
Ultra Fine Particles from Diesel Engines Induce Vascular
Oxidative Stress via JNK Activation

Rongsong Li, Zhi Ning*, Jeffery Cui, Bhavraj Khalsa, Lisong Ai, Wakako Takabe, Tyler
Beebe, Rohit Majumdar, Constantinos Sioutas*, and Tzung Hsiai
Department of Biomedical Engineering and Division of Cardiovascular Medicine, University of
Southern California, Los Angeles, CA 90089
*Department of Civil and Environmental Engineering, University of Southern California, Los
Angeles, CA 90089

Abstract
Exposure of particulate air pollution is linked to increased incidences of cardiovascular diseases.
Ambient ultra fine particles (UFP) from diesel vehicle engines have been shown to be pro-
atherogenic in apoE knockout mice and may constitute a major cardiovascular risk in humans. We
posited that circulating nano-sized particles from traffic pollution sources induced vascular
oxidative stress via JNK activation in endothelial cells. Diesel UFP were collected from a 1998
Kenworth truck. Intra-cellular superoxide assay revealed that these UFP dose-dependently induced
superoxide (O2

·-) production in human aortic endothelial cells (HAEC). Flow cytometry (FACS)
showed that UFP increased MitoSOX Red intensity specific for mitochondrial superoxide. Protein
carbonyl content is increased by UFP as an indication of vascular oxidative stress. UFP also up-
regulated hemeoxygenase-1 (HO-1) and tissue factor (TF) mRNA expression, and pre-treatment
with antioxidant, N-acetyl cysteine (NAC), significantly decreased their expression. Furthermore,
UFP transiently activated JNK in HAEC. Treatment with JNK inhibitor SP600125 and silencing
of both JNK1 and JNK2 with siRNA inhibited UFP stimulated O2

·- production and mRNA
expression of HO-1 and TF. Our findings suggest that JNK activation play an important role in
UFP-induced oxidative stress and stress response gene expression.
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Introduction
Atmospheric particulate matter (PM), a prominent and persistent air pollutant, is associated
with increased incidences of cardiovascular and respiratory diseases [1] [2, 3]. Particles
from diesel vehicle engines constitute a large composition of ambient urban ultra fine
particles (UFP, defined as those smaller than 0.1 μm in diameter), a fraction of ambient PM
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[4]. They are comprised of carbonaceous cores, with aromatic hydrocarbons, quinones, and
heterocyclic organic compounds condensed around them [5]. Araujo et al reported that
chronic exposure of ApoE knock-out mice to these UFP accelerated the development of
arteriosclerosis [6]. The mechanisms whereby exposure to UFP predisposes individuals to
cardiopulmonary illness are emerging health and environmental interests.

Vascular oxidative stress is intimately related to cardiovascular diseases [7, 8]. Chronic
exposure to UFP resulted in a decrease in the anti-inflammatory capacity of plasma high-
density lipoprotein and an increase in oxidative stress in the arterial circulation of ApoE
knockout mice [6]. Both atmospheric particulate matter (PM) and urban ultra fine particles
(UFP) have been shown to induce oxidative stress in epithelial cells and macrophages
[9-11]. UFP are associated with air pollution-induced asthma [12]. UFP were shown to
modulate various gene expression, including tissue factor (TF) and hemooxygenase-1
(HO-1) in human pulmonary artery endothelial cells [13] and human microvascular
endothelial cells[14]. Inhaled nano-sized particles in air pollutant can transmigrate across
human pulmonary epithelium into systemic arterial circulation [15-17]. In this context, we
propose that UFP from mobile sources of air pollution induce oxidative stress in vascular
endothelial cells with relevance to endothelial cell dysfunction.

JNK is a major kinase of the mitogen-activated protein kinase (MAPK) family and is
responsive to stress stimuli. JNK mediates signaling pathways in vascular endothelial cells
[18]. JNK expression and activation were up-regulated in the atherosclerotic lesions [19].
JNK inhibitor, SP600125, reduced superoxide production and restored NO release in
coronary arteries [20]. JNK2 knockout mice developed a low level of foam cells relevant to
the initiation of atherosclerosis [21]. Pourazar et al demonstrated diesel exhaust (DE)
significantly increased levels of nuclear phosphorylated JNK along with phosphorylated p38
kinase and NFκB in human airway epithelium[22]. Most recently, Kleinman et al reported
that active JNK in central nerve system (CNS) was significantly increased in animals
receiving ambient UFP suggesting a role of JNK in the effect of UFP in vivo [23]. In this
study, we tested whether air pollutant nanoparticles from diesel vehicle engines induced
vascular endothelial oxidative stress via JNK activation. We demonstrated that both JNK
inhibitor and knock-down JNK decreased UFP-induced superoxide production and stress
response gene expression in vascular endothelial cells.

