 Culture of endothelial cells from murine cortex microvessels 
Solutions:  0.1% BSA in PBS
Collagenase Type 1 (2 mg/ml) [235 U/mg, Worthington Biochemical] + DNase 1 (1 mg/ml) [Sigma DN25-1g] in BSA-PBS, filter sterilize 
15% dextran (100,000 – 200,000 MW) [Sigma D4876] in DCF-PBS (filter sterilize)
DMEM + 10% FBS, 4x DMEM with 4x HEPES (+ sodium bicarbonate); murine collagen IV (BD Bioscience)
1. Prepare 3 wells of 6 well plate.  Added murine collagen IV (must be thawed slowly on ice) to coat the bottom ( 6.4 ug/cm2 final concentration).  Store at 37C until plating.  Aspirate, wash 4x with 1 ml sterile HBSS.
2. Anesthetize 10 C57B/6 mice with 0.1 ml mix (25% Ketamine, 25%  xylazine, 50%  saline). 
3. Once animal is anesthetized, cervically dislocate head and spray back of the skull with 70% EtOH.  Began skin incision at the back of skull and proceeded rostrally.  Peel back skin.  Open skull using scissors, beginning w/ puncture at foramen magnum and extending incision anteriorly.  Peel back open skull w/ Rongeirs.  Remove brains and  white matter and place into a 50 ml tube containing ~30 ml L15 + 2 % FBS + pen/strep.
4. Mince cerebral tissue with curved scissors (sterile hood) in 50 ml conical in 1 ml 0.1% BSA in PBS.
5. Estimate volume of tissue – ~ 1ml/2 mouse brains), about 5 ml total cortex.
6. Add Collagenase/DNase solution (~ 2.5 ml/ml of tissue).  10 ml –  ~ 25 mg collagenase (lot# X7H9763A) + 200 µl 0.1 mg/ml DNase I (filter sterilized).  Incubate for _45_ minutes at 37ºC under vigorous agitation to free ECs from basal lamina.  
7. Centrifuge at 210xg (987 rpm, Sorvall legend RT+) – 5 minutes, room temperature (discard supernatant).
8. Wash 1X with 10 ml 0.1% BSA-PBS, 210 x g (987 rpm, Sorvall legend RT+) – 5 minutes at RT.  Discard supernatant.
9. Resuspend vascular pellet thoroughly in 20 ml of 15% Dextran and centrifuge at 4000xg (5800 rpm, SS-34 rotor), 4ºC, 20 min.

10. Remove neural tissue and supernatant by aspiration and resuspend the pellet in 10 ml BSA-PBS for cortex.
11. Pre-rinse screen with 5 ml BSA-PBS.  Pipette suspension through 500µm screen (CMN-0500-D, smallparts.com) on top of a 100 mm Petri dish, rinse tube with 5ml BSA-PBS and pipette through screen.  Place wire mesh on top of a Petri dish and center presoaked 20µm screen on wire mesh.

12. Pass 500µm screen filtrate through 20 µm nylon or polyethylene screen (CMN-0020-D, smallparts.com), rinse Petri dish w/ 10 ml of BSA-PBS and pipette through screen.  Retrieve fragments retained on screen by soaking in a Petri dish with 10 ml BSA-PBS.
13. Washe with 30 ml and collect fragment suspension and dispense into 50 ml tube.
14. Count the amount present in 20 µl and calculate total number of fragments obtained.  Spin @ 1430 rpm / 5 min. Aspirate.
15. Add DMEM/F12/20% platelet derived serum/100 ug/ml ECGS/80 ug/ml heparin/L-glutamine/4 ug/ml puromycin.  Add 800 ul to each well [8,000  vessels / cm2 ].  37°C, 5% CO2.
16. Keep puromycin on cultures for ~2-3 days to kill smooth muscle cells.  Replace with normal media without puromycin.  Change media every other day until confluent.
