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Figure legend.

Online Resource 4. No signs for significant oxidative stress in heart
tissue in developing sepsis. Fluorometrically determined H,O, generation
in cardiac tissues demonstrated no increase in H,O, generation in
developing sepsis compared to baseline in both strains. NOS3” mice
exhibited more ROS generation at baseline and post CLP compared to WT
mice most probably because of basal NO-deficiency (#P<0.05 WT vs.
NOS3-- mice; n=4-5 per group).
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H,O, Assay. ROS generation (H,O,) in cardiac tissue was determined
fluorometrically by monitoring the oxidation of amplex red reagent (10-
acetyl-3,7-dihydroxyphenoxazine) to the product resorufin using the Amplex
Red Hydrogen Peroxide/ Peroxidase assay kit (Invitrogen, Karlsruhe,
Germany) according to manufactor’'s instruction. Fluorescence was
measured with a fluorescence microplate reader (Floustar Omega, BMG
Labtech, Ortenberg, Germany) using excitation at 544 nm and fluorescence
emission detection at 590 nm. Background fluorescence, determined for a
no H,O,-control reaction has been subtracted from each value.