Materials and Methods
Materials and Reagents

Endothelial cell culture media and reagents were obtained from Cell Application Inc. and
Invitrogen Inc. FBS was obtained from Hyclone Inc. JNK inhibitor SP600125 and N-acetyl
cysteine were purchased from Calbiochem. Protease inhibitor (PI) and phosphotase inhibitor
cocktail were purchased from Sigma Inc. Anti-tubulin antibody was purchased from Upstate
Biotech. Antibodies against phosphor-JNK, total JNK and HRP-conjugated secondary
antibodies were obtained from Cell Signaling Inc. Scrambled control siRNA, JNK1 siRNA
and JNK2 siRNA were obtained from Qiagen Inc

Collection and Preparation of Ultra Fine Particles (UFP)
The ultra fine particles used in the present study were collected from a 1998 Kenworth truck
(11L diesel engine and a gross vehicle weight of about 80,000 lbs) at the California Air
Resource Board (CARB) heavy duty diesel emission testing laboratory (HDETL) in
downtown Los Angeles [24] [25]. A high volume sampler [26] operating at 450 lpm was
employed to collect the PM mass on Teflon coated glass fiber filters (20 × 25 cm) (Pallflex
Fiberfilm T60A20-8x10, Pall Corp., East Hills, NY). A portion of the filters was then
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analyzed by Shimadzu TOC-5000A liquid analyzer [27] for water soluble organic carbon
(WSOC) and by ion chromatography (IC) technique for the chemical species. Another
portion of these high volume samples was analyzed by gas chromatography-mass
spectrometry (GC/MS) for organic compounds[28].

The remaining portion of the filters was used to prepare the suspension of PM for the cell
exposure tests. The filters were first soaked in 10 ml of ultra-pure water (Milli-Q deionized
water, resistively 18.2 megaohm; total organic compounds <10 ppb; particle-free; bacteria
<1 colony forming unit/ml) for 30 minutes in endotoxin-free glass vial, followed by
sonication for 30 minutes. The extracted filters were pre- and post-weighed after drying to
determine the PM suspension mass concentration.

Cell Culture
Human aortic endothelial cells (HAEC) were purchased from Cell Application and cultured
with endothelial cell growth media from Cell Application. The cells were used between
passages 5 and 11. For treatment with UFP, the final media condition was M199/0.1%FBS.
For treatment with inhibitors, cells were pretreated with inhibitor for 1 hour before UFP
treatment.

Superoxide Assay
Intro-cellular superoxide production was measured using nitroblue tetrazolium (NBT) assay
as previously described[29]. Mitochondrial O2

·- production was measured with flow
cytometry (FACS) after staining with mitochondrial superoxide specific dye MitoSOX
Red(Invitrogen). HAEC cells were plated in 6-well plates and grown to proper density. The
cells were then starved with Serum free defined media (Cell Application Inc) for at least 4
hours. The cells were washed with M199/0.1% FBS and incubated with 5uM of MitoSOX
Red for 10 minutes. Cells were then treated with or without UFP in M199/0.1%FBS for 1
hour. Cells were then trypsinized and suspended in 1ml of PBS/2% paraformaldehyde for
FACS analysis. Measurements were performed using FACS Caliber system (BD
Biosciences) at the USC Center for Stem Cell and Regenerative Medicine Core. MitoSOX
Red was excited at 396 nm [30] and the data were collected at 585/42 nm (FL2) channel.
Quantifications were performed from mean intensity of MitoSOX fluorescence from
triplicates.

Protein Carbonyl Assay
Protein oxidation of HAEC was assessed by measuring protein carbonyl levels. HAEC were
plated in 100mm dishes and grown to confluence. The cells were then treated with or
without UFP for 6 hours in M199/0.1%FBS. The cells were then washed with PBS and
scrapped into PBS/0.5% Tween-20. After 30 min incubation in ice and spin at 14000rpm at
4 °C for 3 minutes, supernatant were collected as lysate. The total protein was assessed
using DC protein assay (Bio-Rad). Lysates with equal amount of total protein were used to
measure protein carbonyl levels following the instruction of assay kit from Cayman
Chemicals [31]. The concentrations of protein carbonyl were calculated with the formula
from the manufacturer and expressed as nmol/ml.

Quantitative RT-PCR (qRT-PCR)
mRNA expression of interested genes were measured with quantitative RT-PCR essentially
as described previously[29]. The expression of target genes was calculated as fold of control
and normalized to GAPDH. Primers used to measure HO-1, TF and JNK2 expression were
as following: HO-1: forward: GGCAGAGAATGCTGAGTTCATGAGGA, reverse:
ATAGATGTGGTACAGGGAGGCCATCA TF: forward:
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TTTGGAGTGGGAACCCAAACCCGTCA. reverse:
ACCCGTGCCAAGTACGTCTGCTTCACAT, JNK2: forward:
TCACATGGAGCTGGATCA TGAAAGAATGTC,
reverse:TTCACAACAATGTTGCTAGGCTTCAAATCT.

siRNA Transfection
siRNA Transfection was done with Lipofectamine RNAiMax (Invitrogen). HAEC were
plated in 6 well plates or 96-well plates without antibiotics the day before transfection. The
cells were transfected with siRNA following manufacturer’s instruction. Transfection media
were changed to normal growth media after 4-6 hours of transfection. Cells were used for
confirmation of gene knockdown or function assay 48 hours after transfection.

