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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? 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? 
2.8., 4.2., 5.3.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.8.2: excision of posterious subcutaneous depots. This step is challenging because the depots appear continuous. It’s very important to consistently dissect the three depots using the mentioned anatomic landmarks.
5.3.2: muscle being lifted/depot being revealed. This step can be challenging because it’s crucial to identify the correct muscles and cut them to reveal the popliteal depot.  
5. Will the filming need to take place in multiple locations? 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. Ormond MacDougald: A standardized methodology for the identification and dissection of diverse adipose depots is critical as investigators uncover regional differences in the character and function of adipocytes within discrete anatomical niches [1].

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

1.2. Devika Bagchi: The main advantage of this technique is that it is a reliable and accurate method for identifying and excising both common and less-studied rodent adipose depots [1].

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

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

1.3. Procedures involving animal subjects have been approved by the Institutional Animal Care and Use Committee (IACUC) at the University of Michigan Medical School. 
	


Section - Protocol
2. Interscapular Brown Adipose Tissue (BAT) and Posterior White Adipose Tissue (WAT) Identification and Isolation
Authors note about the following 2 steps: We filmed this twice because the first shot was a little bloody. The second shot was much better and clearer
2.1. For the identification and isolation of interscapular BAT (bat), use iris scissors [1-TXT] to cut horizontally along the bottom edge of the anterior subcutaneous tissue of a euthanized mouse following the natural border of the depot [2].
2.1.1. WIDE: Talent making incision Videographer: More Talent than mouse in shot TEXT: Euthanasia: Anesthesia overdose + cervical dislocation
2.1.2. CU: Incision being made along bottom edge of tissue/depot border

2.2. Make two vertical incisions along the lateral edges of the depot following the natural borders of the tissue [1] and use forceps to carefully flip up the depot to reveal the butterfly-shaped interscapular brown adipose tissue embedded within the white adipose tissue [2].

2.2.1. CU: Incision being made
2.2.2. CU: Depot being flipped

2.3. Then carefully dissect the BAT from the surrounding WAT (watt) [1-TXT] and store the WAT in an appropriate container for the planned downstream analysis [2].

2.3.1. CU: BAT being dissected TEXT: WAT: white adipose tissue
2.3.2. MED: Talent placing tissue into container

2.4. For the identification and isolation of posterior subcutaneous WAT, place the mouse into the supine position [1] and secure the animal’s limbs [2].

2.4.1. MED: Talent adjusting mouse Videographer: More Talent than mouse in shot
2.4.2. ECU: Limb being secured

2.5. Use forceps to lift up the skin at the base of the sternum [1] and make a 1-millimeter skin incision [2].

2.5.1. CU: Skin being lifted
2.5.2. CU: Incision being made 

2.6. Insert one blade of the iris scissors into the cut [1] and make a 4-5-centimeter midline skin incision beginning at the base of the sternum and descending to the base of the tail [2-TXT].

2.6.1. CU: Blade being inserted
2.6.2. CU: Incision being made TEXT: Caution: Do not incise peritoneum

2.7. Next, make two, 1-centimeter horizontal incisions at the top of the initial vertical incision extending laterally from the midline [1] and use the forceps to carefully peel back the skin from the peritoneal cavity [2] and the leg to locate the posterior subcutaneous WAT, which should remain associated with the skin [3].

2.7.1. CU: At least one horizontal incision being made
2.7.2. CU: Skin being peeled from cavity
2.7.3. CU: Skin being peeled from leg/WAT being identified

2.8. Pin the outstretched skin [1] and identify the dorsolumbar WAT depot from the lumbar spine to the base of the hindlimb [2], the triangular inguinal WAT depot from the base of the hindlimb ventrally across the groin [3], and the gluteal WAT depot from the base of the groin and around the leg to the base of the tail [4].

2.8.1. CU: Skin being pinned Videographer: Important step
2.8.2. CU: Dorsolumbar WAT being excised identified Videographer: Important/Critical step
2.8.3. CU: Triangular inguinal WAT being excised Videographer: Important/Critical step
2.8.4. CU: Gluteal WAT being excised identified Videographer: Important/Critical step

3. Visceral WAT Depot and Gonadal WAT Identification and Isolation

3.1. For visceral WAT depot identification and isolation, use forceps to lift up the thin peritoneal cavity wall at the base of the sternum [1] and make a 1-millimeter incision in the tented tissue [2].

3.1.1. WIDE: Talent lifting peritoneal wall Videographer: More Talent than mouse in shot 
3.1.2. CU: Shot of lifted tissue, then incision being made

3.2. Insert one blade of the iris scissors into the cut [1] and make a 4-5-centimeter descending vertical incision from the top of the peritoneal cavity to the rectum [2].

3.2.1. CU: Blade being inserted
3.2.2. CU: Incision being made 

3.3. Make two, 1-centimeter horizontal incisions at the top and bottom of the vertical incision extending laterally from the midline [1] and use the forceps to peel back the peritoneum to expose the abdominal cavity contents [2].

