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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:  20 
Number of Shots:  41 

Interviews
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) or equivalent body at (insert Institutional Name)	Comment by Pallavi  Sharma: Authors: Please provide this informtaion



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. Isolation of Mouse Adipose Tissue
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, prepare the culture medium under sterile conditions [1]. Warm the culture medium and sterile PBS to 37 degrees Celsius [2]. Clean all equipment and the work area inside the tissue culture hood with 70% ethanol [3].
2.1.1. WIDE: Talent at the working bench with the prepared culture medium in the frame. Videographer: Please obtain CU shot as well for this shot.
2.1.2. Talent placing the culture medium and sterile phosphate-buffered saline in a water bath.
2.1.3. Talent wiping the equipment and the work area inside the tissue culture hood with 70% ethanol.
2.2. After sacrificing the animal, optionally weigh it [1-TXT]. Place the animal in a glass beaker containing 70% ethanol. [2].	Comment by Pallavi  Sharma: Authors: Since this is an optional step do you want to film this?
2.2.1. Talent weighing the animals on a balance. TXT: Mice Used: Csf1r-eGFP-Adipoq-ERT2-Cre-CAG-tdTomato 
2.2.2. Talent placing the animals into a glass beaker containing 70% ethanol.
2.3. Wipe the exterior of the glass beaker with ethanol [1] and transfer it into the tissue culture hood [2].
2.3.1. Talent wiping the exterior of the glass beaker with ethanol.
2.3.2. Talent transferring the glass beaker into the tissue culture hood.
2.4. Using blunt forceps, place the mouse in a supine position in a glass dish or pin it to a dissection board [2].	Comment by Pallavi  Sharma: Authors: What are you going to do positioning mouse supine position in a glass dish or pin it to a dissection board 
2.4.1. Talent positioning the mouse in a supine position in a glass dish using blunt forceps.
2.5. Add a thin layer of pre-warmed PBS to a Petri dish [1].
2.5.1. Talent adding a thin layer of pre-warmed phosphate-buffered saline to a Petri dish.
2.6. Change to a fresh pair of gloves [1]. Using forceps, lift the lower abdominal skin [2] and make a small horizontal incision using scissors to open the abdominal cavity [3].
2.6.1. Talent putting on a fresh pair of gloves.
2.6.2. Talent lifting the lower abdominal skin with forceps.
2.6.3. Talent making a small horizontal incision with scissors to open the abdominal cavity.
2.7. Make a vertical incision, extending from the initial cut to expose the internal organs [1].
2.7.1. Talent making a vertical incision from the initial cut to expose the internal organs.
2.8. Using small sharp scissors and pointed forceps, locate the white adipose tissue [1] and excise it using a separate set of instruments to prevent contamination [2].
2.8.1. Talent locating the white adipose tissue using small sharp scissors and pointed forceps.
2.8.2. Talent excising the white adipose tissue with a separate set of instruments.
2.9. For male mice, lift the gonadal fat pad carefully [1] and cut above the epididymis [2]. Alternatively, excise the epididymis and testis together with the gonadal fat [3] and remove the epididymis and testis afterward [4].
2.9.1. Talent lifting the gonadal fat pad in a male mouse.
2.9.2. Talent cutting above the epididymis.
2.9.3. Talent excising the epididymis and testis together with the gonadal fat.
2.9.4. Talent removing the epididymis and testis from the excised tissue.
2.10. For female mice, lift the gonadal fat pad carefully [1] and excise along the uterine horn and ovaries [2].
2.10.1. Talent lifting the gonadal fat pad in a female mouse.
2.10.2. Talent excising the fat pad along the uterine horn and ovaries.
2.11. Place the isolated fat pads into a Petri dish filled with PBS [1].
2.11.1. Talent placing the isolated fat pads into the phosphate-buffered saline-filled Petri dish.
2.12. Using a razor blade, remove any residual epididymis, testis, ovaries, or blood vessels from the fat pads [1].
2.12.1. Talent removing residual epididymis, testis, ovaries, and blood vessels from the fat pads using a razor blade.
2.13. Transfer the cleaned fat pad into a second Petri dish containing pre-warmed PBS [1]. Optionally weigh the fat pads [2].
2.13.1. Talent transferring the cleaned fat pad into a second Petri dish containing pre-warmed phosphate-buffered saline.
2.13.2. Talent weighing the fat pads on a balance.

