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Abstract
Background
Exposure to diesel engine exhaust particles (DEPs) has been associated with several adverse health outcomes in which inflammation seems to play a key role. DEPs contain a range of different inorganic and organic compounds, including polycyclic aromatic hydrocarbons (PAHs). During the metabolic activation of PAHs, CYP1A1 enzymes are known to play a critical role. In the present study we investigated the potential of a characterised sample of DEPs to induce cytotoxicity, to influence the expression of CYP1A1 and inflammation-related genes, and to activate intracellular signalling pathways, in human bronchial epithelial cells. We specifically investigated to what extent DEP-induced expression of interleukin (IL)-6, IL-8 and cyclooxygenase (COX)-2 was regulated differentially from DEP-induced expression of CYP1A1.

Results
The cytotoxicity of the DEPs was characterised by a marked time- and concentration-dependent increase in necrotic cells at 4 h and above 200 μg/ml (~ 30 μg/cm2). DEP-induced DNA-damage was only apparent at high concentrations (≥ 200 μg/ml). IL-6, IL-8 and COX-2 were the three most up-regulated genes by the DEPs in a screening of 20 selected inflammation-related genes. DEP-induced expression of CYP1A1 was detected at very low concentrations (0.025 μg/ml), compared to the expression of IL-6, IL-8 and COX-2 (50-100 μg/ml). A CYP1A1 inhibitor (α-naphthoflavone), nearly abolished the DEP-induced expression of IL-8 and COX-2. Of the investigated mitogen-activated protein kinases (MAPKs), the DEPs induced activation of p38. A p38 inhibitor (SB202190) strongly reduced DEP-induced expression of IL-6, IL-8 and COX-2, but only moderately affected the expression of CYP1A1. The DEPs also activated the nuclear factor-κB (NF-κB) pathway, and suppression by siRNA tended to reduce the DEP-induced expression of IL-8 and COX-2, but not CYP1A1.

Conclusion
The present study indicates that DEPs induce both CYP1A1 and pro-inflammatory responses in vitro, but via differential intracellular pathways. DEP-induced pro-inflammatory responses seem to occur via activation of NF-κB and p38 and are facilitated by CYP1A1. However, the DEP-induced CYP1A1 response does not seem to involve NF-κB and p38 activation. Notably, the present study also indicates that expression of CYP1A1 may represent a particular sensitive biomarker of DEP-exposure.
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Background
Exposure to particulate matter (PM) in ambient air has been linked to adverse cardiopulmonary effects in epidemiological studies [1, 2]. The biological mechanisms explaining these associations are currently not clarified, but inflammation is considered as a key event. Emissions from motor vehicles contribute significantly to urban particulate air pollution [3], and will despite regulations probably continue to do so, due to the general increase in intensity of and reliance on transport. In addition, there has been a tremendous increase in the use of diesel cars in Europe, which compared to petrol-fuelled cars have been known to emit more PM per kilometre. As a consequence, health effects of diesel engine exhaust particles (DEPs) have been studied intensively and will continue to be of interest to study, also in the evaluation of new emission control strategies.
DEPs represent a variable and complex mixture which may contain a range of different organic and inorganic compounds. Polycyclic aromatic hydrocarbons (PAHs) represent one such group of components and have been identified as potentially important contributors to the health effects associated with exposure to combustion particles, including DEPs [4]. CYP1A1-enzymes play a critical role in the metabolic activation of PAHs, and are highly inducible by PAHs via aryl hydrocarbon receptor (AhR)-mediated gene transcription [5]. The potency of DEPs to induce gene expression of CYP1A1 has previously been demonstrated by DEP-extract in human lung samples ex vivo[6] and by DEPs as well as DEP-extracts in human airway epithelial (16HBE) and human macrophage (U937) cell lines [7, 8].
Cellular expression of genes may involve the activation of a range of intracellular transduction pathways. The present paper focuses on DEP-induced activation of mitogen-activated protein kinases (MAPKs) and nuclear factor-κB (NF-κB). Activation of these important signalling pathways has been detected in biopsies of lung tissue from humans exposed to diesel exhaust [9] and in in vitro cell models [7, 10, 11]. However, the involvement of these pathways in DEP-induced CYP1A1 expression, in relation to pro-inflammatory genes, remains to be determined. Several studies on the regulation of AhR indicate that toxic responses induced by AhR ligands, such as PAHs, occur through changes in cellular oxidative status that may alter the activities of transcription factors involved in the oxidative stress response [12]. Among such redox-sensitive transcription factors, it has been demonstrated that NF-κB and AP-1 cross-talk with AhR that modulates the expression of its regulated genes [13]. Thus, NF-κB, AP-1 and associated MAPK signaling pathways may play a crucial role in the regulation of AhR and its dependent genes.
Our group has recently demonstrated that benzo[a]pyrene (B[a]P) induced expression of CYP1A1, but not cytokine/chemokine responses in BEAS-2B cells [14]. In the present study the CYP1A1-response of these cells was studied in more detail upon exposure to DEPs, containing B[a]P in addition to several other PAHs. Our main hypothesis was that CYP1A1 expression might influence the DEP-induction of pro-inflammatory mediators. The CYP1A1 response was therefore studied in relation to the regulation of DEP-induced expression of selected inflammation-related genes. Furthermore, we examined to what extent differential intracellular pathways were involved in the DEP-induced expression of CYP1A1 and selected inflammation-related genes.

Results
DEP-induced cytotoxicity
The DEPs used in the present study were relatively cytotoxic, compared to the commercially available Standard Reference Diesel Material (SRM) 1650a. Microscopic analysis after propidium iodide (PI) and Hoechst staining of the particle-exposed cells revealed that the cytotoxicity primarily was characterised by a concentration-dependent increase in necrotic cells, especially at 6 and 24 h (Figure 1). At 24 h, the DEPs induced a cytotoxic response at 50 μg/ml (~50% PI-positive cells), with maximal toxicity at 200 μg/ml (100% PI-positive cells). In comparison, the toxicity of SRM 1650a was observed first at 400 μg/ml, with ~15% PI-positive cells. A slight increase in apoptotic cells was detected in cells exposed to DEPs for 24 h, but the percentage of apoptotic cells always remained below 5% (data not shown). The standard reference diesel material was not included in further experiments.[image: A12989_2010_Article_139_Fig1_HTML.jpg]
Figure 1Time- and concentration-dependent DEP-induced and concentration-dependent SRM1650a-induced cytotoxicity. Human bronchial epithelial BEAS-2B cells were exposed to increasing concentrations of DEPs (0-400 μg/ml) for 2, 4, 6 or 24 h, before they were stained with Hoechst 33342 and PI and analysed by fluorescence microscopy. SRM1650a served as a reference sample (0-400 μg/ml) for cytotoxicity induced after 24 h of exposure. Bars represent means ± SEM of the percentage of PI-positive cells counted in separate experiments (n = 3). * p < 0.05; exposed vs. unexposed cells at each investigated timepoint.





