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Author Questionnaire:
1. Microscopy: Does your protocol involve video microscopy? N
2. Does your protocol demonstrate software usage? N
3. Which steps from the protocol section below are the most important for viewers to see? 
2.2., 3.1., 4.1., 4.5. 4.6., 4.9.
4. What is the single most difficult aspect of this procedure and what do you do to ensure success? 
2.2. The removal of the meninges is a very tricky procedure. It is important to use the cotton swap as indicated in the protocol.
5. Will the filming need to take place in multiple locations (greater than walking distance)? N
If yes, how far apart are the locations? 


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 Fabien Gosselet: Recently, the role of cerebral pericytes has become evident in neurological disorders and brain function. Therefore, the development of a reliable method of culture for these cells is imperative [1].

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

1.2. Anupriya Mehra: Our protocol for the extraction of murine cerebral pericytes represents a valuable tool for in vitro studies and for providing a high purity and cell yield [1].

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

Introduction of Demonstrator (Said by you on camera):

1.3. Fabien Gosselet: Demonstrating the procedure with Anupriya Mehra will be Lucie Dehouck, a technician, from my laboratory [1][2]. 

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 Comité d'Ethique en Expérimentation Animale du Nord-Pas-De-Calais and the French Ministry of Research.


Section - Protocol
2. Brain Tissue Recovery and Meninges Removal
2.1. Begin by placing the brain from a specific-pathogen-free, 4-6-week-old, male, C57BL/6 (C-fifty-seven-black-six) mouse onto a sterile dry lint-free wipe [1-TXT] and using curved tip forceps to remove the cerebellum, striatum, and occipital nerves [2].
2.1.1. WIDE: Talent placing brain onto wipe TEXT: Euthanasia: according to institutional guidelines
2.1.2. Tissues being removed
2.2. Use a cotton swab to remove all of the visible meninges [1] and turn the brain tissue upside down [2].
2.2.1. Meninges being wiped Videographer: Important/difficult step
2.2.2. Tissue being turned upside down NOTE: (with 2.2.1) take 1  and  2 : different angles
2.3. Use a new cotton swab to open the lobes with light, outward strokes [1] and remove all of the visible blood vessels [2].
2.3.1. Lobe(s) being opened NOTE: (with 2.2.1)
2.3.2. Vessels being removed NOTE: (with 2.2.1)
2.4. Then place the meninges-free brain tissue in a 100-millimeter Petri dish containing 15 milliliters of cold washing buffer B [1-TXT].
2.4.1. Tissue being placed into dish, with WBB container visible in frame TEXT: See text for all solution preparation details 
3. Homogenization
3.1. To homogenize the tissue, transfer the brain sample into a Dounce tissue grinder mortar tube [1] and add 3-4 milliliters of washing buffer B to the tube [2].
3.1.1. WIDE: Talent placing brain into tube Videographer: Important step
3.1.2. Talent adding WBB to tube, with WBB container visible in frame Videographer: Important step
3.2. Use a loose pestle to mince the tissue 55 times [1]. Then rinse the pestle with washing buffer B [2] and mice the tissue slurry with a tight pestle 25 times [3].
3.2.1. Tissue being minced with loose pestle
3.2.2. Pestle being rinsed
3.2.3. Slurry being minced
3.3. At the end of the homogenization, equally aliquot the slurry between two 50-milliliter tubes [1] and add 1.5-times the volume of cold 30% bovine serum albumin-dextran [2].
3.3.1. Slurry being added to tube(s)
3.3.2. BSA-dextran being added to tube(s), with BSA-dextran container visible in frame
3.4. Then vigorously shake the tubes to mix the slurry [1].
3.4.1. Talent shaking tube(s)
4. Vascular Fraction Isolation
4.1. To isolate the vascular fraction, sediment the cells by centrifugation [1-TXT] and transfer the supernatants [2] into two new tube per tube [3].
4.1.1. WIDE: Talent adding tube(s) to centrifuge Videographer: Important step TEXT: 25 min, 3000 x g, 4 °C
4.1.2. Shot of layers, 
4.1.3. EXTRA shot:  then supernatant being collected Videographer: Important step
4.2. Resuspend the pellets in 3 milliliters of cold washing buffer B on ice [1] and centrifuge the harvested supernatants [2].
4.2.1. Shot of pellets if visible, then WBB being added to tube, with WBB container visible in frame
4.2.2. Talent placing tube(s) into centrifuge
4.3. Discard the supernatants [1] and resuspend the pellets in 3 milliliters of washing buffer B [2].
4.3.1. Supernatant being discarded
4.3.2. Shot of pellets if visible, then WBB being added to tube, with WBB container visible in frame
4.4. Then pool the resuspended pellets [1] and bring the final volume of the pooled cell suspensions to 10 milliliters with fresh, cold washing buffer B [2].
4.4.1. Talent adding suspension to other tube
4.4.2. Talent adding WBB to tube, with WBB container visible in frame
4.5. Further dissociate the cells with a 10-millimeter pipette 6 times until no remaining clumps of pellets are visible [1] and use a vacuum filter assembly and a nylon mesh strainer to filter the cell suspension [2].
4.5.1. Cells being pipetted Videographer: Important step NOTE: (CU at the end)
4.5.2. Cells being filtered Videographer: Important step
4.6. Place the strainer in a Petri dish [1] and clear the mesh with fresh washing buffer B and scraping to recover any capillaries [2]. Then perform a second filtration with a fresh filter [3].
4.6.1. Talent placing filters into dish 
4.6.2. Filter being rinsed and scraped, with WBB container visible in frame Videographer: Important step
4.6.3. Talent filtering cells Videographer: Important step
4.7. Divide the filtrate equally between two tubes [1] and collect the cells by centrifugation [2-TXT].
4.7.1. Talent adding cells to tube(s)
4.7.2. Talent adding tube(s) to centrifuge TEXT: 7 min, 1000 x g, RT
4.8. After discarding the supernatants, pool the pellets into a single tube containing pre-warmed washing buffer B with enzymes [1] and add pre-warmed collagenase-dispase to the tube [2].
4.8.1. Talent adding pellet(s) to tube, with enzyme container visible in frame
4.8.2. Talent adding collagenase-dispase to tube, with collagenase-dispase container visible in frame
4.9. Place the tube in a shaking table water bath for precisely 33 minutes at 37 degrees Celsius [1] before stopping the reaction with 30 milliliters of cold washing buffer B [2].
4.9.1. Tubes shaking in water bath Videographer: Important step
4.9.2. Talent adding WBB to tube, with WBB container visible in frame Videographer: Important step
4.10. Collect the cells by centrifugation [1] and carefully discard the supernatant [2].
4.10.1. Talent placing tube(s) into centrifuge
4.10.2. Talent discarding supernatant
4.11. Quickly but carefully resuspend the pellet in washing buffer B 6 times [1] and centrifuge the suspension again [2].
4.11.1. Cells being resuspended, with WBB container visible in frame
4.11.2. Tubes being added to centrifuge
4.12. After discarding the supernatant, resuspend the pellet in 18 milliliters of complete DMEM (D-M-E-M) medium [1] and seed 2 milliliters of cells per well into 9 wells of two matrigel-coated 6-well plates [2].
4.12.1. Talent adding medium to tube, with medium container visible in frame
4.12.2. Talent adding cells to well(s)
5. Cerebral Pericyte Proliferation
5.1. Place the cell cultures in a sterile, 37-degree Celsius, 5% carbon dioxide incubator for 24 hours [1] before carefully removing the debris from each well [2].
5.1.1. WIDE: Talent placing plate into incubator
5.1.2. Debris bring removed from well NOTE: (take 2)
5.2. After 48 hours, change the medium in each well every 48 hours [1].
5.2.1. Talent adding medium to well(s), with medium container visible in frame
5.3. On day 8-10, when the cells reach 100% confluency, passage the cells in pericyte culture medium onto new gelatin-coated, 6-well plates [1] and return the cells to the cell culture incubator for an additional 6-7 days with monitoring [2].
5.3.1. Talent adding cells to plate, with pericyte culture medium container visible in frame NOTE: NOTE: (take 2)
5.3.2. Talent placing plate into incubator
5.4. Then split the cells again on day 17 in pericyte medium into new, gelatin-coated plates [1-TXT].
5.4.1. Talent adding cells to plate, with pericyte culture medium container visible in frame TEXT: Split to P3 on d 24 only if experimentally necessary NOTE: (CU at the end)


