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At 10 and 20 h of CLP or sham operation, lungs were perfused and harvested 
from WT mice. NET forming neutrophils in the lungs was detected by flow 
cytometry by staining the single cell suspension with anti-mouse Ly6G, MPO, 
and CitH3 Abs. Bar diagram representing the quantitative mean values of the 
frequencies of NET forming neutrophils in the lungs generated from three
independent experiments are shown. Data are expressed as means ± SE and 
compared using one-way ANOVA and SNK method (*p<0.05 vs sham). N=4-5 
mice/group (Sham=4; 10 h CLP=4; 20 h CLP=5 mice). 
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A total of 1  106 purified BMDN were treated with PBS (vehicle), 
rmCIRP (5 µg/ml), exogenous mRNA (5 µg/ml), exogenous mRNA 
(5 µg/ml) + rmCIRP (5 µg/ml) and exogenous mRNA (5 µg/ml) + 
rmCIRP (5 µg/ml) + Rnase A (5 µg/ml; Thermo Fisher Scientific, 
Waltham, MA). After 4 h the cells were fixed with 2% 
paraformaldehyde and stained with anti-citH3 and anti-MPO Abs 
and subjected to flow cytometric assay. Exogenous mRNA was 
isolated from mouse spleen using Rneasy Mini Kit (Qiagen, Hilden, 
Germany). (A) Representative dot plots and (B) quantitative bar 
diagram are shown. Data are expressed as means ± SE and 
compared using one-way ANOVA and SNK method (*p<0.05 vs 
PBS, #p<0.05 vs rmCIRP, †p<0.05 vs mRNA+rmCIRP). N=5 
samples/group. 
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PBS rmCIRP (5 µg/ml) mRNA (5 µg/ml)
mRNA (5 µg/ml)+
rmCIRP (5 µg/ml)

mRNA (5 µg/ml)+
rmCIRP (5 µg/ml)+
RNase (5 µg/ml)

4.56 1.46 3.53 4.91.5
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