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Abstract: Exposure to diesel exhaust particles (DEPs) affects endothelial function and may
contribute to the development of atherosclerosis and vasomotor dysfunction. As intracellular calcium
concentration [Ca2+]i is considered important in myoendothelial signalling, we explored the effects
of extractable organic matter from DEPs (DEP-EOM) on [Ca2+]i and membrane microstructure
in endothelial cells. DEP-EOM of increasing polarity was obtained by pressurized sequential
extraction of DEPs with n-hexane (n-Hex-EOM), dichloromethane (DCM-EOM), methanol, and water.
Chemical analysis revealed that the majority of organic matter was extracted by the n-Hex-
and DCM-EOM, with polycyclic aromatic hydrocarbons primarily occurring in n-Hex-EOM.
The concentration of calcium was measured in human microvascular endothelial cells (HMEC-1)
using micro-spectrofluorometry. The lipophilic n-Hex-EOM and DCM-EOM, but not the more polar
methanol- and water-soluble extracts, induced rapid [Ca2+]i increases in HMEC-1. n-Hex-EOM
triggered [Ca2+]i increase from intracellular stores, followed by extracellular calcium influx consistent
with store operated calcium entry (SOCE). By contrast, the less lipophilic DCM-EOM triggered
[Ca2+]i increase via extracellular influx alone, resembling receptor operated calcium entry (ROCE).
Both extracts increased [Ca2+]i via aryl hydrocarbon receptor (AhR) non-genomic signalling, verified
by pharmacological inhibition and RNA-interference. Moreover, DCM-EOM appeared to induce
an AhR-dependent reduction in the global plasma membrane order, as visualized by confocal
fluorescence microscopy. DCM-EOM-triggered [Ca2+]i increase and membrane alterations were
attenuated by the membrane stabilizing lipid cholesterol. In conclusion, lipophilic constituents
of DEPs extracted by n-hexane and DCM seem to induce rapid AhR-dependent [Ca2+]i increase
in HMEC-1 endothelial cells, possibly involving both ROCE and SOCE-mediated mechanisms.
The semi-lipophilic fraction extracted by DCM also caused an AhR-dependent reduction in global
membrane order, which appeared to be connected to the [Ca2+]i increase.
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1. Introduction

Long-term exposure to air pollution, especially particulate matter (PM), is associated with
progression and development of cardiovascular disease (CVD) [1]. This has largely been attributed to
PM-induced oxidative stress and inflammation [2–4]. Human studies have found that PM exposure
disturbs vascular function and systemic hemodynamics, possibly leading to hypertension [1,2,5].
PM exposure has also been linked with atherosclerosis progression, augmented vasoconstriction,
and reduced vasorelaxation in arteries in vivo [6]. Humans exposed to inhalation of diesel exhaust
particles (DEP) develop mild systemic inflammation and persistent endothelial dysfunction [7].

Soluble organic chemicals (OC), such as polycyclic aromatic hydrocarbons (PAHs), appear to
be central to the biological effects from DEPs and other combustion-derived PM, including vascular
outcomes [8–11]. Levels of urinary PAH biomarkers have been associated with CVD in US adults [12],
and a link between exposure to PAHs and pre-hypertension has been reported in children [13].
Furthermore, benzo[a]pyrene (B[a]P), often used as an indicator of PAHs [14], was associated with
blood pressure elevation in coke oven workers [15]. In line with studies indicating PAHs adhered
to inhaled particles may diffuse into the bloodstream [14,16,17], recent findings from our laboratory
suggest that lipophilic DEP-OC may penetrate the epithelial layer of a 3D tri-culture mimicking the
alveolar barrier and affect endothelial cells, triggering pro-inflammatory responses [18].

The aryl hydrocarbon receptor (AhR) is a basic helix-loop-helix Per-Arnt-Sim (PAS) transcription
factor activated by a number of chemicals found in DEPs [19]. The AhR is important in vascular
function and development, and AhR-activation has been linked to disrupted endothelial function
and CVD [20,21]. The prototypical AhR-ligand 2,3,7,8-tetrachlorodibenzodioxin (TCDD) has also
been shown to induce hypertension and vascular dysfunction [22]. In its classical mode of action,
ligand-activated AhR translocates to the nucleus, dimerizes with the AhR nuclear translocator (ARNT)
and binds to xenobiotic response elements (XREs) in the promotor region of target genes. The effects of
AhR activation is ligand dependent, and may also trigger non-classical, ARNT-independent genomic,
as well as non-genomic, signalling pathways [23–27]. Notably, AhR non-genomic pathways may also
regulate gene expression. The term merely reflects the AhR’s ability to act as a signalling mediator
and not a transcription factor. It has been argued that inflammatory effects of TCDD are initiated by a
rapid increase in intracellular calcium via AhR-non-genomic signalling [26].

The cytosolic concentration of calcium ([Ca2+]i) in endothelial cells is an important second
messenger regulating blood pressure and flow, angiogenesis, as well as other functions [28–31].
This occurs through stimulation of Ca2+-sensitive K+-channels and myoendothelial microdomains,
as well as indirectly via calmodulin which activates endothelial nitric oxide synthase (eNOS) by
displacing it from caveolin-1 (Cav-1) [28,32,33]. Various ligands may trigger Ca2+-release from
endoplasmic reticulum by binding G-protein coupled receptors (GPCR) and/or receptor tyrosine
kinases (RTK) further activating the inositol trisphosphate receptor (IP3R) pathway [34]. Stromal
interaction molecule (STIM) senses lowering of endoplasmic Ca2+-levels and next activates cellular
calcium entry through ion channels in the plasma membrane, often referred to as store-operated calcium
entry (SOCE) [35]. SOCE is primarily mediated by entry of extracellular calcium through Orai-channels,
but transient receptor potential (TRP) channels have also been suggested in this process [36,37].
The levels of [Ca2+]i may also be increased through activation of receptor-operated calcium entry
(ROCE) without an initial depletion of internal calcium stores. In this case, receptor activation of TRP
channels and other Ca2+ channels result in a direct influx of Ca2+ through the plasma membrane.

Calcium influx through several TRP subfamilies has been considered important to the pulmonary
effects of combustion-derived PM [38]. For instance, extractable organic material of DEPs increased
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[Ca2+]i in respiratory epithelial cells by activating TRP vanilloid 4 (TRPV4) channels [39]. TRP channels,
including TRP ankyrin (TRPA), TRP canonical (TRPC), and TRPV, are central mediators of Ca2+ influx in
endothelial cells, and play a prominent role in the pathophysiological processes leading to endothelial
dysfunction [40–43]. Interestingly, in a human exposure study, the calcium blocker verapamil lost its
vasodilatory effect after exposure to DEPs, indicating effects on [Ca2+]i regulation [44].

Recently, we reported that lipophilic extractable organic matter of DEPs (DEP-EOM) could
trigger pro-inflammatory responses in human endothelial cells [18]. In the present study, we explored
whether DEP-EOM of different polarity could affect [Ca2+]i in human microvascular endothelial cells
(HMEC-1), and if so, through which mechanisms. The two extracts containing the most lipophilic
organic chemicals (i.e., n-hexane- (n-Hex-EOM) and dichloromethane-EOM (DCM-EOM)) triggered
rapid and substantial [Ca2+]i increases via AhR signalling. The initial increase in [Ca2+]i triggered
by n-Hex-EOM had an intracellular origin followed by extracellular Ca2+ influx, whereas the [Ca2+]i
response triggered by DCM-EOM was completely of extracellular origin and seemed related to altered
plasma membrane structure.

2. Results

2.1. Characterization of Organic Chemicals Present in DEP-EOM

To increase recoveries of a wide-polarity range of organic compounds from native DEPs,
a sequential pressurized extraction was employed starting with non-polar n-hexane, followed by
DCM, methanol and ending with polar water. The amount of organic carbon (OC) extracted amounted
to 58 ± 6% of the total OC-content of the DEPs. Specifically, n-hexane recovered 27 ± 5% of OC,
DCM extracted 20 ± 4%, and the methanol extract contained 11 ± 3% of OC. The OC-content of
the last water extract was below detection limit. The extracted OC was dominated by aliphatic
compounds, of which the majority were unresolved in the gas chromatography—mass spectrometry
(GC–MS) analysis (Figure 1A). The quantified compounds included PAHs with their oxy- and
nitro- derivatives, and aliphatic hydrocarbons. The majority of PAHs and their derivatives were
found in the n-hexane extract (Table 1). The most abundant compounds included phenanthrene,
methyl-phenanthrenes/anthracenes, and pyrene (Figure 1B). Besides the PAHs, n-hexane extract also
contained the majority of recovered aliphatic hydrocarbons (i.e., saturated and unsaturated) with
greater amounts of C20–C26 alkanes. Lower amounts of PAHs and aliphatic hydrocarbons were found
in the DCM extract, and none were recovered from the methanol extract. Since DCM and methanol
extracts contained high amounts of higher molecular weight OC (Figure S1), their identification
could not be accomplished with GC–MS. Finally, besides the main constituents of DEP extracts, trace
amounts of aliphatic acids were also found in the n-hexane, DCM, and methanol extracts. Importantly,
as these extracts were obtained by sequential washing, extraction with DCM was done on particles,
where n-hexane-soluble compounds already was removed. It should therefore be considered that if the
solvents had been applied individually, or in a different order, the levels and types of compounds in
each fraction would have been different, (e.g., greater OC could have been found in methanol-treated
or water-treated DEPs if not previously exposed to n-hexane or DCM).

2.2. DEP-EOM Triggered Increase of [Ca2+]i in HMEC-1

Previous studies have linked both DEP and PAH exposure to [Ca2+]i increase [39,45–47]. We therefore
wanted to investigate if DEP-EOM increase [Ca2+]i in endothelial cells. Human micro-vascular endothelial
cells were exposed to four fractions of DEP-EOM ranging from non-polar to polar (n-Hex-EOM,
DCM-EOM, Methanol-EOM, and Water-EOM). At concentrations corresponding to extracts from
5 µg/mL (0.6 µg/cm2) of the original DEP, n-Hex- and DCM-EOM triggered substantial and
rapid increases of [Ca2+]i in HMEC-1 (Figure 2A). At a lower concentration corresponding to
1 µg/mL (0.12 µg/cm2) of the original DEPs, n-Hex-EOM still triggered substantial calcium response,
while DCM-EOM had almost no effect (Figure 2B). These effects on [Ca2+]i were found at concentrations
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well below the exposure levels needed to trigger marked pro-inflammatory responses as observed in
our previous study on these DEP-EOM (50 µg/mL were needed to induce IL-1 α/β, CXCL8, MMP-1
and COX-2 in HMEC-1 cells) [18].
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Figure 1. Characterization of extractable organic matter from DEPs (DEP-EOM). The soluble organic
carbon/chemicals were extracted directly from the native particulates by sequential pressurized
extraction with n-hexane, dichloromethane (DCM), and methanol at 100 ◦C (under pressure), followed
by a final extraction with water at 25 ◦C. Total content of organic carbon was analyzed by thermal optical
analysis, while content of polycyclic aromatic hydrocarbons (PAHs) and aliphatics were measured
by gas chromatography—mass spectrometry (GC–MS), as described under Materials and Methods.
The figure depicts GC-MS chromatograms of the four DEP-EOMs (A), as well as quantified levels of
individual PAHs and alkane species of the different extracts (B). The extraction was done in three
parallels and the results are expressed as mean ± standard error of mean (SEM) (n = 3).

