
HEK 293T Culture

General Info:

- 293 cells are transformed human embryonal kidney cells. They are hypotriploid, with a modal chromosome number of 64 occurring in 30% of the cells (ATCC website).

- 293T cells are a highly transfectable derivative of the 293 cell line into which the temperature sensitive gene for SV40 T-antigen was inserted. 293T cells were cloned and the clones tested with the pBND and pZAP vectors to obtain a line capable of producing high titers of infectious retrovirus, 293T/17. These cells constitutively express the simian virus 40 (SV40) large T antigen, and clone 17 was selected specifically for its high transfectability (ATCC website).
Note: Volumes are underlined for 100mm and bracketed for [150mm] plates

Thawing: 

- Prepare 25ml [or 45 ml] of media (DMEM with 10% FBS and 1% P/S, filtered)

- Thaw cells in 37C bath (~1min)

- Transfer cells to 10ml [or 15 ml] of media

- Gently invert 

- Spin cells down at 250xG (setting #4 in tissue culture room) for 3min

- Remove supernatant

- Gently re-suspend pellet and plate in 10ml [or 20ml] of media

Splitting:

- Culture until 80-90% confluent (~3days)

- Remove media with aspirator

- Rinse once with 10ml [or 20ml] of DMEM (to remove serum and possibly contaminants)

- Add 3ml [or 5ml] of trypsine EDTA 1X and shake cells loose

- Transfer to a 15ml tube containing 7ml [or 10ml] of media

- Spin at 250xG (setting 4 in tissue culture room) for 3min

- Resuspend and plate in 10ml [or 20ml] 

- Split (ex: 1:5 -> 2ml of cells + 8ml of media)

Freezing:

- Grow until confluent

- Remove media with aspirator

- Shake cells loose using 3ml [or 5ml] of trypsine EDTA 1X

- Transfer to a 15ml tube containing 7ml [or 10ml] of media

- Spin at 250xG for 3min

- Re-suspend in 6ml [or 10ml] of ice cold FBS with 10% (1ml) of DMSO
- Make 1ml aliquots in screw cap tubes

- Place in -80oC overnight, then transfer to liquid nitrogen in the morning.

- Do NOT snap freeze in liquid nitrogen, best to freeze slowly.
http://www.geocities.com/simonwaynemoore/protocols.htm 
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