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Author Questionnaire
1. Microscopy: Does your protocol require the use of a dissecting or stereomicroscope for performing a complex dissection, microinjection technique, or something similar?  Enter Yes or No.  
If Yes, can you record movies/images using your own microscope camera?
Enter Yes or No.  
If your protocol involves microscopy but you are not able to record movies/images with your microscope camera, JoVE will need to use our scope kit. 
If your microscope does not have a camera port, the scope kit will be attached to one of the eyepieces and you will have to perform the procedure using one eye.
Enter make and model of microscope.
If a dissection or stereo microscope is required for your protocol, please list all shots from the script that will be visualized using the microscope (shots are indicated with the 3-digit numbers, like 2.1.1, 2.1.2, etc.).
Click here to list microscope shots, using the shot numbers from the protocol section of the video script.

2. Software: Does the part of your protocol being filmed include step-by-step descriptions of software usage?  Enter Yes or No.
If Yes, we will need you to record using screen recording software.
We recommend using the screen capture program OBS. JoVE’s tutorial for using OBS Studio is provided at this link: https://review.jove.com/v/5848/screen-capture-instructions-for-authors?status=a7854k
As these files are necessary for finalizing your script, please upload all screen-captured video files to your project page as soon as possible.

3. Filming location: Will the filming need to take place in multiple locations?   Enter Yes or No.
If Yes, how far apart are the locations? Click to enter distance between locations.

To ensure that your script can be filmed in one day, the protocol sections are cumulatively restricted to 55 shots (shots are the 3-digit numbers like 2.1.1, 2.1.2…etc)

Current Protocol Length
Number of Steps:  07
Number of Shots:  24 

Introduction
Videographer: Obtain headshots for all authors available at the filming location. 

Answers to these questions will become interview statements that you will deliver on camera.
· Answer the 1st REQUIRED question and at least 2 other questions (1.2 – 1.10) below. Up to 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· If possible, each author should deliver no more than two statements.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Limit the length of each statement to 30 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

REQUIRED: What is the scope of your research? What questions are you trying to answer? 
1.1. Enter author name.: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What are the most recent developments in your field of research?
1.2. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What technologies are currently used to advance research in your field?
1.3. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What are the current experimental challenges?
1.4. Enter author name: Click here to answer question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What significant findings have you established in your field?
1.5. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What research gap are you addressing with your protocol?
1.6. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.

What advantage does your protocol offer compared to other techniques?
1.7. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
How will your findings advance research in your field?
1.8. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What new scientific questions have your results paved the way for?
1.9. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.
What research questions will your laboratory focus on in the future?
1.10. Enter author name: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 30 or fewer words.


Videographer: Obtain headshots for all authors available at the filming location.

Testimonial Questions (OPTIONAL): 

Videographer: Please ensure that all testimonial shots are captured in a wide-angle format, while also maintaining sufficient headspace, given that the final videos will be rendered in a 1:1 aspect ratio.

Answers to these questions will not appear in the video but may be featured in our journal's promotional materials.
· Enter the full name of the author who will deliver the statement. Add your title (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) as this will included in the promotional materials.
· Answer in full sentences, in a style suitable for being spoken aloud. 
· Answers will be mildly edited for clarity.
· Limit the length of each statement to 50 words or fewer.


How do you think publishing with JoVE will enhance the visibility and impact of your research?
1.11. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.
Can you share a specific success story or benefit you’ve experienced—or expect to experience—after using or publishing with JoVE? (This could include increased collaborations, citations, funding opportunities, streamlined lab procedures, reduced training time, cost savings in the lab, or improved lab productivity.)
1.12. Enter author name, Enter author title: Click here if you choose this question. Please write in a style that you will be comfortable memorizing and speaking aloud. Limit length to 50 or fewer words.


Ethics Title Card
This research has been performed in compliance with Joslin Diabetes Research Center guidelines


Protocol  
[bookmark: _Hlk188263998]Please review this section to make sure that it accurately describes your protocol. Use Track Changes when making edits or revisions.
· The two-digit steps (e.g., 2.1., 2.2.) are the narration.  JoVE is responsible for the narration of the protocol and results.
· Red italics are pronunciation guides indicating how the word will be spoken. 
· Filming should take no more than 10 minutes per step. If a step takes more than 10 minutes, prepare the product for that step in advance.
· The three-digit shots (e.g., 2.1.1., 2.2.2.) are the actions that the videographer will capture. 

2. Ligation of Major Abdominal Vessels
Demonstrator: Click here to enter name of demonstrator(s) 

If the same person is the demonstrator throughout, mention them once here and remove the "Demonstrator" field from the other sections; if the demonstrator changes, retain the field in the respective sections.

2.1. To begin, identify the upper abdominal aorta by locating the bright red midline vessel [1] with branches of the celiac artery [2], superior mesenteric artery [3], and left renal vessels [3]. Perform the ligation superior to the celiac artery [4].

2.1.1. WIDE: Talent pointing out the upper abdominal aorta in the exposed abdominal cavity. TXT: Anesthesia: Ketamine/xylazine mix (~75 mg/kg of ketamine HCl mixture), intramuscularly Authors: Use your fingers, forceps, or something similar to point to the upper abdominal aorta.
2.1.2. Talent pointing out the branches of the celiac artery.
2.1.3. Talent pointing out the branches of the superior mesenteric artery.
2.1.4. Talent pointing out the left renal vessels.
2.1.5. Talent using forceps to perform the ligation superior to the celiac artery.

