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Figure S1 - Effect of KV7 inhibition in HL-1 cells 

Survival of HL-1 cells subjected to simulated ischemia and 

reperfusion. Cell survival is estimated by propidium iodide (PI) 

staining relative to Hoechst. Cells are incubated with vehicle, 

XE991 (100uM) or linopirdine (100uM) and survival is 

normalized to vehicle. XE991 and linopirdine resulted in a 

32.4±3.8% (p<0.0001) and 20.1±4.7% (p<0.001) reduction in cell 

death compared to vehicle, respectively.  

 

Method 

Cells were grown in T75 culturing flasks supplemented with Claycomb Medium containing fetal 

bovine serum (10%), norepinephrine (0.1 mM), L-glutamine (2 mM) and penicillin/streptomycin (100 

U/mL:100 µg/mL). HL-1 cells were cultivated in flasks coated with fibronectin (5 µg/mL) dissolved in 

a gelatin solution (0.02%) and kept at 37°C, 5% CO2 and 95% humidity. In passage 61-64, the cells 

were seeded into six-well plates coated with fibronectin/gelatin and reached 100% confluency and 

the ability to contract on day 2. Prior to simulated ischemia and reperfusion, the growth medium 

was substituted by a stabilizing buffer solution (CaCl2 dihydrate (1.25 mM), MgCl hexahydrate (1 

mM), NaCl (137 mM), KCl (6 mM), HEPES (6 mM), NaH2PO4 (0.9 mM), glucose (10 mM), pH=7.4) and 

allowed to stabilize for 30 min. HL-1 cells were then subjected to 5.5 hours of simulated ischemia by 

replacing the buffer with an ischemia buffer (CaCl2 dihydrate (1.25 mM), MgCl hexahydrate (1 mM), 

NaCl (120 mM), KCl (8 mM), HEPES (6 mM), NaH2PO4 (0.9 mM), lactate (20 mM), pH=6.8) and 

incubating the cells in an anoxic chamber, prior to 2 hours of normoxic reoxygenation in the 

stabilizing buffer solution. The XE991 group contained 100 µM XE991 and the linopirdine group 

contained 100 µM linopirdine in the stabilizing and ischemia buffer solutions. Cell injury was 

measured using propidium iodide (PI) and Hoechst staining. The stabilizing buffer solution was 

replaced with 1ml stabilizing buffer and PI (4µL) and Hoechst (4µL) were added to the wells and cells 

were allowed to incubate for 20 min. The staining solution was removed and the cells were washed 

in 1 ml of stabilizing buffer for 15 min. Finally, PI/Hoechst was measured using a plate reader 

(PHERAstar FS, BMG LABTECH, Ortenburg, Germany) at 530/620nm (PI) and 350/460nm (Hoechst). 

HL-1 cell survival was estimated by propidium iodide (PI) staining relative to Hoechst.  

 