2.3. Origin and Mechanisms Involved in DEP-EOM-Triggered [Ca2+]i Increases

To explore the origin and nature of DEP-EOM-triggered Ca2+ responses, HMEC-1 cells were
exposed to n-Hex- or DCM-EOM (5 µg/mL) in buffered solution with or without Ca2+. The initial
[Ca2+]i increase due to n-Hex-EOM was unaffected, while the latter part was abrogated by removing
extracellular Ca2+ (Figure 3A). The STIM1/TRPC blocker SKF 96365 (10 µM) reduced the second
phase of the n-Hex-EOM triggered effect (Figure 4A,B), consistent with inhibition of the secondary
extracellular influx. Surprisingly, the SOCE/CRAC inhibitor BtP2 (10 µM) reduced both the initial
as well as the latter part of this response. Ca2+-influx triggered by DCM-EOM was fully abrogated
by removing extracellular Ca2+ (Figure 3B), and was almost completely blocked by SKF 96365 and
partially reduced by BtP2 (Figure 4B,C). The importance of TRPC and possibly STIM1 in mediating
the DCM effect was further substantiated by a marked reduction in cells treated with 50 µM of
2-APB (Figure S2) [48,49]. Thus, it seems that n-Hex-EOM increased [Ca2+]i through mechanisms
consistent with SOCE while effects of DCM-EOM appeared independent of an initial Ca2+ release from
intracellular stores, and completely due to influx of extracellular Ca2+, thus resembling ROCE.
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Figure 2. Effects of DEP-EOM on [Ca2+]i in human microvascular endothelial cells (HMEC-1).
(A) Three min after measurements were started (arrow), the cells were exposed to one of the four
DEP-EOM (n-Hex-, DCM-, Methanol or Water-EOM) at concentrations corresponding to 5 µg/mL of the
original DEPs or vehicle control (DMSO); (B) To evaluate effects at low concentrations, three min after
measurements were started (arrow), cells were exposed to n-Hex- and DCM-EOM at concentrations
corresponding to 1 µg/mL of the original DEPs or vehicle control (DMSO). [Ca2+]i levels measured by
normalized ratio of the Fura2-AM probe during exposure is presented as a graph and the area under
the curve (AUC) from 1.0 at the Y-axis and 0–60 min, as mean and mean ± SEM (n = 3), respectively.
* Significantly different from DMSO (p < 0.05). # Significantly different from DCM-EOM (p < 0.05).

A rapid increase in [Ca2+]i via non-genomic AhR-dependent mechanisms has been suggested
as an initial triggering event for TCDD-induced effects [26]. To further elucidate the mechanisms
regulating [Ca2+]i increased by n-Hex- and DCM-EOM, AhR was inhibited with CH223191 (1 µM) and
by siRNA knock-down. The efficiency of the siRNA-transfection has previously been verified, resulting
in an approximately 85% reduction in AhR mRNA levels, loss of AhR protein expression. And a
nearly complete abrogation of CYP1B1 inducibility in the HMEC-1 cells [45]. Effects of both n-Hex-
and DCM-EOM were substantially reduced in cells treated with CH223191, but the very first part of
the n-Hex-EOM triggered [Ca2+]i increase was seemingly less affected by the treatment (Figure 5A,B).
However, Ca2+-responses to both n-Hex- and DCM-EOM were abrogated in cells treated with AhR
specific siRNA, while cells treated with non-target siRNA still elicited a [Ca2+]i increase (Figure 5C,D).
Thus, Ca2+ responses to both lipophilic DEP-EOM were dependent on AhR non-genomic signalling.



Int. J. Mol. Sci. 2018, 19, 1429 6 of 20
Int. J. Mol. Sci. 2017, 18, x FOR PEER REVIEW  6 of 20 

 

 

Figure 3. Origin and nature of n-Hex- and DCM-EOM-induced [Ca2+]i responses. Cells were incubated 

in a buffer with or without Ca2+ and ethylene glycol-bis(β-aminoethyl ether)-N,N,N′,N′-tetraacetic acid 

(EGTA), 30 min before exposure. Three min after measurements were started, the cells were exposed 

to n-Hex- (A) or DCM-EOM (B) at concentrations corresponding to 5 μg/mL of the original DEPs or 

vehicle control (DMSO). [Ca2+]i level measured by normalized ratio of the Fura2-AM probe during 

exposure is presented as a graph and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± 

SEM (n = 3), respectively. * Significantly different from calcium free exposure with EGTA (p < 0.05). 

 

Figure 3. Origin and nature of n-Hex- and DCM-EOM-induced [Ca2+]i responses. Cells were incubated
in a buffer with or without Ca2+ and ethylene glycol-bis(β-aminoethyl ether)-N,N,N′,N′-tetraacetic
acid (EGTA), 30 min before exposure. Three min after measurements were started, the cells were
exposed to n-Hex- (A) or DCM-EOM (B) at concentrations corresponding to 5 µg/mL of the original
DEPs or vehicle control (DMSO). [Ca2+]i level measured by normalized ratio of the Fura2-AM probe
during exposure is presented as a graph and AUC from 1.0 at the Y-axis and 0–45 min, as mean and
mean ± SEM (n = 3), respectively. * Significantly different from calcium free exposure with EGTA
(p < 0.05).

Int. J. Mol. Sci. 2017, 18, x FOR PEER REVIEW  6 of 20 

 

 

Figure 3. Origin and nature of n-Hex- and DCM-EOM-induced [Ca2+]i responses. Cells were incubated 

in a buffer with or without Ca2+ and ethylene glycol-bis(β-aminoethyl ether)-N,N,N′,N′-tetraacetic acid 

(EGTA), 30 min before exposure. Three min after measurements were started, the cells were exposed 

to n-Hex- (A) or DCM-EOM (B) at concentrations corresponding to 5 μg/mL of the original DEPs or 

vehicle control (DMSO). [Ca2+]i level measured by normalized ratio of the Fura2-AM probe during 

exposure is presented as a graph and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± 

SEM (n = 3), respectively. * Significantly different from calcium free exposure with EGTA (p < 0.05). 

 

Figure 4. Cont.



Int. J. Mol. Sci. 2018, 19, 1429 7 of 20
Int. J. Mol. Sci. 2017, 18, x FOR PEER REVIEW  7 of 20 

 

 

Figure 4. Mechanisms and channels involved in n-Hex- and DCM-EOM-induced [Ca2+]i. Cells were 

incubated in a buffer with or without the calcium inhibitors (i.e., 10 μM SKF 96365 or 10 μMBtP2) 30 

min prior to exposure. Three min after measurements were started, the cells were exposed to n-Hex- 

(A,B) or DCM-EOM (C,D) at concentrations corresponding to 5 μg/mL of the original DEPs or vehicle 

control (DMSO). [Ca2+]i level measured by normalized ratio of the Fura2-AM probe during exposure 

are presented as a graph, and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± SEM (n 

= 3), respectively. * Significantly different from no inhibitor (p < 0.05). 

 

Figure 5. The role of AhR in [Ca2+]i triggered by n-Hex- and DCM-EOM. Cells were incubated in a 

buffer with or without the AhR inhibitor (1 μM CH223191; A,C) 30 min prior to exposure. AhR was 

knocked down with siRNA (siAhR; B,D) and control-cells treated with non-target siRNA (siRNT). 

Three min after measurements were started, the cells were exposed to n-Hex- (A,B) or DCM-EOM 

(C,D) at concentrations corresponding to 5 μg/mL of the original DEPs or vehicle control (DMSO). 

[Ca2+]i level measured by normalized ratio of the Fura2-AM probe during exposure are presented as 

a graph and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± SEM (n = 3), respectively. 

* Significantly different from no inhibitor (p < 0.05). 

  

Figure 4. Mechanisms and channels involved in n-Hex- and DCM-EOM-induced [Ca2+]i. Cells were
incubated in a buffer with or without the calcium inhibitors (i.e., 10 µM SKF 96365 or 10 µMBtP2)
30 min prior to exposure. Three min after measurements were started, the cells were exposed to n-Hex-
(A,B) or DCM-EOM (C,D) at concentrations corresponding to 5 µg/mL of the original DEPs or vehicle
control (DMSO). [Ca2+]i level measured by normalized ratio of the Fura2-AM probe during exposure
are presented as a graph, and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± SEM
(n = 3), respectively. * Significantly different from no inhibitor (p < 0.05).
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Figure 5. The role of AhR in [Ca2+]i triggered by n-Hex- and DCM-EOM. Cells were incubated in a
buffer with or without the AhR inhibitor (1 µM CH223191; A,C) 30 min prior to exposure. AhR was
knocked down with siRNA (siAhR; B,D) and control-cells treated with non-target siRNA (siRNT).
Three min after measurements were started, the cells were exposed to n-Hex- (A,B) or DCM-EOM
(C,D) at concentrations corresponding to 5 µg/mL of the original DEPs or vehicle control (DMSO).
[Ca2+]i level measured by normalized ratio of the Fura2-AM probe during exposure are presented as a
graph and AUC from 1.0 at the Y-axis and 0–45 min, as mean and mean ± SEM (n = 3), respectively.
* Significantly different from no inhibitor (p < 0.05).
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2.4. DCM-EOM Induced Effects on Membrane Order, Mechanisms Involved and Link to [Ca2+]i

Many key proteins regulating Ca2+ influx are co-localized in ordered lipid microdomains of the
plasma membrane, such as caveolae [50]. We therefore also investigated the effects of DEP-EOM on
plasma membrane structure. Cells exposed for 30 min to DCM-EOM (5 µg/mL) showed a reduction
in di-4ANEPPDHQ-staining, indicative of a reduction in global plasma membrane order (Figure 6).
Notably, Water-EOM seemed to increase membrane order, but since Water-EOM did not affect [Ca2+]i,
the mechanism for this response was not investigated. Furthermore, pre-treatment with CH223191
(1 µM) attenuated the DCM-EOM induced membrane-remodelling (Figure 7A), indicating that this
response was related to AhR signalling. It seems that the physico-chemical properties of the membrane
bilayer may affect the conductance of membrane-bound channels [51]. Thus, to link our findings on
membrane order to calcium, we used cholesterol (15 µg/mL), a lipid known to render the membrane
more rigid [52]. As expected, addition of cholesterol prevented the DCM-EOM-induced alterations
in plasma membrane order (Figure 7B). Interestingly cholesterol also inhibited [Ca2+]i increased by
DCM-EOM, especially the latter part (Figure 7C). Thus, it seems that DCM-EOM affects membrane
order, partly through AhR non-genomic signalling, and that this change in membrane order is linked
to the Ca2+ response.
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Figure 6. Effects of DEP-EOM on membrane-microstructure. (A) Cells were exposed to one of
the four fractions at concentrations corresponding to 5 µg/mL of the original DEPs or vehicle
control (DMSO). After 30 min exposure, cells were fixed and stained for membrane order with the
fluorescence dye di-4-ANEPPDHQ; (B) Confocal image of HMEC-1 cells (400× magnification) stained
with di-4-ANEPPDHQ, representative for three experiments. The results are expressed as mean ± SEM
(n = 3). * Significant difference from DMSO (p < 0.05).
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Figure 7. Effects of AhR inhibition and cholesterol on DCM-EOM-induced effects on membrane-
microstructure and effect of cholesterol on DCM-EOM induced [Ca2+]i. Cells were incubated in medium
with or without the AhR inhibitor (1 µM CH223191) (A) or cholesterol (B,C) 30 min prior to exposure.
Cells were exposed to DCM-EOM (5 µg/mL) or vehicle control (DMSO). After 30 min exposure, cells
were fixed and stained for lipid membrane order with the fluorescence dye di-4-ANEPPDHQ (A,B).
Confocal image of HMEC-1 cells stained with di-4-ANEPPDHQ, representative for three experiments.
[Ca2+]i levels measured by normalized ratio of the Fura2-AM probe during exposure are presented as
a graph and AUC from 1.0 at the Y-axis and 0–45 min (C). The results are expressed as mean ± SEM
(n = 3). * Significant difference from DMSO (p < 0.05). # Significant difference from DCM-EOM
(p < 0.05).

