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 media in each well of a 6 well dish.

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. Use EtOH socked Kimwipe to sterilize the bone before putting it into the media

9) Put the bone in the 6 well plate and repeat with all other limbs

10) Warm up media and histopaque, 5ml/mouse for each

11) pass all the bones through the media to rinse them.

12) Flush out bone marrow with a 25G needle and 5 ml syringe in a 50 ml tube containing media. Cut again the bone if necessary (thin end of the tibia and the upper arm).

13) After flushing, pipette up and down to break the clumps.

14) Spin cells for 5’ at 1300 rpm at 4˚C

15) Take out the media, resuspend the cells by tapping the tubes, and then add 5 ml of media per mouse., resuspend really well
16) Pass the suspension into a filter (100uM, blue in color) or blue FACS tube cap into a 15 ml tube.

17) Place Pasteur pipette into the tube (block the end with finger to avoid the cell suspension goes up). Add 5ml of warm histopaque through the glass pipette. Please try to avoid comtanmination here. 

18) Spin at 830g for 20’ at Room temperature (25˚C), Please do not set break on centrifuge
19) Suck up the coat just under the interphase (that contains lymphocytes; the red cells and dead cells are at the bottom). Take 5ml media and 2 ml histopaque under the interphase.

20) Transfer the cells into a new 50ml tube, that contain 43ml media.

21) Spin the cells at 1400 rpm for 10’ at 4˚C.

22) Wash: Aspirate sup and resuspend in 10ml RPMI , spin at 1300 for 5’ at 4˚.

23) Aspirate sup and resuspend in viral supernatant with 2ng/ml Il-7 and Polybrene (8ug/ml, 2x of normal concentration), place in one 6 well plate or in one 10cm plate/mouse.

It is easier to add the Il-7 and polybrene to the viral sup first and then add it to the cells.

24) The next day, suck up the viral supernatant from the bone marrow cells and replace it with newly filtered virus (virus+Il7 2ng/ml +polybrene 8ug/ml)

