Insulin can delay neutrophil extracellular
trap formation in vitro - Implication for
diabetic wound care?
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Figure S1: Addition of 2% autologous plasma prevents NET release by LPS (A) Time course
of Sytox Green Assay measurement 0-20 h, values were normalized to total DNA. (B) Total
amount of released DNA determined by Sytox Green Assay after stimulation with LPS or
PMA * 2% autologous plasma (C) Half-maximal stimulation time determined from Sytox
Green Assay. N=4, n=4. LPS 25 ug/mL. PMA: 100 nM.
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Figure 52: HG does not prime neutrophils for NET release (A) Total amount of released
DNA determined by Sytox Green Assay after 1 h pre-stimulation with 25 mM glucose and
then addition of 100 nM PMA or 4 uM CI (B) Half-maximal stimulation time determined
from Sytox Green Assay (C) NET formation determined by immunofluorescence analysis
after 2 h stimulation (1 h pre-stimulation + 1 h CI) (D) NET formation determined by
immunofluorescence analysis after 3 h stimulation time (1 h pre-stimulation + 2 h PMA) or
3 h (PMA) stimulation time. N=4, n=5. (E) Time course of Sytox Green Assay measurement
0-20 h, values were normalized to total DNA. *p<0.05, **p<0.01,***p<0.0001 as determined
by Kruskal-Wallis test.
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Figure S3: MAPK activation after 1 h stimulation with PMA #* Ins. Western Blot of
stimulated neutrophils (1 h). (A) p-p38 (B) p-ERK. Exemplary blot images are shown on the
right. N=4, n=1-2. (C) Time course analysis of ROS production in stimulated neutrophils
(DCFH-DA staining). N=4, n=3. **p<0.01 as determined by Kruskal-Wallis test.



