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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.

4. Testimonials (optional): Would you be open to filming two short testimonial statements live during your JoVE shoot? These will not appear in your JoVE video but may be used in JoVE’s promotional materials. Enter Yes or No.

If Yes, please provide the full name and position (e.g., Director of [Institute Name], Senior Researcher [University Name], etc.) of the author willing to participate.
Enter full author name, Enter author position

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:  26
Number of Shots:  42

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.
· Introduction: Answer the 1st REQUIRED prompt and 1 additional question; Conclusion: Answer any 3 questions. No more than 5 interview statements will be included in the video.
· Enter the full name of the author who will deliver the statement.
· Speak naturally and avoid reading the lines.
· Limit the length of each statement to 20 words or fewer.
· Answers will be edited for length, clarity, and consistency with journal style guidelines.

Authors: Please note that the questions will not appear on screen. Please answer in stand-alone full sentence with sufficient context

INTRODUCTION:

REQUIRED: Summarize your research focus and the main questions it aims 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 20 or fewer words.

Describe the research gap or limitation in existing methods and how this protocol addresses them.
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 20 or fewer words.
Describe the research contexts or systems in which this protocol can be applied.
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 20 or fewer words.
CONCLUSION:
What does this protocol allow researchers to study or measure?
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 20 or fewer words.

Describe the most important consideration or challenge when performing this protocol.
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 20 or fewer words.

Are there any additional methods or analyses that can be performed following this procedure?
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 20 or fewer words.

How can future studies build on this work? Describe the questions or research directions that can be investigated next.
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 20 or fewer words.


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

Ethics Title Card
This research has been approved by the Institutional Animal Care and Use Committee
(IACUC) at Texas A&M University.


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.) with purple font 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. 
Videographer: Please always record an audio slate while filming each shot mentioned in the shotlist.
2. Preparation of Bacterial Suspension
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, obtain chloramphenicol-supplemented tryptic soy agar or TSA (T-S-A) plates less than or equal to 1 week old containing isolated bacterial colonies [1-TXT]. Using a sterile loop, pick 2 to 3 isolated colonies [2] and inoculate it into 10 milliliters of tryptic soy broth supplemented with chloramphenicol in a 15 milliliter tube [3]. Incubate at 37 degrees Celsius with shaking at 250 revolutions per minute under ambient carbon dioxide conditions [4].
2.1.1. WIDE: Talent walking into the room with a tray containing TSA plates. TXT: Bacterial strain: BmΔvjbR::tnaA
2.1.2. Talent picking colonies using a sterile loop. 
2.1.3. Talent transferring colonies into a tube containing broth.
2.1.4. Talent placing the tube into a shaking incubator.

2.2. Blank the spectrophotometer using sterile TSB supplemented with chloramphenicol [1]. Measure optical density at 600 nanometers every 2 to 3 hours and continue incubation until optical density reaches 2.0 plus or minus 0.2 [2].
2.2.1. Talent inserting a blank sample into the spectrophotometer and calibrating it.
2.2.2. Talent measuring optical density using the spectrophotometer.

2.3. Estimate bacterial concentration [1].
2.3.1. Talent calculating the OD in a lab notebook. TXT: OD₆₀₀ = 1 corresponds to 5 × 10⁹ CFU/mL

2.4. Transfer the 10 milliliter culture to a sterile 15 milliliter conical tube [1]. Centrifuge at a relative centrifugal force of 3000 to 4000 for 10 minutes at room temperature [2]. Carefully aspirate and discard the supernatant without disturbing the pellet [3].
2.4.1. Talent adding culture into a conical tube.
2.4.2. Talent placing the tube into a centrifuge.
2.4.3. Talent removing supernatant while leaving pellet intact.

2.5. Add 1 milliliter of sterile endotoxin free 1 times phosphate buffered saline or PBS (P-B-S) to the bacterial pellet [1]. Using a pipette, resuspend by pipetting 10 to 15 times until homogeneous with no visible clumps [2].
2.5.1. Talent adding buffer to the pellet.
2.5.2. Talent pipetting to resuspend the pellet.

2.6. Keep the bacterial suspension on ice in a closed tube and use the suspension for intravenous injections within 4 hours of preparation [1].
2.6.1. Talent placing the tube on ice.

3. Animal Housing and Pre-Procedure Preparation
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Obtain female mice younger than 5 weeks of age and acclimate them for at least 7 days prior to experimentation [1-TXT].
3.1.1. WIDE: Mice housed in cages in an animal facility. TXT: Mouse strain: NOD ShiLtJ

3.2. House up to five mice in each individually ventilated cage under specific pathogen-free conditions. [1].
3.2.1. Shot of mice inside ventilated cages.

3.3. Provide bedding, enrichment, food, and water ad libitum [1]. Maintain temperature at 20 to 24 degrees Celsius [2], humidity at 40 to 60 percent, and a 12 hour light and dark cycle [3].
3.3.1. Shot of cage setup with bedding and food.
3.3.2. Close-up of temperature control panel displaying temperature 20-24°C. 
3.3.3. Close-up of an environmental monitor displaying humidity 40%-60%.

3.4. Record baseline body weights of the mice [1].
3.4.1. Talent weighing a mouse on a scale.

3.5. Randomize mice into treatment and control groups and assign unique identifiers using ear tag or tail tattoo [1].
3.5.1. Talent tagging or marking mice.

