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Materials and Methods   
Cell culture  
A549 cells were cultured in Ibidi 8-well u-slide with tissue-culture treated plastic bottoms.  

~ 30,000 cells were seeded into each 1 cm2 well in RPMI-1640 (Life Technologies) with 10% fetal 

calf serum and 10% penicillin/streptomycin (full growth media) to a total volume of 300ul per well. 

Cell transfection was performed at 80-90% coverage of cell growth area.  

 

Cell transfection  
Cells had 5ul K2® Multiplier added into each well 2 hours before DNA transfection by gently 

pipetting up and down. 0.3ul K2® Transfection Reagent was mixed with 50ul RPMI-1640 (without 

FCS or pen/strep) on a per-well basis and left at room temperature. 100ng Plasmid-DNA (pEGFP 

C1 vector) were mixed with 50ul RPMI-1640. DNA-RPMI solutions were added to the K2® 

Transfection-RPMI (not the other way around) and mixed by gently pipetting up and down to make 

a 100ul transfection solution, followed by 15 minutes incubation at room temperature. 

Transfection solutions were then applied to cells by pipetting down the side walls of the wells and 

incubated at 37oC and 5% CO2 for 24 hours. The transfection solutions were then replaced with 

300ul of full growth RPMI-1640 media and further incubated at 37oC and 5% CO2 for 24 hours. By 

this stage, cells had covered close to 100% of the growth area with a transfection efficiency (as 

assessed by EGFP-expression fluorescence microscopy) of ~80%. 

 

 
 

A549 cells transfected with pEGFP-C1 vector plasmid in RPMI-1640 full growth media containing 

Ibidi 8-well u-slide. Maximum intensity projection image of EGFP expression (with DIC overlay to 

visualise all cells) was acquired using a 60x 1.2NA water immersion objective at 1024x1024x12bit 

confocal laser scanning microscopy. 