Multiple gene expression analysis of DEP-exposed cells
The DEPs were examined for their effects on the expression of 20 different inflammation-related genes by quantitative real-time (QRT)- PCR. The genes were mainly selected based on a previous study in which the effects of PAHs and other components commonly associated with particulate air pollution were tested [15]. After exposure to DEP (100 μg/ml) for 4 h, IL-6, IL-8 and COX-2 appeared to be most up-regulated with an approximately 3-fold, 6-fold and 30-fold average increase, respectively (Figure 2). Among the other studied genes only CCL5 and CXCL10 were on average up-regulated more than 2-fold. However, in contrast to IL-6, IL-8 and COX-2, expression of these genes was only increased more than two-fold in two out of three experiments.[image: A12989_2010_Article_139_Fig2_HTML.jpg]
Figure 2DEP-induced mRNA expression of multiple inflammation-related genes. Human bronchial epithelial BEAS-2B cells were exposed to 100 μg/ml DEPs for 4 h. Relative quantification of mRNA levels was performed by QRT-PCR. Bars represent means ± SEM of the relative change compared to control cells after normalization for beta-actin mRNA levels, detected in three independent experiments. * more than two-fold increase compared to control (dotted line) in all three experiments.





DEP-induced expression of selected genes (IL-6, IL-8, COX-2 and CYP1A1)
Based on the results from the multiple gene expression analysis, the DEP-induced expression of IL-6, IL-8 and COX-2 was investigated in further detail, in addition to the expression of CYP1A1. Time course experiments indicated that the mRNA levels of IL-6, IL-8 and COX-2 are increasingly up-regulated by DEPs (100 μg/ml) with time, reaching their maxima at 4 h (IL-6 and IL-8) and at 8 h (COX-2) (Figure 3). In contrast, the CYP1A1 expression occurred at early time-points with a pronounced increase at 2 h, and a levelling off at 4 and 8 h. At 24 h, mRNA levels of all four genes were lower than the levels observed at 8 h (data not shown).[image: A12989_2010_Article_139_Fig3_HTML.jpg]
Figure 3Time-dependent DEP-induced expression of IL-6 (A), IL-8 (B), COX-2 (C) and CYP1A1 (D) mRNA. Human bronchial epithelial BEAS-2B cells were exposed to 0 or 100 μg/ml DEPs for 0, 2, 4 or 8 h. Relative quantification of cytokine mRNA levels was performed by QRT-PCR. Bars represent means ± SEM of fold increase relative to unexposed cells at 0 h, detected in separate experiments (n≥3). * p < 0.05 exposed vs. unexposed cells.




The concentration-dependent increase in the mRNA levels of these genes was investigated after 4 h exposure to DEPs. The mRNA levels of IL-6, IL-8 and COX-2 appeared to increase at 25 μg/ml and to reach their maxima at 100-200 μg/ml DEPs (Figure 4). Notably, the average DEP-induced increase in COX-2 expression (~125-fold increase) was of a much higher magnitude than for IL-6 and IL-8 (~5-fold increase). Compared to the DEP-induced expression of IL-6, IL-8 and COX-2, the CYP1A1 expression increased at much lower DEP-concentrations. Expression of CYP1A1 was induced by DEPs already at a concentration of 0.025-0.05 μg/ml, and reached a maximum at 0.5-25 μg/ml (Figure 4). The decrease in CYP1A1 expression at higher concentrations (50 μg/ml) seemed to coincide with an increase in the expression of IL-6, IL-8 and COX-2.[image: A12989_2010_Article_139_Fig4_HTML.jpg]
Figure 4Concentration-dependent DEP-induced expression of IL-6 (A), IL-8 (B), COX-2 (C) and CYP1A1 (D) mRNA. Human bronchial epithelial BEAS-2B cells were exposed to increasing concentrations of DEPs (0-200 μg/ml) for 4 h. Relative quantification of cytokine mRNA levels was performed by QRT-PCR. Bars represent means ± SEM of fold increase relative to unexposed cells detected in separate experiments (n = 3). Experiments with very low concentrations (0.025, 0.05 and 0.1 μg/ml) were only repeated twice. * p < 0.05; exposed vs. unexposed cells.





DEP-induced release of IL-6 and IL-8
DEP-induced release of IL-6 and IL-8 was investigated by enzyme-linked immunoabsorbent assay (ELISA) analysis. A time-as well as concentration-dependent DEP-induced increase in the release of IL-6 and IL-8 was detected (Figure 5). Maximum levels of IL-6 and IL-8 were reached after 24 h exposure, at DEP concentrations of 100 and 50 μg/ml, respectively. Cytokine levels decreased with further increase in DEP-concentrations. Similar patterns were also apparent at earlier time points (4 h and 6 h). Although not statistical significant, DEP-induced increases in IL-6 and IL-8 release were detected in all repetitive experiments already after 4 hours in cells exposed to 50 μg/ml. In general, the relative increase of DEP-induced release was more pronounced for IL-6 than for IL-8.[image: A12989_2010_Article_139_Fig5_HTML.jpg]
Figure 5Time- and concentration-dependent release of IL-6 (A) and IL-8 (B). Human bronchial epithelial BEAS-2B cells were exposed to increasing concentrations of DEPs (0-400 μg/ml) for 2, 4, 6 or 24 h. Cytokine concentrations were determined by ELISA. Histograms represent means ± SEM of separate experiments (n = 3). * p < 0.05; exposed vs. unexposed cells at each time point.





DEP-induced activation of intracellular signalling pathways
DEP-induced activation of intracellular signalling pathways was investigated by Western analysis. In cell cultures incubated with DEPs, phosphorylation of p38 increased with higher concentrations (0, 100 and 200 μg/ml) at 2 and 4 h (Figure 6A). No DEP-induced increase in the phosphorylation of ERK and JNK was detected (data not shown). DEP-induced activation of NF-κB was evaluated by examining p65 phosphorylation and IκBα degradation. DEP-induced phosphorylation of p65 and degradation of IκBα was most evident at 4 h (Figure 6B, C).[image: A12989_2010_Article_139_Fig6_HTML.jpg]
Figure 6DEP-induced phosphorylation of p38 (A), phosphorylation of p65 (B) and degradation of IκBα (C). Human bronchial epithelial BEAS-2B cells were exposed to increasing concentrations of DEPs (0, 100, 200 μg/ml) for 2 or 4 h before Western analysis. Each figure displays a representative blot and optical quantification of the protein bands from separate replicate experiments. Detected levels of phosphorylated p38 and p65 and the levels of IκBα are respectively normalised against total p38, p65, or β-actin, and are presented as fold increase (mean ± SEM, n≥3) compared to unexposed cells.





Differential effects of inhibitors on DEP-induced expression of IL-6, IL-8, COX-2 and CYP1A1
The involvement of p38 in DEP-induced mRNA expression of IL-6, IL-8, COX-2 and CYP1A1 was investigated by co-treatment of cells with the p38-inhibitor SB2020190. This treatment abolished the DEP-induced increase in the expression of IL-6, IL-8 and COX-2, but only partially reduced CYP1A1 (Figure 7A-D). The effects of the p38-inhibitor and of two other MAPK inhibitors, ERK (PD98059, 50 μM) and JNK (SP60015, 20 μM), on DEP-induced release of IL-6, was also investigated (data not shown). However, only the p38-inhibitor had an effect.[image: A12989_2010_Article_139_Fig7_HTML.jpg]
Figure 7Effect of inhibitors of p38 and CYP1A1 on DEP-induced mRNA expression of genes. Effect of inhibitors of p38 (A-D) and CYP1A1 (E-H) on DEP-induced expression of IL-6 (A, E), IL-8 (B, F), COX-2 (C, G) and CYP1A1 (D, H) mRNA in cultures of human bronchial epithelial BEAS-2B cells. Cells were incubated with the p38 inhibitor (SB202190, 5 μM) or the CYP1A1 inhibitor (α-naphthoflavone, 25 μM) for 1 h, prior to addition of DEPs (0 and 100 μg/ml) for 4 h. Relative quantification of mRNA levels performed by QRT-PCR. Bars represent fold increase in mRNA relative to unexposed cells not treated with inhibitor detected in separate replicate experiments (means ± SEM, n = 4). * p < 0.05 exposed vs. unexposed cells. # p < 0.05 cells not treated with inhibitor vs. cells treated with inhibitor.




