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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol include software usage? Y
3. Which steps from the protocol section below are the most important for viewers to see? 
2.2., 2.4., 2.10.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.6. and 2.10. These two steps are important to produce high yields of culturable cells.
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.

Videographer notes:
40 Video clips, 1 Still. 9.45GB Total
Interview Statements: Talent reworded most of the statements to flow more naturally. 

[bookmark: _GoBack]
1. REQUIRED Interview Statements (Said by you on camera): All interview statements may be edited for length and clarity.

1.1. Rebecca Morris: Our method provides high numbers of high quality, adult, murine epidermal cells for downstream applications, such as assays for clonogenic keratinocyte stem cells [1].

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

1.2. Rebecca Morris: Our technique is highly reproducible and can be applied in conjunction with in vivo treatments in mice within the framework of skin carcinogenesis models [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 Minnesota.

Section - Protocol
2. Primary Keratinocyte Harvesting and Seeding
2.1. After harvesting dorsal skin samples from euthanized adult mice, use autoclaved forceps and a scalpel to place one dorsal skin at a time hairy side-down into a thin Petri dish [1-TXT] and scrape all of the subcutaneous tissue including the fat from the ventral side of the skin tissue until the tissue is semi-translucent [2-TXT].
2.1.1. WIDE: Talent placing skin hairy side down into dish TEXT: See text for full skin harvest details
2.1.2. CU: Skin being scraped TEXT: Caution: Avoid skin tearing/dehydration
2.2. Place the scraped skin in PBS until all other remaining skins are processed [1]. Then use a scalpel to slice the skin samples into 0.5- x 1-1.5-centimeter strips [2].
2.2.1. MED: Talent placing skin into PBS Videographer: Important step  Videographer comment: 2.2.1: Because talent only used one piece of skin, this step was not necessary or possible. 
2.2.2. CU: Skin being sliced Videographer: Important step
2.3. Place the strips hairy side-up in a sterile Petri dish [1] before floating the samples hairy side-up on the surface of a 20-milliliter PBS plus 2x gentamicin solution supplemented with 0.25% trypsin [2] in a plastic 100- x 20-millimeter Petri dish for 2 hours at 32 degrees Celsius [3].
2.3.1. CU: Strip being placed
2.3.2. CU: Strip being placed onto trypsin, with PBS + gentamicin + trypsin container label visible in frame
2.3.3. MED: Talent placing dish at 32 °C
2.4. At the end of the incubation, place a sterile, plastic, square Petri dish containing 15-milliliters of harvesting medium at a 30-degree incline [1] and use curved forceps to carefully transfer a floating skin strip into the dish [2].
2.4.1. MED: Talent placing dish at 30° angle, with medium container visible in frame Videographer: Important step
2.4.2. CU: Strip being placed into dish Videographer: Important step
2.5. Holding a new scalpel blade at a perpendicular angle to the skin and using sufficient but not excessive force, scrape off the epidermis and the hairs from the sample into the medium [1].
2.5.1.  CU: Strip being scraped
2.6. When all of the strips have been scraped, carefully decant the epidermal cell-containing supernatant into a sterile 60-milliliter jar containing a 1.5-inch magnetic stir bar [1] and rinse the Petri dish with additional harvesting medium to collect any remaining epidermal cells [2].
2.6.1. MED: Talent adding supernatant to jar Videographer: Critical step
2.6.2. CU: Dish being rinsed and/or poured into jar, with medium container label visible in frame Videographer: Critical step
Videographer comment: 2.6.2 and 2.7.1 are shot in the same video clip. The dish is rinsed with the medium added in 2.7.1
2.7. Bring the final volume in the jar to 30 milliliters with fresh medium [1] and stir the epidermal cell solution at 100 rotations per minute for 20 minutes at room temperature [2].
2.7.1. MED: Talent adding medium to jar, with medium container visible in frame
2.7.2. CU: Jar contents being stirred
2.8. At the end of the stirring incubation, in a biosafety cabinet, remove the stir bar [1] and filter the cell solution through a 70-micrometer strainer into a 50-milliliter conical tube [2].
2.8.1. MED: Talent removing stir bar
2.8.2. CU: Cells being poured through filter
2.9. Use forceps, and then a pipet to press the hairs and the stratum corneum materials through the strainer to manipulate the tissue to release the trapped hair cells [1] and use an additional 5 milliliters of harvesting medium to release the remaining trapped hair cells into the tube [2].
2.9.1. CU: Hairs being pressed Videographer: Important/Critical step
2.9.2. CU: Medium being added to strainer, with medium container label visible in frame Videographer: Important/Critical step
2.9: The implement used are both a forceps (first) and a pepet (2nd) while adding the medium.
2.10. Rebecca Morris:  It is critical that the epidermal cells and hairs are pressed through and moved about on the filter to release the cells from the hair follicles [1]. 
2.10.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
2.11. Bring the total volume in the tube up to 50 milliliters with fresh medium [1] and collect the cell filtrate by centrifugation [2-TXT].
2.11.1. MED: Talent adding medium to tube, with medium container visible in frame  Videographer comment: 2.11.1: This was combined with step/shot 2.9.2. It was mistakenly slated as 2.9.2/2.11.2, but it should be 2.9.2/2.11.1
2.11.2. MED: Talent adding tube(s) to centrifuge TEXT: 7 min, 160 x g, 4 °C
2.12. Resuspend the pellet in 5 milliliters of fresh harvesting medium and about 20 triturations with a 5-milliliter pipet [1].
2.12.1. CU: Shot of pellet if visible, then pellet being pipetted with medium with medium container label visible in frame   Videographer comment: 2.12.1: Use the second of the two clips slated 2.12.1 (P1055446)
Videographer comment: 2.12: I added an ECU of the pellet that is not slated or called out in the script (clip P1055444)
2.13. Triturate the cells another 20-25 times with an additional 25 milliliters of harvesting medium [1].
2.13.1. Videographer comment: 2.13.1: This step does not happen in the procedure anymore, so it was not shot and should be taken out of the script. 

