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Supplementary Figure 1. ATP induced PAD4 and CitH3 upregulation in bone marrow-derived

neutrophils

BM-PMNs were treated with 100 uM of ATP or BzATP for the indicated duration (a,c) or with a
range of doses of ATP or BzATP for 4 h (b,d). Levels of CitH3 (a,b) and PAD4 (c,d) were
determined by immunoblotting (e,f). BM-PMNs were treated with 100 uM ATP or BzATP for 4h and
dsDNA release was visualized by immunofluorescent with Sytox green (e) and the amounts were
measured using QuantiT PicoGreen dsDNA reagent (f). Scale bars in e represent 50 um. Results are

presented as mean + SEM (n=3). **p < 0.01 versus the PBS-treated control
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Supplementary Figure 2. PKCo activation in BZATP-P2X7R induced NETosis in blood PMNs

(a,b) Blood PMNs were treated with BZATP (50 uM) for the indicated duration or with 10, 20 50,
100, or 200 uM of BzATP for 30 min and levels of PKCa and phospho-PKCa were examined by
immunoblotting. (¢,d) Blood PMNs were pretreated with A438079 (10 or 20 uM) or with BAPTA
(2.5 or 5 uM) for 20 min prior to treatment with BZATP (50 uM) for 30 min, then the levels of
PKCa and phospho-PKCo were subsequently determined by immunoblotting. (e,f) Blood PMNs
were pretreated with BAPTA (2.5 or 5 uM) or Go6983 (1 or 2 uM) for 20 min prior to treatment
with BZATP (50 uM) for 4 h, then PAD4 levels were subsequently determined by immunoblotting.
(g,h) Blood PMNs were pretreated with BAPTA (2.5 or 5 uM) or Go8983 (1 uM) for 20 min, and
then were treated with 50 uM of BzATP for 18 h, with amounts of dsDNA released subsequently
assessed using Quant-iT PicoGreen dsDNA reagent (g) and visualized using Sytox Green (h). Scale

bars in h represent 50 pm. Results are presented as mean + SEM (n=3). **p<0.01 versus the PBS-



treated control, ##p < 0.01 versus BzATP-treated cells.
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Supplementary Figure 3. PKCP activation in BZATP-treated blood PMNs

Blood PMNs were treated with BzATP (25, 50, 100, or 200 uM) for 60 min. Levels of PKCf and
phospho-PKC[ were examined by immunoblotting.
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Supplementary Figure 4. Upregulation of ROS production in BzZATP-induced NETosis in BM-
PMNs

(a,b) BM-PMNs were pretreated with A438079 (20 uM), BAPATA (2.5 uM), Go6983 (2 uM),
apocynin (20 uM), or Trolox (20 uM) for 20 min prior to treatment with BZATP (50 uM) for 2 h.
Intracellular ROS generation was visualized using CMH2DCFDA and analyzed using Imagel. (c)
BM-PMNs were pretreated with 20 uM of apocynin or 10 uM of Trolox for 20 min prior to
treatment with ATP (100 pM) for 4 h, with CitH3 levels were subsequently assessed by
immunoblotting. Scale bars in a represent 50 pm. Results are presented as mean = SEM (n=3). *p <

0.05, **p <0.01 versus PBS-treated controls, ##p < 0.01 versus ATP only-treated cells.



