TRPM6 cDNA transfection in HEK-293 cells
1. Check cell confluence in 2.5cm petri dish or 6-well plate; the cell density around 70-80% is appropriate;

2. Prepare transfection reagents

Label 2 sterile 1.5ml eppendorf tubes (one for lipofactamine and one for trpm6         cDNA)

Put 250µl Opti-MEM into each tube

Add 5µl lipofactamine into the tube for lipofactamine; and add 5µg trpm6 cDNA into the tube for cDNA (we use high amount of cDNA as trpm6 transfection efficiency is relatively low); wait 5 minutes for the reagents to dissolve thoroughly
3. Mix the solution in 2 tubes and wait for 20 minutes for lipofactamine and cDNA to form liposomes 

4. Aspirate the culture media in the petri dish and replace with 700µl Opti-MEM; add the solution from step3 into the petri dish (total volume reaches 1200µl); 

5. Put the cells back into cell incubator; after 8 hours, change the culture media to regular media for HEK293 cells with 10% serum; 

6. The transfection lasts for at least 36 hours and it usually give us a reasonable current of ~3nA at +80mV; 30 mins before current measurement, digest the cells with trypsin/EDTA and plate them onto polylysine-treated coverslips at relatively low density; 
Reagents: Lipofactamine 2000 (invitrogen); Opti-MEM (invitrogen); 