Co-treatment of cells with α-NF, a CYP1A1-inhibitor, proved to be very efficient in reducing the DEP-induced expression of IL-8 and COX-2 (Figure 7F, G). The inhibitory effect of α-NF on the DEP-induced expression of IL-6 was less evident (Figure 7E). As expected, α-NF reduced the DEP-induced expression of CYP1A1 (Figure 7H). However, α-NF also had stimulating effects on IL-6, COX-2 and CYP1A1 in cells not exposed to DEPs (Figure 7E, G, H). This stimulating effect may in part have camouflaged the effect of the inhibitor on the DEP-induced expression of IL-6.
The involvement of NF-κB in the DEP-induced expression of the investigated genes was evaluated with siRNA for NF-κB p65. Apparently, p65 is not involved in the DEP-induced expression of CYP1A1, but might to a certain extent be involved in the expression of IL-8 and COX-2 (Figure 8A-D). Successful p65 gene silencing was confirmed with Western analysis (Figure 8E).[image: A12989_2010_Article_139_Fig8_HTML.jpg]
Figure 8Effects of siRNA against NF-κB (p65) on DEP-induced mRNA expression of genes. Effects of siRNA against NF-κB (p65) on DEP-induced expression of IL-6 (A), IL-8 (B), COX-2 (C) and CYP1A1 (D) mRNA. Successful transfection was verified by Western analysis of p65-levels (E). Human bronchial epithelial BEAS-2B cells were exposed to DEPs (0 and 100 μg/ml) for 4 h. Relative quantification of cytokine mRNA levels was performed by QRT-PCR. Bars represent means ± SEM of fold increase relative to unexposed cells detected in separate experiments (n = 4). * p < 0.05 control vs. p65 siRNA + (targeted).






