branch of the central optic artery, but the audio calls it “the place where the optic artery penetrates the optic nerve head”. 

This is a slight mislabeling. The described structure is the centered part of the picture, where the branches connect in a single point.
	The first red arrow should point to the centered part of the artery, where all branches connect. 

A good positioning would be at 4 o’clock, since no vessel area will then be obstructed by the arrow.

	2.
	9:17
	The quality of the shown picture is low in comparison to the text protocol, as scale bar numbers are not discernable. (Maybe because the movie is an initial version?)
	Usage of a higher quality version of the picture depicting the different vascular parameters.

	3.
	0:45
	There is a blank space missing in the onscreen text.

Onscreen text says: “… have been approvedby the…”
	Onscreen text should say: “… have been approved by the…”

	4.
	5:55
	The scene utilized to demonstrate the removal of iris tissue being stuck to the retina is not the best choice:

1.) The scene is actually showing the “artificial” creation of the demonstrated retina “with iris tissue not removed” for the movie at 5:25.   

2.) The removal depicted here is a bad example, as it is too forceful and could probably harm the vasculature inside. It was not planned as a demonstration example.

If the scene was used because the other material was visually not good enough, it could probably stay.

But if equally good footage of this step exists, where the correct approach is seen (similar to the scene, where the removal of the choroidal/RPE layer was shown in the movie), an exchange could definitely increase the learning effect for the viewer. 
	Reevaluation of filmed material for this step and exchange of the scene if possible.

	5.
	Title screen or end screen.
	This work was especially supported by the graduate school DIAMICOM and the SFB1118. To acknowledge their support, we would like to include their respective logos into the movie. Either on the lower side of the title screen or at the end of the movie (for example between 10:02 and 10:06).
	Inclusion of the respective logos in the movie. (We will provide/upload the images until 06.11.2017)
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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.
	4:44
	The following anatomical term should be pronounced/spoken differently: “Choroidal/RPE layer”.

The structure consists of the choroidal layer and the RPE layer, which is why we shortened it to choroidal/RPE layer in the written text, as it is difficult to separately identify them in situ. Still, them being different structures should be vocalized. 
	3.11
	Corrected pronunciation: “choroidal and R-P-E layer”

	2.
	4:58
	“
	3.12
	Corrected pronunciation: “choroidal and R-P-E layer”

	3.
	5:16
	“
	3.13
	Corrected pronunciation: “choroidal and R-P-E layer”

	4.
	5:29
	“
	3.14
	Corrected pronunciation: “choroidal and R-P-E layer”
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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.
	Abstract
	Step says:

“The advantages of the species allow for optimal visualization, high throughput drug screening approaches, combined with the strong ability to knock out genes of interest.”
	Please correct to:

“The advantages of the species allow for optimal visualization and high throughput drug screening approaches, combined with the strong ability to knock out genes of interest.”

	2.
	Introduction
	Step says:

“This advancing insight into overarching conserved metabolic mechanisms is further supported by the growing number of zebrafish diabetes models, which have enabled experiments such as:”
	Please correct to:

“This advancing insight into overarching conserved metabolic mechanisms is further supported by the growing number of zebrafish diabetes models, through experiments such as:”

	3.
	Protocol Step 4.1
	Step says:

“This will allow both preservation of preparation tweezers and low pressure on the tissue while dissecting, reducing the possibility of structural damage.”
	Please correct to:

“This will allow both preservation of preparation tweezers and low pressure on the tissue while dissecting, reducing the likelihood of structural damage.”


	4.
	Protocol Step 4.9
	Step says:

“Create a rupture in the choroidal/RPE layer by holding a 27G needle sideways to the remaining cup while scraping the outer surface with the rim of the needle tip. Use the rupture as an access point to get a grip on the choroidal/RPE layer and rip it with both tweezers into stripes, but keep the connection to the iris intact.
    Afterwards, run one tweezer under the iris and go around in a circuit from the outside while creating tension by pulling at the discontinued choroidal/RPE layer to achieve detachment of the combined structure.

    NOTE: The iris must be disconnected so as to not obstruct the fluorescence while visualizing the vessels (Figure 8B). Grabbing the iris directly to remove it can lead to extensive vessel damage, especially at the inner optic circle (IOC), since the iris is still connected to the surrounding tissue. The choroidal layer and the retinal pigmented epithelium (RPE) can be separated and often retain a connection to the iris, which allows for an easy secondary removal via creation of a natural detachment at one point.
    If parts of the iris cannot be removed, utilize another natural breaking point the adult zebrafish eye exhibits inside the photoreceptor layer (PL),in a similar fashion to step 4.9, to remove the iris.