3.3.1. CU: One incision being made
3.3.2. CU: Peritoneum being peeled

3.4. Then pin the outstretched peritoneum to the dissection pan [1] [2].

3.4.1. CU: Peritoneum being pinned
3.4.2. CU: At least one depot being harvested

3.5. For the identification and isolation of gonadal WAT, locate the gonads [1] and use forceps to lift up the associated gonadal WAT [2].

3.5.1. [bookmark: _GoBack]CU: Shot of gonad(s)
3.5.2. CU: Gonadal WAT being lifted 

3.6. Then use iris scissors to carefully excise the WAT from the gonads [1].

3.6.1. CU: Gonadal WAT being excised

4. Perirenal and Retroperitoneal WAT Identification and Isolation

4.1. To excise the perirenal depot, locate the kidney [1] and use forceps to lift up the renal tissue [2].

4.1.1. WIDE: Talent locating kidney Videographer: More Talent than mouse in shot
4.1.2. CU: Kidney being lifted

4.2. Pull the kidney to the midline to see a clear division between the perirenal and retroperitoneal depots [1] and excise the WAT directly associated with the kidneys [2].

4.2.1. CU: Kidney being pulled to midline/shot of perirenal and retroperitoneal depots Videographer: Important step
4.2.2. CU: WAT being excised Videographer: Important step

4.3. Then remove the adrenal glands, located above the kidneys, from the WAT [1]. 

4.3.1. CU: Adrenal gland(s) being removed

4.4. For retroperitoneal WAT identification and isolation, lift the kidney to the midline again [1] and use iris scissors to carefully dissect the retroperitoneal WAT from the posterior peritoneal wall [2].

4.4.1. CU: Kidney being lifted to midline
4.4.2. CU: WAT being dissected
 
5. Other Adipose Depot Identification and Isolation

5.1. To isolate the popliteal WAT, use the iris scissors [1] to carefully remove the skin from the base of the hind limb to the foot [2].

5.1.1. WIDE: Talent making incision Videographer: More Talent than mouse in shot
5.1.2. CU: Skin being removed

5.2. Place the patella against the dissection pan [1] and secure the outstretched leg at the foot [2], taking care that the popliteal fossa at the back of the knee is facing upward [3].

5.2.1. CU: Patella being placed against pan
5.2.2. ECU: Foot being secured
5.2.3. CU: Shot of fossa facing upward

5.3. Use the iris scissors to make a cut at the inferior border of the medial and lateral heads of the gastrocnemius muscle [1] and use the forceps to lift up the muscle to reveal the triangular popliteal depot [2].

5.3.1. CU: Incision being made Videographer: Important step
5.3.2. CU: Muscle being lifted/depot being revealed Videographer: Important/Critical step

5.4. Then use iris scissors to excise the depot along the natural tissue borders [1].

5.4.1. CU: Depot being excised


Section – Results
6. Results: Representative Gross Anatomical Identification and Histological Evaluation of Mouse Adipose Depots
6.1. Here the gross anatomical locations of mouse subcutaneous [1], brown [2], visceral [3], and popliteal depots are shown [4].
6.1.1. LAB MEDIA: Authors: please upload the images from Figure 2 together in a new unflattened .psd file (i.e., with the arrows and lowercase letter labels in separate layers) without the A-K labels to your project page: JoVE Video Editor please outline/emphasize white tissue in Figures 2A, 2E and 2F
6.1.2. LAB MEDIA: Figure 2: JoVE Video Editor please outline/emphasize brown tissue in Figure 2B (as indicated with black arrow in original Figure 2B)
6.1.3. LAB MEDIA: Figure 2: JoVE Video Editor please outline/emphasize white tissue in Figures 2C, 2D, 2G, 2J, and white tissue indicated with black arrows in 2H and 2I
6.1.4. LAB MEDIA: Figure 2: JoVE Video Editor please outline/emphasize white tissue in Figure 2K
6.2. The histological characteristics of the subcutaneous [1], brown [2], visceral [3], popliteal [4], constitutive [5] and regulated marrow adipose [6], intramuscular [7], and infrapatellar adipose depots can be evaluated by standard hematoxylin and eosin staining protocols [8].
6.2.1. LAB MEDIA: Authors: please upload the images from Figure 3 together in a new unflattened .psd file (i.e., with the arrows in separate layers) without the A-P labels to your project page: JoVE Video Editor please emphasize Figures 3A-D
6.2.2. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3E
6.2.3. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figures 3F-K
6.2.4. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3L
6.2.5. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3M
6.2.6. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3N
6.2.7. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3O and/or add black arrow to Figure 3O as in original Figure 3O
6.2.8. LAB MEDIA: Figure 3: JoVE Video Editor please emphasize Figure 3P and/or add black arrow to Figure 3P as in original Figure 3P


Section - Conclusion
7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
7.1. Devika Bagchi: The adipose tissues isolated using this protocol can be used for a wide variety of experimental endpoints, including histological evaluation, molecular studies, and gene and protein expression analyses [1].
7.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
7.2. Devika Bagchi: Field-wide standardization of diverse adipose depot identification will undoubtedly help further our understanding of their molecular and metabolic characteristics and their differential contributions to local and systemic pathological states [1].
7.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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