Discussion
Studies with cell cultures, animals and human volunteers have shown that DEPs can induce production of various pro-inflammatory mediators in lung cells and tissue [16–18]. Due to associated compounds such as PAHs, DEPs are also well known for their carcinogenic properties [4], although a causal relationship between diesel exhaust exposure and lung cancer not yet has been conclusively demonstrated [19]. DEP-induced effects seem to involve CYP1A1-activity in the lung, which might be induced by PAHs in the organic fraction of the particles [6, 20]. The possible relationship between the regulation of pro-inflammatory mediators and CYP1A1 has not been thoroughly investigated. In the present study we demonstrate that DEPs induced a pronounced expression of CYP1A1, at much lower concentrations than is needed to induce the inflammation-related genes IL-6, IL-8 and COX-2. Notably, inhibition of CYP1A1-activation clearly reduced the DEP-induced expression of IL-8 and COX-2, whereas its effect on IL-6 was less apparent. Furthermore, in line with findings from studies with human volunteers exposed to DEP [9], we detected DEP-induced activation of p38 as well as NF-kB/RelA. Whereas the DEP-induced increases in IL-8, COX-2 and IL-6 mRNA seemed dependent on p38, and IL-8 and COX-2 mRNA also on NF-κB, the increase in CYP1A1-expression seemed to be affected only moderately by p38 and not by NF-κB.
The marked induction of CYP1A1 at very low DEP-concentrations (0.025-25 μg/ml) is striking, occurring at approximately 1000-fold lower concentrations than the effect on IL-6, IL-8 and COX-2 expression, cytotoxicity and DNA-damage. This strongly suggests that the DEP-induced CYP1A1 response is exerted via mechanisms not involved in the other investigated end-points. Similarly, Vogel and co-workers have previously reported that DEP induces CYP1A1 mRNA expression at concentrations from 12.5 μg/ml in U937 macrophages, whereas IL-6 and COX-2 mRNA expression was increased at higher concentrations (from 50 μg/ml) [8]. However, in our study, the CYP1A1-increase occurred at much lower DEP-concentrations which were more different from the concentrations necessary to induce the inflammation-related genes. These differences may be attributed to differences in the applied DEP sample and/or cell type. In support of these findings, it has also been reported that soot particles (with adsorbed PAH), induce AhR-responsive genes (like CYP1A1) to a much larger magnitude than genes related to oxidative stress and inflammatory responses in murine lungs [21]. In our study, the increase in CYP1A1 expression occurred after two hours of DEP-exposure, before any significant cell death. At later time points, the highest DEP-concentrations used elicited significant cell death that was reflected in reduced CYP1A1 mRNA levels. However, at lower concentrations (25-100 μg/ml) the decline in CYP1A1 mRNA levels could not be due to cell death, but might be due to activation of other pathways, which antagonised the AhR-induced increase in CYP1A1 mRNA. It has for instance previously been demonstrated that activation of NF-κB may suppress the expression of CYP1A1 [22]. In support of this, we primarily detected activation of NF-κB after 4 h, upon exposure to 100 and 200 μg DEP/ml.
The concentration range used in this study is comparable to or lower than previous in vitro studies. However, compared to real world exposure levels, the concentrations used in such studies are generally considered to be on the high side. Exactly what levels epithelial lung cells are exposed to in vivo, is difficult to estimate due to the variations in and the complexity of inhaled particles' deposition patterns in the respiratory tract. Notably, inhaled particles are not symmetrically distributed throughout the respiratory tract, but tend to accumulate at so-called hot spots of deposition [23]. Li and colleagues have previously estimated that a biological relevant tissue culture concentration of DEP ranges from 0.2 to 20 μg/cm2[24]. In comparison, the applied concentration of 100 μg/ml in our study, corresponds to a concentration of 16 μg/cm2, which falls within this range. Notably, the DEP-induced CYP1A1-induction was apparent at much lower concentrations.
It is known that the AhR/ARNT pathway is important for modulation of inflammatory mediators, including IL-6, IL-8 and COX-2, especially after stimulation by agents like dioxins and PAH. This regulation is however complex, as activation of AhR has been suggested to differentially affect the induction of different cytokines, such as IL-6 and IL-8 via interaction with components of the NF-κB system [25]. Our findings suggest that AhR-activation also is important for DEP-induced increases in IL-8 and COX-2 levels, since their expression was almost abolished by α-NF, a classical AhR antagonist. For IL-6 the influence of DEP-induced AhR activation/CYP1A1 induction in the BEAS-2B cells was difficult to assess, as α-NF alone induced a marked response. It is known that α-NF, in addition to being an AhR-antagonist, also may act as a partial AhR-agonist [26]. Our findings indicate a different regulation of IL-6 versus IL-8, as the basal activity of the latter was not influenced by α-NF. Interestingly, with respect to this differential regulation, Vogel and co-workers demonstrated that the classical AhR-inducer, TCDD, induced IL-8 and COX-2, but not IL-6 in a human macrophage cell line [8]. Although AhR seems to contribute in the DEP-induced IL-8 and COX-2 mRNA response in the BEAS-2B cells, the increases in mRNA levels of the inflammation-related genes were detected at much higher concentrations than the activation of AhR. An interpretation of this may be that stimulation of other signalling pathways are most decisive for the inflammatory response, and that AhR may act as a permissive factor for IL-8 and COX-2 responses.
As expected, the stimulation of CYP1A1 mRNA levels seemed to depend on activation of the AhR, since α-NF inhibited the DEP-induced increase. In agreement with this, Vogel and co-workers reported that the CYP1A1-induction in macrophages by organic extracts of DEPs was partially reduced by AhR-inhibition, whereas the effect of the classical AhR-inducer, TCDD, was abolished [8]. P38 seems to alter AhR localisation and may therefore have an effect on CYP1A1 mRNA levels [27]. Our data indicate that p38-activation is involved in the induction of CYP1A1 mRNA, since p38-inhibition partially reduced CYP1A1 mRNA. In contrast to other MAPK-inhibitors, the p38 inhibitor (SB202190) is not an AhR agonist [28], and can therefore be used to investigate the role of p38 on CYP1A1 mRNA levels. At a high DEP concentration (200 μg/ml), that elicited strongly increased phosphorylation of p38, CYP1A1 mRNA levels were reduced to control levels. However, at lower DEP-concentrations (≤100 μg/ml), which induced higher CYP1A1 mRNA levels, the increase in p38-phosphorylation was low and likely negligible. This may suggest that the p38 effect on CYP1A1-expression may have been permissive only. In contrast, the DEP-induced expression of IL-6, IL-8 and COX-2 was abolished upon p38-inhibition, indicating a more direct role for p38 in the DEP-induced expression of these genes.
Though NF-κB seemed activated by DEP, as reflected by reduction in IκB and phosphorylation of p65 (RelA) in the classical NF-κB pathway, our data suggest that it did not influence CYP1A1 mRNA levels. This is not in agreement with other studies suggesting a negative involvement of RelA in complex with AhR in regulation of CYP1A1 levels and other P450 enzymes [22, 25, 29, 30]. The interaction of components in the NF-κB-system with the AhR-pathway is very complex, and still not fully characterized. Interestingly, it has also been demonstrated that RelB, crucial in the alternative NF-κB pathway, may interact with the AhR, leading to a positive interaction with CYP1A1 [25]. Thus, the effect of DEP-induced NF-κB-activation on CYP1A1 induction may depend on the relative ability of DEP to trigger release of RelA versus RelB from their respective inhibitory counterparts (p50 and p52).
A crucial question is how AhR/NF-κB (RelA/RelB) interactions may influence the DEP-induction of inflammatory mediators. Upon TCDD exposure, RelA and RelB seem to interact very differently with AhR, inducing an inhibitory and stimulatory tonus, respectively, on cytokine induction [25]. Based on the outcome of the siRNA for NF-κB p65/Rel A in the present study, the classical NF-κB-pathway seems to play a certain role in the DEP-induction of IL-8, and possibly COX-2. However, as also indicated by the differential effect of α-NF on these genes, IL-6 again appeared as being regulated differentially from IL-8 and COX-2. Since activation of the classical NF-κB pathway usually seems to be important for of IL-8, IL-6, and COX-2 gene expression [31, 32], we expected that siRNA against RelA would have had a somewhat greater and more similar effect on the DEP-induced expression of these genes. It may however be speculated that the siRNA also reduced the formation of inhibitory AhR/RelA complexes, and thereby caused a less pronounced inhibition of the expression of the investigated genes. Another possibility is that the relative role of NF-κB - versus AP-1-mediated responses depends on the composition of the DEP-sample used. Recently, Tal and colleagues reported that DEPs with high and low organic content induced IL-8 expression via different regulatory pathways in BEAS-2B cells [33]. The low organic component DEP required NF-κB-activation whereas the high organic DEP mediated its effect via a NF-κB-independent, but AP-1-dependent mechanism [33]. Formation of ROS may be involved in modulation of activity of both these transcription factors [34–36]. Furthermore, DEP and associated PAHs have been reported to trigger ROS, which is thought to be crucial in DEP-induced cytokine formation, cytotoxicity and DNA damage [37, 38]. However, to what extent ROS-effects are involved in the NF-κB -/p38-independent CYP1A1-mediated pathway, or the NF-κB/p38-dependent pathway mediating the IL-8 and COX-2 expression, needs to be further addressed.
Our data, with effects of α-NF on DEP-induced induction of CYP1A1, IL-8 and COX-2 suggest that the organic fraction of the particles may be of importance. To what extent the measured PAHs (Additional file 1) are responsible for the DEP-induced effect on CYP1A1 expression, needs to be further studied. It was recently reported that DEPs of varying organic content induced IL-8 expression with varying efficacy, with the high organic content DEPs being the most potent [33]. However, DEPs with low organic content also induced IL-8 expression, indicating that the organic content is not the sole determinant of the biological potency of a particle [33]. The metal content has for instance also been identified as influential components for particle-induced effects [39, 40]. Furthermore, even if PAHs seem important for AhR/CYP1A1-linked processes, this group of components does not need to be the major determinant for the induction of IL-6, IL-8 and COX-2. Interestingly, heavy metals are also reported to induce expression of CYP1A1, and activation of NF-κB and AP-1 signalling pathways are suggested to be directly involved [30]. Although intriguing, identification of the causative component of the DEP-induced responses was not the aim of the present study. These findings may, however, be followed-up by including several samples of DEPs with contrasting contents of PAHs and metals.

Conclusions
The present study indicates that DEPs induce CYP1A1, IL-6, IL-8 and COX-2 in BEAS-2B-cells. The DEP-induced CYP1A1-expression occurred at much lower DEP-concentrations than the concentrations necessary to induce expression of IL-6, IL-8 and COX-2, and cytotoxicity and DNA-damage. The activation of AhR/CYP1A1 expression seems essential in facilitating the DEP-induction of the pro-inflammatory mediators via a permissive mechanism not involving p38 and NF-κB/p65 (Proposed model, Figure 9). The p38 and p65 pathways, however, seem crucial in DEP-induction of COX-2 and IL-8, via another major pathway (Figure 9). Notably, DEP-induced IL-8 and COX-2 seem to involve different pathways than IL-6, possibly triggered by different components in DEP. Our study indicates that expression of CYP1A1 may represent a sensitive biomarker for DEP-induced effects. Further studies should emphasize this, by examining whether CYP1A1 has a rate-limiting role in the toxic mechanism of different types of DEPs and combustion particles with contrasting contents of components.[image: A12989_2010_Article_139_Fig9_HTML.jpg]
Figure 9Proposed model for DEP-induced expression of IL-8, COX-2 and CYP1A1, based on the presented findings. DEP-induced mRNA expression of CYP1A1 in BEAS-2B cells occurs at much lower DEP-concentrations than the concentrations necessary to induce mRNA expression of IL-8 and COX-2. Activation of AhR and expression of CYP1A1 mRNA seem essential in facilitating the DEP-induced expression of IL-8 and COX-2 mRNA via a permissive pathway (required, but not decisive for the strength of the response), not involving p38 and NF-κB/p-65. However, the p38 and p65 pathways seem crucial in DEP-induced expression of COX-2 and IL-8 mRNA, via a major pathway.