3.6. Transfer cages to the procedure room at least 30 minutes prior to injection [1]. Place the cages on heating pads set to 37 to 40 degrees Celsius to promote tail vein dilation [2].
3.6.1. Talent moving cages into procedure room.
3.6.2. Talent placing cages on heating pads.

4. Intravenous Administration via Lateral Tail Vein
Demonstrator: Click here to enter name of demonstrator(s) 

4.1. Under sterile conditions, draw 100 microliters of bacterial suspension into 29 to 30 gauge insulin syringes [1] and label each syringe with the corresponding mouse identification [2]. Prepare control syringes with 100 microliters of sterile PBS [3].
4.1.1. Talent filling syringes with bacterial suspension.
4.1.2. Talent labeling the syringes with mouse ID.
4.1.3. Talent filling control syringes with PBS.

4.2. Place each mouse in a restrainer allowing access to the tail [1].
4.2.1. Talent securing mouse in restrainer.

4.3. Wipe the tail with 70 percent ethanol and let it air dry [1].
4.3.1. Talent cleaning the mouse tail.

4.4. Visualize the lateral tail veins under adequate lighting [1].
4.4.1. Close-up of tail veins under light.

4.5. Hold the distal third of the tail with gentle tension [1]. Insert the assigned syringe needle bevel up at a shallow angle of 10 to 15 degrees into the lateral vein [2].
4.5.1. Close-up of the talent holding the far end of the mouse tail.
4.5.2. Close-up of needle being inserted into tail vein.

4.6. Inject the solution into each mouse slowly over 5–10 seconds, in a randomized order within a 2-hour window [1]. Withdraw the needle and apply gentle pressure with sterile gauze [2]. 
4.6.1. Talent injecting solution into tail vein.
4.6.2. Close of needle being withdrawn and gauze being applied to the injection site.

4.7. Return the mouse to its cage on a heating pad [1]. Monitor the mouse for 5 to 10 minutes for signs of distress and record any adverse events [2].
4.7.1. Talent placing mouse back into cage on a heating pad.
4.7.2. Shot of mouse being inside the cage.

5. Blood Glucose Monitoring and Analysis
Demonstrator: Click here to enter name of demonstrator(s) 

5.1. To monitor blood glucose, 7 days after injection, remove the food from mice while maintaining water access for 2 hours [1]. 
5.1.1. Talent removing food from cage.

5.2. Then, restrain the mouse and clean the tail tip with 70 percent ethanol [1]. 
5.2.1. Talent holding mouse and cleaning tail tip with 70% ethanol.

5.3. Using a sterile lancet or needle, nick the tail and discard the first drop of blood [1]. 
5.3.1. Close-up of tail being nicked and first drop of blood being removed.

5.4. Collect the second drop on a glucometer test strip [1]. 
5.4.1. Close-up of second drop blood being collected in a test strip.

5.5. Record blood glucose values along with mouse identification and date and repeat measurements twice weekly until the study endpoint [1]. 
5.5.1. Talent recording the blood glucose values in a datasheet.

5.6. Define diabetes when values are greater than or equal to 250 milligram per deciliter on two consecutive measurements taken at least 24 hours apart [1]. 
5.6.1. Shot of a talent recording blood glucose values on a datasheet, highlighting two consecutive readings ≥250 mg/dL.

5.7. At the study endpoint, after euthanizing the mice and extracting the pancreas, perform histological evaluation and islet area quantification [1].
5.7.1. Talent viewing the pancreatic tissue under the microscope. Authors: Please specify the euthanasia method used, including the dosage.









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: 63.
· Please note that the video cannot include voiceover without an accompanying visual.

6. Results 
6.1. BmΔvjbR::tnaA-treated mice maintained more stable glycemia [1] compared with vehicle-treated controls [2].
6.1.1. LAB MEDIA: Figure 3A. Video editor: Emphasize the blue line below the dashed 250 mg/dL. Authors: Please check whether the legend key colours in the figure are correct and whether they are accurately reflected in the shot. The figure shows that treated mice (blue) have blood glucose levels above 250 mg/dL from day 0.
6.1.2. LAB MEDIA: Figure 3A. Video editor: Emphasize the black line both above and below the dashed 250 mg/dL.

6.2. BmΔvjbR::tnaA-treated mice showed delayed onset of hyperglycemia compared with vehicle-treated controls [1].
6.2.1. LAB MEDIA: Figure 3A. Authors: Please check whether the legend key colours in the figure are correct. If correct, what to highlight in the figure to visually show the delayed onset of hyperglycemia in treated mice?

6.3. Quantification of total islet area revealed higher islet area fractions in BmΔvjbR::tnaA-treated mice [1] relative to diabetic controls [2].
6.3.1. LAB MEDIA: Figure 3B. Video editor: Emphasize the bar labeled TR1and TL1. Authors: Please check whether the legend key colours in the figure is correct.
6.3.2. LAB MEDIA: Figure 3B. Video editor: Emphasize the bar labeled CR1 and CL1.

6.4. Diabetic control mice showed severe insulitis, islet disruption, and reduced insulin staining [1]. Non-diabetic controls and BmΔvjbR::tnaA-treated mice displayed preserved islet architecture and robust insulin expression [2].
6.4.1. LAB MEDIA: Figure 3C. Video editor: Emphasize the images labelled CL1 in both H&E staining and IHC: Insulin staining.
6.4.2. LAB MEDIA: Figure 3C. Video editor: Emphasize the images labelled CR1, TR1, and TL1 in both H&E staining and IHC: Insulin staining.
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