Methylcellulose stock

1. Weigh a sterile 2 L flask.
· The flask should only dedicate to tissue culture use.
1. Add 450 ml of autoclaved water, cap flask with foil, boil on a hotplate.
2. Add 20 g of methylcellulose (Sigma, Cat# M0512), swirl while boiling for 3 minutes, take care to prevent the contents from boiling over, cap flask with foil.
3. Cool the mixture to 37C while shaking.
4. Make 500 ml of 2X IMDM: dissolve one packet of IMDM (Gibco, Cat# 12200036) in 450 ml of autoclaved water.
5. Add the following to 2X IMDM, adjust volume to 500 ml with autoclaved water and filter sterilize.
	NaHCO3
	3.02 g

	Pen/Strep
	10 ml of 100X stock (Gibco, Cat# 15140122)

	Monothioglycerol (MTG)
	124 µl of fresh 1:10 dilution



· β-mercaptoethanol can be used in place of MTG: 50 µl of 1 M stock per L (Sigma, Cat# M3148, add 3.5 µl of 14.3 M stock).

6. Add 2X IMDM to methylcellulose/water mixture and shake to mix.
7. Weigh the flask, adjust weight to 1000 g with autoclaved water.
8. Make aliquots, keep at -20C, good for 1 year.







Methylcellulose mixture for colony assay

Mix methylcellulose stock with 1X IMDM at 1:1 (or other ratios as needed).
	
	[bookmark: _GoBack]Final conc.

	Methylcellulose stock
	50%


	Fetal calf serum
	20%

	L-glutamine (100X stock, Gibco, Cat# 25030081)
	1%


	Pen/Strep (100X stock, Gibco, Cat# 15140122)
	1%


	Human transferrin (Sigma, Cat# T8158)
	1 mg/ml

	Growth factors
(Epo for CFU-e, Epo/SCF/IL-3 for BFU-e)
	SCF: 50 ng/ml
IL-3: 10 ng/ml

	1X IMDM 
	to 100%









Mathylcollulose stock.

R ——
 Th sk shou oy dscate s e s
1 A 50t o oo vt c sk 1,604 o .
2 48120 of mtycaon (S, Cath OS12, st i b o
e, et rvathcoters o o c sk v
3 Coolth it 0 27wl ki,
ke 500 ch 2 WAL s cr oot WO (G, Gt
[ —
5 Ao lown 1 X MO, st om0 500 i i

[P ka 7

oo TTCT | Tk st

 mercaotaretcan b vsd il of MTG: 501 1 M ik o .
(S, Cat MO0, 80835 ot 1 34 ).

A ZXINON o meaisse s s shre o s
[T ——————
8 Mok i, oo 20, gond o 1.