3. Discussion

In the current study, we found that relatively low concentrations of lipophilic DEP-EOM (n-Hex-
and DCM-EOM) triggered a rapid increase in [Ca2+]i in human microvascular endothelial cells
(HMEC-1) via AhR. By contrast, the more polar methanol-EOM and water-EOM did not affect [Ca2+]i
at the tested concentrations. The relatively rapid kinetic of this response, occurring within minutes of
exposure, and thus preceding gene expression, is consistent with AhR non-genomic Ca2+ signalling [26].
Furthermore, n-Hex-EOM triggered [Ca2+]i increase from intracellular stores followed by extracellular
influx, possibly via TRP channels. In contrast, DCM-EOM-triggered [Ca2+]i increase appeared to be
totally dependent on extracellular influx, primarily through TRP channels. The DCM-EOM-induced
Ca2+ signalling seemed to involve an AhR-dependent reduction of ordered membrane microdomains
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globally. To the best of our knowledge, the present study is the first to report a potential role of AhR
non-genomic signalling in the biological effects of DEPs. It is interesting to note that previous studies
have found that PM-induced inflammatory and vascular effects, as well as atherosclerosis, are linked
to the more volatile, lipophilic OC of the particles [11,53–55]. Corroborating this, our present results
showed that lipophilic chemicals present in DEPs, but not the more polar constituents, increased
[Ca2+]i in endothelial HMEC-1 cells. The apparently central role of AhR in regulating these [Ca2+]i
increases, induced by both n-Hex- and DCM-EOM, further suggest that aromatic compounds may
be the prime drivers of the Ca2+ responses by the two fractions. As seen from the chemical analysis,
n-Hex-EOM contained approximately 10-fold higher levels of PAHs than the slightly less lipophilic
DCM-EOM. Accordingly, only n-Hex-EOM induced a [Ca2+]i-increase in HMEC-1 cells when the
exposure was reduced from an extract concentration corresponding to 5 µg/mL of original DEPs to
1 µg/mL.

Based on the results obtained with buffered solution containing Ca2+ or not, effects of n-Hex-
and DCM-EOM on [Ca2+]i seem to be mediated by different mechanisms. While n-Hex-EOM
appeared to trigger a classical IP3R-SOCE mediated response, with an initial [Ca2+]i increase
released from the endoplasmic reticulum, DCM-EOM triggered an increase in [Ca2+]i that originated
from the extracellular space. In line with this, the TRPC inhibitor SKF96365 had more effect on
DCM-EOM-induced response than on n-Hex-EOM, while the SOCE inhibitor BtP2 had the most effect
on n-Hex-EOM. The role of TRPCs in mediating the influx of extracellular Ca2+ triggered by DCM-EOM
is further substantiated by the marked effect of 2APB (SOCE/TRPC inhibitor) (Figure S2) [32], and the
presence of TRPC1 confirmed by q-PCR (Figure S3). Since BtP2 is known to inhibit SOCE/CRAC, it was
somewhat surprising that it also affected the n-Hex-EOM triggered release of Ca2+ from intracellular
stores. This might either be explained by a concentration related effect of BtP2, or BtP2 might inhibit
release of Ca2+ from intracellular stores in HMEC-1. The effect of SKF 96365 on the latter part of
n-Hex-EOM-triggered [Ca2+]i increase, suggests that the secondary influx of extracellular Ca2+ was
mediated by TRPCs. This is consistent with TRPC1 acting as an integral component of SOCE [56,57].
However, SKF96365 also act as a TRPV2 and -4 antagonist [58], and has been reported to be a potent
blocker of low-voltage-activated T-type calcium channels [59]. Thus the effects of SKF should be
interpreted with caution. TRPV4 has both been shown to regulate DEP-induced calcium responses [39]
and to play an important physiological role in endothelial cells [60]. It is therefore tempting to speculate
that TRPV4 could be involved in the observed responses. However, TRPV4 was expressed at low
levels in the HMEC-1 cells (Figure S3), indicating that other TRP-channels may be more important.
Thus, further studies are needed to specify the role of the various TRPs. Taken together it seems
that n-Hex-EOM triggered the classical SOCE pathway, while DCM-EOM possibly triggered a more
receptor operated (ROCE) dependent pathway. Interestingly, based on their central role in vascular
function, as well as in vascular pathologies, TRP channels have been suggested as potential therapeutic
targets in CVD [41].

How AhR may regulate two apparently different modes of Ca2+ signalling by two different
DEP-EOMs remains to be clarified. However, it should be noted that SOCE and ROCE share many of
the same molecular mechanisms and both are activated by phospholipase C (PLC), which has been
postulated as a potential downstream mediator of AhR [37,61,62]. The different mechanisms involved
in the n-Hex- and DCM-EOM induced Ca2+ signaling may be linked to their chemical composition,
as it is well known that various PM/PM constituents may trigger toxic responses through different
mechanisms [63–65]. However, as n-Hex-EOM contains more organic chemicals than DCM-EOM,
the differences in response could therefore also merely be a matter of concentration. Indeed such
concentration-dependent regulation of SOCE/ROCE has been reported for other stimulants (e.g., low
concentrations of endothelin, a potent vasoconstriction peptide, induced influx of extracellular Ca2+

only, while at higher concentrations it also released calcium from intracellular stores [66]).
An AhR non-genomic pathway has been proposed to mediate effects via both phospholipase

A2/Ca2+ [63,64] and FAK/Src [27]. Accumulating evidence suggest that AhR localize in caveolae [33]
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cholesterol-rich lipid domains that are considered central in orchestrating Ca2+ signalling by
co-localizing proteins involved [50]. Rey-Barroso and colleagues [65] have found that AhR co-localizes
with caveolin-1 (Cav1) in ordered microdomains, and regulate Cav1 distribution to these microdomains.
Moreover, Liao et al. [61] have suggested that Orai-TRPC complexes recruited to structured lipid
domains, such as rafts or caveolae, mediate SOCE, whereas the same complexes mediate ROCE
when they are outside of raft-like regions. In line with this, DCM-EOM, which appeared to induce a
ROCE-like Ca2+ influx, also seemed to have a disordering effect on the plasma membrane, as measured
by di-4ANEPPDHQ fluorescence. Notably, it has been argued that di-4ANEPPDHQ reacts specifically
to cholesterol [67]. Thus, the observed effects could be indicative of caveolae disassembly and/or
reduction in plasma membrane cholesterol. Pre-treatment with either cholesterol or CH223191
attenuated DCM-EOM induced reduction in global membrane order, as well as [Ca2+]i increase.
A possible explanation is that DCM-EOM triggered an AhR-dependent disassembly of structured lipid
domains, resulting in localization of TRPC-channels in non-raft regions. According to Liao et al. [61],
such a scenario would favor a ROCE-mediated Ca2+ influx, as observed in DCM-EOM exposed cells.
However, the apparent lack of effects from n-Hex-EOM on plasma membrane structure, despite its
ability to induce AhR-dependent [Ca2+]i, underscores that AhR non-genomic effects may not be
restricted to a single signalling pathway.

AhR-mediated gene expression is previously reported to be among the most sensitive endpoints
induced by DEPs [68,69]. Our present findings show a potential role of AhR non-genomic signalling for
effects of low concentrations of DEP-EOM in endothelial cells. The significance of this relatively rapid
[Ca2+]i increase for long-term effects of PM-exposure on endothelial function should be interpreted
with caution. However, it is well known that endothelial [Ca2+]i plays a central role in vasomotor
regulation [28,30,41]. In fact, increased SOCE-mediated Ca2+ influx through TRPC-channels has been
found in monocytes isolated from rats and patients with hypertension [70,71]. Vasomotor dysfunction
is associated with PM-exposure [6,29,72], and diesel exhaust attenuate the vasodilatory effect of the
calcium blocker verapamil [44,73]. Thus, the presently observed disturbance of Ca2+ homeostasis may
add some possible explanations to these findings. Furthermore, AhR non-genomic Ca2+ signalling
was originally suggested by Matsumura [26] as an initial trigger of inflammatory effects upon TCDD
exposure. In fact, a number of studies show that AhR-mediated induction of pro-inflammatory genes
by both TCDD and PAHs depends on Ca2+ signalling [74,75]. Thus, the observed effects of DEP-EOM
on Ca2+ signalling in HMEC-1 could also be related to inflammation, which plays a central role in
development of endothelial dysfunction [3,76]. In line with this, we have observed that the lipophilic
DEP-EOM tested in the current study also induces increased expression of pro-inflammatory genes in
HMEC-1, as well as primary human endothelial cells through AhR-dependent mechanisms [16]. Recent
results from our lab suggest that these pro-inflammatory responses can at least partly be attributed
to the Ca2+ signalling, but also that enhanced calcium signalling may occur without a corresponding
enhancement of the inflammatory reactions [77]. Thus, calcium signaling most likely affect regulation
of pro-inflammatory genes by acting in concert with other signalling pathways. As we have previously
reported that primary human endothelial cells are more sensitive to DEP-EOM than HMEC-1 with
regard to inflammatory responses [16], it would thus be interesting to see if these primary cells also are
more susceptible to calcium responses.

A number of studies indicate that organic chemicals are major contributors to the cardiovascular
effects of DEPs and other combustion particles [4,11,18,53,78,79]. Upon inhalation and alveolar
deposition of DEPs, these soluble organic chemicals may rapidly diffuse from the particles through the
alveolar-endothelial barrier and into the bloodstream [14,16,17], and hence, also reach the endothelium
in the more distant part of the vasculature. In vivo pulmonary exposure to B[a]P-coated soot particles
showed that 30% of the deposited particle-bound PAH was cleared into the blood within minutes
after exposure [17]. By comparison, only 0.02% of inhaled nano-sized gold particles translocated from
the lung into circulation [80,81]. It therefore seems likely that the release of organic chemicals from
DEPs deposited in the airways (on the epithelial surface) may represents a more important route of
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endothelial exposure, rather than direct exposure to DEPs (i.e., translocation of particles). Furthermore,
it seems that reducing the amount of un-fully combusted organic chemicals in the air might reduce
some of the health burden due to combustion derived air pollution. Elucidating what components
of air pollution cause adverse health effects, and through what mechanisms this occurs, may have
implications for risk assessment as well as future combustion and cleansing technology.

