Neutrophil extracellular traps impair intestinal barrier function during experimental colitis
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Gene name

Primer sequences

mouse //1b Forward primer: 5°-TCA CAG CAG CAC ATC AAC AA-3’
Reverse primer: 5’-TGT CCT CAT CCT GGA AGG TC-3’
mouse Tnfa Forward primer: 5°-TAG CCA GGA GGG AGA ACA GA-3°

Reverse primer: 5°-TTT TCT GGA GGG AGA TGT GG-3’

mouse [l17a

Forward primer: 5°-CAG GAC GCG CAAACA TGA-3’
Reverse primer: 5’-GCA ACA GCA TCA GAG ACA CAG AT-3’

mouse Ocln

Forward primer: 5°-TGG CAA GCG ATC ATA CCC AG-3’
Reverse primer: 5’-CCT CTT GCC CTT TCC TGC TT-3’

mouse Cldnl

Forward primer: 5°’-GAT GTG GAT GGC TGT CAT TG-3’
Reverse primer: 5’-CCT GGC CAA ATT CAT ACC TG-3’

mouse 7jpl Forward primer:5’-ACC CGA AAC TGA TGC TGT GGA TAG-3’
Reverse primer: 5’-AAA TGG CCG GGC AGA ACT TGT GTA-3’
mouse 7bp Forward primer: 5’-ACC GTG AAT CTT GGC TGT AAA C-3°

Reverse primer: 5’-GCA GCA AAT CGC TTG GGA TTA-3°

bacterial 16S tDNA

Forward primer: 5’-CCA TGA AGT CGG AAT CGC TAG-3’
Reverse primer: 5’-ACT CCC ATG GTG TGA CGG-3’

Supplemental Table 1. qPCR primers used in this study.
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Supplemental Figure 1. NET release was not detected in the plasma of DSS-induced colitis model in
C57BL/6 mouse. Colitis was induced by supplying 2.5% DSS in drinking water for 8 d. Mice that received
water without DSS served as the controls (n=6 mice per group). NET release was measured by using
MPO-DNA ELISA.
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Supplemental Figure 2. Flow cytometric analysis of intestinal epithelium cells (IE) or lamina
propria cells (LP) isolated from the colon of DSS-induced colitis with PBS or DNase I treatment on
day 8. Representative plots showing cells were initially gated on CD11b" cells followed by staining of
antibodies against Ly6G and F4/80. CD11b"Ly6GF4/80 cells were defined as neutrophils.



Caecum - Ocln Tip1
6)(107- *kk
5%107- ® § 20 - é
, 815 % &
4x10'4 oY ® 5
(\:?3 107 ® .o. © 1.0 g 2
= OX b (] (0]
3} = =2
2x107- ® 0.5 g
[0 [}
1%10™ X 0.0 2
© 0
0 pss - - o+ + pss - - o+ o+
DSS _ _ + + DNase | - + - + DNase | - + - +
DNase | - + - +

Supplemental Figure 3. NETs alter intestinal barrier function and gene expression in the colon of
DSS-treated mouse. (A) Bacterial count in the cecum of control or DSS mice treated with PBS or DNase
I were determined on day 8. Results are pooled data from three separate experiments. =12 mice per
control groups and n=12 mice per DSS groups. (B) Quantitative RT-PCR analysis of occluding (Ocin)
and ZO-1 (Tjpl) mRNA levels in the colon of control and DSS mice treated with PBS or DNase I. Values
are normalized to the expression of 7hp. Results are pooled data from two separate experiments. n=9 mice
per control groups and n=12 mice per DSS groups.