Methods
Chemicals/reagents
LHC-9 cell culture medium was purchased from Invitrogen (Carlsbad, CA, USA) and PureCol™ collagen from Inamed Biomaterials (Fremont, CA, USA). All real-time PCR reagents and TaqMan probes/primers were purchased from Applied Biosystems (Foster City, CA, USA). Inhibitors, including SB202190 (4-[4-fluorophenyl]-2-[4-hydroxyphenyl]- 5-[4-pyridyl]1H-imidazole), PD98059 (2-amino-3-methoxyflavone) and SP600125 (anthrax[1,9-cd]pyrasol-6(2H)-one), were purchased from Calbiochem-Novabiochem Corporation (La Jolla, CA, USA), and the CYP1A1 inhibitor, α-naphthoflavone (α-NF) from Sigma-Aldrich (St. Louis, MO, USA). Specific antibodies against phospho- and total p38, JNK1/2 and p65, were obtained from Cell Signalling Technology Inc. (Beverly, MA, USA) and antibodies against phospho- and total ERK1/2 from Santa Cruz Biotechnology Inc. (Santa Cruz, CA, USA). β-actin was purchased from Sigma-Aldrich (St. Louis, MO, USA), and mild antibody stripping solution® from Chemicon International (Termecula, CA, USA). NF-κB p65 siRNA and control siRNA (Human) SignalSilence® kits were purchased from Cell Signaling Technology (Beverly, MA, USA) and HiPerFect® Transfection Reagent from QIAGEN (Hilden, Germany). All other chemicals were purchased from commercial sources at the highest purity available.

Collection and characterisation of diesel exhaust particles
DEPs were generated from an unloaded diesel engine (Deutz, 4 cylinder, 2.2 L, 500 rpm) using gas oil (Petroplus Refining Teesside Ltd., United Kingdom). More than 90% of the exhaust was shunted away through the main exhaust, and the remaining part was diluted with air, passed through an impactor with a cutoff of 0.1 μm, and fed at 75 L/min into a 2 m3 chamber at steady-state concentration of approximately 300 μg/m3. The DEPs used in the present study were collected from the main diesel exhaust after the unloaded diesel engine had run for 8 weeks, and the chamber study was terminated. Particles and volatiles deposited onto the walls of the main exhaust were carefully taken from the inner pipes wall into a clean beaker. This soot was carefully mixed and divided over several pre weighed aliquots. The aliquots were weighed again to determine the particulate matter mass. The vials were labelled and stored at -80°C until chemical analyses (Additional file 1) and in vitro experiments.
The cytotoxic potential of the diesel sample described above was compared with the cytotoxic potential of the commercially available Standard Reference Material 1650a (SRM 1650a), obtained from the Office of Standard Reference Materials, National Institute of Standards and Technology (NIST), Gaithersburg, MD, USA. SRM 1650a has been collected from heavy duty diesel engines representative for the early 1980's and is intended for use as model for heavy duty diesel engine particulate emissions. According to the Certificate of Analysis [41], the content of for instance the classical PAH B[a]P is lower in SRM1650a (1.17 mg/kg), compared to the collected DEP sample (4.739 mg/kg, Additional file 1).
Particles were suspended in cell exposure medium (2 mg/ml in LHC-9 medium) and stirred overnight in room temperature before exposure of cells.

Culture of cells
BEAS-2B cells, a SV40-transformed human bronchial epithelial cell line was purchased from the European Collection of Cell Cultures (ECACC, Salisbury, UK). Cells were maintained in LHC-9 medium in collagen (PureCol™)-coated flasks in a humidified atmosphere at 37°C with 5% CO2, with refreshment of medium every other day. One day prior to exposure, BEAS-2B cells (passages 17-68, and with new batch passages 4-60) were plated into collagen (PureCol™)-coated 35 mm 6-well culture dishes (460.000 cells/well). In case of Western analysis, cells were plated into collagen (PureCol™)-coated 90 mm culture dishes (1.500.000 cells/dish), two days prior to exposure.

Exposure of cells
Depending on the experiment, cells were incubated with various concentrations of DEP (0-400 μg/ml) for 2 or 4 h (immunoblotting), for 2, 4, 8 and 24 h (mRNA expression) or for 2, 4, 6 and 24 h (protein release and cell death). In all experiments control cells were exposed to medium that had been subjected to the same stirring procedure as the particle suspension.
Where applicable, cell cultures were treated with the CYP1A1 inhibitor, α-naphthoflavone (α-NF) (25 μM), or with the MAPK-inhibitors PD98059 (25 μM), SB202190 (5 μM) and SP600125 (20 μM) for 1 h, before particles were added. The applied concentrations of the inhibitors were based on experience from previous experiments conducted with these inhibitors on BEAS-2B cells in our laboratory.
Total exposure volume was 1.5 ml and 10 ml in 6-well 35 mm and 90 mm cell culture dishes, respectively. From this, it may be calculated that an applied particle concentration of 100 μg/ml corresponds to a concentration of 16 μg/cm2, if all the suspended particles deposit on the cells present on the surface of the culture dishes.

Examination of DEP-induced cell damage
Following exposure, floating and attached cells were stained with propidium iodide (PI; 10 μg/ml) and Hoechst 33342 (5 μg/ml) for 30 min to determine plasma membrane damage. Cell morphology was evaluated using a Nikon Eclipse E 400 fluorescence microscope. Cells with clearly condensed and/or fragmented nuclei were counted as apoptotic, PI-stained cells as necrotic, and non-apoptotic cells excluding PI as viable cells. The percentage of apoptotic and necrotic cells were determined as a fraction of the total number of counted cells.

Examination of DEP-induced DNA damage
The experimental protocol and the results are enclosed in online Additional file 2.

Examination of DEP-induced mRNA expression
After exposure, cellular RNA was isolated from cells according to the supplier's recommendations, using the Absolutely RNA™ RT-PCR Miniprep kit (Stratagene, La Jolla, CA). Subsequently, mRNA in each sample was reverse-transcribed into cDNA on a PCR system 2400 (Perkin Elmer) by using a High Capacity cDNA Archive Kit from Applied Biosystems.
The screening of multiple genes (CCL5/-17/-20/-26, CXCL5/-10/-16, ALOX5, CSF2, IL-1β, IL-6, IL-8, IL-10, IL-13, IL-18, IL-33, IL-1RN, PTGS2 (COX-2), TGF-β1 and TNF-α) was carried out by application of a customized real-time PCR array (RT2 Profiler™ PCR Array Customized Product, MD USA) and the Applied Biosystems 7500 Real-Time PCR System. The selection of genes to be included in the array was based on a previous screen of 82 inflammation-related genes after exposure to components commonly associated with combustion particles [15]. The expression of each gene within each sample was normalised against β-actin and expressed relative to the control sample using the formula 2-(ΔΔCt), in which ΔΔCt = (Ct mRNA - Ct β-actin rRNA)sample - (Ct mRNA - Ct, β-actin rRNA)control sample. The array also contained a positive PCR control and a genomic DNA control, which both were within the advised Ct-ranges.
Further analysis of IL-6, IL-8, COX-2 and CYP1A1 mRNA levels was also performed by using the Applied Biosystems 7500 Real-Time PCR System, but in this case with pre-designed TaqMan Gene Expression Assays (18S, Hs99999901_s1; IL-6, Hs00174131_m1; IL-8, Hs00174103_m1; COX-2, Hs01573471; CYP1A1, Hs00153120_m1) and TaqMan Universal PCR Master Mix. The expression of each gene within each sample was normalised against 18S rRNA and expressed relative to the control sample using the formula 2-(ΔΔCt), in which ΔΔCt = (Ct mRNA - Ct 18S rRNA)sample - (Ct mRNA - Ct, 18S rRNA)control sample.

