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PLEASE READ THE INSTRUCTIONS IN THE GRAY BOXES CAREFULLY AND USE TRACK CHANGES WHILE MAKING ANY EDITS TO THE DOCUMENT. 
This document has several sections on separate pages, so take care to view each page.


Author Questionnaire:
Authors, please fill out the unanswered questions below.  

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? Please list 4-6 individual steps using the step numbers listed in this document. This information is important to prepare your Videographer for your shoot. (You do not need to include steps that will be screen captured. Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
2.8: Then pin the outstretched skin [1] to facilitate a complete excision of the WAT [2].
2.8.1:CU: Skin being pinned
2.8.2: CU: WAT being excised

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
4.2.2: CU: WAT being excised

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
5.3.2: CU: Muscle being lifted/depot being revealed

4. What is the single most difficult aspect of this procedure and what do you do to ensure success? Please list 1-2 individual steps using the step numbers listed in this document. (Please do not list entire sections.)
Authors, please answer this question with the steps listed here in the Protocol section below for use by the videographer.
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.

· The total introduction length (i.e., Required and Optional Interview Statements) cannot exceed 150 words. 
· Restrict the length of each statement to no more than 30 words.
· Please answer the questions below in full sentences to highlight the significance of your protocol. You will be expected to memorize and deliver these sentences as spoken interview statements during filming. 
· Indicate the full name of each author who will give each statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Why is your protocol significant? OR What key questions can this method help answer? 

1.1. Dr. Ormond MacDougald: Standardized methodology for the identification and dissection of diverse adipose depots is criticial as investigators uncover regional differences in character and function of adipocytes found in discrete niches throughout the body.

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


What is the main advantage of this technique?

1.2. Devika Bagchi: The main advantage of this technique is that it provides investigators with detailed step-by-step guidance for the reliable and accurate identifation and excision of both common and less-studied rodent adipose depots.

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





OPTIONAL Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.

· The following OPTIONAL questions may be answered to provide additional introductory information about your protocol. 
· The length of each OPTIONAL statement is restricted to no more than 30 words and contributes to the total introduction length, which cannot exceed 150 words. 
· Indicate the full name of each author who will give each OPTIONAL statement. 
· Each author may give two Introduction statements maximum (i.e., two Required, two Optional, or one Required + one Optional).

Do the implications of this technique extend toward the therapy (or diagnosis) of a particular disease, disability, or challenge? How so?	Comment by devika.bagchi@gmail.com: Not applicable for our demonstration. 

Are there any specific areas of research that this method could provide insight into? 	Comment by devika.bagchi@gmail.com: Already addressed in Ormond’s intro.
Can this method be applied to any other systems?

How would you expect an individual who has never performed this technique to struggle? 	Comment by devika.bagchi@gmail.com: Not necessary.
Do you have any advice to offer to somebody who is trying this technique for the first time?


Why is visual demonstration of this method critical?	Comment by devika.bagchi@gmail.com: Not necessary.


Introduction of Demonstrator (Said by you on camera):	Comment by devika.bagchi@gmail.com: Not necessary because Devika (graduate student) will be demonstrating the dissection so no introduction will be necessary (will be doing part of the introduction).

· Please use this statement ONLY if any of the individuals who will be demonstrating the procedure on camera have not given a required or optional Introduction interview statement already.
· Include the full name(s) of the person(s) demonstrating the experiment followed by their title (e.g., technician, post doc, grad student, clinician, etc.) 
· Also indicate the full name of the author who will introduce the demonstrator(s). 

1.3. Author Name: Demonstrating the procedure will be _________ (name of the person or persons), a _________ (technician, post doc, grad student) from my laboratory. (Add additional mention of demonstrators as necessary).  

1.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera.
1.3.2. The named technician, post doc, student looks up from workbench or desk or microscope and acknowledges the camera.


