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Supplementary Methods 

Mice and tumor cell lines  

Immunocompetent wildtype C57BL/6 (BL/6) and BALB/c mice were obtained from Charles River 

Laboratories (France) and housed under specified pathogen-free conditions in the animal facility of the 

Leiden University Medical Center. Male mice of 8-10 weeks of age at the start of the experiment were 

used, unless specified otherwise. All mouse experiments were controlled by the animal welfare 

committee (IvD) of the Leiden University Medical Center and approved by the national central 

committee of animal experiments (CCD) under the permit number AVD116002015271, in accordance 

with the Dutch Act on Animal Experimentation and EU Directive 2010/63/EU. TC-1 is a mouse tumor cell 

line engineered to expresses the E6 and E7 oncoproteins of HPV16 as a model for HPV-induced cancer. 

B16F10 is a subclone of the mouse melanoma cell line B16. MC38 and CT26 are carcinogen-induced 

mouse colon carcinoma models. 4T1 is a mouse mammary tumor. RMA is a mutagenized derivative of 

the Rauscher MuLV-induced T-cell lymphoma RBL-5, in which we knocked out the Qa-1
b
 gene H2-T23, 

using CRISPR-Cas9. TC-1, B16F10, MC38 and RMA were derived from BL/6 mice, whereas CT26 and 4T1 

were derived from BALB/c mice. All cell lines were cultured in IMDM (Lonza) containing 8% Fetal Calf 

Serum (Greiner), 100 IU/mL penicillin/streptomycin and 2 mM glutamin (both Gibco). TC-1 cell culture 

was supplemented with 400 μg/ml Neomycin (G418), Non-Essential Amino Acids and 1 mM sodium 

pyruvate (all from Life Technologies). Cell lines were assured to be free of rodent viruses and 

Mycoplasma by PCR analysis. Authentication of the cell lines was done by antigen-specific T- cell 

recognition and cells of low passage number were used for all experiments. For tumor inoculation, 1000 

(RMA-Qa1
-/-

), 100,000 (TC-1, CT26, 4T1) or 500,000 (B16F10, MC38) tumor cells suspended in 100 µL PBS 

were injected subcutaneously in the right flank of the mice. Tumors were measured 3 times per week 

using a calliper and the tumor volume was calculated by multiplying the tumor diameters of three 

dimensions.  

Transwell migration assay  

Corresponding to Additional File 6: Figure S5e. In vitro migration of mouse neutrophils was assessed by a 

transwell assay using ThinCert 3 µm cell culture plate inserts (Greiner Bio-One). Neutrophils were 

isolated from the femoral bone marrow of TC-1 and CT26 tumor-bearing mice by positive magnetic 

selection of Ly6G+ cells using biotinylated anti-mouse Ly6G (clone 1A8) and the IMag Streptavidin 

Particles and Cell Separation Magnet of BD Biosciences. After blocking inserts by sterile PBS-BSA 0,1% for 

10 minutes, 400,000 neutrophils in 0,4 mL RPMI were added in the inserts and placed in 12-well culture 
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plates containing a dose-range of Omiganan in 1 mL RPMI. After 90 minutes incubation at 37 degrees 

Celsius, migrated cells were resuspended and 100 µL (10%) was taken without further processing for 

quantification on a BD Accuri C6 flow cytometer. 

Neutrophil RNA sequencing  

For bulk RNA-sequencing, neutrophils were isolated from the femoral bone marrow of TC-1 and CT26 

tumor-bearing mice or naïve control mice by positive magnetic selection for Ly6G as described above, 

yielding a neutrophil purity of 94-96%. RNA was extracted from purified neutrophils using the Macherey-

Nagel NucleoSpin RNA Plus kit according to the manufacturer’s protocol. Bulk RNA sequencing was 
performed by GenomeScan (Leiden, the Netherlands), including Entry Quality Control and subsequent 

sample processing using the NEBNext Ultra II Directional RNA Library Prep Kit for Illumina (NEB 

#E7760S/L). Bioinformatics analysis was performed by the in-house Sequencing Analysis Support Core of 

Leiden University Medical Center, the Netherlands. RNA-Seq files were processed using the opensource 

BIOWDL RNAseq pipeline v1.1 (https://zenodo.org/record/3479134#.XeFS68Z7nmE) developed at the 

LUMC, which performs FASTQ preprocessing (including quality control, quality trimming, and adapter 

clipping), RNA-Seq alignment, read quantification, and optionally transcript assembly. FastQC was used 

for checking raw read QC. Adapter clipping was performed using Cutadapt (v2.4) with default settings. 

RNA-Seq reads’ alignment was performed using STAR (v2.6.0c) on GRCm38 reference genome. The gene 
read quantification was performed using HTSeq-count (v0.9.1) with setting “–stranded reverse.” The 
gene annotation used for quantification was Ensembl version 96. Using the gene read count matrix, CPM 

was calculated per sample on all annotated genes. Limma-voom (v3.40.6) with TMM normalization was 

used to perform differential gene expression analysis. Benjamini and Hochberg FDR was computed to 

adjust p-values obtained for each differentially expressed gene. Using a cutoff of 0.05 at the adjust p-

values, we identified all up and down regulated genes. Gene expression heatmaps were made by the 

online tool iDEP90 (bioinformatics.sdstate.edu/idep), using the average counts-per-million values of all 

genes for each experimental group (ref. 1). Expression profiles were then analyzed in group-to-group 

comparisons, selecting genes with a statistically significant (p>0.05) differential expression. Gene sets 

enriched for differentially expressed genes were identified using the online tool Metascape 

(metascape.org, ref. 2), and upstream mediators were predicted by Ingenuity Pathway Analysis (IPA) 

software. 
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