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Figure S1. H&E-stained mouse lung sections following exposure to MWCNT. MWCNT (24h/7d CNT) were administered intratreacheally and tissue was collected after 24h and 7d. Brightfield microscopy pictures of the lung of normal control and COPD mice following exposure to MWCNT after 24h and 7d. Black arrows indicate accumulation of MWCNT in macrophages. One representative picture out of 5 experiments was chosen. Scale bars: 50 μm 

Figure S2. Cytokine and chemokine gene expression as measured by RT-qPCR following exposure to MWCNT. MWCNT (24h/7d CNT), Pluronic (Plu, negative control) or DQ12 (positive control; 24h exposure) were administered intratreacheally, and tissue was collected after 24h and 7d. mRNA expression levels of Th1, Th2 cytokines and other pro- and anti-inflammatory cytokines, chemokines and matrix metalloproteinase were measured. (a) Th1 cytokines, (b) Th2 cytokines, (c) other pro- and anti-inflammatory cytokines, chemokines and matrix metalloproteinase markers. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Values were considered significantly different compared to the negative control Pluronic F127 with p< 0.01 (*); p < 0.001 (**); p< 0.0001 (***); p< 0.00001 (****) or compare the same condition in healthy and COPD animals with p< 0.01 (°); p < 0.001 (°°); p< 0.0001 (°°°); p< 0.00001 (°°°°), N=5 experiments.

Figure S3. Cytokine release in BALF as measured by multiplex assay. MWCNT (24h/7d CNT), Pluronic (Plu, negative control) or DQ12 (positive control; 24h exposure) were administered intratracheally, and BALF was collected after 24h and 7d. Release of cytokines IL-5, TNF-, CXCL2 and IL-1 were measured employing Magnetic Luminex Assay. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Values were considered significantly different compared to the negative control Pluronic F127 with p< 0.01 (*); p < 0.001 (**); p< 0.0001 (***); p< 0.00001 (****) or compare the same condition in healthy and COPD animals with p< 0.01 (°); p < 0.001 (°°); p< 0.0001 (°°°); p< 0.00001 (°°°°), N=5 experiments.  

Figure S4. Flow cytometry gating strategy to identify and analyze immune cell populations and subsets in the respiratory tract. Following exclusion of doubles, debris and dead cells (FSC/SSC), leucocytes were identified employing a SSC/CD45 dot plot. The Ly6G positive population was selected to gate neutrophils and the Ly6G negative cell population was gated upon to identify Mφ, DC, B cells and other cells in a Ly6G/FSC-scatterplot. Conventional myeloid dendritic cells (DC) and pulmonary macrophage (Mφ) populations were gated upon in a MHCII/CD11c-plot. For MHCII+/CD11c+ DC, subpopulations were characterized by plotting CD103 against CD11b. Activation state of CD103+/CD11bl- and CD103-/CD11b+ cell populations was further determined measuring co-stimiulatory molecules CD40 and CD80. Mφ polarization was characterized by utilizing markers CD38 and CD206 to determine M1- and M2- like phenotypes, respectively, employing co-stimualtory molecules CD40 and CD80 to determine the activation state. 
Figure S5. Viability of cells following intratracheal instillation of MWCNT. Following treatment with intratracheally applied MWCNT (24h/7d CNT), or with Pluronic (Plu, negative control), DQ12 (positive control; 24h exposure), or the positive viability control (pos.ctrl.) lung compartments (BALF: Broncho-alveolar lavage fluid, LP: Lung parenchyma) of (a) normal control and (b) COPD animals were sampled after 24h or 7d. Lung tissue underwent enzymatic digestion to obtain single cell suspensions. Viability was controlled using a fluorochrome-labeled viability dye eFluor506. Data represent five independent experiments from 3 pooled animals per group. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Values were considered significantly different compared to the positive control with p< 0.00001 (****), N=5 experiments.
Figure S6. Activation of DC subsets in BALF and LP following MWCNT treatment. MWCNT (24h/7d CNT), Pluronic (Plu, negative control) or DQ12 (positive control; 24h exposure) were administered intratreacheally, BALF and tissue was collected after 24h and 7d. Expression of surface markers was measured by flow cytometry. The mean fluorescent intensity (MFI) of CD38, CD40, CD80 and CD206 was measured by flow cytometry.  Figures show expression of surface markers in MFI of five independent experiments. Data are shown as means and was generated from pooled BALF and LP obtained from three animals per experiment. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Values were considered significantly different compared to the negative control Pluronic F127 with p< 0.01 (*); p < 0.001 (**); p< 0.0001 (***); p< 0.00001 (****) or compared the same condition in normal control and COPD groups with p< 0.01 (°); p < 0.001 (°°); p< 0.0001 (°°°); p< 0.00001 (°°°°), N=5 experiments.
Figure S7. Polarization of macrophages and activation in BALF and LP following MWCNT treatment. MWCNT (24h/7d CNT), Pluronic (Plu, negative control) or DQ12 (positive control; 24h exposure) were administered intratracheally, BALF and tissue was collected after 24h and 7d. The mean fluorescent intensity (MFI) of CD40 and CD80 was measured by flow cytometry.  Figures show expression of surface markers in MFI of five independent experiments. Data are shown as means and was generated from pooled BALF and LP obtained from three animals per experiment. Statistical significance was determined by a one-way ANOVA followed by a Tukey’s post hoc test. Values were considered significantly different compared to the negative control Pluronic F127 with p< 0.01 (*); p < 0.001 (**); p< 0.0001 (***); p< 0.00001 (****) or compared the same condition in normal control and COPD groups with p< 0.01 (°); p < 0.001 (°°); p< 0.0001 (°°°); p< 0.00001 (°°°°), N=5 experiments.
Table S1. List of analyzed genes and primer sequences used for real-time PCR.
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