Quantification of DEP-induced cytokine release
After exposure, cell culture supernatants were collected and centrifuged twice for removal of dead cells (300 × g) and particles (8000 × g), and stored at -70°C until cytokine analysis. Concentrations of IL-6 and IL-8 in cell culture supernatants were determined by ELISA (R&D Systems, Minneapolis MN, USA), according to the manufacturer's manual. The increase in colour intensity was measured and quantified using a plate reader (TECAN Sunrise, Phoenix Research Products, Hayward, CA, USA) with software (Magellan V 1.10). Cytokine concentrations are expressed in pg/ml.

Examination of MAPK- and p65 phosphorylation and degradation of IκBα
DEP-induced phosphorylation of MAPKs and p65, and degradation of IκBα, were analysed by Western analysis. After exposure, cell culture medium was removed and the dishes were immediately rinsed with ice-cold PBS, and stored at -70°C until further processing. Frozen cells were thawed, harvested and sonicated in lysis buffer (20 mM Tris-HCL, pH = 7.5, 150 mM NaCl, 1 mM EDTA, 1 mM EGTA, 2.4 mM Na-pyrophosphate, 1.0 mM orthovanadate, 1 mM NaF, 21 μM leupeptin, 1.5 μM aprotinin, 15 μM pepstatin A and 1% Triton-X) prior to protein determination using the BioRad DC Protein Assay (BioRad Life Science, CA, USA). Subsequently glycerol, β-mercaptoethanol and SDS were added to all samples, whereas final sample protein concentrations were adjusted by adding more lysis buffer. Proteins (12.5-25 μg/well) from whole-cell lysates were separated by 10% SDS-PAGE and blotted onto nitrocellulose membranes. To ensure that the protein levels of each well were equal, Ponceau-staining was used for loading control. The membranes were then probed with antibodies for the respective phosphorylated kinases (p-ERK1/2, p-JNK1/2, p-p38, p-p65) or with IκBα prior to incubation with horseradish peroxidase-conjugated secondary antibodies. The blots were developed using the Super-Signal® West Dura chemoluminiscence system (Pierce, Perbio Science, Sweden) according to the manufacturer's instructions. Finally, the membranes were stripped by incubation for 15 min at room temperature with mild antibody stripping solution, and re-probed with β-actin, or with the total amount of the respective kinases and p65. Optical quantification of the protein bands were performed by using the KODAK 1D Image Analysis Software.

Suppression of p65 by siRNA
The involvement of NF-κB in the DEP-induced expression of the investigated genes was evaluated with siRNA for NF-κB p65. For those experiments cells were plated into 35 mm collagen-coated 6-well culture dishes at a density of 200.000 cells/well, and immediately treated either with p65-siRNA (10 nM) and HiPerfect reagent (6 μl/well), or with non-targeting control siRNA (10 nM) and HiPerfect reagent (6 μl/well). Medium was changed (refreshed) after 24 h, and on the day of exposure (48 h after transfection). The silencing of NF-κB p65 expression was confirmed by Western analysis 48 h after transfection.

Calculations and statistical analysis
The results presented in Figures 1 and 4 were analysed statistically by application of a one-way analysis of variance (ANOVA) with Dunnett's multiple comparison test. Results presented in Figures 3, 5, 7 and 8 were analysed statistically by application of a two-way ANOVA with Bonferroni post tests. Statistical analysis of the data presented in Figure 3, 4, 5, 7 and 8 was carried out on log-transformed data. Statistical analyses were performed using GraphPad Prism software (version 4.03, Inc., San Diego, CA). p < 0.05 was considered to reflect statistically significant differences.


Acknowledgements
This work was funded by the Research Council of Norway through the "Environment, Genetics and Health" program. At the Department of Air Pollution and Noise at the Norwegian Institute of Public Health (NIPH), we would like to thank Edel Lilleaas, Tonje Skuland, and Henrik Skoglund for assistance in the laboratory work. In addition, Dr. Gunnar Brunborg, Department Director of Chemical Toxicology at NIPH, is thanked for sharing his facilities for and knowledge about the comet assay.

References
1.
Chow JC, Watson JG, Mauderly JL, Costa DL, Wyzga RE, Vedal S, Hidy GM, Altshuler SL, Marrack D, Heuss JM, Wolff GT, Pope CA III, Dockery DW: Health effects of fine particulate air pollution: lines that connect. J Air Waste Manag Assoc 2006, 56: 1368–1380.CrossRefPubMed

2.
Brook RD, Rajagopalan S, Pope CA III, Brook JR, Bhatnagar A, Diez-Roux AV, Holguin F, Hong Y, Luepker RV, Mittleman MA, Peters A, Siscovick D, Smith SC, Whitsel L, Kaufman JD: Particulate matter air pollution and cardiovascular disease: An update to the scientific statement from the American Heart Association. Circulation 2010, 121: 2331–2378. 10.1161/CIR.0b013e3181dbece1CrossRefPubMed

3.
WHO: Health effects of transport-related air pollution. Copenhagen, Denmark; 2005.

4.
Lewtas J: Air pollution combustion emissions: characterization of causative agents and mechanisms associated with cancer, reproductive, and cardiovascular effects. Mutat Res 2007, 636: 95–133. 10.1016/j.mrrev.2007.08.003CrossRefPubMed

5.
Ma Q, Lu AY: CYP1A induction and human risk assessment: an evolving tale of in vitro and in vivo studies. Drug Metab Dispos 2007, 35: 1009–1016. 10.1124/dmd.107.015826CrossRefPubMed

6.
Iba MM, Shin M, Caccavale RJ: Cytochromes P4501 (CYP1): Catalytic activities and inducibility by diesel exhaust particle extract and benzo[a]pyrene in intact human lung ex vivo. Toxicology 2010, 273: 35–44. 10.1016/j.tox.2010.04.012CrossRefPubMed

7.
Bonvallot V, Baeza-Squiban A, Baulig A, Brulant S, Boland S, Muzeau F, Barouki R, Marano F: Organic Compounds from Diesel Exhaust Particles Elicit a Proinflammatory Response in Human Airway Epithelial Cells and Induce Cytochrome p450 1A1 Expression. Am J Respir Cell Mol Biol 2001, 25: 515–521.CrossRefPubMed

8.
Vogel CF, Sciullo E, Wong P, Kuzmicky P, Kado N, Matsumura F: Induction of proinflammatory cytokines and C-reactive protein in human macrophage cell line U937 exposed to air pollution particulates. Environ Health Perspect 2005, 113: 1536–1541. 10.1289/ehp.8094PubMedCentralCrossRefPubMed

9.
Pourazar J, Mudway IS, Samet JM, Helleday R, Blomberg A, Wilson SJ, Frew AJ, Kelly FJ, Sandstrom T: Diesel exhaust activates redox-sensitive transcription factors and kinases in human airways. Am J Physiol Lung Cell Mol Physiol 2005, 289: L724-L730. 10.1152/ajplung.00055.2005CrossRefPubMed

10.
Takizawa H, Ohtoshi T, Kawasaki S, Kohyama T, Desaki M, Kasama T, Kobayashi K, Nakahara K, Yamamoto K, Matsushima K, Kudoh S: Diesel exhaust particles induce NF-kappa B activation in human bronchial epithelial cells in vitro: importance in cytokine transcription. J Immunol 1999, 162: 4705–4711.PubMed