4. Material and Methods

4.1. Chemicals

For water extractions, deionized water was obtained from a Direct-Q purifier (Millipore, Billerica,
MA, USA). All organic solvents were of >99% purity (GC or LC-MS grade) and purchased from VWR
(Radnor, PA, USA). Analytical standards were obtained from either Fisher Scientific (Hampton, NH,
USA) or Sigma-Aldrich (St. Louis, MO, USA). N,O-bistrifluoroacetamide (BSTFA) was also from
Sigma-Aldrich (St. Louis, MO, USA).

Dimethyl sulfoxide (DMSO) and hydrocortisone were purchased from Sigma-Aldrich (St. Louis, MO,
USA). L-Glutamine (200 mM) was purchased from Thermo Fischer Scientific (Renfrew, UK); endothelial
growth factor were from Nerliens Meszansky (Oslo, Norway); penicillin and streptomycin were
obtained from Lonza (Walkersville, MD, USA); MCDB 131 medium was provided by Life Technologies
(Grand Island, NY, USA); and fetal calf serum (FCS) was from Biochrom AG (Berlin, Germany). Pluronic
acid and fura-2 acetoxymethylester (Fura-2-AM) were provided by InVitrogen (Carlsbad, CA, USA).
1-[2-(4-Methoxyphenyl)-2-[3-(4-methoxyphenyl)propoxy]ethyl]-1H-imidazole hydrochloride (SKF 96365)
and N-[4-[3,5-Bis(trifluoromethyl)-1H-pyrazol-1-yl]phenyl]-4-methyl-1,2,3-thiadiazole-5-carboxamide
(BtP2) purchased from TOCRIS (Bristol, UK). 2-Aminoethoxydiphenylborate (2-APB), 2-methyl-2H-
pyrazole-3-carboxylic acid (2-methyl-4-o-tolylazo-phenyl)-amide (CH223191), cholesterol, and ethylene
glycol-bis(β-aminoethyl ether)-N,N,N′,N′-tetraacetic acid (EGTA) were purchased from Sigma-Aldrich
(now Merck; Darmstadt, Germany). Di-4ANEPPDHQ was purchased from Molecular Probes, Life
Technologies (Courtaboeuf, France).

Calcium cell suspension buffer contained: 134.8 mM NaCl, 4.7 mM KCl, 1.2 mM K2HPO4, 1 mM
MgCl2, 1 mM CaCl2, 10 mM glucose, 10 mM HEPES, pH 7.4.

4.2. Diesel Exhaust Particles and Chemical Extraction

The DEPs were collected from the tail-pipe of a diesel engine (Deutz, 4 cylinder, 2.2 l, Cologne,
Germany, 500 rpm) running on gas oil and previously chemically characterized as described
elsewhere [82]. These particles, kindly provided by F.R. Cassee (RIVM, Bilthoven, The Netherlands),
contained approximately 60% OC, corresponding to other OC-rich DEPs [83,84]. When compared to
PM, it seems that PM2.5 had an OC level of approximately 25%, while ultrafine PM, known to be major
contributors to vascular effects, have OC levels around 50% [85]. DEP extraction was performed from
the native particles with a series of solvents ranging from non-polar to polar using n-hexane (n-Hex),
dichloromethane (DCM), methanol, and water at 25 ◦C using a pressurized extraction system as
previously described [18,86]. The solvents were removed by evaporation and the extracted DEP-EOM
were re-suspended in DMSO at concentrations corresponding to extracts from 25 mg/mL of the original
DEPs. The chemical compositions of these four fractions, from here on referred to as n-Hex-EOM,
DCM-EOM, Methanol-EOM, and Water-EOM, were analyzed for total content of carbon, amount of
PAHs (and their derivatives), and aliphatic hydrocarbons (Tables S1 and S2 ,and Figure S1). As shown
in Table 1, most of the organic carbon was found in the n-Hex-EOM and DCM-EOM, with remaining
19% recovered in Methanol-EOM. Organic carbon was not detected in the Water-EOM. N-Hex-EOM
contained almost 90% of the PAHs and aliphatic hydrocarbons, while the rest was found in the
DCM-EOM [18].
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Table 1. Chemical characteristics of DEP-EOMs. Total OC, aliphatic hydrocarbons (Aliphatics),
and PAHs in the different DEP-EOM from [16]. Data are expressed as mean ± SD of three separate
extractions. All values in mg/g of original native DEPs.

Chemicals n-Hex-EOM DCM-EOM Methanol-EOM Water-EOM

OC 153 ± 29 113 ± 23 62 ± 15 ND
Aliphatics 100 ± 8 17 ± 16 ND ND

PAHs 1.65 ± 0.07 0.13 ± 0.02 ND ND

ND = not detected; OC = organic carbon; PAHs = polycyclic aromatic hydrocarbons; DEPs = diesel exhaust particles;
DCM = dichloromethane; EOM = extractable organic matter.

4.3. Chemical Analysis

Chemical Analysis: Gas chromatography—mass spectrometry (GC–MS) revealed mainly
aliphatic hydrocarbons, PAHs, and PAHs derivatives in the extracts. The corresponding extracts
in organic solvents were spiked with deuterated recovery standards (i.e., naphthalene-d8, pyrene-d10,
and 1-hydroxypyrene-d9) and concentrated to 200 µL under a gentle stream of nitrogen. Water aliquots
were also spiked with recovery standards, but concentrated to 200 µL using a vacuum rotary evaporator
(7–20 × 10−3 bar, 30 ◦C). Half of the concentrated sample (100 µL) was then spiked with an internal
standard (i.e., fluoranthene-d10) and analyzed directly using GC–MS. To determine hydroxy-PAHs,
the other half of the concentrated sample (100 µL) was evaporated to dryness under a gentle stream
of nitrogen and mixed with 50 µL of sialylation agent, BSTFA. The mixture was then heated for 10 h
at 70 ◦C, mixed with 50 µL of dichloromethane, and spiked with fluoranthene-d10. The GC–MS
used was a 6890 Series II Plus GC coupled to a 5975C MS detector (Agilent, Santa Clara, CA, USA).
Separations were carried out using a 22 m-long DB-5MS column with 0.25 mm internal diameter and
0.25 mm film thickness (J&W Scientific, Rancho Cordova, CA, USA) at a constant helium flow rate of
1.0 mL/min. Samples (1.0 µL) were injected in a split-less mode for 0.5 min at 250 ◦C. The temperature
program started at 35 ◦C that was held for 2 min, followed by an increase to 140 ◦C with a 15 ◦C/min
temperature gradient. The last step was an increase to 320 ◦C with a 10 ◦C/min temperature gradient,
held for 10 min. The total run time was 37 min. The transfer line temperature was set to 280 ◦C.
The MS data were acquired in the full scan mass range of 43–500 m/z using an electron ionization
(70 eV). Quantifications were done using eight-point calibrations with the corresponding standard
quantification ions listed in Tables S1 and S2. For compounds for which standards were not available
the nearest isomeric standard was employed.

4.4. Cell Culture

Human micro-vascular endothelial cells (HMEC-1) were obtained from Laboratory of the
Government Chemist (LGC Standards, Wesel, Germany). Cells were routinely maintained in MDCB131
medium containing epidermal growth factor (10 ng/mL), hydrocortisone (0.2 µg/mL), penicillin
(50 unit/mL), and streptomycin (50 µg/mL), and were supplemented with 10% fetal calf serum (FCS)
at 37 ◦C in an 95% humidified atmosphere with 5% CO2 with refreshment of medium every 2–3 day
and passaged at near confluency twice per week.

4.5. Small Interference RNA (SiRNA) Transfection

Chemically synthesized, double-stranded, ON-TARGETplus SMARTpool siRNA targeting mRNA
of AhR, was purchased from Dharmacon (Chicago, IL, USA). We used non-targeting siRNA as a
control. As previously reported [45], semi-confluent cells were transfected with 100 nM siRNA using
Dharmafect-1 transfection reagent diluted in antibiotic-free culture medium, 48 h after transfection,
cells were exposed to DEP-EOM.
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4.6. Calcium Measurements

Human micro-vascular endothelial cells were grown on glass lamellas to 50–60% confluency
and serum starved for a minimum of 12 h prior to exposure. Before exposure cells were mounted in
exposure chambers containing 1 mL cell suspension buffer. Cells were washed two times with the buffer
before loading with Fura-2AM for 30 min. Inhibitors were added during this loading period, and after
the loading buffer had been washed off. The inhibitors were used at concentrations based on prior
studies by others and us (2-APB 50 µM, SKF96365 10 µM, BtP2 10 µM and CH223191 1 µM) [74,87–89].
Calcium-free cell suspension buffer containing the extracellular calcium chelator ethylene glycol tetra
acetic acid (EGTA) was used after loading in experiments on extracellular Ca2+ dependency.

Variations in intracellular Ca2+ concentrations [Ca2+]i were analyzed in HMEC-1 cells exposed to
all four DEP-OE, by micro-spectrofluorimetry using the Ca2+ sensitive probe Fura-2AM, as previously
reported [90]. Briefly, cells were incubated at 37 ◦C in cell suspension buffer supplemented with 1.5 µM
Fura-2AM and 0.006% pluronic acid. After 30 min loading, cells were washed two times with the
buffer before exposure. The [Ca2+]i imaging involved data acquisition every 10 s (emission at 510 nm)
at 340- and 380-nm excitation wavelengths using an LEICA DMIRB microscope with an inverse 40×
oil objective.

Changes in [Ca2+]i were monitored using a DMIRB (Leica, Wetzlar, Germany) inverted
microscope-based imaging system equipped with a 40×/1.35 UApo N340 high UV light transmittance
oil immersion objective (Olympus, Waltham, MA, USA), a CoolSnapHQ fast-cooled monochromatic
digital camera (Princeton instrument), a DG-4 Ultra High Speed Wavelength Switcher (Sutter
Instruments, Novato, CA, USA) for fluorophore excitation, and METAFLUOR software (Universal
Imaging, Downingtown, PA, USA) for image acquisition and analysis. Data were acquired
every 10 s (emission at 510 nm) at 340- and 380-nm excitation wavelengths. All images were
background-subtracted. Results are presented as normalized calcium level compared to basal [Ca2+]i
measured 3 min prior to exposure. Area under the curve (AUC) was calculated from baseline (1.0).

