Colony assay using mouse fetal liver or adult bone marrow
(an example of triplicate)
[bookmark: _GoBack]
1. Aliquot 3.2 ml of methylcellulose (StemCell Technologies, MethoCult M3234) into 15 ml Falcon tube.
· Methylcellulose: avoid freeze-and-thaw cycles, aliquot and store at -20 °C, thaw at room temperature or 4 °C overnight.
2. Add Epo and growth factors to 15 ml Falcon tube.
· CFUe: Epo
· BFUe: Epo, SCF, IL-3
· 2 U/ml of Epo, 50 ng/ml of SCF, 10 ng/ml of IL-3
3. Spin down cells at 14,00 rpm, 4 °C for 5 min, and re-suspend cells in 0.8 ml of Erythroid medium.
· Erythroid medium: IMDM (L-glutamine, 25 mM HEPES) (Gibco), 20% fetal calf serum (Gibco, HyClone), 100 U/ml penicillin/streptomycin (Invitrogen), 10-4 M β-mercapthoethanol (Sigma). Good for 1 month.
· Fetal liver: 100,000 cells per dish x 4 dishes = 400,000 cells in 0.8 ml of medium.
· Bone marrow: 500,000 cells per dish x 4 dishes = 2000,000 cells in 0.8 ml of medium.
4. Add cells to 15 ml Falcon tube.
5. Vortex tubes at maximum speed for 4 times, 3-4 seconds per time.
6. Use 16G x 1 ½ needle to plate 1 ml of cell-methylcellulose to each dish slowly, swirl the dish very slowly to make cell-methylcellulose cover the whole dish, avoid bubbles.
· Dish => Petri dish: polystyrene, 35x10mm style (Falcon 351008)
7. Arrange 6 dishes in a plate, with a water dish in the middle.
· Plate => Petri dish: 150x15mm style (Falcon 351058)
8. Count colonies on the following day:
· CFUe: day 2.5
· Late BFUe: day 3.5
· Early BFUe: day 7
9. May stain colonies before counting using diaminobenzidine solution (dissolve 1 diaminobenzidine tablet in 10 ml of PBS + 10 μl of H2O2, keep on ice, protect from light): add 1 ml of diaminobenzidine solution to each dish, place at room temperature for 10-15 min, keep on ice (check the color of colonies before placing on ice).
· Diaminobenzidine: Sigma, D5905
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