Section – Results
6. Results: Representative Cell Morphology, Marker Expression, and Culture Purity 

6.1. From passage zero to passage two, there are specific morphological characteristics by which the endothelial cells and the subsequent gradual increase in pericytes can be identified.

6.1.1. LAB MEDIA: Fig2A

6.2.  In a passage zero culture, elongated endothelial cells developing from microvessels are in abundance [1]. This abdundance is reduced after passage one [2] and absent after passage two [3].

6.2.1. LAB MEDIA: Fig2A: JoVE Video Editor please add white arrowheads and/or emphasize elongated endothelial cells as indicated by white arrowheads in original Figure 2A P0: Day 1 image
6.2.2. LAB MEDIA: Fig2A: JoVE Video Editor please emphasize P1: Day 11 and P1: Day 13 images
6.2.3. LAB MEDIA: Fig2A: JoVE Video Editor please emphasize P2: Day 18 image

6.3. On the contrary, pericytes appear as rare, quadrilateral cells in early cultures [1] and become abundant by passage two [2].

6.3.1. LAB MEDIA: Fig2A: JoVE Video Editor please add black arrowheads and/or emphasize quadrilateral cells indicated by black arrowheads as in original Figure 2A P0: Day 3 and Day 7 images
6.3.2. LAB MEDIA: Figure 2A: JoVE Video Editor please add black arrowheads and/or emphasize quadrilateral cells indicated by black arrowheads as in original inset of P2: Day 18 image

6.4. Evaluation of the expression of NG2 (N-G-2), CD146 (C-D-one-forty-six), and PDGFR (P-D-G-F-R)-beta can be used to assess the purity of the pericyte culture by quantitative PCR (P-C-R) [1], immunocytochemistry [2], and/or western blot [3].

6.4.1. LAB MEDIA: Figure 2B TEXT: NG2: neuron-glial antigen 2; PDGFR: platelet-derived growth factor receptor
6.4.2. LAB MEDIA: Figure 2C
6.4.3. LAB MEDIA: Figure 3



[bookmark: _GoBack]Section - Conclusion
7. Conclusion Interview Statements: (Said by you on camera) - All interview statements may be edited for length and clarity.
7.1. Anupriya Mehra: The enzymatic digestion is critical to the success of the protocol. Be sure to strictly monitor the enzyme concentrations and incubation time [1].
7.1.1. INTERVIEW: Named talent says the statement above in an interview-style shot, looking slightly off-camera (Step: 4.8. and 4.9.) NOTE: (last one)
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