Making Media (MEM alpha, DMEM, or PBS)

· Pour each packet of media into one liter of water, rinsing out the insides of the packets with water to extract all the contents.    

· Add the appropriate amount of Sodium Bicarbonate as indicated on the box.

a. 2.2 g/L for MEM alpha

b. 3.7 g/L for DMEM

c. 0 g/L for PBS

· Mix with a stir bar.

· pH to 7.3 (HCl decreases pH value and NaOH increases pH value)

· Sterile Filter into a new bottle, and label the bottle with the contents, your name, and the date.

· Store in the cold room.

Making Media (DFCI-1 Base)

***Note:  This recipe makes 4-1L bottles or 8-500mL bottles of media
· Fill 5L beaker with 3500mL of Mill-Q water.  Place 1L of this water into a 1L graduated cylinder.

· Add 2 packets of MEM-alpha medium and 2 packets of F-12 medium (be sure to rinse inside of packets with water in 1L graduated cylinder).  

· Weigh 6.36g of sodium hydroxide and 9.54g of HEPES into 2 different weigh boats.  Place both of these buffers into media and rinse weigh boats with water in graduated cylinder.

· Add remaining water in graduated cylinder to beaker of media.

· Add stir bar to media and mix on stir plate.

· pH media to 7.3.

· Obtain another 5L beaker and measure exactly 3720mL of media adding water to reach the final desired volume.  Return media to stir plate and mix.

· If you are making 4-1L bottles of media, measure 920mL of media in a 1L graduated cylinder.  Place volume in 1L beaker and filter into sterile 1L bottle.  If you are making 8-500mL bottles of media, measure 460mL of media in a 500mL graduated cylinder.  Place volume in a 500mL or 1L beaker and filter into a sterile 500mL bottle.  ***Note that the volume of 3720mL will leave ~40mL of media in excess.

· When fished sterile filtering, label all bottles with blue tape and the following information: DFCI1-Base, Date, Initials.  

· Store all bottles in cold room.