3. Explant Preparation and Culture
Demonstrator: Click here to enter name of demonstrator(s) 

3.1. Using a razor blade, cut the fat pad into strips [1] and then cut the strips into cubes of approximately 10 cubic millimeters [2].
3.1.1. Talent cutting the fat pad into strips using a razor blade.
3.1.2. Talent cutting the strips into cubes of approximately 10 cubic millimeters using a razor blade.
3.2. Add 1 to 1.5 milliliters of culture medium to each well of a 6-well plate [1]. Using a sterile spoon or spatula, transfer five explants into each well [2]. Arrange the explants evenly in a circular pattern [3].
3.2.1. Talent adding culture medium to each well of a 6-well plate.
3.2.2. Talent transferring five explants into a well using a sterile spoon or spatula.
3.2.3. Talent arranging the explants evenly in a circular pattern within the well.
3.3. Using sterile forceps, cover the explants with a cell culture insert [1]. Incubate them at 37 degrees Celsius, 5% carbon dioxide, and 21% oxygen for 7 to 10 days [1].
3.3.1. Talent placing a cell culture insert over the explants using sterile forceps.
3.3.2. Talent placing the explant culture plate into the incubator.
3.4. After the 7-to-10-day culture period, collect explants, stromal vascular fraction cells, or culture supernatants for downstream analyses, as required for the experimental endpoint [1].
3.4.1. Talent collecting explants, stromal vascular fraction cells, or culture supernatants for downstream analyses.
4. Statistical Analysis
Demonstrator: Click here to enter name of demonstrator(s)

4.1. Perform statistical analyses using GraphPad Prism 10.2 [1]. Screen data sets for outliers using the ROUT test [2] and assess normality using the Shapiro-Wilk test [3].
4.1.1. SCREEN: GraphPad Prism 10.2 being opened for statistical analysis.
Authors: Please create screen capture videos of the shots labeled as SCREEN, create a screenshot summary, and upload the files to your project page as soon as possible: https://review.jove.com/files_upload.php?src=21853603
4.1.2. SCREEN: Data sets being screened for outliers using the ROUT test at Q = 1%.
4.1.3. SCREEN: Normality being assessed using the Shapiro-Wilk test at alpha = 0.05.
4.2. Compare two groups using paired Student's t-tests or Wilcoxon matched-pairs tests, as appropriate [1]. Compare multiple groups using one-way ANOVA followed by Dunnett's post hoc test [2]. Consider differences statistically significant if p values are less than or equal to 5 [3].
4.2.1. SCREEN: Two groups being compared using paired Student's t-tests or Wilcoxon matched-pairs tests.
4.2.2. SCREEN: Multiple groups being compared using one-way analysis of variance followed by Dunnett's post hoc test.
4.2.3. SCREEN: Statistically significant differences being identified.
4.3. Present data as the mean and the standard error of the mean [1]. Unless otherwise indicated, define n as the number of biological replicates [2].
4.3.1. SCREEN: Data being presented as the mean plus or minus the standard error of the mean.
4.3.2. SCREEN: n being defined as the number of biological replicates corresponding to individual mice.
4.3.3. 

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: 230.
· Please note that the video cannot include voiceover without an accompanying visual.