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

1.4. 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
· Read through the entire protocol carefully to understand what you will need on the filming day and prepare accordingly. 
· The two-digit numbers (e.g. 2.1., 2.2.) represent the “steps” of you protocol and will be read by a professional voiceover talent. 
· The three-digit numbers (e.g. 2.1.1., 2.2.2.) represent the “shots” that our videographer will capture at your lab. 
· To ensure that your protocol can be filmed in a single work day, the protocol is restricted to 30 steps and/or 60 shots.
· It is critical for a smooth and organized shoot that all materials and work spaces are prepared and labeled (if applicable) in advance.   
· Any specimens/samples that require long or overnight incubation steps should be prepared in advance. (i.e. day 0 sample preparation will be filmed on the day of the shoot; day 1 samples should be prepared the day before the shoot so their processing can be filmed on the day of the shoot/after their overnight culture/treatment/etc.) 
· Each section must contain a minimum of 3 steps (~6 shots), so short sections may be combined.
2. Interscapular Brown Adipose Tissue (BAT) and Posterior White Adipose Tissue (WAT) Identification and Isolation
2.1. For identification and isolation of interscapular brown adipose tissue, use iris scissors [1-TXT] to cut horizontally along the bottom edge of the anterior subcutaneous tissue of the euthanized mouse following the natural border of the depot [2].	Comment by Bridget Colvin: Authors: Do you say “brown/white adipose tissue” or do you say “B-A-T” and “W-A-T” or “bat” and “watt”?	Comment by devika.bagchi@gmail.com: I would say “brown adipose tissue, or BAT (pronounced like baseball bat)”
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. Next, 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 the depot up 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 [1].	Comment by Bridget Colvin: Authors: Where/how is the BAT/WAT stored after collection? 	Comment by devika.bagchi@gmail.com: It depends on what the downstream use is. If it will be used for DNA, RNA or protein isolation, the tissue can be placed in a 1.5 ml tube filled with the appropriate buffer (or can be frozen down). If the tissue will be used for histological analysis, it should be placed in formalin. 

2.3.1. CU: BAT being dissected

2.4. For identification and isolation of posterior subcutaneous WAT, adjust the mouse into a 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. Then pin the outstretched skin [1] to facilitate a complete excision of the WAT [2].

2.8.1. CU: Skin being pinned
2.8.2. CU: WAT being excised

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 midline [1] and use 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. The pin the outstretched peritoneum to the dissection pan [1] and harvest the WAT depots contained within the thoracic and peritoneal cavities [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. 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 WAT 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
4.2.2. CU: WAT being excised

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: WAY WAT being dissected
 
5. Other Adipose Depot Identification and Isolation

5.1. To isolate 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
5.3.2. CU: Muscle being lifted/depot being revealed

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

5.4.1. CU: Depot being excised


OPTIONAL – Critical Step Statement:	Comment by devika.bagchi@gmail.com: There isn’t one criticial step in this demonstration so this will not be necessary.
· An OPTIONAL brief statement may be submitted for further elaboration of the best way to perform the required technique for the single most critical step of this procedure. 
· If there is no single critical step, then there is no need to fill out this statement.
· This will be an interview style shot interjected after the relevant step within the Protocol section of the video. 
· This statement is limited to 30 words or less. 
· Please indicate the full name of the Author who will give this statement and the step of the protocol to which the statement pertains using the step numbers from the Protocol section (above).
Fill in the details below based on the instructions above for the “Critical Step Statement”
Author name, Step            :           (Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)


Section – Results
The Results section is restricted to 200 words of narrative. Please read through the results as presented to make sure that it accurately represents your findings. If you would like to highlight other data, please revise this section accordingly, keeping in mind the word count restriction. Please note that we cannot include narrative without an accompanying visual. 

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.

· Below are questions for statements that can be used to further emphasize the significance of your protocol. At least one statement is required.
· Each statement is limited to 30 words.
· Answer the questions in full sentences, as you will be expected to memorize and deliver the sentences as spoken interview statements during filming. 
· Indicate the full name of the author who will give each Conclusion Interview statement. 
· Each author may give two Conclusion statements maximum.
What is most important thing to remember when attempting this procedure? Please indicate the steps (e.g., 2.4., 2.5.) in the Protocol section this advice correlates to.	Comment by devika.bagchi@gmail.com: Not necessary.
Following this procedure, what other methods can be performed? What questions would these additional methods answer?
7.1. Devika Bagchi: The adipose tissues isolated using this protocol can be used for a wide variety of experimental endpoints, including histological evaluation and molecular studies, including gene and protein expression.
7.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
After its development, did this technique pave the way for researchers to explore new questions within a specific scientific field? If so, how?
7.2. Devika Bagchi: Field-wide standardization of the identification of diverse adipose depots will undoubtedly help further our understanding of their molecular and metabolic characteristics and differential contributions to local and systemic pathological states.
7.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
Are any of the reagents or instruments hazardous? If so, please use this interview statement to remind viewers of what precautions they should take.	Comment by devika.bagchi@gmail.com: Not necessary. 
7.3. Author Name: ___(Write your answer here in the form of a spoken statement. Don’t forget to replace “Author Name” with the name of the person who will be speaking the statement on camera)
7.3.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera

Thank you for following the instructions and addressing our questions. We will incorporate your answers/suggestions and send you the finalized script before your shoot. You will also receive detailed shoot preparation instructions in the email accompanying the finalized script.
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