11.
Hashimoto S, Gon Y, Takeshita I, Matsumoto K, Jibiki I, Takizawa H, Kudoh S, Horie T: Diesel exhaust particles activate p38 MAP kinase to produce interleukin 8 and RANTES by human bronchial epithelial cells and N-acetylcysteine attenuates p38 MAP kinase activation. Am J Respir Crit Care Med 2000, 161: 280–285.CrossRefPubMed

12.
Puga A, Barnes SJ, Chang C, Zhu H, Nephew KP, Khan SA, Shertzer HG: Activation of transcription factors activator protein-1 and nuclear factor-kappaB by 2,3,7,8-tetrachlorodibenzo-p-dioxin. Biochem Pharmacol 2000, 59: 997–1005. 10.1016/S0006-2952(99)00406-2CrossRefPubMed

13.
Suh J, Jeon YJ, Kim HM, Kang JS, Kaminski NE, Yang KH: Aryl hydrocarbon receptor-dependent inhibition of AP-1 activity by 2,3,7,8-tetrachlorodibenzo-p-dioxin in activated B cells. Toxicol Appl Pharmacol 2002, 181: 116–123. 10.1006/taap.2002.9403CrossRefPubMed

14.
Øvrevik J, Arlt VM, Øya E, Nagy E, Mollerup S, Phillips DH, Låg M, Holme JA: Differential effects of nitro-PAHs and amino-PAHs on cytokine and chemokine responses in human bronchial epithelial BEAS-2B cells. Toxicol Appl Pharmacol 2010, 242: 270–280.CrossRefPubMed

15.
Øvrevik J, Låg M, Holme JA, Schwarze PE, Refsnes M: Cytokine and chemokine expression patterns in lung epithelial cells exposed to components characteristic of particulate air pollution. Toxicology 2009, 259: 46–53.CrossRefPubMed

16.
Boland S, Baeza-Squiban A, Fournier T, Houcine O, Gendron MC, Chevrier M, Jouvenot G, Coste A, Aubier M, Marano F: Diesel exhaust particles are taken up by human airway epithelial cells in vitro and alter cytokine production. Am J Physiol 1999, 276: L604-L613.PubMed

17.
Nordenhall C, Pourazar J, Blomberg A, Levin JO, Sandstrom T, Adelroth E: Airway inflammation following exposure to diesel exhaust: a study of time kinetics using induced sputum. Eur Respir J 2000, 15: 1046–1051. 10.1034/j.1399-3003.2000.01512.xCrossRefPubMed

18.
Dybdahl M, Risom L, Bornholdt J, Autrup H, Loft S, Wallin H: Inflammatory and genotoxic effects of diesel particles in vitro and in vivo. Mutat Res 2004, 562: 119–131.CrossRefPubMed

19.
Hesterberg TW, Bunn WB, Chase GR, Valberg PA, Slavin TJ, Lapin CA, Hart GA: A critical assessment of studies on the carcinogenic potential of diesel exhaust. Crit Rev Toxicol 2006, 36: 727–776. 10.1080/10408440600908821CrossRefPubMed

20.
Takano H, Yanagisawa R, Ichinose T, Sadakane K, Inoue K, Yoshida S, Takeda K, Yoshino S, Yoshikawa T, Morita M: Lung expression of cytochrome P450 1A1 as a possible biomarker of exposure to diesel exhaust particles. Arch Toxicol 2002, 76: 146–151. 10.1007/s00204-002-0323-0CrossRefPubMed

21.
Rouse RL, Murphy G, Boudreaux MJ, Paulsen DB, Penn AL: Soot nanoparticles promote biotransformation, oxidative stress, and inflammation in murine lungs. Am J Respir Cell Mol Biol 2008, 39: 198–207. 10.1165/rcmb.2008-0057OCCrossRefPubMed

22.
Ke S, Rabson AB, Germino JF, Gallo MA, Tian Y: Mechanism of suppression of cytochrome P-450 1A1 expression by tumor necrosis factor-alpha and lipopolysaccharide. J Biol Chem 2001, 276: 39638–39644. 10.1074/jbc.M106286200CrossRefPubMed

23.
Phalen RF, Mendez LB, Oldham MJ: New developments in aerosol dosimetry. Inhal Toxicol 2010, 22: 6–14. 10.3109/08958378.2010.516031CrossRefPubMed

24.
Li N, Hao M, Phalen RF, Hinds WC, Nel AE: Particulate air pollutants and asthma. A paradigm for the role of oxidative stress in PM-induced adverse health effects. Clin Immunol 2003, 109: 250–265. 10.1016/j.clim.2003.08.006CrossRefPubMed

25.
Vogel CF, Matsumura F: A new cross-talk between the aryl hydrocarbon receptor and RelB, a member of the NF-kappaB family. Biochem Pharmacol 2009, 77: 734–745. 10.1016/j.bcp.2008.09.036PubMedCentralCrossRefPubMed

26.
Santostefano M, Merchant M, Arellano L, Morrison V, Denison MS, Safe S: alpha-Naphthoflavone-induced CYP1A1 gene expression and cytosolic aryl hydrocarbon receptor transformation. Mol Pharmacol 1993, 43: 200–206.PubMed

27.
Shibazaki M, Takeuchi T, Ahmed S, Kikuchia H: Blockade by SB203580 of Cyp1a1 induction by 2,3,7,8-tetrachlorodibenzo-p-dioxin, and the possible mechanism: possible involvement of the p38 mitogen-activated protein kinase pathway in shuttling of Ah receptor overexpressed in COS-7 cells. Ann N Y Acad Sci 2004, 1030: 275–281. 10.1196/annals.1329.034CrossRefPubMed

28.
Bachleda P, Dvorak Z: Pharmacological inhibitors of JNK and ERK kinases SP600125 and U0126 are not appropriate tools for studies of drug metabolism because they activate aryl hydrocarbon receptor. Gen Physiol Biophys 2008, 27: 143–145.PubMed

29.
Zordoky BN, El-Kadi AO: Role of NF-kappaB in the regulation of cytochrome P450 enzymes. Curr Drug Metab 2009, 10: 164–178. 10.2174/138920009787522151CrossRefPubMed

30.
Korashy HM, El-Kadi AO: The role of redox-sensitive transcription factors NF-kappaB and AP-1 in the modulation of the Cyp1a1 gene by mercury, lead, and copper. Free Radic Biol Med 2008, 44: 795–806. 10.1016/j.freeradbiomed.2007.11.003CrossRefPubMed

31.
Viatour P, Merville MP, Bours V, Chariot A: Phosphorylation of NF-kappaB and IkappaB proteins: implications in cancer and inflammation. Trends Biochem Sci 2005, 30: 43–52. 10.1016/j.tibs.2004.11.009CrossRefPubMed

32.
Park GY, Christman JW: Involvement of cyclooxygenase-2 and prostaglandins in the molecular pathogenesis of inflammatory lung diseases. Am J Physiol Lung Cell Mol Physiol 2006, 290: L797-L805. 10.1152/ajplung.00513.2005PubMedCentralCrossRefPubMed

33.
Tal TL, Simmons SO, Silbajoris R, Dailey L, Cho SH, Ramabhadran R, Linak W, Reed W, Bromberg PA, Samet JM: Differential transcriptional regulation of IL-8 expression by human airway epithelial cells exposed to diesel exhaust particles. Toxicol Appl Pharmacol 2010, 243: 46–54. 10.1016/j.taap.2009.11.011CrossRefPubMed