4.7. Determination of Structural Perturbation of Plasma Membrane

We visualized the plasma membrane order with confocal fluorescence microscopy using
di-4 ANEPPDHQ dye (Molecular Probes, Life Technologies) a membrane-order sensitive probe.
Di-4 ANEPPDHQ displays a fluorescent spectral blue-shift from 620 nm when incorporated into
membranes with a low lipid order (a liquid disordered phase, Ld), and to 560 nm when inserted into
membranes with a high lipid order (a liquid-ordered phase, Lo). Fluorescence images were acquired
using confocal fluorescence microscopy. We acquired both disordered and ordered-phase fluorescence
images, and a new image indicative of membrane order was obtained by calculating a generalized
polarization (GP) value—a ratio-metric measurement of fluorescence intensities for each pixel which is
correlated to membrane lipid order [91]. Briefly, after each treatment, HMEC-1 cells grown on glass
lamellas were washed in phosphate buffer saline (PBS) and then fixed in 4% paraformaldehyde in PBS
at 4 ◦C. After washing three times with PBS, the cells were stained with 5 µM di-4ANEPPDHQ for
90 min and washed twice in PBS. Cells were then visualized with confocal fluorescence microscope
LEICA DMI 6000 CS (Leica Microsystems, Wetzlar, Germany). Under excitation at 488 nm with an
argon ion laser, ordered membrane images were acquired with a photomultiplier tubes (PMT) range
of 500 to 580 nm, whereas for disordered membrane images, the PMT range was 620 to 750 nm
(magnification 400×). Using Fiji imaging processing software (ImageJ; National Institutes of Health,
Bethesda, MD, USA) and the macro published by [91]), GP images were generated according to the
following calculation: GP = (I500–580 − I620–750)/(I500–580 + I620–750). On each GP image generated
(containing usually between one to three cells), a GP value was measured and normalized by
subtraction of the mean of all GP values found for DMSO-treated cells (∆GP values). Then, ∆GP values
of images from at least three experiments were used to generate a dot blot. Finally, the global mean of
∆GP values for each condition was calculated from a minimum of 10 images.
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4.8. Statistical Analysis

Calcium assays were analyzed by calculating area under the curve (AUC) and performing
statistical comparison with unpaired t-test based on analysis of independent experiments (biological
replicates). Due to the inherent variability in di-4-ANEPPDHQ-staining among individual cells, a very
high counting-number is needed to obtain statistical significance in the membrane order measurements
by confocal microscopy (Figures 6 and 7). The statistical analysis in these experiments was therefore
based on pooled technical replicates from three or more independent experiments. Statistical analyses
were performed by GraphPad Prism 7 software (GraphPad Software, Inc., San Diego, CA, USA) using
one-way ANOVA with Holm-Sidak post-test for multiple comparisons.

5. Conclusions

This study demonstrated, for the first time in human microvascular endothelial cells, that exposure
to lipophilic organic chemicals from diesel exhaust particles increased intracellular Ca2+ via AhR
non-genomic signalling. Considering the variety of effects of Ca2+ signalling on endothelial cell
physiology and pathophysiology, we believe these findings warrant further study.
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AhR aryl hydrocarbon receptor
B[a]P benzo[a]pyrene
β2AR β2ARadrenergic receptors
CVD cardiovascular disease
Cav1 caveolin-1
CYP cytochrome P450
Ca2+ calcium
[Ca2+]i intracytoplasmic calcium concentration
OC organic chemicals
DEPs diesel exhaust particles
DEP-EOM extractable organic matter of DEP
DCM-EOM dichloromethane
DMSO dimethyl sulfoxide
HMEC-1 human microvascular endothelial cells
IP3R inositol trisphosphate receptor
GPCRs G-protein coupled receptors
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PHECs primary human endothelial cells
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ROS reactive oxygen species
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XREs AhR-response elements

References

1. Brook, R.D.; Rajagopalan, S.; Pope, C.A., 3rd; Brook, J.R.; Bhatnagar, A.; Diez-Roux, A.V.; Holguin, F.;
Hong, Y.; Luepker, R.V.; Mittleman, M.A.; et al. Particulate matter air pollution and cardiovascular disease:
An update to the scientific statement from the American Heart Association. Circulation 2010, 121, 2331–2378.
[CrossRef] [PubMed]

2. Brook, R.D.; Rajagopalan, S. Chronic air pollution exposure and endothelial dysfunction: What you can’t
see-can harm you. J. Am. Coll. Cardiol. 2012, 60, 2167–2169. [CrossRef] [PubMed]

3. Ramji, D.P.; Davies, T.S. Cytokines in atherosclerosis: Key players in all stages of disease and promising
therapeutic targets. Cytokine Growth. Factor Rev. 2015, 26, 673–685. [CrossRef] [PubMed]

4. Lawal, A.O.; Davids, L.M.; Marnewick, J.L. Diesel exhaust particles and endothelial cells dysfunction:
An update. Toxicol. In Vitro 2016, 32, 92–104. [CrossRef] [PubMed]

5. Urch, B.; Brook, J.R.; Wasserstein, D.; Brook, R.D.; Rajagopalan, S.; Corey, P.; Silverman, F. Relative
contributions of PM2.5 chemical constituents to acute arterial vasoconstriction in humans. Inhal. Toxicol.
2004, 16, 345–352. [CrossRef] [PubMed]

6. Moller, P.; Christophersen, D.V.; Jacobsen, N.R.; Skovmand, A.; Gouveia, A.C.; Andersen, M.H.;
Kermanizadeh, A.; Jensen, D.M.; Danielsen, P.H.; Roursgaard, M.; et al. Atherosclerosis and vasomotor
dysfunction in arteries of animals after exposure to combustion-derived particulate matter or nanomaterials.
Crit. Rev. Toxicol. 2016, 46, 437–476. [CrossRef] [PubMed]

7. Tornqvist, H.; Mills, N.L.; Gonzalez, M.; Miller, M.R.; Robinson, S.D.; Megson, I.L.; Macnee, W.;
Donaldson, K.; Soderberg, S.; Newby, D.E.; et al. Persistent endothelial dysfunction in humans after
diesel exhaust inhalation. Am. J. Respir. Crit. Care Med. 2007, 176, 395–400. [CrossRef] [PubMed]

8. Kawasaki, S.; Takizawa, H.; Takami, K.; Desaki, M.; Okazaki, H.; Kasama, T.; Kobayashi, K.; Yamamoto, K.;
Nakahara, K.; Tanaka, M.; et al. Benzene-extracted components are important for the major activity of diesel
exhaust particles: Effect on interleukin-8 gene expression in human bronchial epithelial cells. Am. J. Respir.
Cell Mol. Biol. 2001, 24, 419–426. [CrossRef] [PubMed]

9. 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. [CrossRef] [PubMed]

10. Totlandsdal, A.I.; Herseth, J.I.; Bolling, A.K.; Kubatova, A.; Braun, A.; Cochran, R.E.; Refsnes, M.; Ovrevik, J.;
Lag, M. Differential effects of the particle core and organic extract of diesel exhaust particles. Toxicol. Lett.
2012, 208, 262–268. [CrossRef] [PubMed]

11. Keebaugh, A.J.; Sioutas, C.; Pakbin, P.; Schauer, J.J.; Mendez, L.B.; Kleinman, M.T. Is atherosclerotic disease
associated with organic components of ambient fine particles? Sci. Total Environ. 2015, 533, 69–75. [CrossRef]
[PubMed]

12. Alshaarawy, O.; Elbaz, H.A.; Andrew, M.E. The association of urinary polycyclic aromatic hydrocarbon
biomarkers and cardiovascular disease in the US population. Environ. Int. 2016, 89–90, 174–178. [CrossRef]

13. Trasande, L.; Urbina, E.M.; Khoder, M.; Alghamdi, M.; Shabaj, I.; Alam, M.S.; Harrison, R.M.; Shamy, M.
Polycyclic aromatic hydrocarbons, brachial artery distensibility and blood pressure among children residing
near an oil refinery. Environ. Res. 2015, 136, 133–140. [CrossRef] [PubMed]

14. Bostrom, C.E.; Gerde, P.; Hanberg, A.; Jernstrom, B.; Johansson, C.; Kyrklund, T.; Rannug, A.; Tornqvist, M.;
Victorin, K.; Westerholm, R. Cancer risk assessment, indicators, and guidelines for polycyclic aromatic
hydrocarbons in the ambient air. Environ. Health Perspect. 2002, 110, 451–488. [CrossRef] [PubMed]

http://dx.doi.org/10.1161/CIR.0b013e3181dbece1
http://www.ncbi.nlm.nih.gov/pubmed/20458016
http://dx.doi.org/10.1016/j.jacc.2012.08.974
http://www.ncbi.nlm.nih.gov/pubmed/23103034
http://dx.doi.org/10.1016/j.cytogfr.2015.04.003
http://www.ncbi.nlm.nih.gov/pubmed/26005197
http://dx.doi.org/10.1016/j.tiv.2015.12.015
http://www.ncbi.nlm.nih.gov/pubmed/26721178
http://dx.doi.org/10.1080/08958370490439489
http://www.ncbi.nlm.nih.gov/pubmed/15204750
http://dx.doi.org/10.3109/10408444.2016.1149451
http://www.ncbi.nlm.nih.gov/pubmed/27028752
http://dx.doi.org/10.1164/rccm.200606-872OC
http://www.ncbi.nlm.nih.gov/pubmed/17446340
http://dx.doi.org/10.1165/ajrcmb.24.4.4085
http://www.ncbi.nlm.nih.gov/pubmed/11306435
http://dx.doi.org/10.1165/ajrcmb.25.4.4515
http://www.ncbi.nlm.nih.gov/pubmed/11694458
http://dx.doi.org/10.1016/j.toxlet.2011.10.025
http://www.ncbi.nlm.nih.gov/pubmed/22100492
http://dx.doi.org/10.1016/j.scitotenv.2015.06.048
http://www.ncbi.nlm.nih.gov/pubmed/26151650
http://dx.doi.org/10.1016/j.envint.2016.02.006
http://dx.doi.org/10.1016/j.envres.2014.08.038
http://www.ncbi.nlm.nih.gov/pubmed/25460629
http://dx.doi.org/10.1289/ehp.02110s3451
http://www.ncbi.nlm.nih.gov/pubmed/12060843


Int. J. Mol. Sci. 2018, 19, 1429 17 of 20

15. Yang, K.; Jiang, X.; Cheng, S.; Chen, C.; Cao, X.; Tu, B. Effects of coke oven emissions and benzo[a]pyrene on
blood pressure and electrocardiogram in coke oven workers. J. Occup. Health 2017, 59, 1–7. [CrossRef] [PubMed]

16. Penn, A.; Murphy, G.; Barker, S.; Henk, W.; Penn, L. Combustion-derived ultrafine particles transport organic
toxicants to target respiratory cells. Environ. Health Perspect. 2005, 113, 956–963. [CrossRef] [PubMed]

17. Gerde, P.; Muggenburg, B.A.; Lundborg, M.; Dahl, A.R. The rapid alveolar absorption of diesel soot-adsorbed
benzo[a]pyrene: Bioavailability, metabolism and dosimetry of an inhaled particle-borne carcinogen.
Carcinogenesis 2001, 22, 741–749. [CrossRef] [PubMed]

18. Brinchmann, B.C.; Skuland, T.; Rambøl, M.H.; Szoke, K.; Brinchmann, J.E.; Gutleb, A.C.; Moschini, E.;
Kubátová, A.; Kukowski, K.; Ferrec, E.L.; et al. Lipophilic components of diesel exhaust particles induce
pro-inflammatory responses in human endothelial cells through AhR dependent pathway(s). Part. Fibre Toxicol.
2018, in press.

