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Figure S1. Gene-expression analyses of cell-sorted neutrophils purified from skin and chemically-

induced cSCC, related to Figure 1. (A) Multi-stage chemical carcinogenesis. DMBA/PMA treatment 

protocol of FVB/N mice induces pre-cancerous lesions (papillomas) ~weeks 10–12, some further 

converting into squamous cell carcinomas (tumor) ~weeks 18–20. (B) Multiparameter flow cytometry 

cell sorting of Gr-1bright cells. Representative dot plots of CD45+ pre-gated cells before and after Gr-

1bright-sorted cells (black gate), ND: not determined. (C) Gr-1bright cells identify Ly6G+ neutrophils. 

Representative flow cytometry dot plots of CD45+Gr-1bright gated cells. (D) Average intensity 

expression levels of Epx transcripts coding for eosinophil peroxidase (EPO) are shown. Dotted line 

delineates threshold for expression set at log2 gene expression above 6. (E) Hierarchical clustering. 

The 15% most variable probe sets with a minimum log2 average expression of 6 were analyzed within 

the indicated purified Gr-1bright cell populations (numbers relate to experiments-see Figure 1B). Probe 

sets were median-centered and a clustering per rows and columns was performed with the average-

linkage method. (F) GENAS biological correlation between tumor and papilloma modulation on all 

probe sets. 
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Figure S2. IPA Canonical Pathway enrichments, related to Figure 1. (A) Analysis of DEGs in 

papilloma and tumor versus their respective skin controls and their pairwise comparison. The most 

significant (-Log10 p-value ≥ 1.39) canonical pathways are shown. A negative z-score (blue) denotes 

an inhibited pathway. A positive z-score (orange) stands for an activated pathway. (B) IL-8 Signaling 

Canonical Pathway. Overlay of DEGs from papilloma versus papilloma skin. Red and green colors 

stand for genes up and down-regulated respectively. A molecular activity predictor (MAP) was 

superimposed. Orange and blue stand for activation and inhibition of the gene or function. (C) 

Average intensity expression levels of Cxcr1 and Cxcr2 transcripts are shown. 
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Figure 3. Gene cluster GO-enrichment analyses, related to Figure 1. PantherDB (http://pantherdb.org/). 

 

http://pantherdb.org/
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Figure S4. Common transcriptomic modulation signature between TANs in two different types of 

SCC, from the skin or lung, related to Figure 1. (A) Hierarchical clustering of differentially expressed 

genes from neutrophils in cSCC compared to skin control (see Figure 1) and in lung SCC compared 

to circulating neutrophils [35]. Only genes differentially expressed in both studies (MaxExp ≥ 5, 

adjusted p-value ≤ 0.05 and absolute log2 fold-change ≥ 0.6) were considered. The log2 fold-change of 

each gene in the Lung SCC model between TAN and circulating neutrophils is reported as barplots 

on the right side of the figure. Red color of the barplot means up-regulation in the TANs, while blue 

stands for down-regulation. (B) Pairwise comparisons of the log2 fold-change modulation between 

[35] and our study for all genes reported as modulated in [35]. The spearman coefficient is reported 

for each comparison. Genes that are significantly modulated in both datasets are reported in blue, 

while those modulated only in the dataset [35] are reported in yellow. 
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Figure S5. Neutrophil frequencies and phenotypes in mSCC38-bearing mice, related to Figure 2. (A) 

Frequencies of neutrophils overtime in the indicated tissue compartments of mSCC38-bearing mice 

(n = 5–11, mean ± SEM from three independent experiments). (B) t-SNE analysis was performed on 

pre-gated CD45+Ly6G+ neutrophils from all samples. Neutrophils markers expression is presented on 

a rainbow heat scale in the t-SNE map of each group concatenated file. 
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Figure S6. Analyses of tumor microenvironment of WT and neutrophil-depleted mice, related to 

Figure 3. (A) TGF-β concentration in mSCC38 tumors (n = 3, mean ± SD). (B) Representative contour 

plot showing expression of Gr1 and Ly6C in CD45+ cells from blood of isotype IgG control or anti-

Ly6G-treated mice day 15 post-intradermal implantation. (C) Frequencies of neutrophils monitored 

in blood and tumors of isotype IgG control or anti-Ly6G-treated mice. (n = 5 mice, mean ± SD). (D) 

Frequencies of CD8+ and CD4+ T cells among CD45+ cells in mSCC38 tumors from isotype IgG control 

or anti-Ly6G-treated mice day 30 post-intradermal implantation, (n = 10, mean ± SEM from two 

independent experiments). (E) Frequencies of FoxP3+ CD25+ Treg among CD4+ T cells in mSCC38 

tumors from isotype IgG control or anti-Ly6G-treated mice day 30, (n = 15, mean ± SEM from three 

independent experiments). p value ns, Mann-Whitney U test. (F) Frequencies of CD3− NKp46+ NK 

cells among CD45+ cells in mSCC38 tumors from isotype IgG control or anti-Ly6G-treated mice day 

30, (n = 20, mean ± SEM from three independent experiments). 
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Figure S7. Modulation of PD-L1 cell surface expression and survival of neutrophils, related to Figure 

4. (A) Frequencies of PD-L1+ neutrophils purified from BM and stimulated in vitro for 24 h with 

medium alone or in the presence of 500 ng/mL TGF-β, 500 ng/mL TNF-α, 10ng/ml IFN-γ, TCM (1/2) 

or 500 ng/mL GM-CSF. *p < 0.05, ***p < 0.001, Kruskal-Wallis one-way ANOVA. (B) neutrophil cell 

numbers upon culture 24 h in media alone, or supplemented with indicated TCM or cytokines. *p < 

0.05, **p < 0.01, Kruskal-Wallis one-way ANOVA. 
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