Protocol for stable transfection of Cl-8 or S2 cells (modified from Qiagen's SuperFect Transfection Reagent Handbook)
1) The day before transfection the cells are split (depending on cell type) so that they are healthy and still growing.  The cell number seeded should produce 40-80% confluence on the day of transfection (usually from 1:2 to 1:5).

· Dilute ~5 µg of DNA dissolved in TE, pH 7.4 (minimum DNA concentration: 0.1 µg/µl) with sterile 1x PBS to a total volume of 150 µl.  Mix by pipetting gently up and down.

2) If selection is done with Act5c-DHFR plasmid a ratio of 1:10 of DHFR : Transfection plasmid is used.

3) 20 µl of Superfect Transfection Reagent to the DNA solution is added.  Mix by pipetting up and down 5 times.

4) Incubate the samples for 5-10 min at room temperature to allow complex formation.

5) Add 1 ml of cell growth medium (Cl-8 or S2 medium with all the serum and antibiotics) to the reaction tube containing the transfection complexes.  Mix by pipetting up and down twice, and immediately transfer the total volume drop wise to the cells in the tissue flask.

6) Incubate the cells overnight @ 25(C.  The next day split the cells 1:10 into selective media (containing methotrexate if Act5c-DHFR was added).