19. Esser, C.; Rannug, A. The aryl hydrocarbon receptor in barrier organ physiology, immunology, and toxicology.
Pharmacol. Rev. 2015, 67, 259–279. [CrossRef] [PubMed]

20. Nguyen, L.P.; Bradfield, C.A. The search for endogenous activators of the aryl hydrocarbon receptor.
Chem. Res. Toxicol. 2008, 21, 102–116. [CrossRef] [PubMed]

21. Savouret, J.-E.; Berdeaux, A.; Casper, R.E. The aryl hydrocarbon receptor and its xenobiotic ligands-triggers
CVD. Nutr. Metab. Cardiovasc. Dis. 2003, 13, 104–113. [CrossRef]

22. Kopf, P.G.; Huwe, J.K.; Walker, M.K. Hypertension, cardiac hypertrophy, and impaired vascular relaxation
induced by 2,3,7,8-tetrachlorodibenzo-p-dioxin are associated with increased superoxide. Cardiovasc. Toxicol.
2008, 8, 181–193. [CrossRef] [PubMed]

23. Denison, M.S.; Soshilov, A.A.; He, G.; DeGroot, D.E.; Zhao, B. Exactly the same but different: Promiscuity
and diversity in the molecular mechanisms of action of the aryl hydrocarbon (dioxin) receptor. Toxicol. Sci.
2011, 124, 1–22. [CrossRef] [PubMed]

24. Guyot, E.; Chevallier, A.; Barouki, R.; Coumoul, X. The AhR twist: Ligand-dependent AhR signaling and
pharmaco-toxicological implications. Drug. Discov. Today 2013, 18, 479–486. [CrossRef] [PubMed]

25. Tian, Y.; Rabson, A.B.; Gallo, M.A. Ah receptor and NF-kappaB interactions: Mechanisms and physiological
implications. Chem. Biol. Interact. 2002, 141, 97–115. [CrossRef]

26. Matsumura, F. The significance of the nongenomic pathway in mediating inflammatory signaling of the
dioxin-activated Ah receptor to cause toxic effects. Biochem. Pharmacol. 2009, 77, 608–626. [CrossRef] [PubMed]

27. Tomkiewicz, C.; Herry, L.; Bui, L.C.; Metayer, C.; Bourdeloux, M.; Barouki, R.; Coumoul, X. The aryl
hydrocarbon receptor regulates focal adhesion sites through a non-genomic FAK/Src pathway. Oncogene
2013, 32, 1811–1820. [CrossRef] [PubMed]

28. Sandow, S.L.; Senadheera, S.; Grayson, T.H.; Welsh, D.G.; Murphy, T.V. Calcium and endothelium-mediated
vasodilator signaling. Adv. Exp. Med. Biol. 2012, 740, 811–831. [PubMed]

29. Moller, P.; Mikkelsen, L.; Vesterdal, L.K.; Folkmann, J.K.; Forchhammer, L.; Roursgaard, M.; Danielsen, P.H.;
Loft, S. Hazard identification of particulate matter on vasomotor dysfunction and progression of
atherosclerosis. Crit. Rev. Toxicol. 2011, 41, 339–368. [CrossRef] [PubMed]

30. Sandow, S.L.; Haddock, R.E.; Hill, C.E.; Chadha, P.S.; Kerr, P.M.; Welsh, D.G.; Plane, F. What’s where and
why at a vascular myoendothelial microdomain signalling complex. Clin. Exp. Pharmacol. Physiol. 2009, 36,
67–76. [CrossRef] [PubMed]

31. Clapham, D.E. Calcium signaling. Cell 2007, 131, 1047–1058. [CrossRef] [PubMed]
32. Yao, X.; Garland, C.J. Recent developments in vascular endothelial cell transient receptor potential channels.

Circ. Res. 2005, 97, 853–863. [CrossRef] [PubMed]
33. Majkova, Z.; Toborek, M.; Hennig, B. The role of caveolae in endothelial cell dysfunction with a focus on

nutrition and environmental toxicants. J. Cell Mol. Med. 2010, 14, 2359–2370. [CrossRef] [PubMed]
34. Chakraborty, S.; Hasan, G. IP3R, store-operated Ca2+ entry and neuronal Ca2+ homoeostasis in Drosophila.

Biochem. Soc. Trans. 2012, 40, 279–281. [CrossRef] [PubMed]
35. Liao, Y.; Erxleben, C.; Abramowitz, J.; Flockerzi, V.; Zhu, M.X.; Armstrong, D.L.; Birnbaumer, L. Functional

interactions among Orai1, TRPCs, and STIM1 suggest a STIM-regulated heteromeric Orai/TRPC model for
SOCE/Icrac channels. Proc. Natl. Acad. Sci. USA 2008, 105, 2895–2900. [CrossRef] [PubMed]

36. Ambudkar, I.S.; de Souza, L.B.; Ong, H.L. TRPC1, Orai1, and STIM1 in SOCE: Friends in tight spaces.
Cell Calcium. 2017, 63, 33–39. [CrossRef] [PubMed]

http://dx.doi.org/10.1539/joh.15-0264-OA
http://www.ncbi.nlm.nih.gov/pubmed/27885241
http://dx.doi.org/10.1289/ehp.7661
http://www.ncbi.nlm.nih.gov/pubmed/16079063
http://dx.doi.org/10.1093/carcin/22.5.741
http://www.ncbi.nlm.nih.gov/pubmed/11323393
http://dx.doi.org/10.1124/pr.114.009001
http://www.ncbi.nlm.nih.gov/pubmed/25657351
http://dx.doi.org/10.1021/tx7001965
http://www.ncbi.nlm.nih.gov/pubmed/18076143
http://dx.doi.org/10.1016/S0939-4753(03)80026-1
http://dx.doi.org/10.1007/s12012-008-9027-x
http://www.ncbi.nlm.nih.gov/pubmed/18850075
http://dx.doi.org/10.1093/toxsci/kfr218
http://www.ncbi.nlm.nih.gov/pubmed/21908767
http://dx.doi.org/10.1016/j.drudis.2012.11.014
http://www.ncbi.nlm.nih.gov/pubmed/23220635
http://dx.doi.org/10.1016/S0009-2797(02)00068-6
http://dx.doi.org/10.1016/j.bcp.2008.10.013
http://www.ncbi.nlm.nih.gov/pubmed/18996358
http://dx.doi.org/10.1038/onc.2012.197
http://www.ncbi.nlm.nih.gov/pubmed/22665056
http://www.ncbi.nlm.nih.gov/pubmed/22453971
http://dx.doi.org/10.3109/10408444.2010.533152
http://www.ncbi.nlm.nih.gov/pubmed/21345153
http://dx.doi.org/10.1111/j.1440-1681.2008.05076.x
http://www.ncbi.nlm.nih.gov/pubmed/19018806
http://dx.doi.org/10.1016/j.cell.2007.11.028
http://www.ncbi.nlm.nih.gov/pubmed/18083096
http://dx.doi.org/10.1161/01.RES.0000187473.85419.3e
http://www.ncbi.nlm.nih.gov/pubmed/16254217
http://dx.doi.org/10.1111/j.1582-4934.2010.01064.x
http://www.ncbi.nlm.nih.gov/pubmed/20406324
http://dx.doi.org/10.1042/BST20110618
http://www.ncbi.nlm.nih.gov/pubmed/22260705
http://dx.doi.org/10.1073/pnas.0712288105
http://www.ncbi.nlm.nih.gov/pubmed/18287061
http://dx.doi.org/10.1016/j.ceca.2016.12.009
http://www.ncbi.nlm.nih.gov/pubmed/28089266


Int. J. Mol. Sci. 2018, 19, 1429 18 of 20

37. Putney, J.W.; Tomita, T. Phospholipase C signaling and calcium influx. Adv. Biol. Regul. 2012, 52, 152–164.
[CrossRef] [PubMed]

38. Fariss, M.W.; Gilmour, M.I.; Reilly, C.A.; Liedtke, W.; Ghio, A.J. Emerging mechanistic targets in lung injury
induced by combustion-generated particles. Toxicol. Sci. 2013, 132, 253–267. [CrossRef] [PubMed]

39. Li, J.; Kanju, P.; Patterson, M.; Chew, W.L.; Cho, S.H.; Gilmour, I.; Oliver, T.; Yasuda, R.; Ghio, A.;
Simon, S.A.; et al. TRPV4-mediated calcium influx into human bronchial epithelia upon exposure to
diesel exhaust particles. Environ. Health Perspect. 2011, 119, 784–793. [CrossRef] [PubMed]

40. Smedlund, K.; Bah, M.; Vazquez, G. On the role of endothelial TRPC3 channels in endothelial dysfunction
and cardiovascular disease. Cardiovasc. Hematol. Agents Med. Chem. 2012, 10, 265–274. [CrossRef] [PubMed]

41. Earley, S.; Brayden, J.E. Transient receptor potential channels in the vasculature. Physiol. Rev. 2015, 95,
645–690. [CrossRef] [PubMed]

42. Sullivan, M.N.; Earley, S. TRP channel Ca2+ sparklets: Fundamental signals underlying endothelium-dependent
hyperpolarization. Am. J. Physiol. Cell Physiol. 2013, 305, C999–C1008. [CrossRef] [PubMed]

43. Earley, S. TRPA1 channels in the vasculature. Br. J. Pharmacol. 2012, 167, 13–22. [CrossRef] [PubMed]
44. Barath, S.; Mills, N.L.; Lundback, M.; Tornqvist, H.; Lucking, A.J.; Langrish, J.P.; Soderberg, S.; Boman, C.;

Westerholm, R.; Londahl, J.; et al. Impaired vascular function after exposure to diesel exhaust generated at
urban transient running conditions. Part. Fibre Toxicol. 2010, 7, 19. [CrossRef] [PubMed]

45. Mayati, A.; Le Ferrec, E.; Lagadic-Gossmann, D.; Fardel, O. Aryl hydrocarbon receptor-independent
up-regulation of intracellular calcium concentration by environmental polycyclic aromatic hydrocarbons in
human endothelial HMEC-1 cells. Environ. Toxicol. 2012, 27, 556–562. [CrossRef] [PubMed]

46. Mayati, A.; Le Ferrec, E.; Holme, J.A.; Fardel, O.; Lagadic-Gossmann, D.; Ovrevik, J. Calcium signaling and
beta2-adrenergic receptors regulate 1-nitropyrene induced CXCL8 responses in BEAS-2B cells. Toxicol. Vitro
2014, 28, 1153–1157. [CrossRef] [PubMed]

47. Deering-Rice, C.E.; Romero, E.G.; Shapiro, D.; Hughen, R.W.; Light, A.R.; Yost, G.S.; Veranth, J.M.; Reilly, C.A.
Electrophilic components of diesel exhaust particles (DEP) activate transient receptor potential ankyrin-1
(TRPA1): a probable mechanism of acute pulmonary toxicity for DEP. Chem. Res. Toxicol. 2011, 24, 950–959.
[CrossRef] [PubMed]

48. Xu, S.Z.; Zeng, F.; Boulay, G.; Grimm, C.; Harteneck, C.; Beech, D.J. Block of TRPC5 channels by
2-aminoethoxydiphenyl borate: A differential, extracellular and voltage-dependent effect. Br. J. Pharmacol.
2005, 145, 405–414. [CrossRef] [PubMed]

49. Hu, H.Z.; Gu, Q.; Wang, C.; Colton, C.K.; Tang, J.; Kinoshita-Kawada, M.; Lee, L.Y.; Wood, J.D.; Zhu, M.X.
2-aminoethoxydiphenyl borate is a common activator of TRPV1, TRPV2, and TRPV3. J. Biol. Chem. 2004,
279, 35741–35748. [CrossRef] [PubMed]

