Start experiment

Immerse excised heart in ice-cold CIB-EGTA

Clamp aorta and place it on the perfusion plate

Insert a needle into left ventricle

I
Perfuse with CIB-EGTA

Perfuse with enzyme mix

Stop perfusion and separate chambers

Ventricles in enzyme mix - BSA

Atria in enzyme mix - BSA

Tear tissues with tweezers

Dissociate cells with pipetting

Centrifuge at 50 x g for 3 min

Supernatant

Precipitates

Centrifuge at 190 x g for 5 min

Resuspend in CIB-Ca2*-BSA

Precipitates

I
Resuspend in DMEM

X2

Centrifuge at 190 x g for 5 min

I
5 min at 37°C

Centrifuge at 14 x g for 3 min

Precipitates

Resuspend in complete DMEM

Plate in the culture dish

I
90 min at 37°C

Remove media

Add fresh complete DMEM

Cardiac fibroblasts

Resuspend in cell
resuspension solution

Ventricular myocytes

Tear tissues with tweezers
in CIB-Ca2*-BSA

Dissociate cells with pipetting

Centrifuge at 14 x g for 3 min

Precipitates

Resuspend in
resuspension solution

Atrial myocytes