34.
Bubici C, Papa S, Dean K, Franzoso G: Mutual cross-talk between reactive oxygen species and nuclear factor-kappa B: molecular basis and biological significance. Oncogene 2006, 25: 6731–6748. 10.1038/sj.onc.1209936CrossRefPubMed

35.
Torres M, Forman HJ: Redox signaling and the MAP kinase pathways. Biofactors 2003, 17: 287–296. 10.1002/biof.5520170128CrossRefPubMed

36.
Groeger G, Quiney C, Cotter TG: Hydrogen peroxide as a cell-survival signaling molecule. Antioxid Redox Signal 2009, 11: 2655–2671. 10.1089/ars.2009.2728CrossRefPubMed

37.
Zhao Y, Usatyuk PV, Gorshkova IA, He D, Wang T, Moreno-Vinasco L, Geyh AS, Breysse PN, Samet JM, Spannhake EW, Garcia JGN, Natarajan V: Regulation of COX-2 Expression and IL-6 Release by Particulate Matter in Airway Epithelial Cells. Am J Respir Cell Mol Biol 2009, 40: 19–30. 10.1165/rcmb.2008-0105OCCrossRefPubMed

38.
Hansen T, Seidel A, Borlak J: The environmental carcinogen 3-nitrobenzanthrone and its main metabolite 3-aminobenzanthrone enhance formation of reactive oxygen intermediates in human A549 lung epithelial cells. Toxicol Appl Pharmacol 2007, 221: 222–234. 10.1016/j.taap.2007.03.003CrossRefPubMed

39.
Carter JD, Ghio AJ, Samet JM, Devlin RB: Cytokine production by human airway epithelial cells after exposure to an air pollution particle is metal-dependent. Toxicol Appl Pharmacol 1997, 146: 180–188. 10.1006/taap.1997.8254CrossRefPubMed

40.
Chen LC, Lippmann M: Effects of metals within ambient air particulate matter (PM) on human health. Inhal Toxicol 2009, 21: 1–31. 10.1080/08958370802105405CrossRefPubMed

41.
Certificate of Analysis. Standard Reference Material®1650b. Diesel Particulate Matter[https://​www-s.​nist.​gov/​srmors/​certificates/​1650b.​pdf?​CFID=​1183013&​CFTOKEN=​7c48d34664111547​–3C79F2B1-E3B5-F60F-424CB2595EC08C1B​&​jsessionid=​f030768518ba2a96​283f752b2d426f27​7772]



Competing interests
The authors declare that they have no competing interests.

Authors' contributions
AIT planned and conducted the toxicological analyses, was involved in the interpretation of the results, and drafted the manuscript. FRC was responsible for collection and characterisation of the diesel sample and was involved in the interpretation of results and final manuscript preparation. PS was involved in the planning of the study, interpretation of the results, and the final manuscript preparation. MR was involved in interpretation of results and manuscript preparation. ML was involved in the planning of the study, interpretation of the results and manuscript preparation. All authors have read and approved the final manuscript.


OEBPS/sidebar.gif





OEBPS/A12989_2010_Article_139_Fig2_HTML.jpg
FP-dINL

| R T

=7 lfexod)esoud

8l

il

AA rSXOTv

(Joxyuoo Jo asea.oul pjoy)
VYNHW






OEBPS/A12989_2010_Article_139_Fig8_HTML.jpg
—
-u
—

————
g & 8 &

I
.

Lo
-

I

~

0

O (u/bri 0 'jonuoo jo eseaioul pjo})

DEP (ug/mi, 4h)

VYNYWe-X0o
¥
<
2
4
3
* 8
hi <
£ &
2 B
o
i
2B — % -
=t
S
3
£
© P S & > 3
@ (Ju/bri Q ‘louod Jo esesloul pjof) w 9 Mv
YNYW 8-11 [-%
2 g
= £l
S
E
2
o
i
=}
S, o
£ & < & & x, = T .n_.. = 2
< (jw/Bri 0 01U Jo sesI0ul PIOf) [=) i

VNYW 911

S
Bri (010D JO BsEBIUI PIOJ)
VNYW LVLdAD

DEP (yg/ml, 4h)

C—control





OEBPS/contact.gif





OEBPS/A12989_2010_Article_139_Fig3_HTML.jpg
& & o o
(40 1 [03u00 Jo 8seaJOUI Ploj)
VYNYW 8-

4 o o o
(40 18 (01300 JO BSBBIOUI PIOJ)
YNYW 9

1
Exposure time (h)

2

°

°

1
Exposure time (h)

2

o

[
(U0 18 10109 J0 BSBAIOUI PIO})
VNYW LVLdAD

s ¢ & & @
8 8§ 8 & =2
(U0 1 [01)U09 JO BSEBIOUI PIOJ)
VNYW 2-X00

a

2

°

o

a

2
Exposure time (h)

Exposure time (h)

[ 100 pg DEP/mI

30 ug DEP/mI





OEBPS/A12989_2010_Article_139_Fig6_HTML.jpg
75
50
25
00
0 100 200 0 100 200
2h 4n
DEP (ug/mi)

65 T —

PES 5 v ————

EE 2
58
£e
Ew
ag 1
gL
]
0 100 200 0 100 200
oo
2h 4h

DEP (ug/ml)

IBa

1xBa degradation
(refative to control)

1.00
.75
050
025
000
0 100 200 0 100 200
2h 4h
DEP (ug/mi)





OEBPS/A12989_2010_Article_139_Fig1_HTML.jpg
I 400 pg/ml

Pl-positive cells (%)

a
o






OEBPS/A12989_2010_Article_139_Fig9_HTML.jpg
permissive pathway

g

main pathway I

NF-kB| H— pes5
|_

2
z
m
=
=)
A

I I

@

py|

z

>

mRNA

IL-8
CYPIAT COX.2

low hlgh

DEP concentration





OEBPS/A12989_2010_Article_139_Fig7_HTML.jpg
o

<

saz02190

o mator

150

{iceB ot oien jo awsats pry)
VN 1¥1dAD

110U o100 jo B5B810UL P))
N ZX0D

(1ovauu1 0u 101100 jo 8588101 P))
W gl

(1oyauuI 0u 101100 o 8581 P})
N 9T

o

O]

w

w

=

i £ s g
VN VL AD

32

ST ——
W ZX0D

=

%E,r.., o foauoo jo aseaur un:
VN g1l

=

" Gowauws ou onon o sseau sa.
VN 811

e —

o mhator

wraptitofavone

woaptiofavone

o inhbtor

naphiotavone

o mhbtor

10 ug DEP/m, 4h





OEBPS/A12989_2010_Article_139_Fig4_HTML.jpg
COX-2 mRNA
(fold increase of control)

IL-6 mRNA
(fold increase of control)

S

IS

N

50
DEP (ugim)

o

>
*

IL-8 mMRNA
(fold increase of control)
N IS

CYP1A1 mRNA
(fold increase of control)






OEBPS/A12989_2010_Article_139_Fig5_HTML.jpg
A

3!
. 300
250-

ugml = H
25ugmi E 200 7 L3

mmsogm & 5
2™ © 150

-0 ygiml - § :
200 pg/ml 100 M 1 .

T ﬁﬂh" “‘
: % 2

53 6
Exposure time (h)

Exposure time (h)