50. Pani, B.; Singh, B.B. Lipid rafts/caveolae as microdomains of calcium signaling. Cell Calcium. 2009, 45,
625–633. [CrossRef] [PubMed]

51. Wiggins, P.; Phillips, R. Membrane-protein interactions in mechanosensitive channels. Biophys. J. 2005, 88,
880–902. [CrossRef] [PubMed]

52. Cooper, R.A. Influence of increased membrane cholesterol on membrane fluidity and cell function in human
red blood cells. J. Supramol. Struct. 1978, 8, 413–430. [CrossRef] [PubMed]

53. Lawal, A.O.; Zhang, M.; Dittmar, M.; Lulla, A.; Araujo, J.A. Heme oxygenase-1 protects endothelial cells from
the toxicity of air pollutant chemicals. Toxicol. Appl. Pharmacol. 2015, 284, 281–291. [CrossRef] [PubMed]

54. Gong, K.W.; Zhao, W.; Li, N.; Barajas, B.; Kleinman, M.; Sioutas, C.; Horvath, S.; Lusis, A.J.; Nel, A.;
Araujo, J.A. Air-pollutant chemicals and oxidized lipids exhibit genome-wide synergistic effects on
endothelial cells. Genome Biol. 2007, 8, R149. [CrossRef] [PubMed]

55. DeMarini, D.M.; Brooks, L.R.; Warren, S.H.; Kobayashi, T.; Gilmour, M.I.; Singh, P. Bioassay-directed fractionation
and salmonella mutagenicity of automobile and forklift diesel exhaust particles. Environ. Health Perspect. 2004,
112, 814–819. [CrossRef] [PubMed]

56. Kim, M.S.; Zeng, W.; Yuan, J.P.; Shin, D.M.; Worley, P.F.; Muallem, S. Native Store-operated Ca2+ Influx
Requires the Channel Function of Orai1 and TRPC1. J. Biol. Chem. 2009, 284, 9733–9741. [CrossRef] [PubMed]

57. Ahmmed, G.U.; Mehta, D.; Vogel, S.; Holinstat, M.; Paria, B.C.; Tiruppathi, C.; Malik, A.B. Protein kinase
Calpha phosphorylates the TRPC1 channel and regulates store-operated Ca2+ entry in endothelial cells.
J. Biol. Chem. 2004, 279, 20941–20949. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.advenzreg.2011.09.005
http://www.ncbi.nlm.nih.gov/pubmed/21933679
http://dx.doi.org/10.1093/toxsci/kft001
http://www.ncbi.nlm.nih.gov/pubmed/23322347
http://dx.doi.org/10.1289/ehp.1002807
http://www.ncbi.nlm.nih.gov/pubmed/21245013
http://dx.doi.org/10.2174/187152512802651051
http://www.ncbi.nlm.nih.gov/pubmed/22827251
http://dx.doi.org/10.1152/physrev.00026.2014
http://www.ncbi.nlm.nih.gov/pubmed/25834234
http://dx.doi.org/10.1152/ajpcell.00273.2013
http://www.ncbi.nlm.nih.gov/pubmed/24025865
http://dx.doi.org/10.1111/j.1476-5381.2012.02018.x
http://www.ncbi.nlm.nih.gov/pubmed/22563804
http://dx.doi.org/10.1186/1743-8977-7-19
http://www.ncbi.nlm.nih.gov/pubmed/20653945
http://dx.doi.org/10.1002/tox.20675
http://www.ncbi.nlm.nih.gov/pubmed/21452393
http://dx.doi.org/10.1016/j.tiv.2014.05.012
http://www.ncbi.nlm.nih.gov/pubmed/24904980
http://dx.doi.org/10.1021/tx200123z
http://www.ncbi.nlm.nih.gov/pubmed/21591660
http://dx.doi.org/10.1038/sj.bjp.0706197
http://www.ncbi.nlm.nih.gov/pubmed/15806115
http://dx.doi.org/10.1074/jbc.M404164200
http://www.ncbi.nlm.nih.gov/pubmed/15194687
http://dx.doi.org/10.1016/j.ceca.2009.02.009
http://www.ncbi.nlm.nih.gov/pubmed/19324409
http://dx.doi.org/10.1529/biophysj.104.047431
http://www.ncbi.nlm.nih.gov/pubmed/15542561
http://dx.doi.org/10.1002/jss.400080404
http://www.ncbi.nlm.nih.gov/pubmed/723275
http://dx.doi.org/10.1016/j.taap.2015.01.010
http://www.ncbi.nlm.nih.gov/pubmed/25620054
http://dx.doi.org/10.1186/gb-2007-8-7-r149
http://www.ncbi.nlm.nih.gov/pubmed/17655762
http://dx.doi.org/10.1289/ehp.6578
http://www.ncbi.nlm.nih.gov/pubmed/15175166
http://dx.doi.org/10.1074/jbc.M808097200
http://www.ncbi.nlm.nih.gov/pubmed/19228695
http://dx.doi.org/10.1074/jbc.M313975200
http://www.ncbi.nlm.nih.gov/pubmed/15016832


Int. J. Mol. Sci. 2018, 19, 1429 19 of 20

58. Ho, T.C.; Horn, N.A.; Huynh, T.; Kelava, L.; Lansman, J.B. Evidence TRPV4 contributes to mechanosensitive
ion channels in mouse skeletal muscle fibers. Channels 2012, 6, 246–254. [CrossRef] [PubMed]

59. Singh, A.; Hildebrand, M.E.; Garcia, E.; Snutch, T.P. The transient receptor potential channel antagonist
SKF96365 is a potent blocker of low-voltage-activated T-type calcium channels. Br. J. Pharmacol. 2010, 160,
1464–1475. [CrossRef] [PubMed]

60. Hartmannsgruber, V.; Heyken, W.T.; Kacik, M.; Kaistha, A.; Grgic, I.; Harteneck, C.; Liedtke, W.; Hoyer, J.;
Kohler, R. Arterial response to shear stress critically depends on endothelial TRPV4 expression. PLoS ONE
2007, 2, e827. [CrossRef] [PubMed]

61. Liao, Y.; Plummer, N.W.; George, M.D.; Abramowitz, J.; Zhu, M.X.; Birnbaumer, L. A role for Orai in
TRPC-mediated Ca2+ entry suggests that a TRPC:Orai complex may mediate store and receptor operated
Ca2+ entry. Proc. Natl. Acad. Sci. USA 2009, 106, 3202–3206. [CrossRef] [PubMed]

62. Marlowe, J.L.; Puga, A. Aryl hydrocarbon receptor, cell cycle regulation, toxicity, and tumorigenesis.
J. Cell. Biochem. 2005, 96, 1174–1184. [CrossRef] [PubMed]

63. Dong, B.; Matsumura, F. Roles of cytosolic phospholipase A2 and Src kinase in the early action of
2,3,7,8-tetrachlorodibenzo-p-dioxin through a nongenomic pathway in MCF10A cells. Mol. Pharmacol.
2008, 74, 255–263. [CrossRef] [PubMed]

64. Puga, A.; Hoffer, A.; Zhou, S.; Bohm, J.M.; Leikauf, G.D.; Shertzer, H.G. Sustained Increase in Intracellular
Free Calcium and Activation of Cyclooxygenase-2 Expression in Mouse Hepatoma Cells Treated with Dioxin.
Biochem. Pharmacol. 1997, 54, 1287–1296. [CrossRef]

65. Rey-Barroso, J. The Dioxin receptor modulates Caveolin-1 mobilization during directional migration: Role
of cholesterol. Cell Commun. Signal. 2014, 12, 57. [CrossRef] [PubMed]

66. Iwamuro, Y.; Miwa, S.; Minowa, T.; Enoki, T.; Zhang, X.F.; Ishikawa, M.; Hashimoto, N.; Masaki, T. Activation
of two types of Ca2+-permeable nonselective cation channel by endothelin-1 in A7r5 cells. Br. J. Pharmacol.
1998, 124, 1541–1549. [CrossRef] [PubMed]

67. Amaro, M.; Reina, F.; Hof, M.; Eggeling, C.; Sezgin, E. Laurdan and Di-4-ANEPPDHQ probe different
properties of the membrane. J. Phys. D Appl. Phys. 2017, 50, 134004. [CrossRef] [PubMed]

68. Totlandsdal, A.I.; Cassee, F.R.; Schwarze, P.; Refsnes, M.; Lag, M. Diesel exhaust particles induce CYP1A1 and
pro-inflammatory responses via differential pathways in human bronchial epithelial cells. Part. Fibre Toxicol.
2010, 7, 41. [CrossRef] [PubMed]

69. Andrysik, Z.; Vondracek, J.; Marvanova, S.; Ciganek, M.; Neca, J.; Pencikova, K.; Mahadevan, B.; Topinka, J.;
Baird, W.M.; Kozubik, A.; et al. Activation of the aryl hydrocarbon receptor is the major toxic mode of action
of an organic extract of a reference urban dust particulate matter mixture: The role of polycyclic aromatic
hydrocarbons. Mutat. Res. 2011, 714, 53–62. [CrossRef] [PubMed]

70. Liu, D.Y.; Scholze, A.; Kreutz, R.; Wehland-von-Trebra, M.; Zidek, W.; Zhu, Z.M.; Tepel, M. Monocytes from
spontaneously hypertensive rats show increased store-operated and second messenger-operated calcium influx
mediated by transient receptor potential canonical Type 3 channels. Am. J. Hypertens. 2007, 20, 1111–1118.
[CrossRef] [PubMed]

71. Liu, D.Y.; Thilo, F.; Scholze, A.; Wittstock, A.; Zhao, Z.G.; Harteneck, C.; Zidek, W.; Zhu, Z.M.; Tepel, M.
Increased store-operated and 1-oleoyl-2-acetyl-sn-glycerol-induced calcium influx in monocytes is mediated
by transient receptor potential canonical channels in human essential hypertension. J. Hypertens. 2007, 25,
799–808. [CrossRef] [PubMed]

72. Krishnan, R.M.; Adar, S.D.; Szpiro, A.A.; Jorgensen, N.W.; Van Hee, V.C.; Barr, R.G.; O’Neill, M.S.;
Herrington, D.M.; Polak, J.F.; Kaufman, J.D. Vascular responses to long- and short-term exposure to fine
particulate matter: MESA Air (Multi-Ethnic Study of Atherosclerosis and Air Pollution). J. Am. Coll. Cardiol.
2012, 60, 2158–2166. [CrossRef] [PubMed]

73. Lucking, A.J.; Lundback, M.; Barath, S.L.; Mills, N.L.; Sidhu, M.K.; Langrish, J.P.; Boon, N.A.; Pourazar, J.;
Badimon, J.J.; Gerlofs-Nijland, M.E.; et al. Particle traps prevent adverse vascular and prothrombotic effects
of diesel engine exhaust inhalation in men. Circulation 2011, 123, 1721–1728. [CrossRef] [PubMed]

