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Legends for Supplementary Figures and Table 

Supplementary Fig. S1.  

(A) Representative images of hematoxylin and eosin staining of the liver tumors. Each square 

indicates where the image was captured. (B and C) Neutrophils indirectly co-cultured with 

pancreatic cancers induce NETs. (B) Representative images of immunofluorescence staining 

of NETs induced by pancreatic cancer. Magnification, 20× and scale bar, 100 μm. (C) 

Quantification of the NETs induced by pancreatic cancer. One-way ANOVA with Tukey’s test; 

*p<0.05. 

 

Supplementary Fig. S2. (A and B) Results of relative fold change of PANC-1 (A) and 

MIAPaCa-2 (B) cells labelled by CMFDA dye on NETs. Images were taken by microscope. 

Magnification, 20× and scale bar, 200 μm. Representative results of three independent 

experiments for all data shown (means ± SD). One-way ANOVA with Tukey’s test; ***p<0.001. 

 

Supplementary Fig. S3. NET inhibitors prevent migration and invasion abilities. (A and B) 

NET inhibitors prevent the induction of NETs. (A) Representative immunofluorescent image 

of PMA-treated neutrophils with or without NOX inhibitor (300 μM), PAD inhibitor (50 μM), or 

NE inhibitor (10 μM). (B) Quantification of the NETs. Representative results of three 

independent experiments for all data shown (means ± SD). One-way ANOVA with Tukey’s 

test; ***p<0.001. (C to F) Targeting NETs reduces migration and invasion abilities. Reduction 

of NETs prevents the migration and invasion abilities of PANC-1 (C and E) and MIAPaCa-2 

(D and F) cells. Images were taken by microscope. Magnification, 20× and scale bar, 50 μm. 

Representative results of three independent experiments for all data shown (means ± SD). 

One-way ANOVA with Tukey’s test; **p<0.01, ***p<0.001. 
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Supplementary Fig. S4. DNase does not directly affect tumor growth and migration and 

invasion abilities. (A) NETs induction in solid organs after injection of PMA into the peritoneal 

cavity of mice. Only cells positive for DNA, Cit H3 and ly6G (white arrows) represent NETs. 

Scale bar, 20 μm. (B) Quantification of PANC-1 cells with or without DNase using the XTT 

assay. Representative results of three independent experiments for all data shown (means ± 

SD). Student’s t-test; n.s., not significant. (C) Results of migration and invasion assays with 

or without DNase in PANC-1 cells. Images were taken by microscope. Magnification, 20× 

and scale bar, 50 μm. Representative results of three independent experiments for all data 

shown (means ± SD). Student’s t-test; n.s., not significant. 

 

Supplementary Fig. S5. PMA does not increase the metastatic burden through directly 

affecting PANC-1 cells. (A) Representative images of macroscopic hepatic nodules and 

hematoxylin and eosin staining of a liver section after PANC-1 cells pretreated with PMA 

compared with wild type. (B) Quantification of the tumor burden (means ± SD). Mann-

Whitney U test; n.s., not significant; n = 5 mice/group. 

 

Supplementary Fig. S6. Targeting NETs abolishes the NET-induced EMT program. (A-B) 

Western blot analyzing the expressions of vimentin, α-SMA, and E-cadherin via blocking NET 

induction. (A) NET inhibitors reduce the induction of the EMT program by NETs. (B) NET 

inhibitors do not directly affect the expression of EMT-related protein. (C-D) RT-qPCR 

analyzing the expression of EMT-related markers. (C) NET inhibitors reduce the induction of 

EMT-related transcriptional factors. (D) NET inhibitors do not directly affect the expression of 

EMT-related transcriptional factors. Representative results of three independent experiments 
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for all data shown (means ± SD). One-way ANOVA with Tukey’s test; ***p<0.001; n.s., not 

significant. 

 

Supplementary Fig. S7. HMGB1 coexists with NET-DNA fragments. Results of ELISA for 

HMGB1 in NETs with or without DNase. Representative results of three independent 

experiments for all data shown (means ± SD). Student’s t-test; ***p<0.001. 

 

Supplementary Fig. S8. Thrombomodulin suppresses the induction of NETs. (A) NETs 

induction in the liver after ischemia-reperfusion. Cells positive for DNA, Cit H3 and Ly6G 

represent NETs (white arrows). Scale bar, 20 μm. (B) Representative images of 

immunofluorescence staining for MPO (blue), Cit H3 (green), DNA (red) in PMA-stimulated 

neutrophils with or without thrombomodulin pretreatment. (C) Representative results of three 

independent experiments for all data shown (means ± SD). One-way ANOVA with Tukey’s 

test; ***p<0.001. (D) Quantification of PANC-1 cells with or without DNase using the XTT 

assay. Representative results of three independent experiments for all data shown (means ± 

SD). Student’s t-test; n.s., not significant. 

 

Supplementary Fig. S9. The purity of isolated neutrophils in flow cytometric analysis by using 

anti-CD16b 

 

Supplementary Table 1. 
Pathology of liver tumors analyzed in the study 


