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CONCLUSIONS

O

NETosis can be monitored in real-time in whole blood using
Sytox Green, a DNA intercalating dye.
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Commonly used NET-inducing factors that induce NETosIs In
Isolated neutrophils do not stimulate neutrophils to undergo
NETosis in whole blood.
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Combinatorial Screening of Pro-Inflammatory Molecules
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are necessary for NETosis to occur in whole blood.
3 4 Utilization of this HTS whole blood model and pro-
Figure 1. (A) Treatment of whole blood with varying concentrations of PMA, a of each factor showed 4 distinct classifications; some factors contributing to an early increase
treatment with PMA (C,D) Treatment of whole blood with the commonly used NET- factors acting to decrease the observed signal(e.g., IL-1B). (C) Representation of predicted
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commonly used NET-inducing factor, as measured by Sytox Green fluorescence. In signal (e.g., C5a), some factors contributing to both an early and later increase in signal
| (B) Treatment of whole blood with ABAH, a myeloperoxidase inhibitor, followed by (e.g., TNF-a), some factors not contributing to the observed signal (e.g., IL-5), and some
% \4 4 inducing factors, Lipopolysaccharide (LPS) and Calcium lonophore (CI) effect of each factor for two iterations of screening with two donors for each iteration, and
| | selected factors for further deconvolution.
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Identification and Validation of Minimal Factors Needed to Induce NETosis in Whole Blood
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lterative Combinatorial Screening Using
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Figure 4. (A) Dot-plot representation of every combination
of five selected factors in two different donors over the
course of one month(B) Dose-response profile of an
identified combination of three selected factors, with
curves representing the dose-response when all other
factors are at their maximal concentration. (C) End-point
analysis of the effect of a myeloperoxidase inhibitor
(ABAH), neutrophil elastase inhibitor (Elastase Inhibitor
1), pan-PAD inhibitor (Cl-Amidine), PAD4 inhibitor
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Figure 3. (A) Heat-Map representation of the observed response in whole blood

Novel Model to Measure DNA Release in Whole Blood
using Real-Time Fluorescent Measurements of
Sytox Green, a DNA Intercalating Dye.

obtained from six different donors when treated with every combination of the 8-
factors identified. (B) Heat-Map representation of the observed response in
whole blood from six donors, with LT-a and TNF-a excluded, or C5a and LPS-
PA excluded.

(GSK484), RIPK inhibitor (Necrostatin-1), and caspase
Inhibitor (Caspase-3/7 inhibitor I) on the signal observed
when adding LT-a, C5a, and fMLP in combination to
whole blood.
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