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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy, such as filming a complex dissection or microinjection technique? 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.
2.2 – 2.7, and 2.9
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. 
2.4 and 2.7
5. Will the filming need to take place in multiple locations? Y
If yes, how far apart are the locations? 100 yards apart.


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. Dr. Christin Burd: This protocol describes a rapid and simple method to generate primary fibroblast and melanocyte cultures from mice [1].
1.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.2. Dr. Christin Burd: Because this technique does not require that the epidermis and dermis are separated, it can be performed quickly and consistently with minimal training [1].

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

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

1.3. Tirzah Weiss: This method can be used to study cutaneous melanocyte and fibroblast biology.  Experiments in these cultures can provide insights relevant to cancer, wound-healing and pigmentation defects [1].

1.3.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

1.4. Tirzah Weiss: Before beginning, prepare all necessary reagents and check the temperature of the water bath. If you plan to process multiple samples, refer to the reagent scaling guide in Table 1 [1].

1.4.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.

Introduction of Demonstrator: (Said by you on camera)

1.5. Christin Burd: Demonstrating the procedure will be Brandon Murphy, a graduate student from my laboratory [1] [2].
  
1.5.1. Interview style: Author saying the above 
1.5.2. 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)

1.6. Procedures involving animal subjects were approved by the Ohio State University’s Institutional Animal Care and Use Committee (IACUC, protocol #2012A00000134). 

Section - Protocol
Videographer: The authors may request an additional shot be captured for the Results section. Please see shot 3.1.2.
2. Melanocyte and Fibroblast Isolation
2.1. In a laminar flow cabinet [1], briefly roll the trunk of each euthanized mouse in a sterile Petri dish containing 70 percent ethanol [2-TXT]. Remove the mouse from the ethanol and place it into an empty, sterile Petri dish [3].
2.1.1. MED: Establishing shot of the talent approaching the laminar flow cabinet.
2.1.2. CU: Talent rolls a mouse in a Petri dish containing 70% ethanol. TEXT: See text for details on euthanizing mice.
2.1.3. MED: Talent transfers the mouse from the Petri dish containing ethanol to an empty Petri dish.
2.2. Next, sterilize surgical scissors in 70 percent ethanol [1]. Use these scissors to make an incision in the skin on the ventral side of the trunk, starting from the neck and continuing to the tail [2]. Using sterile forceps, peel the skin from the trunk of the mouse and remove excess adipose tissue from the dermal-side of the skin [3].
2.2.1. MED: Talent sterilized surgical scissors in ethanol.
2.2.2. CU: Close up as the talent makes an incision in the skin on the ventral side of the trunk, starting from the neck and continuing to the tail.
2.2.3. [bookmark: _GoBack]CU: Close up as the talent uses sterile forceps to peel the skin from the trunk of the mouse and removes excess adipose tissue from the skin.
2.3. Place the skin – dermis side down – into a 6-well dish containing 3 milliliters of 1x Antibiotic/Antimycotic Solution [1-TXT]. Incubate at room temperature for 2 – 3 minutes [2].
2.3.1. MED: Talent places the skin into a 6-well dish. TEXT: See text for details on preparing the 1x Antibiotic/Antimycotic Solution.
2.3.2. MED: Talent sets the dish aside on the lab bench to incubate at room temperature. 
2.4. Then, turn on the tissue chopper and adjust the settings to those shown here [1-TXT]. Transfer the skin – dermis-side-down – to a sterile tissue chopper dish [2] and pass the skin completely through the tissue chopper 3 times [3].
2.4.1. MED/WIDE: Talent turns on the tissue chopper and adjusts the settings. Videographer: Make sure there is enough room in this shot for a taller/larger-than-average text overlay. TEXT:  Slice thickness: 1 µm; Blade force: ~60% of the maximum; Speed: ~50% of the maximum.
2.4.2. CU: Talent transfers the skin to a sterile tissue chopper dish.
2.4.3. MED: Talent passes the skin completely through the tissue chopper.
2.5. After this, transfer the homogenized skin to a sterile 15 milliliter conical tube containing 3 milliliters of Skin Digestion Buffer [1-TXT]. Using a P1000 micropipette, mix the resulting suspension by pipetting up and down vigorously 10 – 15 times [2].
2.5.1. MED Talent transfers the homogenized skin to a conical tube containing Skin Digestion Buffer. TEXT: See text for details on preparing the Skin Digestion Buffer.
2.5.2. MED: Talent uses a P1000 micropipette to mix the suspension.
2.6. Cap the conical tube [1] and incubate the sample in a water bath at 37 degrees Celsius for 15 minutes [2], making sure to invert the tube every 3 – 5 minutes [3].
2.6.1. MED: Talent caps the tube.
2.6.2. MED: Talent places the tube into a water bath.
2.6.3. MED: Talent picks the tube up out of the water bath and inverts it.
2.7. Next, centrifuge the tube in a swinging bucket rotor at 750 x g and at room temperature for 5 minutes to pellet the cells in the skin homogenate [1]. Use a P1000 micropipette to slowly and completely remove the Skin Digestion Buffer [2], being careful not to disturb the pellet [3].
2.7.1. MED: Talent places the tube into a swinging bucket rotor and turns it on.
2.7.2. MED: Talent uses a P1000 micropipette to begin slowly removing the Skin Digestion Buffer.
2.7.3. CU: Close up as the talent continues to remove the buffer, showing that the pellet is not disturbed.
2.8. Brandon Murphy: Be sure to aspirate all of the Skin Digest Buffer. If you are having trouble, wash the pellet with 2-3 milliliters of Melanocyte Media, then the centrifugation and removal of the Skin Digestion Buffer.
2.8.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
2.9. Then, thoroughly re-suspend the cell pellet in 1 milliliter of Melanocyte Media by pipetting up and down 15 – 20 times with a P1000 pipette [1-TXT]. Transfer the resulting cell solution dropwise to an uncoated well in a 6-well dish that contains 1 milliliter of Melanocyte Media [2].
2.9.1. MED: Talent re-suspends the cell pellet in Melanocyte Media. TEXT: See text for details on preparing the Melanocyte Media.
2.9.2. CU: Talent transfers the solution, dropwise, to an uncoated well in a 6-well dish that contains 1 milliliter of Melanocyte Media.
2.10. Incubate the plated skin homogenate in a tissue culture incubator at 37 degrees Celsius with 5 percent carbon dioxide for 40 minutes [1]. After this, transfer the culture supernatant from the uncoated dish to one well of a pre-washed, collagen-coated 6-well dish [2].
2.10.1. MED: Talent places the dish containing the skin homogenate into an incubator.
2.10.2. MED: Talent transfers the culture supernatant from the uncoated dish to one well of a pre-washed, collagen-coated 6-well dish.
2.11. Add G418 (“G-four-one-eight”) to the media such that the final concentration is 100 nanograms per milliliter [1]. Add 2 milliliters of Fibroblast Media to one well of the uncoated dish, now containing adherent fibroblasts [2-TXT]. Incubate both cultures overnight in a tissue culture incubator at 37 degrees Celsius with 5 percent carbon dioxide [3].
2.11.1. MED: Talent adds G418 to the media.
2.11.2. MED Talent adds Fibroblast Media to one well of the uncoated dish. TEXT: See text for details on preparing the Fibroblast Media.
2.11.3. MED: Talent places the sample dishes into an incubator.
2.12. After 16 – 24 hours of incubation, separately aspirate the media and any debris from each culture [1]. Wash each dish twice, using 1 milliliter of PBS for each wash [2].
2.12.1. MED: Talent aspirates the media/debris from one of the cultures.
2.12.2. MED: Talent washes one of the dishes with PBS.
2.13. Then, add 2 milliliters of fresh Melanocyte Media to the melanocyte culture [1-TXT] and add 2 milliliters of fresh Fibroblast Media to the fibroblast culture [2].
2.13.1. MED: Talent adds fresh Melanocyte Media to the melanocyte culture. TEXT: G418: 100 ng/mL.
2.13.2. MED: Talent adds fresh Fibroblast Media to the fibroblast culture.