2.13/2.14: There are two steps that occur in between these steps that the talent said were important. The first (clip P1055448) is creating a 1:20 dilution. The second is counting the cells at a microscope (clip P1055449)
2.14. After counting, collect the cells with another centrifugation [1-TXT] and, for mass culture, resuspend 2-4 x 106 viable keratinocytes per 35-millimeter Petri dish in 2 milliliters of cell culture medium [2].
2.14.1. MED: Talent adding cells to centrifuge TEXT: Typical yield: 3 x 107 keratinocytes/mouse
2.14.2. MED: Talent adding medium to tube, with medium container visible in frame
2.15. For a clonogenic colony formation assay, resuspend the cells at a 1 x 103 keratinocytes per 4 milliliters of modified William’s E medium with supplements and serum concentration [1] per collagen-coated 60-millimeter Petri dish on X-ray-irradiated Swiss mouse 3T3 (three-T-three) feeder layers [2].
2.15.1. MED: Talent adding medium to cells, with medium container visible in frame
2.15.2. CU: Cells being added to plate
2.16. For mass cultures, grow the cultures at 32 degrees Celsius and 5% carbon dioxide for the appropriate cell culture period [1], changing the medium 24 hours after the initial seeding for mass culture, and three times a week thereafter [2-TXT].
2.16.1. MED: Talent placing dish into incubator
2.16.2. CU:  Medium being added to plate, with container label visible in frame TEXT: Clonal assay: 1st change 2 d after seeding then 3x/wk
2.17. At the end of the clonal culture, aspirate the medium [1] and fix the colonies in 10% buffered formalin overnight at room temperature [2].
2.17.1. MED: Talent aspirating medium
2.17.2. MED: Talent adding formalin to plate, with formalin container visible in frame
2.18. The next morning, stain the colonies with 0.5% rhodamine B in autoclaved water for 1 hour [1] before rinsing the dishes in cold autoclaved water until the water runs clear [2].
2.18.1. CU: Stain being added to dish, with stain container label visible in frame
2.18.2. CU: Dish being rinsed  Videographer comment: 2.18.1 and 2.18.2 should be flipped. The talent rinses the dish in autoclaved water before adding the stain. However, after adding the stain the talent rinses the dish at a sink (2.18.2.A). They were shot in the correct order.
2.19. Then incline the dishes on their lids to dry [1] before counting the colonies [2].
2.19.1. CU: Dish being placed at incline
2.19.2. MED: Talent at microscope, counting colonies OR LAB MEDIA: Figure 1 Videographer comment: 2.19.2: Talent at microscope was captured during the counting of the cells. Not slated, but was clip P1055449.


Section – Results
3. Results: Representative Mouse Epidermal Keratinocyte Clonogenic Culture Characteristics 

3.1. Here typical results from keratinocyte colony formation assays after various topical treatments are shown [1].

3.1.1. LAB MEDIA: Figure 1: JoVE Video Editor please sequentially emphasize each column from left to right

3.2. Hair follicle stem cells typically make up approximately 9% of the cells isolated from adult C57BL/6 (C-fifty-seven-B-L-six) mouse dorsal skin [1] as assessed by flow cytometric staining for mouse hair follicle stem cell markers [2].

3.2.1. LAB MEDIA: Figure 2: JoVE Video Editor please emphasize cells in top right quadrant of plot
3.2.2. LAB MEDIA: Figure 2: JoVE Video Editor please emphasize CD34-FITC a6-PE data row in table

3.3. In this figure, the growth characteristics of keratinocyte stem cell colonies after culture under four different medium conditions can be observed [1].

3.3.1. LAB MEDIA: Figure 3: JoVE Video Editor please sequentially emphasize each column from left to right
 
3.4. 

Section - Conclusion
4. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
4.1. Rebecca Morris: Following this procedure, the cells can be used for flow cytometry, fluorescence activated cell sorting, cell culture, or molecular biological analyses [1].
4.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
4.2. Rebecca Morris: This technique has enabled us to determine that the number of epidermal stem cells is a quantitative complex trait, leading to the identification of a new stem cell regulatory gene [1].
4.2.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera
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