PREPARING CELLS
· Bring up HUVEC and fibroblasts in M199/10% FBS/Pen-Strep (1:100) 1-2 days before beading.
· Switch medium to EGM-2 (Clonetics) the day before beading for HUVEC and the day before embedding for fibroblasts.

· You will need a concentration of ~ 400 HUVEC per bead.

· You will need 20,000 fibroblasts per well.
COATING THE BEADS WITH HUVEC DAY -1 (Last revision 8/1/05)
1. Trypsinize HUVEC.
2. Allow beads to settle (DO NOT CENTRIFUGE!), aspirate the supernatant and wash the beads briefly in 1 mL of warm EGM-2 medium.
3. Mix 2500 beads w/ 1X106 HUVEC in 1.5 mL of warm EGM-2 medium in a FACS tube and place it vertically in the incubator.  (This will be enough for ~10 wells.  Scale up if needed)
4. Incubate for 4 hours at 37(C, shaking the tube every 20 min.  (Good coating is crucial for sprouting.  Beads should like mini golf balls, after beading)
5. After 4 hours, transfer the coated beads to a T25 flask in 5mL of EGM-2 and leave O/N.
EMBEDDING COATED BEADS IN FIBRIN GEL DAY 0 (Last revision 8/1/05)

1. Prepare the 2.0 mg/mL fibrinogen solution (See recipe section).

2. Add 0.15 Units/mL of aprotinin to the fibrinogen solution.

3. Transfer coated beads to a 15mL conical tube and let beads settle.  Resuspend beads in 1mL of EGM-2 and transfer to a 1.5mL centrifuge tube.

4. Wash the beads 3X with 1mL of EGM-2 by pipeting up and down SLOWLY).
5. Count beads on a coverslip and resuspend in fibrinogen solution at a concentration of ~500 beads/mL.

6. Add 0.625 Units/mL of thrombin to each well.

7. Add 0.5 mL of the fibrinogen/bead suspension to each well of a 24-well plate.

Change the pipette tip for each well !!!

8. Mix the thrombin and the fibrinogen by going up and down gently with the pipette tip ~4-5 times. Be careful not to make large bubbles.

9. Leave the plate for 5 min in the hood and then place it in the 37(C-incubator for 10-15 min to generate a clot.
10. While waiting for the clot, trypsinize fibroblasts.
11. Add 1 mL of EGM-2 per well drop wise.
12. Seed fibroblasts on top of fibrin gel at a concentration of 20,000 cells per well 

NOTES:

1. Usually, when the fibrin gel is formed, you will see tiny bubbles in the gel. Don’t worry, they will disappear in 3-4 days.

2. Change the media every other day, i.e. Day 2, 4, 6 etc…
3. By day 3 or 4 you should start to see sprouting.

REAGENTS
	Cytodex-3 Beads
	Amersham Pharmacia
	17-0485-01
	10 g/bottle

	Aprotinin
	Sigma
	A-1153
	10mg/bottle

	Fibrinogen Type I
	Sigma
	F-8630
	1 g

	Thrombin
	Sigma
	T-3399
	22 mg=1000 units

	EGM-2 Bulletkit
	Clonetics
	CC-3162
	Basal medium ++ supplements


Fibrinogen solution:

Dissolve 2 mg/mL fibrinogen in DPBS

Note clottable protein % and adjust accordingly 

Heat in a 37(C-water bath to dissolve the fibrinogen. Mix by inverting the tube. Do not vortex.

Sterile filter through 0.22 m

Aprotinin:


Reconstitute lyophilized aprotinin at 4 U/mL in DI water.


Sterile filter.


Make aliquots of 1 mL each.

Store at -20(C.

Thrombin:


Reconstitute in sterile water at 50 U/mL.


Make aliquots of 0.5 mL each.

Store at -20(C.
CYTODEX 3 BEADS PREPARATION (Last revision 9/10/01)
1. 0.5 g of dry beads are hydrated and swollen in 50 mL PBS (pH=7.4) for at least 3 hours at RT.

Use a 50 mL tube and place it on the rocker.

2. Let the beads settle down (~ 15 min). Discard the supernatant and wash the beads for a few minutes in fresh PBS (50 mL).

3. Discard the PBS and replace with fresh PBS:

25 mL ( 20 mg/mL ( 60000 beads/mL or

50 mL ( 10 mg/mL ( 30000 beads/ mL

4. Place the bead suspension in a siliconized glass bottle (Windshield Wiper or Sigmacote).

5. Sterilize the beads by autoclaving for 15 min at 115(C.

6. Store it at 4(C.
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