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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:  10
Number of Shots:  22

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): 

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.
· 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: 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: 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 approved by the Institutional Animal Care and Use Committees of Hospital Israelita Albert Einstein (HIAE) and registered with the Jewish Institute of Research and Education, São Paulo, SP, Brazil 


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. Surgical Procedure for Adipose Transplantation in Mice
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, position the euthanized mouse in dorsal recumbency with its belly facing upward [1-TXT]. Disinfect the lower abdomen using 0.5 percent alcoholic chlorhexidine digluconate [2]. Using surgical scissors, make a midline abdominal incision approximately 2 to 3 centimeters long to expose and harvest the inguinal white adipose tissue [3]. Place the excised tissue into a 3-milliliter tube and keep it on ice [4].
2.1.1. WIDE: Talent placing the mouse on its back with limbs secured. TXT: Euthanasia: 100% v/v isoflurane overdose 
2.1.2. Talent disinfecting the lower abdomen with a swab soaked in chlorhexidine.
2.1.3. Talent using surgical scissors to create a midline incision and excising the inguinal fat pad.
2.1.4. Talent placing the excised white adipose tissue into a labeled 3 milliliter tube and placing it on ice.

2.2. Reposition the mouse in ventral recumbency with its belly facing downward [1]. Make a midline dorsal incision of 1 to 2 centimeters between the scapulae using surgical scissors to access and excise the interscapular brown adipose tissue [2-TXT]. 
2.2.1. Talent flipping the mouse onto its belly and aligning it for dorsal access.
2.2.2. Talent making a dorsal midline incision and removing the brown adipose tissue between the scapulae. TXT: Pool WAT + BAT from 10–14 donors until 85–90 mg fat/g body weight

2.3. Using a 3-milliliter syringe fitted with a 16-gauge needle, homogenize the white and brown adipose tissues separately [1].
2.3.1. Talent attaching a 16 gauge needle to a 3 milliliter syringe and homogenizing each fat sample in individual tubes.

2.4. Measure the final weight of the fat using an analytical balance [1] and keep the samples on ice until transplantation [2].
2.4.1. Talent placing a weigh boat with the homogenized fat onto an analytical balance and recording the weight.
2.4.2. Talent transferring the tubes containing fat samples to an ice bucket.

2.5. Next, take the anesthetized recipient BTBR (B-T-B-R) obese mice [1-TXT], once its respiration slows to 1 breath every 3 seconds or less, position the mouse in ventral recumbency [2]. Disinfect the dorsal area using 2.0 percent non-alcoholic chlorhexidine digluconate [3].
2.5.1. Shot of the anesthetized recipient BTBR obese mice. TXT: Anesthesia Induction: 100% v/v isoflurane; Maintenance: 1.5-2.5% via face mask
2.5.2. Talent placing the anesthetized mouse belly-down on the surgical platform.
2.5.3. Talent swabbing the dorsal surface of the mouse with 2.0 percent non-alcoholic chlorhexidine digluconate.

2.6. Using a 16-gauge needle, inject 100 to 200 microliters of homogenized fat per site across 6 to 26 locations on the dorsal surface [1]. Use forceps to gently assist in evenly distributing the fat at each site [2]. Following transplantation, apply 0.5 percent chlorhexidine solution to each injection site [3].
2.6.1. Talent injecting homogenized fat into multiple dorsal sites using a 16-gauge needle.
2.6.2. Talent using forceps to help distribute the fat beneath the skin at each site.
2.6.3. Talent dabbing 0.5 percent chlorhexidine onto each injection site post-transplantation.

2.7. Administer tramadol intramuscularly for analgesia [1] and house each animal individually to prevent injury during recovery [2].
2.7.1. Talent injecting tramadol into the hind limb muscle of the mouse using a syringe.
2.7.2. Talent placing the mouse into an individual recovery cage.

2.8. On the following day, clean each injection site with 0.5 percent chlorhexidine solution [1] and administer a second intramuscular dose of tramadol for continued analgesia [2].
2.8.1. Talent swabbing each injection site with 0.5 percent chlorhexidine.
2.8.2. Talent administering a second dose of tramadol via intramuscular injection.

2.9. Two weeks after transplantation, co-house the female BTBR obese mice with male BTBR heterozygous mice for mating [1].
2.9.1. Talent introducing female and male BTBR mice into the same cage and monitoring for interaction.

2.10. Measure the body weight of the mice weekly using an analytical balance [1]. Assess fasting blood glucose levels using a glucometer [2].
2.10.1. Talent placing a mouse onto an analytical balance and recording the displayed weight.
2.10.2. Talent collects a small drop of blood from the tail tip and using a glucometer to measure fasting glucose.


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: 195.
· Please note that the video cannot include voiceover without an accompanying visual.

3. Results 

3.1. The transplantation protocol using 10–15% donor fat resulted in a 2.2-fold higher effectiveness in achieving viable offspring compared to the 5–9.9% fat group [1].
3.1.1. LAB MEDIA: Figure 2A. Video editor: Highlight the right bar representing 10–15% fat.

3.2. A progressive increase in protocol effectiveness was associated with higher proportions of brown adipose tissue in the injected fat, reaching 100% effectiveness when brown adipose tissue made up 25–30% of the total fat [1].
3.2.1. LAB MEDIA: Figure 2B. Video editor: Highlight the rightmost bar labelled “100%” and emphasize the top brown section labelled “26–30%”.

3.3. Crosses involving transplanted BTBR obese females and heterozygous males yielded 1.6 times more obese offspring compared to heterozygous-only crosses [1].
3.3.1. LAB MEDIA: Figure 3.

3.4. Ovaries from transplanted mice showed restored folliculogenesis, evidenced by increased corpora albicantia and balanced follicle populations compared to obese controls [1].
3.4.1. LAB MEDIA: Figure 4A. Video editor: Highlight the Tx group middle panel 

3.5. Quantification confirmed higher numbers of pre-antral and antral follicles in obese mice, with partial normalization in the transplanted group [1].
3.5.1. LAB MEDIA: Figure 4B. Video editor: Highlight the bars for “Pre-antral follicle” and “Antral follicle” across BTBR obese and Tx groups.

3.6. Cleaved caspase-3 staining showed reduced ovarian apoptosis in transplanted mice to levels similar to lean controls, suggesting a protective effect of transplantation [1].
3.6.1. LAB MEDIA: Figure 4C and D. Video editor: Highlight the Tx panel and Tx bar in figures 4C and D respectively

3.7. Transplanted mice had consistently lower body weight from 10 to 24 weeks compared to obese controls [1], with significantly reduced percentage weight gain over the same period [2].
3.7.1. LAB MEDIA: Figure 5A. Video editor: Trace the yellow Tx line  and compare it with the upper orange obese group line.
3.7.2. LAB MEDIA: Figure 5B. Video editor: Trace the yellow Tx line showing body weight gain 
3.8. Fasting blood glucose levels were significantly lower in Tx mice than in obese controls between weeks 8 and 20 [1].
3.8.1. LAB MEDIA: Figure 5C. Video editor: Highlight the lower yellow Tx line with the higher orange obese line.
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