Culturing primary B cell from Bone marrow 
Reagent:

Media: RPMI, 10% FCS, 1x P/S, Beta-mercaptoethanol (5 µl for 500ml of media) (Note: during the washing step, we can use the same media but with only 5% FBS)
Histopaque: Sigma 10831-100ml

Endofree DNA prep


Procedure
Use 4-6 weeks old B6 mice for this experiment
1) Fill tool holder with 75% ethanol and place in hood, spray off stage and place in hood.

2) Put 4ml of cold PBS in 4 of the 6 wells of a 6 well dish and fill 10 mL syringe with 25G needle with cold PBS.
3) Spray mouse with ethanol vigorously

4) Cut around skin at the ankle of the mice

5) Keeping scissors pointed high cut 1 slit up leg and pull out the skin

6) Cut along the thigh muscle until you see the socket

7) Cut above the pelvis and try to keep the hip bone

8) Flip around the joint and dislocate bones, removed muscle and cartilage. Dip each bone quickly into 70% EtOH to sterilize, then place in PBS
9) Put the bone in the 6 well plate and repeat with all other limbs

10) Flush out bone marrow with a 25G needle and 10 ml syringe into the empty 6 well. Cut the ends off of the bone if necessary 
11) After flushing, pipette up and down to break the clumps.

12) Pass the cells in PBS through a 40 µm filter (blue) into a 50 mL conical. Rinse the 6 well with fresh PBS to collect residual cells.

13) Spin cells for 5’ at 1200 rpm 
14) Remove supernatant and resuspend in 5 mL of Gey’s Solution to remove red blood cells.
15) Spin cells for 5’ at 1200 rpm 

16) Aspirate sup and resuspend in 1:1 ratio of fresh media:viral supernatant with 2.5ng/ml Il-7 and Polybrene (1:1000), place in one 6 well plate or in one 10cm plate/mouse.

17) Cells can be infected regularly with retroviral supernatant every 6 hours
18) Primary B-cells should be split 1:2 every other day; cultures will approach >90% B220+ after ~1 week of culture. 
