Transfection

The Transfection protocols (using Lipofectamine 2000):

One day before transfection, plate cells without antibiotics so that cells will be 90-95% confluent at the time of transfection.

For 6-well plates
· Mix1 (different for each well – the volumes given are per well):

· Add 250µL of OPTIMEM to a 1.5mL tube.

· Add the volumes of plasmids as indicated in the table above 
[final amount of DNA per well = 4 µg].

· Mix2 (the volumes given are per well):
· Add 250µL of OPTIMEM to a 1.5mL tube.

· Add 10µL of Lipofectamine2000.

· Incubate for 5 minutes at room temperature.

· Combine Mix 1 and Mix 2 for each well.

· Incubate for 20 minutes at RT (solution may appear cloudy).

· Add the transfection mixtures (final vol. is 500 µL) to the corresponding wells.

· Replace the transfection mixtures with complete medium after 12 hours.

For 12-well plates

· Mix1 (different for each well – the volumes given are per well):

· Add 100µL of OPTIMEM to a 1.5mL tube.

· Add the volumes of plasmids as indicated in the table above 

[final amount of DNA per well = 1.6 µg].

· Mix2 (the volumes given are per well):

· Add 100 µL of OPTIMEM to a 1.5mL tube.

· Add 4 µL of Lipofectamine2000.

· Incubate for 5 minutes at room temperature.

· Combine Mix 1 and Mix 2 for each well.
· Incubate for 20 minutes at RT (solution may appear cloudy).

· Add the transfection mixtures (final vol. is 200 µL) to the corresponding wells.

· Replace the transfection mixtures with complete medium after 12 hours.

For 24-well plates

· Mix1 (different for each well – the volumes given are per well):

· Add 50µL of OPTIMEM to a 1.5mL tube.

· Add the volumes of plasmids as indicated in the table above 

[final amount of DNA per well = 0.8 µg].

· Mix2 (the volumes given are per well):

· Add 50 µL of OPTIMEM to a 1.5mL tube.

· Add 2 µL of Lipofectamine2000.

· Incubate for 5 minutes at room temperature.

· Combine Mix 1 and Mix 2 for each well.

· Incubate for 20 minutes at RT (solution may appear cloudy).

· Add the transfection mixtures (final vol. is 100 µL) to the corresponding wells.

· Replace the transfection mixtures with complete medium after 6-12 hours.

The Harvest for RNA isolation using RNeasy kit (Qiagen):

· Add 350 µL of Buffer RLT.

· Scrap the cells into 1.5 tube.

· Vortex to get rid of clumps.

· Freeze the lysates at -80oC.
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