Complete Growth Medium: DC5
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BEFORE STARTING:  Be sure to take out the supplements to thaw, in the water bath, before making up DMEM (if needed) for some, i.e. serums, take a long time to thaw.

Dulbecco’s Modified Eagle Medium (DMEM) Corning cell gro: 90-013PB 12.78 g/L add 3.7 g/L sodium bicarbonate.
1. Add the appropriate amount of DMEM powder to 90% of the final volume of water
2. Check DMEM bottle to see if it already contains L-glutamine, bicarbonate, and/or glucose.  
a. Some DMEM powders already contains these components, others do not.  Those that do not will have to have glucose and bicarbonate added to the medium (check product sheet for amounts)

b. Note: L-glutamine will be added with the supplements if needed

3. pH DMEM ≈ 7.2
a. The pH meter may require calibration depending on how long it has been since it was last calibrated

b. Directions on how to do this are located with the pH meter

4. Add the appropriate amount of water in order to bring up to final volume SEE ADDITIONAL NOTES BELOW
5. Filter sterilize the DMEM into sterile liter bottles using a 0.2μm pore size Nalgene filter unit.  
DC5
Add the following supplements to 1L of DMEM:
These supplements are, generally, already aliquoted to the correct volumes. 
1. 10ml of L-glutamine 200mM (100X)

a. If not included in the DMEM mix

2. 10ml of Penicillin-Streptomycin 10,000μg/ml (100X)

3. 10ml of Non-essential amino acid solution for MEM (100X)

4. 0.1 ml Insulin from bovine pancreas (0.25μg/ml final concentration)*

5. Nml of Cosmic Calf Serum

a. N= Correct volume to make the correct percentage of DCn 
i. DC2 = 20ml
ii. DC5 = 50ml
iii. DC10 = 100ml

iv. DC20 = 200ml
6. Invert the bottle a few times to mix the contents then filter through 0.2 μm pore size Nalgene filter unit (can use the same one used to filter DMEM)

* To make up 2,500 µg/ml stock insulin:
1.  Make 25 ml (3.3%) acetic acid. 

a. Add 24.17 ml of ultrapure water to a bottle.

b. Add 0.825 ml of glacial acetic acid to bottle. Cap and invert to mix.

c. Measure pH (should be between 2 and 3). Adjust pH if necessary with more acetic acid.

2. In beaker on stir plate with stir bar: Add 50 mg insulin to 20 ml 3.3% acetic acid. Stir until dissolved. 

3. Filter sterilize through 0.2 µM filter.
4. Aliquot in 0.5ml aliquots, will use 0.1 ml per liter of DCn
Additional notes:
· If making up DMEM and DCn at the same time, one could add the supplements to the DMEM after pHing and bring up to volume (immediately after step 4 of DMEM make up) and then filter sterilize.  
· This would eliminate the need for the second filtering step and would save time and filters. 
· However, this only works if you are making all the DMEM into DCn or if you separate into bottles first.  If you separate into bottles, filter the DMEM first and the DFn last.
· After a number of uses the filter tends to get clogged.  This will be noticeable by a slowing down of the flow through to slow drops, typically one every five seconds or so.  If this occurs, change the filter (This is easiest and fastest with another person’s help).
· Cosmic calf serum is the same as bovine calf serum and either can be used to make up DCn.  However, it is NOT the same as fetal bovine serum.

· To make up DFn substitute fetal bovine serum for cosmic calf serum.
