
General protocol for transfection of Drosophila cell lines 
 
Cell density at the time of complex addition 
 
The cells are diluted prior to tranfection. I do it the same day, usually 20-30 minutes are 
enough for cells to settle down. 
 
6-well plate  
 
0.9–4.0 x 105 cells/ml (Adherent cells-BG3c2) 
1.0–3.5 x 106 cells/ml (Suspension cells-S2, Kc-167) 
Volume of medium per well 1.5 ml 
 
I tranfect 2 microgram of DNA in each well. If three plasmids are used, then 750ng each. 
For 2 microgram DNA, 16 microlitres of Enhancer and 16 microlitres of Effectene are 
used. 
 
Protocol for transfection adapted from Effecten handook. 
 

1. The day of transfection, dilute 2 μg DNA  with the DNA-condensation buffer, 
Buffer EC, to a total volume of 100 μl. Add 16 μl Enhancer and mix by 
pipetting 3-5 times. 
 

2. Incubate at room temperature (15–25°C) for 2–5 min.  
 

 
3. Add 16 μl Effectene Transfection Reagent to the DNA-Enhancer mixture. Mix 

by pipetting up and down 5 times. 
 

4. Incubate the samples for 10 min at room temperature (15–25°C) to allow 
transfection-complex formation. 

 
 

5. Add 0.4 ml growth medium (can contain serum and antibiotics) to the tube    
containing containing the transfection complexes. Mix by pipetting up and 
down twice, and immediately add the transfection complexes drop-wise onto 
the cells. Gently swirl the dish to ensure uniform distribution of the 
transfection complexes. 
 

6. Incubate the cells with the transfection complexes under their normal growth 
conditions for an appropriate time (I usually keep cells for at least 48h; for 
miRNA Northerns-72h) for expression of the transfected gene.  

 
 
 


