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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? Y, ZEISS SteREO Discovery.V20
2. Does your protocol demonstrate software usage? N
3.Which steps from the protocol section below are the most important for viewers to see? 
4.2.-4.5.
4.What is the single most difficult aspect of this procedure and what do you do to ensure success?
4.2., 4.3. It needs to perform the dissection gently to keep the epidermis intact and avoid the possible damage to the oenocytes.
5.Will the filming need to take place in multiple locations (greater than walking distance? N


Section - Introduction
Videographer: Interviewee Headshots are required. Take a headshot for each interviewee.

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

1.1. Chuanxian Wei: This method for oenocyte dissection and subsequent lipid droplet staining can be used to visualize the appearance of lipid droplets in Drosophila larvae oenocytes under normal and stressed conditions [1].

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

1.2. Chuanxian Wei: This method provides a useful tool for studying lipid metabolism, not only in insects, but also in mammals, with only a few minor modifications [1].

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





Section - Protocol
2. Egg Laying
2.1. To induce egg laying, place 150 virgin female flies and 75 males of the desired genotypes in an egg-laying bottle [1-TXT] and place the bottle under a lightproof box in a 25-degree Celsius incubator with a 60% humidity [2].
2.1.1. WIDE: Talent placing flies into bottle TEXT: See text for egg-laying bottle preparation details
2.1.2. Talent placing bottle into incubator under box
2.2. After 1 hour, transfer the flies to a new bottle [1] and let the flies lay eggs in the new bottle for 1 hour [2] before removing the adults [3].
2.2.1. Talent transferring flies to bottle
2.2.2. Talent placing bottle into incubator
2.2.3. Adults being removed from bottle

2.3. Then allow the eggs to develop into the third instar larvae for 84 hours at 25 degrees Celsius with a 12 hour-light-dark cycle [1].

2.3.1. Bottle being placed into incubator

3. Starvation Treatment 

3.1. Before initiating the starvation treatment, place an appropriately sized piece of filter paper into a 6-centimeter Petri dish [1] and add 1 milliliter of PBS onto the paper to create a starvation chamber [2].

3.1.1. WIDE: Talent placing paper into dish
3.1.2. Talent adding PBS onto paper

3.2. To make a control treatment chamber, place 5 milliliters of Bloomington standard cornmeal food into a 6-centimeter Petri dish [1].

3.2.1. Talent adding food to dish

3.3. When the chambers are ready, use a small paintbrush to collect 40 third instar larvae of the same approximate size from the egg-laying bottle [1] and sort 20 larvae randomly into each starvation and control chamber [2].

3.3.1. Larvae being collected
3.3.2. Larvae being added to chamber

3.4. Then place the chambers in the incubator for 12, 24, or 36 hours of development and/or starvation [1-TXT].

3.4.1. Talent placing chamber(s) into incubatorTEXT: Add 1 mL PBS/12 h to starvation chamber 

4. Oenocyte Dissection

4.1. At the end of the treatment period, use forceps to gently transfer larvae from each chamber into a dissection plate containing ice-cold PBS [1] and place the plate under a stereo microscope [2].

4.1.1. WIDE: Talent transferring larvae
4.1.2. Talent placing plate under microscope

4.2. Orient the first larva ventral side up [1] and use forceps to gently hold the larva in place [2].

4.2.1. SCOPE: Larva being oriented Videographer: Important/difficult step
4.2.2. SCOPE: Larva being grasped Videographer: Important/difficult step

4.3. Place one pin through the pharynx [1] and another pin through the spiracle to secure the larva to the plate [2] and use Vannas spring scissors to make a longitudinal incision through the epidermis from the posterior to the anterior end of the animal [3].

4.3.1. SCOPE: Pin being placed into pharynx Videographer: Important/difficult step
4.3.2. SCOPE: Pin being placed through spiracle Videographer: Important/difficult step
4.3.3. SCOPE: Incision being made Videographer: Important/difficult step


4.4. Use forceps to remove the internal tissue of the epidermis, taking care to avoid damage to the oenocytes on the internal surface of the epidermis [1].

4.4.1. SCOPE: Tissue being removed Videographer: Important step

4.5. Then use forceps to retrieve the dissection pins [1] and transfer the epidermis to a 1.5-milliliter microcentrifuge tube of PBS on ice [2-TXT].

4.5.1. Pin(s) being removed
4.5.2. Talent placing epidermis to tube on ice TEXT: Repeat for each larva

5. Lipid Droplet Staining

5.1. For lipid droplet staining, incubate the dissected epidermis in fixation buffer for 30 minutes at room temperature on a rotator [1-TXT] followed by a quick resuspension in 1 milliliter of PBS [2].

5.1.1. WIDE: Talent placing tube onto rotator, with PFA container visible in frame TEXT: See text for all solution preparation details
5.1.2. PBS being added to tube, with PBS container visible in frame

5.2. Then wash the samples with three, 5-minute washes in 1 milliliter of PBS per wash to remove any residual fixative [1].

5.2.1. Talent adding PBS to tube, with PBS container visible in frame

5.3. After the last wash, incubate the epidermal samples with an appropriate lipophilic probe for 30 minutes at room temperature on a rotator [1].

5.3.1. Probe being added to samples, with probe container visible in frame

5.4. During the incubation, wrap the sample tubes in foil to protect the tissues from light [1] and wash the samples three times in 1 milliliter of PBS for 10 minutes per wash [2].

5.4.1. Talent wrapping tube
5.4.2. Talent adding PBS to tube, with PBS container visible in frame

6. Mounting and Imaging

6.1. [bookmark: _GoBack]To image the oenocytes, transfer each epidermis sample into 6 microliters of mounting medium on a clean microscope slide [1] and adjust the orientation of the tissue so that the internal surface containing the oenocytes is touching the bottom of the slide [2].

6.1.1. WIDE: Talent adding epidermis onto slide
6.1.2. Tissue being oriented

6.2. Gently place a coverslip onto the epidermis [1] and seal the edges with clear nail polish [2].

6.2.1. Coverslip being placed
6.2.2. Edge(s) being sealed

6.3. When the polish has dried, image the samples on a confocal microscope at a 40x magnification and the appropriate excitation and emission wavelengths [1].

6.3.1. Talent at microscope, imaging sample


Section – Results
7. Results: Representative Lipid Droplet Staining

7.1. There are few detectable lipid droplets within the oenocytes of normal feeding larvae at different developmental stages [1].

7.1.1. LAB MEDIA: Figure 1A images: JoVE Video Editor please sequentially emphasize images/green signals in images from left to right

7.2. As observed in these representative images [1], however, the lipid droplets increase in number within the oenocytes in response to 12-, 24-, and 36-hour periods of starvation [2].

7.2.1. LAB MEDIA: Figure 1B images
7.2.2. LAB MEDIA: Figure 1B images: JoVE Video Editor please emphasize 12, 24, and 36 h Starved images/green signals in 12, 24, and 36 h images when mentioned





Section - Conclusion
8. Conclusion Interview Statements:(Said by you on camera) - All interview statements may be edited for length and clarity.
8.1. Chuanxian Wei: This method provides an easy and feasible method for researchers in relevant research fields to investigate whether genetic or environmental manipulations cause lipid droplet changes in cells [1].
8.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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