    Scrape over the outside of the remaining cup-shaped retina to induce discontinuations in the PL above the breaking point (Figure 11C, black arrow). Use the created access to remove the layer while keeping the possible connection to the iris intact. Afterwards, run the tweezers under the iris and go around in a circuit as mentioned before to detach the combined structure.

    NOTE: One should exercise patience as the whole step 4.9 can be difficult, but this care will achieve a better vascular outcome than straightforwardly grabbing the iris at the rim of the pupil or forcing an opening by destroying connections to the choroidal/RPE or photoreceptor layer without their respective removal. Following this protocol will thus preserve retinal vascular integrity, but lead to damage of the outer retinal layers. and should be considered when more than retinal vessels as readouts are of interest to the experimenter.”

Comment: 

Yellow highlights indicate minor changes (blank space and comma insertion).

Crossed-through text should be removed in the final text. 
	Please correct to:

“Create a rupture in the choroidal/RPE layer by holding a 27G needle sideways to the remaining cup while scraping the outer surface with the rim of the needle tip. Use the rupture as an access point to get a grip on the choroidal/RPE layer and rip it with both tweezers into stripes, but keep the connection to the iris intact.
    Afterwards, run one tweezer under the iris and go around in a circuit from the outside while creating tension by pulling at the discontinued choroidal/RPE layer to achieve detachment of the combined structure.

    NOTE: The iris must be disconnected, so as to not obstruct the fluorescence while visualizing the vessels (Figure 8B). Grabbing the iris directly to remove it can lead to extensive vessel damage, especially at the inner optic circle (IOC), since the iris is still connected to the surrounding tissue. The choroidal layer and the retinal pigmented epithelium (RPE) can be separated and often retain a connection to the iris, which allows for an easy secondary removal. 
    If parts of the iris cannot be removed, utilize a natural breaking point the adult zebrafish eye exhibits inside the photoreceptor layer (PL), in a similar fashion to step 4.9.1, to remove the iris.

    Scrape over the outside of the remaining cup-shaped retina to induce discontinuations in the PL above the breaking point (Figure 11C, black arrow). Use the created access to remove the upper part of the layer while keeping the possible connection to the iris intact. Afterwards, run the tweezers under the iris and go around in a circuit as mentioned before to detach the combined structure.

    NOTE: One should exercise patience as the whole step 4.9 can be difficult, but this care will achieve a better vascular outcome than straightforwardly grabbing the iris at the rim of the pupil or forcing an opening by destroying connections to the choroidal/RPE or photoreceptor layer without their respective removal. Following this step will thus preserve retinal vascular integrity, but lead to damage of the outer retinal layers.”

	5.
	Protocol Step 5.5
	Step says:

“Seal the cover with clear nail polish.”
	Please correct to:

“Minimize movement of the coverslip and seal the cover with clear nail polish.”

	6.
	Protocol Step 7.7
	Step says:

“Let the glass slide dry completely before covering and sealing the stained tissue.”
	Please correct to:

“Take the glass slide out of the xylol and quickly cover the tissue with mounting media. Avoid to let the tissue dry out completely, then place a coverslip on top and seal the stained tissue.” 

	7.
	Discussion
	Step says:

“The area occupied by vessels (Figure 12E, diagonal red lines) as a percentage of the whole retinal area is the vascular density and directly correlates to the avascular area.”
	Please correct to:

“The area occupied by vessels (Figure 12E, diagonal red lines) as a percentage of the whole retinal area is the vascular density and indirectly correlates to the avascular area.”

	8.
	Protocol step 2.1.1
	Step says:

“To attain 1,000 mL of 10x egg water, add these salts to 1,000 mL: double distilled water (ddH2O) while constantly stirring in the following order: 10 g NaCl, 0.3 g KCl, 0.4 g CaCl2*6H2O, 1.32 g MgSO4*6H2O.”
	Please correct to:

“To attain 1,000 mL of 10x egg water, add these salts to 1,000 mL double distilled water (ddH2O) while constantly stirring in the following order: 10 g NaCl, 0.3 g KCl, 0.4 g CaCl2*6H2O, 1.32 g MgSO4*6H2O.”
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