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Author Questionnaire:
1. Microscopy: Does your protocol require JoVE to film through your microscope? N
2. Does your protocol include software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? 
2.1., 2.2., 3.1.-3.3.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
Most difficult aspect of this procedure is to separate the vessel properly 3.2.2.
5. Will the filming need to take place in multiple locations (greater than walking distance)? N


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Sivani Sivanrupan: This method is a reliable and easy technique for visualizing the real-time blood flow in vessels and aneurysms and it can be used in different animal models [1].

1.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

1.2. Sivani Sivanrupan: The main advantage of this technique is that it facilitates the visualization of blood flow during surgery without requiring expensive devices or extensive surgery [1].

1.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Introduction of Demonstrator (Said by you on camera):

1.3. Serge Marbacher or Sivani Sivanrupan: Demonstrating the procedure will be Stefan Wanderer, a Lab Fellow from our laboratory [1][2].  

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
1.3.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.

Ethics title card: (for human subjects or animal work, does not count toward word length total)

1.4. Procedures involving animal subjects have been approved by the Committee for Animal Welfare at the University of Bern, Switzerland and ARRIVE guidelines were followed strictly.

	


Section - Protocol
2. Material and Workplace Preparation
2.1. Before beginning the procedure, use black tape to secure a blue bandpass filter to act as an excitation filter onto a flashlight and check that the flashlight only emits blue light [1] [2].
2.1.1. WIDE: Talent taping filter to flashlight Videographer: Important step
2.1.2. CU: Flashlight shining blue light onto hand or white paper or similar Videographer: Important step
2.2. Equip the camera with a green bandpass filter to function as an emission light filter [1]. Only green light should now be able to pass through [2].
2.2.1. MED: Talent adding filter to camera Videographer: Important step
2.2.2. CU: Shot of green light passing through microscope/camera Videographer: Important step

2.3. Then disinfect the workspace with alcohol [1] and cover the table with sterile drapes to prevent contamination [2].

2.3.1. MED: Talent wiping table, with alcohol container visible in frame
2.3.2. MED: Talent placing drape(s)

3. Fluorescein Video Angiography (FVA) and Macroscopic Analysis in a Rabbit

3.1. To perform fluorescein video angiography, or FVA (F-V-A), in a rabbit, confirm that the anesthetized animal does not respond to pain stimulus [1-TXT] before positioning the rabbit in the supine position [2].

3.1.1. WIDE: BIS Electrodes are to be attached to the forehead of the rabbit. Oxygenation is permanently monitored as are the heartrate and blood pressure TEXT: Anesthesia: xylazine 4 mg/kg/h + ketamine hydrochloride 40 mg/kg/h i.v. Videographer: More Talent than animal in shot; Important step
3.1.2. CU: Limb being taped Closeup of BIS beeing attached. Take 2: CU oxygenation beeing monitored Videographer: Important step

3.2. Shaving the neck around the sternocleidomastoic muscle [1], position a white pad under the selected ear to increase the contrast with the surrounding tissue [2].

3.2.1. CU: Neck being shaved Videographer: Important step
3.2.2. CU: Pad being placed under selected vessel --> 4.6.1 Videographer: Important/difficult step (Editor: I’m not sure what the “ 4.6.1” means here)

3.3. Focus the camera on the dissected artery [1] and use aluminium foil to cover a 5-milliliter syringe containing 100 milligrams/milliliter of fluorescein sodium [2]. 

3.3.1. MED: Talent focusing camera Videographer: More Talent than animal in shot; Important step (Author Comment: We used an iphone, a mounted camera would be better though.)
3.3.2. MED: Talent covering syringe with foil Videographer: Important step

3.4. Turn off the lights as much as possible [1] and inject 0.3 milliliters/kilogram of fluorescein sodium intravenously into the injection port of the catheter [2].

(Author Comment: 4.3, 4.4, 4.5, and 4.6 are one take only due to the minimal time we have between the steps) (Editor: I’m unsure of why this note is here. I’m not sure if it refers to the shots in this section but is using the manuscript numbering, or is meant for section 4 and is just misplaced)

3.4.1. MED: Talent turning off light(s)
3.4.2. CU: Fluorescein sodium being injected

3.5. Next, flush the syringe with 0.5 milliliters of saline solution to ensure that all of the dye has been injected [1] and immediately illuminate the surgical field with the modified flashlight [2].

3.5.1. CU: Syringe being flushed
3.5.2. CU: Blue light being applied to vessel

3.6. As soon as the light is turned on, begin filming with the modified camera [1]. Blood flow should be visible within a few seconds of the injection [2].

3.6.1. MED: Talent starting camera Videographer: More Talent than animal in shot
3.6.2. [bookmark: _GoBack]LAB MEDIA: To be provided by Authors: Shot of blood flow within vessel --> 4.6.1 (Editor: I’m not sure what the “ 4.6.1” means here)

3.7. For macroscopic analysis of the vessel after angiography, resect the aneurysms and the parent artery complex in follow up animals, or perform visual confirmation of flow by observing the filling of the aneurysm and/or bypass after removal of the temporary clips [1].

3.7.1. CU: Aneurysm and parent artery complex being resected are monitored while “milking-test” is beeing performed to show delay-free filling and flow is verified.

3.8. [1] [2].

3.8.1. CU: Artery being opened
3.8.2. CU: Shot of lumen


Section – Results
4. Results: Patency Testing 

4.1. In this representative study, FVA was able to be performed in eight out of ten rabbits [1].

4.1.1. LAB MEDIA: Figure 1

4.2. Of the 16 aneurysms identified in the eight rabbits, two aneurysms demonstrated persistent perfusion of the parent artery [1] while FVA identified five cases with residual perfusion [2].

4.2.1. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 2 cell
4.2.2. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 5 cell

4.3. Fourteen rabbit aneurysms exhibited no residual perfusion macroscopically [1], while 11 were subsequently detected using FVA [2].

4.3.1. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 14 cell
4.3.2. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 11 cell

4.4. Residual perfusion was observed macroscopically in 25 of 48 rats [1], and the other 23 rats showed no macroscopic signs of residual perfusion [2].

4.4.1. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 25 cell
4.4.2. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 23 cell

4.5. Twenty-two of the 23 aneurysms without macroscopic perfusion were then confirmed using FVA [1].

4.5.1. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 22 cell

4.6. Overall, 25 of 27 rabbit and rat combined cases could be confirmed [1], resulting in a positive predictive value of 92.6%, a sensitivity rate of 100%, and a specificity of 94.1% [2].

4.6.1. LAB MEDIA: Table 1: JoVE Video Editor: please emphasize 25 cell
4.6.2. LAB MEDIA: Table 1



Section - Conclusion
5. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
5.1. Sivani Sivanrupan: (Step 3.2., 3.4.) The most important things to remember when attempting this procedure are to dissect the vessel properly and to work in a darkened room when administering and visualizing the fluorescein [1].
5.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
5.2. Sivani Sivanrupan: This procedure can be used in any animal to evaluate blood flow in any visible vessel [1]. 
5.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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