5. Results 
5.1. TdTomato (T-D-Tomato) expression remained stable throughout the 14-day culture period [1].
5.1.1. LAB MEDIA: Figure 3A. 
5.2. Lactate dehydrogenase levels remained low relative to maximal release following complete tissue lysis, indicating preserved tissue integrity [1].
5.2.1. LAB MEDIA: Figure 3B. Video editor: Highlight the bars labelled 'd 1', 'd 3', 'd 5', and 'd 7'.
5.3. Perilipin-positive adipocytes remained intact for up to 10 days of culture [1]. The proportion of DAPI-positive cells remained stable throughout the culture period [2].
5.3.1. LAB MEDIA: Figure 3C. 
5.3.2. LAB MEDIA: Figure 3D and E.
5.4. Expression of Pparg (P-Parg), Adipoq (Adipo-Q), Lep (L-E-P), and Lpl (L-P-L) remained stable throughout the culture period [1].
5.4.1. LAB MEDIA: Figure 3F. 
5.5. A key feature of adipose tissue inflammation is the formation of crown-like structures by adipose tissue macrophages around dying adipocytes [1], primarily occurring between days 5 and 7 of culture [2].
5.5.1. LAB MEDIA: Figure 4A. 
5.5.2. LAB MEDIA: Figure 4A and B. Video editor: Highlight the white arrows in the image labelled 'Day 5’ and ‘Day 7' in 4A and highlight the bars “d5” and “d7’ in 4B.
5.6. Expression of inflammatory genes and Tumor necrosis factor alpha increased over time [1]. 
5.6.1. LAB MEDIA: Figure 4C and D.
5.7. Multinucleated giant cells developed and contributed to dead adipocyte clearance [1] 
5.7.1. LAB MEDIA: Figure 4F. 
5.8. Although macrophages accumulated within crown-like structures and fused into multinucleated giant cells, the overall number of adipose tissue macrophages remained relatively stable, as a proliferation peak was observed on day 5 [1].
5.8.1. LAB MEDIA: Figure 5A-D. Video editor: Highlight the bar labeled ' d 5’ in figure 5D
5.9. The adipose tissue macrophages phenotype shifted from a predominantly M2-like state at day 1 [1] toward an increased proportion of M1-like macrophages at day 7 [2].
5.9.1. LAB MEDIA: Figure 5F. Video editor: Highlight the bar labelled 'M2-like' at 'd 1'.
5.9.2. LAB MEDIA: Figure 5F. Video editor: Highlight the bar labelled 'M1-like' at 'd 7'.
5.10. Metabolically activated macrophages increased during culture, with increased BODIPY (Bodipy) staining [1] and increased lysosomal content [2].
5.10.1. LAB MEDIA: Figure 5I. Video editor: Highlight the bars comparing 'd 1' and 'd 7'.
5.10.2. LAB MEDIA: Figure 5M. Video editor: Highlight the bars comparing 'd 1' and 'd 7'.
5.11. Multiple macrophage populations were identified, including pro-inflammatory [1], metabolically activated [2], proliferating [3], inflammation-resolving [4], and anti-inflammatory macrophages [5].
5.11.1. LAB MEDIA: Figure 6A. Video editor: Highlight the panel labelled 'Itgax'.
5.11.2. LAB MEDIA: Figure 6A. Video editor: Highlight the panel labelled 'Alox15a2'.
5.11.3. LAB MEDIA: Figure 6A. Video editor: Highlight the panels labelled 'Mki67' and 'Top2a'.
5.11.4. LAB MEDIA: Figure 6A. Video editor: Highlight the panel labelled 'Spint1'.
5.11.5. LAB MEDIA: Figure 6A. Video editor: Highlight the panels labelled 'Mrc1' and 'Lyve1'.
5.12. Clodronate liposomes reduced macrophage numbers by approximately 60% by day 7 [1], and PLX5622 (P-L-X-Five-Six-Two-Two) reduced macrophage numbers by approximately 70% by day 7 [2].
5.12.1. LAB MEDIA: Figure 7E. Video editor: Highlight the 'Clod' bar at 'd 7'.
5.12.2. LAB MEDIA: Figure 7F. Video editor: Highlight the 'PLX' bar at 'd 7'.
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