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Figure S1. E. coli accelerates NET formation 

(A) Human neutrophils were incubated with PMA or E. coli-GFP (Escherichia coli DH5α, carrying the green 

fluorescent protein (GFP)-mut2 encoding plasmid pCD353) for 30 min or 1 h, and immunocytochemistry was 

performed to detect NETosis which is depicted by DNA histone antibody. Nuclear stain: Hoechst 33342, scale bar: 50 

µm. Note that PMA alone did not induce considerable NET formation during 1 h, while E. coli accelerates NETosis. (B) 

NET formation was induced by PMA or E. coli for 30 min or 1 h, and NETosis was quantified by ratio of DNA-histone 

area per number of cells as analyzed in panel A.  
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Figure S2. Kinetics of superoxide generation using EPR measurements 

Neutrophils were incubated with IgG-beads or PMA for 10, 30, 60 and 150 min. Thereafter, cells were treated with 

CMH or CPH, shock-frozen and ROS generation was measured using ESR spectrometer. (A) Total ROS was measured 

using CMH which detects intra and extracellular ROS. (B) Intracellular ROS was calculated by subtracting the total 

ROS from the extracellular ROS (which was measured by CPH). Superoxide generation was depicted as arbitrary unit. 


