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1. PURPOSE

1.1.  To plate150mm plates with 293T cells to give ~35% confluent plates in 24 hours. 
2. MATERIALS

2.1.  500ml growth medium; DMEM (glucose supplemented with 10% FBS, 1% L-glutamine, and 1% pen-strep(LSP-001)

2.2.  10 150mm plates (Nunclone-168381)
2.3.  8 x 107 293T cells (3 confluent T75 Flasks)
2.4.  .25% trypsin-EDTA (GIBCO-3197)

2.5.  500ml PBS w/Ca
2.6.  General Vector Core and Tissue Culture Equipment

3. METHOD

3.1.  Remove flasks containing 293T cells from incubator and place in sterile hood.
3.2.  Aspirate off the cell supernatant with hood vacuum.

3.3.  Add 2ml PBS to each flask while being careful not to disrupt the cell monolayer.

3.4. Gently rock flasks back and forth to rinse monolayer with PBS.

3.5. Aspirate off PBS with hood vacuum.

3.6. Add 2ml trypsin per flask.

3.7. Gently rock flasks back and forth to cote monolayer with trypsin.

3.8. After cells detach in 2-5min stop the trypsinization with 2ml growth medium

3.9. Gather into 50ml conical and centrifuge for 5min at 500rcf.

3.10. Decant supernatant and resuspend pellet in 10ml growth medium.
3.11. Count cells via Hemacytometer.  

3.12. Add 8 x 106 cells per 150mm plate.

3.13. Add 25ml growth medium to each plate.

3.14. Place plates in 37°C incubator with 5% CO2.  
