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[ Abstract] Objective To study the mechanisms of production and regulation of neutrophil
extracellular trap (NET) by establishing a method to induce and evaluate NET. Methods Neutrophils were
isolated from healthy human peripheral blood, and stimulated with lipopolysaccharide (LPS) or interleukin-8
(IL-8) to induce NET production. Immunofluorescence staining and laser confocal microscopy imaging
were adopted to evaluate NET generation. For quantitative detection, PicoGreen” dye was used to determine
the cell free DNA in the supernatant. Results Compare with the untreated control, a large amount of
extracellular reticular structure was generated from neutrophils stimulated by LPS for 3 h. The NET structure
was composed of DNA, histone and myeloperoxidase (MPO). Meanwhile, the content of cell free DNA in
the supernatant (NET) was significantly increased (P < 0.05). The similar results were observed by IL-8
sitmulation instead of LPS (P < 0.01). Conclusions A set of methods that could be used to induce and
determine NET generation, the combination of the qualitative and quantitative methods could produce a better
evaluation of NET.
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