74. N’Diaye, M.; le Ferrec, E.; Lagadic-Gossmann, D.; Corre, S.; Gilot, D.; Lecureur, V.; Monteiro, P.; Rauch, C.;
Galibert, M.D.; Fardel, O. Aryl hydrocarbon receptor- and calcium-dependent induction of the chemokine CCL1
by the environmental contaminant benzo[a]pyrene. J. Biol. Chem. 2006, 281, 19906–19915. [CrossRef] [PubMed]

http://dx.doi.org/10.4161/chan.20719
http://www.ncbi.nlm.nih.gov/pubmed/22785252
http://dx.doi.org/10.1111/j.1476-5381.2010.00786.x
http://www.ncbi.nlm.nih.gov/pubmed/20590636
http://dx.doi.org/10.1371/journal.pone.0000827
http://www.ncbi.nlm.nih.gov/pubmed/17786199
http://dx.doi.org/10.1073/pnas.0813346106
http://www.ncbi.nlm.nih.gov/pubmed/19221033
http://dx.doi.org/10.1002/jcb.20656
http://www.ncbi.nlm.nih.gov/pubmed/16211578
http://dx.doi.org/10.1124/mol.107.044669
http://www.ncbi.nlm.nih.gov/pubmed/18388244
http://dx.doi.org/10.1016/S0006-2952(97)00417-6
http://dx.doi.org/10.1186/s12964-014-0057-7
http://www.ncbi.nlm.nih.gov/pubmed/25238970
http://dx.doi.org/10.1038/sj.bjp.0701984
http://www.ncbi.nlm.nih.gov/pubmed/9723969
http://dx.doi.org/10.1088/1361-6463/aa5dbc
http://www.ncbi.nlm.nih.gov/pubmed/29449744
http://dx.doi.org/10.1186/1743-8977-7-41
http://www.ncbi.nlm.nih.gov/pubmed/21162728
http://dx.doi.org/10.1016/j.mrfmmm.2011.06.011
http://www.ncbi.nlm.nih.gov/pubmed/21762708
http://dx.doi.org/10.1016/j.amjhyper.2007.04.004
http://www.ncbi.nlm.nih.gov/pubmed/17903696
http://dx.doi.org/10.1097/HJH.0b013e32803cae2b
http://www.ncbi.nlm.nih.gov/pubmed/17351372
http://dx.doi.org/10.1016/j.jacc.2012.08.973
http://www.ncbi.nlm.nih.gov/pubmed/23103035
http://dx.doi.org/10.1161/CIRCULATIONAHA.110.987263
http://www.ncbi.nlm.nih.gov/pubmed/21482966
http://dx.doi.org/10.1074/jbc.M601192200
http://www.ncbi.nlm.nih.gov/pubmed/16679317


Int. J. Mol. Sci. 2018, 19, 1429 20 of 20

75. Monteiro, P.; Gilot, D.; le Ferrec, E.; Rauch, C.; Lagadic-Gossmann, D.; Fardel, O. Dioxin-mediated up-regulation
of aryl hydrocarbon receptor target genes is dependent on the calcium/calmodulin/CaMKIalpha pathway.
Mol. Pharmacol. 2008, 73, 769–777. [CrossRef] [PubMed]

76. Dharmashankar, K.; Widlansky, M.E. Vascular endothelial function and hypertension: Insights and directions.
Curr. Hypertens. Rep. 2010, 12, 448–455. [CrossRef] [PubMed]

77. Brinchmann, B.C.; Ferrec, E.L.; Podechard, N.; Lagadic-Gossmann, D.; Holme, J.A.; Øvrevik, J. Organic
chemicals from diesel exhaust particles affects intracellular calcium, inflammation and β-adrenoceptors in
endothelial cells. Toxicol. Lett. 2018. under review.

78. Araujo, J.A.; Nel, A.E. Particulate matter and atherosclerosis: Role of particle size, composition and oxidative
stress. Part. Fibre Toxicol. 2009, 6, 24. [CrossRef] [PubMed]

79. Klein, S.G.; Cambier, S.; Hennen, J.; Legay, S.; Serchi, T.; Nelissen, I.; Chary, A.; Moschini, E.; Krein, A.;
Blomeke, B.; et al. Endothelial responses of the alveolar barrier in vitro in a dose-controlled exposure to
diesel exhaust particulate matter. Part. Fibre Toxicol. 2017, 14, 7. [CrossRef] [PubMed]

80. Miller, M.R.; Raftis, J.B.; Langrish, J.P.; McLean, S.G.; Samutrtai, P.; Connell, S.P.; Wilson, S.; Vesey, A.T.;
Fokkens, P.H.B.; Boere, A.J.F.; et al. Inhaled Nanoparticles Accumulate at Sites of Vascular Disease. ACS Nano
2017, 11, 4542–4552. [CrossRef] [PubMed]

81. Miller, M.R.; Raftis, J.B.; Langrish, J.P.; McLean, S.G.; Samutrtai, P.; Connell, S.P.; Wilson, S.; Vesey, A.T.;
Fokkens, P.H.B.; Boere, A.J.F.; et al. Correction to “Inhaled Nanoparticles Accumulate at Sites of Vascular
Disease”. ACS Nano 2017, 11, 10623–10624. [CrossRef] [PubMed]

82. Totlandsdal, A.I.; Ovrevik, J.; Cochran, R.E.; Herseth, J.I.; Bolling, A.K.; Lag, M.; Schwarze, P.; Lilleaas, E.;
Holme, J.A.; Kubatova, A. The occurrence of polycyclic aromatic hydrocarbons and their derivatives and the
proinflammatory potential of fractionated extracts of diesel exhaust and wood smoke particles. J. Environ.
Sci. Health A Tox. Hazard. Subst. Environ. Eng. 2014, 49, 383–396. [CrossRef] [PubMed]

83. Kubátová, A.; Lahren, T.J.; Beránek, J.; Smoliakova, I.P.; Braun, A.; Huggins, F.E. Extractable Organic
Carbon and its Differentiation by Polarity in Diesel Exhaust, Wood Smoke, and Urban Particulate Matter.
Aerosol. Sci. Technol. 2009, 43, 714–729. [CrossRef]

84. Stevens, T.; Cho, S.H.; Linak, W.P.; Gilmour, M.I. Differential potentiation of allergic lung disease in mice
exposed to chemically distinct diesel samples. Toxicol. Sci. 2009, 107, 522–534. [CrossRef] [PubMed]

85. Araujo, J.A.; Barajas, B.; Kleinman, M.; Wang, X.; Bennett, B.J.; Gong, K.W.; Navab, M.; Harkema, J.;
Sioutas, C.; Lusis, A.J.; et al. Ambient particulate pollutants in the ultrafine range promote early
atherosclerosis and systemic oxidative stress. Circ. Res. 2008, 102, 589–596. [CrossRef] [PubMed]

86. Cochran, R.E.; Kubátová, A. Pressurised fluid extraction of polycyclic aromatic hydrocarbons and their polar
oxidation products from atmospheric particles. Int. J. Environ. Anal. Chem. 2015, 95, 434–452. [CrossRef]

87. Zhao, B.; Degroot, D.E.; Hayashi, A.; He, G.; Denison, M.S. CH223191 is a ligand-selective antagonist of the
Ah (Dioxin) receptor. Toxicol. Sci. 2010, 117, 393–403. [CrossRef] [PubMed]

88. Sun, W.; Uchida, K.; Takahashi, N.; Iwata, Y.; Wakabayashi, S.; Goto, T.; Kawada, T.; Tominaga, M. Activation
of TRPV2 negatively regulates the differentiation of mouse brown adipocytes. Pflugers Arch. Eur. J. Physiol.
2016, 468, 1527–1540. [CrossRef] [PubMed]

89. Law, M.; Morales, J.L.; Mottram, L.F.; Iyer, A.; Peterson, B.R.; August, A. Structural requirements for the
inhibition of calcium mobilization and mast cell activation by the pyrazole derivative BTP2. Int. J. Biochem.
Cell Biol. 2011, 43, 1228–1239. [CrossRef] [PubMed]

90. Mayati, A.; Levoin, N.; Paris, H.; N'Diaye, M.; Courtois, A.; Uriac, P.; Lagadic-Gossmann, D.; Fardel, O.;
Le Ferrec, E. Induction of intracellular calcium concentration by environmental benzo(a)pyrene involves a
β2-adrenergic receptor/adenylyl cyclase/Epac-1/inositol 1,4,5-trisphosphate pathway in endothelial cells.
J. Biol. Chem. 2012, 287, 4041–4052. [CrossRef] [PubMed]

91. Owen, D.M.; Rentero, C.; Magenau, A.; Abu-Siniyeh, A.; Gaus, K. Quantitative imaging of membrane lipid
order in cells and organisms. Nat. Protoc. 2011, 7, 24–35. [CrossRef] [PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1124/mol.107.043125
http://www.ncbi.nlm.nih.gov/pubmed/18089838
http://dx.doi.org/10.1007/s11906-010-0150-2
http://www.ncbi.nlm.nih.gov/pubmed/20857237
http://dx.doi.org/10.1186/1743-8977-6-24
http://www.ncbi.nlm.nih.gov/pubmed/19761620
http://dx.doi.org/10.1186/s12989-017-0186-4
http://www.ncbi.nlm.nih.gov/pubmed/28264691
http://dx.doi.org/10.1021/acsnano.6b08551
http://www.ncbi.nlm.nih.gov/pubmed/28443337
http://dx.doi.org/10.1021/acsnano.7b06327
http://www.ncbi.nlm.nih.gov/pubmed/28976185
http://dx.doi.org/10.1080/10934529.2014.854586
http://www.ncbi.nlm.nih.gov/pubmed/24345236
http://dx.doi.org/10.1080/02786820902889853
http://dx.doi.org/10.1093/toxsci/kfn248
http://www.ncbi.nlm.nih.gov/pubmed/19074765
http://dx.doi.org/10.1161/CIRCRESAHA.107.164970
http://www.ncbi.nlm.nih.gov/pubmed/18202315
http://dx.doi.org/10.1080/03067319.2015.1025225
http://dx.doi.org/10.1093/toxsci/kfq217
http://www.ncbi.nlm.nih.gov/pubmed/20634293
http://dx.doi.org/10.1007/s00424-016-1846-1
http://www.ncbi.nlm.nih.gov/pubmed/27318696
http://dx.doi.org/10.1016/j.biocel.2011.04.016
http://www.ncbi.nlm.nih.gov/pubmed/21558014
http://dx.doi.org/10.1074/jbc.M111.319970
http://www.ncbi.nlm.nih.gov/pubmed/22167199
http://dx.doi.org/10.1038/nprot.2011.419
http://www.ncbi.nlm.nih.gov/pubmed/22157973
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	Characterization of Organic Chemicals Present in DEP-EOM 
	DEP-EOM Triggered Increase of [Ca2+]i in HMEC-1 
	Origin and Mechanisms Involved in DEP-EOM-Triggered [Ca2+]i Increases 
	DCM-EOM Induced Effects on Membrane Order, Mechanisms Involved and Link to [Ca2+]i 

	Discussion 
	Material and Methods 
	Chemicals 
	Diesel Exhaust Particles and Chemical Extraction 
	Chemical Analysis 
	Cell Culture 
	Small Interference RNA (SiRNA) Transfection 
	Calcium Measurements 
	Determination of Structural Perturbation of Plasma Membrane 
	Statistical Analysis 

	Conclusions 
	References