Section – Results
3. Results: Analysis of the Generated Primary Murine Melanocyte and Fibroblast Cultures
3.1. In this study, fibroblast and melanocyte cultures are simultaneously generated from the same skin sample [1].  When the homogenized skin is first plated, the media appears cloudy [2]. However, after incubation, larger cell conglomerates and adherent fibroblasts become visible in the dish [3].
3.1.1. LAB MEDIA: Figure 1.
3.1.2. Videographer: The authors have indicated that an appropriate image for this may need to be captured on filming day. Please coordinate with them to film the needed image.
3.1.3. LAB MEDIA: Figure 1. Video Editor: Emphasize Figures 1B and 1C.
3.2. Non-adherent cells from the culture are transferred to  a collagen-coated dish and treated with G418 [1]. Fibroblasts killed by G418 are seen floating in the melanocyte culture medium for the next 5 days [2].
3.2.1. LAB MEDIA: Figure 2.
3.2.2. LAB MEDIA: Figure 2. Video Editor: Emphasize Figures 2A, 2B, and 2C.
3.3. After 4 – 5 days in culture, the plated melanocytes begin to take on a dendritic phenotype with melanocytic granules [1]. This phenotype persists upon passaging [2], while clusters of contaminating keratinocytes are lost [3].
3.3.1. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2C.
3.3.2. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2D.
3.3.3. LAB MEDIA: Figure 2. Video Editor: Emphasize Figure 2A.
3.4. The purity of the resulting melanocyte and fibroblast cultures is confirmed using flow cytometry [1].
3.4.1. LAB MEDIA: Figure 3.
3.5. Expression of the melanocyte marker, gp100, is specific to the  melanocyte cultures [1], while the fibroblast marker, FSP1,  is found solely in the primary fibroblasts [2]. Control, C5N keratinocyte cells are the only cultures that stain positive for the keratinocyte marker, K14 [3].
3.5.1. LAB MEDIA: Figure 3. Video Editor: In Figures 3A and 3B, emphasize the red peaks (these represent the melanocytes).
3.5.2. LAB MEDIA: Figure 3. Video Editor: In Figures 3A and 3B, emphasize the blue peaks (these represent the fibroblasts).
3.5.3. LAB MEDIA: Figure 3. Video Editor: In Figures 3C, emphasize the gray peak (this represents the keratinocytes).
3.6. Additional analyses are performed to determine how long it takes to establish enriched melanocyte cultures [1]. 
3.6.1. LAB MEDIA: Figure 4.
3.7. Gp100 positive cells begin to appear on day four and peak after ten days in culture [1]. 
3.7.1. LAB MEDIA: Figure 4. Video Editor: In Figure 4A, emphasize the image for “Day 4”.




Section - Conclusion
4. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
4.1. Brandon Murphy: This procedure can be used to rapidly generate melanocyte and fibroblast cultures for a variety of in vitro and high-throughput, -omics assays [1].
4.1.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
4.2. Brandon Murphy: Be sure to exercise caution when installing the tissue chopper blades and operating the machine [1].
4.2.1. INTERVIEW: Named author says the statement above in an interview-style shot while looking slightly off-camera.
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