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Antibodies
Antibodies used

No statistical method was used to predetermine sample size. In vitro experiments were performed using biological and technical triplicates. In
vivo experiments were performed using a minimum sample size of n=8 mice per arm as this is expected to have >80% power to detect a 25%
reduction in tumor volume at a p-value of 0.05 as previously published (Srivastava et al., 2016, Rompre-Brodeur et al., 2019). For
immunofluorescence analyses, multiple fields of view per mice were quantified, and exact numbers are specified in the figure legends. For the
clinical data, samples were included based on tissue availability.

Relevant data were not excluded

All findings reported were reproducible as data related to in vitro and in vivo experiments resulted from observations performed in three or
more independent experiments with comparable results.

In vitro experiments were performed using biological and technical triplicates. For in vitro experiment involving PMNs, cells were evenly
seeded in triplicates into each experimental group from the same pool. For in vivo experiments, post tumor injection all mice were
randomized into treatment and controls groups in a unbiased fashion. For clinical data, a multivariable logistic regression was performed to
assess the role of each covariates on a complete response post-RT. In order to estimate the impact of each variable on overall survival a Cox
model was performed. Log linearity hypothesis were verified for quantitative variables and proportional hazard assumptions were verified for
all variables. Final multivariate model was created using a stepwise selection method. Statistical significance was set at 5%. (Table 2)

Blinding was not applicable for in vivo experiments as mice were receiving different treatments. For the retrospective patients IHC
experiments, staining and expression of markers was blinded to clinical outcome. Additionally TMA cores were analyzed using a script to
ensure unbiased and homogeneous quantification of data. Immunofluorescence images were analyzed in a blinded manner - as experimental
groups were unknown while capturing microscope images and data was analyzed using an automated script and all detections were re-
verified.

Mouse antibodies (IF/IHC)

H3Cit (Cat#: ab5103, 1:100, Abcam), Ly6G (Cat#: 551459, 1:100, BD Biosciences), CD8 (Cat#: 98941, 1:100, Cell-Signaling
Technologies), NE (Cat#: Bs-698-2R, 1:100, Bioss USA), NE (Cat#: Bs-698-2R-AF488, 1:100, Bioss USA), H3Cit-AF568 (ab5103, was
conjugated to AF568 Cat#: A-20184, 1:100 Thermo Fisher Scientific), AF488 (Cat#: A-11006, 1:1000, Thermo Fisher Scientific)

Human antibodies (IF/IHC):

NE (Cat#: MAB9167SP, Clone: 950334, 1:100, Novus Biologicals), CD8 (Cat#: 790-4460, Clone: SP57, 1:100, Roche Diagnostics)

Multiplex-IHC :

Perkin Elmer (Cat#: NEL810001KT) using fluorophores Opal 520, Opal 570, Opal 620
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Imaging Flow Cytometry:

Ly6G-FITC (Cat#: 11-9668-82, Clone 1A8, 1:200, Thermo Fisher Scientific), H3Cit-AF647 (ab5103 conjugated to AF647, 1:100).

Antibody validation was provided by the company, all antibody dilutions were optimized prior use.

Mouse antibodies (IF/IHC)

H3Cit (Cat#: ab5103, 1:100, Abcam) was validated for NETs detection by IF in this study (Brinkmann et al, Front Immunol. 2016)

Ly6G (Cat#: 551459, 1:100, BD Biosciences) : https://www.bdbiosciences.com/ca/reagents/research/antibodies-buffers/immunology-
reagents/anti-mouse-antibodies/cell-surface-antigens/purified-rat-anti-mouse-ly-6g-1a8/p/551459

CD8 (Cat#: 98941, 1:100, Cell-Signaling Technologies): https://www.cellsignal.com/products/primary-antibodies/cd8a-d4w2z-xp-
rabbit-mab-mouse-specific/98941

NE (Cat#: Bs-698-2R, 1:100, Bioss USA) and NE (Cat#: Bs-698-2R-AF488, 1:100, Bioss USA) https://www.fishersci.com/shop/products/
neutrophil-elastase-ela2-mouse-anti-human-clone-950334-novus-biologicals-2/p-7105341

AF488 (Cat#: A-11006, 1:1000, Thermo Fisher Scientific) : https://www.thermofisher.com/antibody/product/Goat-anti-Rat-IgG-H-L-
Cross-Adsorbed-Secondary-Antibody-Polyclonal/A-11006

Humans antibodies (IHC):

NE (Cat#: MAB9167SP, Clone: 950334, 1:100, Novus Biologicals): https://www.fishersci.com/shop/products/neutrophil-elastase-ela2-
mouse-anti-human-clone-950334-novus-biologicals-2/p-7105341

CD8 (Cat#: 790-4460, Clone: SP57, 1:100, Roche Diagnostics) : http://ww.ventanadiscovery.com/product/33?type=28

Multiplex-IHC

Perkin Elmer (Cat#: NEL810001KT) using fluorophores Opal 520, Opal 570, Opal620: https://www.perkinelmer.com/lab-solutions/
resources/docs/DTS_1-05-40-NR-OPALGUIDELINES_Opal4-7-color_Manual_Kit_Insert.pdf

Imaging Flow Cytometry:

Ly6G-FITC (Cat#: 11-9668-82, clone 1A8, 1:200, Thermo Fisher Scientific): https://www.thermofisher.com/antibody/product/Ly-6G-
Antibody-clone-1A8-Ly6g-Monoclonal/11-9668-82

H3Cit-AF647 (ab5103 conjugated to AF647) was validated for imaging flow cytometry in the study by (Croker et al, Science Signalling.
2018)

UM-UC3 cell line was obtained from Sigma Aldrich. MB49 cell line were a gift from Dr. Peter Black (University of British
Columbia - https://www.emdmillipore.com/CA/en/product/MB49-Mouse-Bladder-Carcinoma-Cell-Line,MM_NF-SCC148).

Cell line authentication was performed for the UM-UC3 cell line by Sigma Aldrich. Murine cell line MB49 was maintained as a
frozen stock. Cell lines were not cultured more than 4 weeks prior experiments to ensure cell line authenticity and phenotype
stability.

All cell lines tested negative for mycoplasma contamination as required by the Research Institute McGill University Health
Center (RI-MUHC)

No commonly misidentified cell lines were used in the study.

Seven to ten week old male C57BL/6 mice and athymic C57BL/6 mice were obtained from Charles River Laboratories. Peptidyl
arginine deiminase type IV knockout (PAD4-/-) mice were a gift from Dr. Allan Tsung (The Ohio State University, USA). Tlr4tm1.2Karp
(TLR4-/-) mice were obtained from the Jackson Laboratory (Stock#029015).

N/A. The study did not involve wild animals

N/A. The study did not involve field-collected samples

All animal experiments were performed according to the Canadian Council on Animal Care. All procedures were approved by the
McGill University Animal Care Committee (Protocol #7585) at our facility.

Clinico-pathological characteristics of the patient population are described in Table 1 of the manuscript.

Our retrospective analyses were conducted on a cohort of muscle-invasive bladder cancer patients that were treated with
radiation based therapy at our institution. Pre-treatment tumor biopsies and routine bladder biopsy samples 1-month post




