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Author Questionnaire:

1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? (Y/N)  N
Can you record movies/images using your own microscope camera? (Y/N) Y
2. Does your protocol include software usage? (Y/N) 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.
2.3., 2.4., 3.1.
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.
2.4., 3.2.

5. Will the filming need to take place in multiple locations? (Y/N) 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. Yung-Chia Chen: The presented protocol is very easy, and it will help researchers prepare primary adrenal cultures. It provides an easy procedure for studying adrenal steroidogenesis. [1].
1.1.1. INTERVIEW

1.2. Yung-Chia Chen: This technique may be implied on screening the stress-related diseases or the potentials of the agents-inhibited inflammatory responses [1].
1.2.1. INTERVIEW



Introduction of Demonstrator: (Said by you on camera)


1.3. Yung-Chia Chen: Demonstrating the procedure will be Wei-Chang Lee, a master student from my laboratory. 
1.3.1. Interview style: Author saying the above 
1.3.2. The named 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. All the procedures including animal subjects have been approved by Institutional Animal Care and Use Committee of Kaohsiung Medical University. 

Section - Protocol
2. Adrenal Gland Isolation
2.1. Begin by sterilizing euthanized SD rat using 70% ethanol and letting it be absorbed into the skin. [1]. After wiping the skin with a tissue paper place the rat on a clean plastic plate in the supine position [2].
2.1.1. MED: Talent applying ethanol on the rat.
2.1.2. MED: Talent wiping the skin and placing the rat on the plate.
2.2. Next, use “external” curved forceps to lift the skin at the midline [1]. Use scissors to perform a blunt dissection of the skin by creating a “Y” shape from the level of the thigh to the subcostal angle [2]. After rinsing the scissors with 70% ethanol cut the muscle, also creating a “Y” shape [3].
2.2.1. CU: Talent lifting the skin with forceps.
2.2.2. CU: Talent dissecting the skin as described.
2.2.3. CU: Talent takes the scissors out of ethanol and cuts the muscle.
2.3. Locate the left adrenal gland behind the stomach and the right behind the liver [1]. With a pair of standard forceps and a pair of curved forceps lift the stomach and liver [2] and then isolate the adrenals with another curved forceps and place them into a sterile dish [3]. 
2.3.1. ECU: Talent showing the adrenal gland(s).
2.3.2. CU: Talent lifting the stomach and liver with forceps, show the adrenals visible now.
2.3.3. CU: Talent isolating the adrenal(s) and placing into a dish.
2.4. Use fine forceps to carefully remove the adrenal capsule from each gland [1]. Now, use a delicate pair of scissors to cut the adrenals into small pieces in enough amount of serum-free DMEM/F-12 medium to cover the tissue [2].
2.4.1. ECU: Talent removing the adrenal capsule from one gland.
2.4.2. ECU: Talent cutting the gland in small pieces.

3. Adrenocortical Cell Preparation and Culture 
3.1. Prepare three different pore-sized Pasteur pipettes by heating them over a burner [1-TXT]. Use the first pipette with the largest opening to transfer all the adrenal pieces into a 50 mL conical tube containing medium with collagenase II [2-TXT].
3.1.1. CU: Talent heating one pipette. TEXT: Pipette pore sizes: ~1 mm, 0.8 mm, 0.5 mm
3.1.2. MED: Talent transferring the tissue into a 50 mL tube. TEXT: Collagenase II: ~0.5–0.8 mg/mL
3.2. Gently pipette the tissue pieces up and down about 10 times [1]. Then incubate the tube in a water bath at 37 °C for 20 min [2] and shake it every 5 min, 4 times in total [3]. 
3.2.1. CU: talent pipetting up and down.
3.2.2. MED: Talent placing the tube in the water bath.
3.2.3. CU: Talent shaking the tube.
3.3. Yung-Chia Chen: It is very critical to properly perform tissue dispersion during enzyme digestion [1].
3.3.1. INTERVIEW
3.4. Use the second, and then the smallest pore-sized pipette to repeat pipetting and incubation until all the tissue pieces become smaller [1]. Then add six-fold volume of fresh and 4-degrees Celsius-cold medium to stop the enzymatic reaction [2-TXT].
3.4.1. CU: Talent taking the next pipette and pipettes up and down.
3.4.2. MED: Talent adding medium. TEXT: DMEM/F-12 with 2.5% FBS and 5% horse serum
3.5. [bookmark: _GoBack]Then centrifuge at 800 x g for 10 min [1] and discard the supernatant both times [2]. Add an appropriate volume of medium and resuspend the cells [3].
3.5.1. MED: Talent placing the tube in the centrifuge and starts the run.
3.5.2. CU: talent removing the supernatant.
3.5.3. CU: Talent adds medium and starts resuspending.
3.6. Plate the cells in desired plates or dishes with growth medium overnight at 37 °C, in 95% humidity and 5% CO2 [1].
3.6.1. CU: Talent adding the cells to a desired dish. TEXT: For plates and medium see manuscript; Day 0
3.7. On the following day, carefully wash the cells twice with serum-free warm DMEM/F-12 medium [1-TXT]. Add fresh growth medium and maintain the cells at 37 °C in 95% humidity and 5% CO2 until day 3 [2].
3.7.1. CU: Talent removing the medium and starts adding the medium for washing. TEXT: Day 1
3.7.2. CU: Talent removing the washing medium and starts adding fresh growing medium




Section – Results

4. Results: Rat Adrenocortical Cells Analysis and Assays of Steroidogenic Functions 
4.1. Using this protocol primary cultured rat adrenal cells were obtained. Day-3 adrenal cells were confirmed under a phase-contrast microscope [1]. 
4.1.1. Figure 1A
4.2. Immunofluorescence staining of adipose differentiation-related protein performed on day-3 cultures confirmed that the vesicles within the cytoplasm are lipid droplets [1-TXT]. 
4.2.1. Figure 1 B Video editors, please emphasize the light part of this image. Show this text when the VO says adipose differentiation-related protein. TEXT: adipose differentiation-related protein = ADRP
4.3. After adrenocorticotropic hormone stimulation of rat adrenal cells, hormone-producing ability of the cells was determined by corticosterone assay, showing increased corticosterone release with higher ACTH (A-C-T-H) concentration [1-TXT].
4.3.1. Figure 1 C Video editor, show this text when the VO says adrenocorticotropic hormone. When the VO say “showing increased corticosterone release with higher ACTH concentration“ emphasize the bar. TEXT: adrenocorticotropic hormone = ACTH



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

5.1. Yung-Chia Chen: This method can be applied to other primary culture systems, such as primary cardiac cultures, adrenal medulla cultures, et cetera [1].
5.2. Yung-Chia Chen: This technique may also help to investigate the interaction between adrenocortical cells and chromaffin cells [1].



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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