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These protocols are the result of extensive testing of various transfection reagents and conditions. Using these protocols, we are routinely achieving rates of transfection of 80% for PC-3 and 70% for LNCaP cells. 

PC-3 cells

1) Transfection of trypsinized cells in solution (for selection of stable clones)
1. Transfection reagent : Fugene HD (Roche)
2. Format is in 6 well-plate, amount is for one well
3. Dilute 3ug of expression plasmid in Opti-MEM (Vendor) to a final volume 250 ul
4. Add 9 ul of Fugene HD transfection reagents to diluted plasmid and mix carefully by pipetting 

5. Incubate 10 min and add into one well of the 6-well plate

6. 400,000 cells suspended in 2 ml of fresh RPMI-1640 (10% FBS) are seeded into the well containing the transfection complex, mix thoroughly, return to incubator
7. After 48 h, change medium to RPMI-1640, 10% FBS containing 300 ug/ml of G418
2) Transient transfection of adherent cells (harvest cells within 24h)  

1. Transfection reagent : Lipofectamin 2000 (Invitrogen)
2. Format is in 6 well-plate, amount is for one well
3. Dilute 10 ul of transfection reagent into 250 ul of Opti-MEM and incubate for 5 min

4. Dilute 5 ug of expression plasmid in 250 ul of Opti-MEM

5. Mix diluted plasmid and diluted transfection reagent together and incubate for 15 min

6. Wash cells with 2 ml Opti-MEM once, and then replace medium with 2ml of fresh Opti-MEM

7. Add transfection complex to cells and incubate for 3 h

8. Add 2.5 ml of RPMI-1640, 20% FBS medium 

9. Harvest cells within less than a day. Cells kept for longer times will be dying due to toxicity of Lipofectamin 2000. 
LNCaP cells (either adherent or trypsinized cells)
1. Transfection reagent: DOTAP (Roche)
2. Format is in 6 well-plate, amount is for one well
3. Prepare HBS buffer : 20 mM HEPES, 150 mM NaCl, pH 7.4

4. Dilute 5 ug of expression plasmid in 50 ul of HBS buffer
5. Dilute 30 ul of DOTAP in HBS buffer to a final volume of 100 ul
6. Mix DNA and DOTAP to form complex

7. Incubate 15 min. 

8. For adherent cells, wash cells with PBS once and change media to 2ml of Opti-MEM. Add the DNA complex into cells and incubate for 4h. Then add 2ml of 20% FBS RPMI1640 into the well. 
9. For in solution transfection of trypsinized cells, 400,000 cells in 2 ml fresh RPMI-1640, 10% FBS are seeded into the well containing the transfection complex. Mix thoroughly.
10. For stable selection, change medium to RPMI-1640, 10% FBS containing 300 ug/ml G418 after 48h
For transfection in different plate formats, adjust the amount of reagent and DNA based on the surface area of the plate.
	Plate
	Area (cm2)

	384wells
	0.1 (Round)

	384 wells
	0.15 (square)

	96 wells
	0.3

	24 wells
	2

	12 wells
	4

	6 wells
	10

	35mm
	10

	60mm
	20

	100mm
	60


