SOP: M021
Preparation of Complete DMEM Media for Hybridoma Growth

Materials and Reagents:

1. Antibiotic-Antimycotic 100x liquid (Invitrogen #15240)

2. PB-Mercaptoethanol 1000x liquid (Invitrogen #21985)

3. DMEM/F12 + Glutamax + NaHCO3 + Sodium Pyruvate (Invitrogen #10565)

4. Heat inactivated FBS, triple 0.2 um filtered (Atlas)

5. Tissue culture hood (SOP #SP041)

6. 1L Nalgene 0.2 um filter

7. Serological pipettes (1, 5 and 50 ml)

Protocol:

1. Prepare biosafety cabinet for work under sterile conditions (See SOP: SP041)

2. Add 1 ml of 1000x B-Mercaptoethanol and 5 ml of 100x Antibiotic-Antimycotic to 500 ml DMEM/F12 +
Glutamax + NaHCOj3 + Sodium pyruvate.

3. Transfer medium to the top part of 1 L 0.2 um PES Nalgene filter and connect to the vacuum. Add 100 ml
of heat inactivated FBS for 10% (or 200 ml of FBS if 20% DMEM is specified in the protocol). Filter the
complete media (Note 1).

4.  Store at 4C for up to 2 months (note 2).

Notes:

1. After FBS has been added, the medium is considered “complete”.
2. Antibiotics have very short half-lives, meaning that they need to be replenished frequently (table 1).

Antibiotic/Antimycotic Target Half-life at 37°C Mechanism of action
Gram positive
Penicillin G sodium bacteria 2 days Cell wall inhibitor
Gram negative Inhibits translation in 30S
Streptomycin sulfate bacteria 4 days subunit
Alters membrane
Ampbhotericin B Fungi, yeast 4 days permeability

Table 1 — Half-lives of Antibiotics and Antimycotics used in complete DMEM (Harlow and Lane).
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