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Supplementary data
[bookmark: _Hlk44345350]
Experiments using the laboratory strain of Pseudomonas aeruginosa, PAO1

Our original data were obtained using clinical isolates of P.aeruginosa and Prevotella spp. However, in order to show that the proposed regulatory mechanism of mixed infections is not restricted to the chosen stain of P.aeruginosa, we also performed our experiments using the laboratory strain PAO1.

[bookmark: _Hlk44345506]S1: Reduced TLR activation and TLR co-stimulatory proteins (mRNA) in mixed infections.
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[bookmark: _Hlk44345614]Figure S1: TLR activation in CFBE41o- cells in response to PAO1 alone and in the presence of P.histicola or P.nigrescens (4h). Relative gene expression in CFBE41o- for A) TLR2, TLR4 and TLR5 and B) TLR co-stimulators CD14 and LBP. Two-Way ANOVA with Bonferroni’s Multiple Comparison Test, n=3, *p<0.05, **p<0.01 and ***p<0.001 versus control or as indicated. The overall p value is given in the graph.

[bookmark: _Hlk44345563]S2: Reduced NF-B and NF-B-driven cytokine release in mixed infections
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Figure S2: NF-kB(p65) and NF-kB driven cytokine expression in mixed infections. Relative gene expression of IL-6, IL-8 and p65 in CFBE41o- cells 4h after infection with PAO1. Two-Way ANOVA with Bonferroni’s Multiple Comparison Test, n=3, *p<0.05, **p<0.01 and ***p<0.001 versus control or as indicated. The overall p value is given in the graph.



[bookmark: _Hlk44345689]S3: Additional of cell free S/N from anaerobically grown P.histicola cultures significantly inhibits the growths of PAO1
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[bookmark: OLE_LINK2][bookmark: OLE_LINK1]Figure S3: A: Growth of PA01 under anaerobic conditions alone or in the presence of supernatants from P.histicola. B: Growth of PA01 under aerobic conditions alone or in the presence of supernatants from P.histicola or P.nigrescens.  Two-Way ANOVA, n=3, *p<0.05 and *p<0.01 versus PAO1 alone (4h). The overall p value is given in the graph.
S4: Mixed infections modify innate immune signaling (Human Antibacterial Response Rt² Profiler)
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[bookmark: _Hlk44345974]Figure S4: Significant innate immunity gene expression profiles of infected CFBE41o- cells using the Human Antibacterial Response Rt² Profiler (Qiagen, UK) shown as Venn diagrams: Genes significantly expressed after infection with (A) P.aeruginosa, P.nigrescens and both, and (B) P.aeruginosa, P.histicola and both.

S5: Mixed infections reduce the innate immune signaling from PAO1
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Figure S5: Innate immune signalling of CFBE41o- affected by mixed infections. CFBE41o- cells were infected with either PAO1 alone, PAO1 with P. histicola or PAO1 with P.nigrescens. Relative gene expression of A) TLR (IRF7) and TNF/MYD88 signalling; B) Apoptosis signalling (FAAD, RIPK1), and C: MAPK/ERK signalling. 
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