2.2. Move the intestines to the animal’s left side to gain access to the right kidney [1]. Using forceps, pinch the tissue or fat surrounding the right kidney [2] and identify the right renal vessels as the dark red or purple vessels connecting the right kidney to both the inferior vena cava and abdominal aorta [3].

2.2.1. Talent gently moving intestines to the left side of the animal.
2.2.2. Talent pinching the tissue or fat surrounding the right kidney to lift and expose the right renal vessels.
2.2.3. Close-up of identified right renal vessels, with visible connections to the abdominal aorta and inferior vena cava.

2.3. Now, identify the abdominal portion of the inferior vena cava as a larger purple vessel with a branch connecting to the right renal vein [1] and perform the ligation [2].

2.3.1. Talent pointing to the abdominal portion of the inferior vena cava with visible branching from the right renal vein.
2.3.2. Talent using surgical thread to ligate the abdominal portion of the inferior vena cava.

2.4. Identify the lower abdominal aorta just before its bifurcation [1]. Perform the ligation at this point [2]. Then, place a suture thread 0.5 centimeters above the first knot [3]. Insert the tube for cannulation between the suture thread and ligated suture to ensure the perfusate flows up toward the celiac artery [4].

2.4.1. Talent locating and pointing to the lower abdominal aorta just before bifurcation.
2.4.2. Talent tying the ligature on the lower abdominal aorta before the bifurcation.
2.4.3. Talent threading a second suture 0.5 centimeters above the first knot.
2.4.4. Talent inserting the cannulation tube into the space between the two sutures.

2.5. Move the intestines to the animal’s left to expose the portal vein [1]. After making an incision in the diaphragm and ribs, ligate the vessel as superior as possible to ensure space for cannulation later [2-TXT]. Place a second suture inferior to the first but above the pancreas to ensure collection of the perfusate and avoid backflow [3].

2.5.1. Talent repositioning intestines to the left for clear view of portal vein.
2.5.2. Talent tying the ligature as close to the liver as possible on the portal vein. TXT: Making an incision in the diaphragm and ribs results in the euthanasia of the mouse
2.5.3. Talent placing a second suture below the first, just above the pancreas.
3. Cannulation of the Lower Abdominal Aorta and the Portal Vein
Demonstrator: Click here to enter name of demonstrator(s) 


3.1. Create a 0.5 to 1.5-millimeter incision using scissors on the lower abdominal aorta, between the bottom knot and the superior suture [1]. Using the lower knot for leverage, insert the tube into the incision via the nick until it reaches the superior suture, being careful not to tear the vessel [2]. Tie the superior suture into a knot to secure the tube in place [3].

3.1.1. Talent using scissors to make a small incision into the lower abdominal aorta between the bottom knot and the superior suture.
3.1.2. Talent inserting the tube carefully into the incision while holding the lower knot for support.
3.1.3. Talent tying the superior suture into a knot to fix the tube in position.

3.2. Next, create a 0.5 to 1.5-millimeter incision in the portal vein just after it exits the pancreas [1]. Hold the top knot with blunt forceps in one hand for leverage and insert the tube into the portal vein using forceps in the other hand to guide it in [2]. Tie the second suture to secure the tube [3].

3.2.1. Talent making a small incision in the portal vein just after it exits the pancreas.
3.2.2. Talent gripping the upper suture with blunt forceps and using the other hand to insert the tube with precision.
3.2.3. Talent tying the lower suture around the tube to lock it in place.


Results
Please review this section to make sure that it accurately reflects your findings.
· This section will not be recorded by the videographer. It only includes the figures/tables from your manuscript (called LAB MEDIA). 
· Use Track Changes when making edits or revisions. Ensure the voiceover length is below 200 words. Current word count: 125.
· Please note that the video cannot include voiceover without an accompanying visual.

4. Results 

4.1. This figure illustrates the insulin secretion dynamics in perfused mouse pancreas in response to varying glucose concentrations and 3-isobutyl-1-methylxanthine or IBMX stimulation [1]. Authors: How do you want to pronounce IBMX? “I-B-M-X”?
4.1.1. LAB MEDIA: Figure 3.
4.2. Insulin levels showed a steady low secretion at 2.6 millimolar glucose for the initial 20 minutes [1], followed by a marked first-phase increase upon switching to 16.8 millimolar glucose between 20 and 60 minutes [2].
4.2.1. LAB MEDIA: Figure 3. Video editor: Highlight the part of the graph under the label "2.6 mM Glc" (only the left 2.6 mM Glc)
4.2.2. LAB MEDIA: Figure 3. Video editor: Highlight the part of the graph under the label "16.8 mM Glc".
4.3. When the glucose concentration was returned to 2.6 millimolar, insulin secretion sharply declined to baseline levels [1].
4.3.1. LAB MEDIA: Figure 3. Video editor: Highlight the part of the graph under the "2.6 mM Glc" section (only the right 2.6 mM Glc).
4.4. Administration of IBMX at 2.6 millimolar glucose caused a strong secondary rise in insulin secretion between 90 and 110 minutes [1].
4.4.1. LAB MEDIA: Figure 3. Video editor: Highlight the part of the graph under the section labeled "2.6 mM Glc + IBMX".
4.5. These results suggest that the perfused mouse pancreas exhibits a biphasic insulin response to elevated glucose and retains responsiveness to secretagogues like IBMX even under low glucose conditions [1].
4.5.1. LAB MEDIA: Figure 3.
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