
SUPPLEMENTARY METHODS 

Transfection and small interfering RNAs (siRNA) 

siRNA oligonucleotide annealing was performed according to manufacturer’s 

recommendations. siRNA oligonucleotides directed against rat HKII (Si HKII B66 and 

B67) (sequence: NM_012735; B66: sense 5’-CCUGACAUUUGUAGGUGGAtt-3’; 

siRNA ID # 200317; and B67: sense 5’-CCCUUCUGGAGAUUUCUAGtt-3’; siRNA ID 

# 200315), p53 (Si p53, (11)) and rat NHE1 (Si NHE1) (Slc9a1, siRNA ID #200123; 

Sense 5'-CCAACUUAUACAUUGAACAtt 3’) were purchased from Ambion (Ambion 

LTD, UK), siRNA negative control duplex (Si Neg) was purchased from Eurogenetec 

(Eurogenetec, Belgium), and siCONTROL Cyclophilin B ARNi Hu/Mo (Si CycloB), rat 

Si Map2k4 (Si MKK4) (gene ID # 287398; si genome SMART pool) were purchased 

from Dharmacon (Perbio Science France, Brebieres, France). siRNA Fluorescein (si 

Fluo) (Ambion LTD, UK) was used to control transfection rate. Transfections of siRNA 

were performed in 60 mm dishes on 90 % confluent F258 cells, in the presence of 

TransFectin Lipid Reagent (BioRad, France). Per dish, siRNA (100 nM) and 12.5 µL 

TransFectin lipid reagent were applied in a final volume of 2.5 mL Opti-MEM for 4 h. 

The transfection rate was evaluated with si Fluo and corresponds to 86 ± 5 % (n= 4) 

transfected cells. Cells were then passaged in order to be treated during exponential 

phase, as described above. 

 

Reactive oxygen species (ROS) detection  

ROS production was assessed fluorometrically using the oxidation-sensitive fluorescent 

probe, DHE, to detect O2
.-. F258 cells were pretreated with α-NF, FCCP, cariporide, 



PFT, JNKi, AA, 5ThioG, pyruvate or vehicle for 2 hours and then cotreated with B[a]P. 

After a 48h-treatment, cells were collected, stained for 20 min at 37°C with DHE (5 µM) 

in PBS and analyzed using a FACSCalibur flow cytometer (BD Biosciences, San Jose, 

CA). Fluorescence emission from oxidized DHE was detected at 605 nm. Menadione 

(100 µM) was used as positive control for DHE. Each measurement was conducted on 

10000 cells and analyzed with Cell Quest software (Becton Dickinson). Four independent 

experiments were carried out. 

 

Total RNA isolation and RT-PCR assays 

Total RNAs were extracted from F258 cells using the TRIzol method (Invitrogen, 

Carlsbad, CA) as described in the manufacturer’s protocol. RT-PCR analysis of HK2 

(hexokinase II) gene expression was then performed as previously reported (21). The 

primers used were as follows: HKII forward: 5’-CTGCCTTTGGGTTTCACATT-3’; HKII 

reverse: 5’-CGCATCTCTTCCATGTAGCA-3’. Glyceraldehyde-3-phosphate dehydrogenase 

(GAPDH) or 18S detection were performed as a loading control. PCR products were 

separeted on 1% agarose gel and stained with ethidium bromide. 

 