Western Blot
After treatment, cells were lysed in RIPA buffer (50 mM Tris-HCl, pH 8.0, 150mM NaCl,
1% Triton X-100, 0.5% sodium deoxycholate supplemented with protease inhibitor (PI)
cocktail) and phosphotase inhibitor cocktail at 4 °C for 30 min. After centrifugation for 5
min at 4 °C, supernatants were collected as whole cell lysates. Protein concentrations were
determined. Equal protein amount of lysates were run on a 4-20% gradient SDS-PAGE gel.
The proteins were then transferred to PVDF membrane and blotted with indicated primary
and secondary antibodies. Signals were developed with Supersignal Western Pico (Pierce)
and recorded with FluorChem FC2 (Alpha Inotech Inc). Densitometry scan of western blot
were done with the software come with the FlorChem FC2 machine.

Statistical analysis
All experiments were done three or more times. Data were expressed as mean ± standard
deviation (SD). For comparisons between two groups, student t-test was used for
significance analysis.

Results
Ultra fine particles (UFP) increased endothelial superoxide production and protein
oxidation

UFP from diesel engines were collected to examine their effects on HAEC. The inorganic
and organic compound content of these particles is discussed in [32] and summarized in
Supplemental table 1. UFP induced a dose-dependent response in intracellular superoxide
(O2

·-) production in HAEC as measured by NBT assay. In a representative experiment
shown in Fig. 1A, treatment of HAEC with UFP at 12.5μg/ml resulted in a 4.2-fold increase
in O2

·- production as compared to vehicle control, and treatment with UFP at 50μg/ml
resulted in a 13.8-fold increase in O2

·- production (OD700nm: control=0.051±0.015, UFP at
12.5 μg/ml = 0.213±0.0164, p<0.0005; 25 μg/ml UFP=0.44±0.03, p<0.001; UFP at 50μg/
ml=0.707 ±0.0738, p<0.005, n=3 in all cases).

Mitochondrial metabolic homeostasis is relevant to endothelial function [8]. Mitochondrial
O2

·- production was assessed using MitoSOX Red fluorescence specific for mitochondrial
O2

·-. FACS analysis revealed that UFP at 50μg/ml significantly increased mitochondrial O2
·-

production (Fig. 1B, control =2067±175, UFP=3953±137, n= 3, p<0.01).

Production of O2
·- is implicated in post-translational modification of protein and lipid as

well as DNA damage [33]. Protein carbonyl assay showed that treatment with UFP at 50μg/
ml for 6 hours increased protein carbonyl content to 5.58nmol/ml as compared to 2.04nmol/
ml in control (n=3, p<0.03)(Fig. 1C), indicating that UFP induced vascular oxidative stress.
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UFP up-regulated stress response gene expression
The dynamic changes in intracellular redox status are accompanied by UFP-mediated HO-1
and TF expression. UFP up-regulated HO-1 and TF mRNA expression in a dose-dependent
manner in HAEC treated with UFP (Gene expression was expressed as fold of control, p-
values vs control are all less than 0.02 or lower, n=3 in all cases) (Fig. 2). This finding is
consistent with the dose-dependent increase of O2

·- production in Fig. 1A. Treatment with
N-Acetyl cysteine (NAC), an O2

·- scavenger, attenuated UFP-induced HO-1 and TF mRNA
expression by 51% (n=3, p<0.02) and 57% (n=3, p<0.01) respectively, implicating the role
of UFP-induced O2

·- production in HO-1 and TF stimulation (Fig. 3).

UFP activated JNK
Western blot analysis demonstrated that UFP phosphorylated JNK 5 minutes after treatment,
and phospho-JNK intensity peaked at 15 minutes in comparison with total JNK (Fig. 4).
Two bands were observed in both phosphorylated and total-JNK, consistent with the
presence of JNK1 and JNK2. The intensity of phospho-JNK decreased and was comparable
to that of the background at 1 hour. Thus, our finding suggests that UFP induced a transient
JNK activation.

UFP stimulated superoxide production and stress response gene expression via JNK
activation

We tested the role of JNK in UFP-mediated O2
·- production and gene expression by

treatment with JNK inhibitor SP600125 and knock-down of JNK1 and JNK2. SP600125 at
10μM inhibited UFP-induced O2

·- production by 41% ( Fig 5A)(n=3, p<0.003). SP600125
also inhibited UFP-induced HO-1 mRNA expression by 61.5% and TF mRNA expression
by 62.9% (Fig 5B) (n=3, p<0.003).

To confirm the findings in JNK inhibitor study, we further silenced JNK1 and JNK2
expression. siJNK significantly reduced JNK mRNA and protein expression by 70% as
compared to scrambled siRNA (Fig. 6A and 6B). We demonstrated that siJNK1 and siJNK2
reduced UFP-induced O2

·- production by 40% in comparison with scrambled siJNK (Fig.
6C)(n=3, p<0.02). SiJNK1 and siJNK2 further reduced UFP-up-regulated mRNA expression
of HO-1 by 52% (n=3, p<0.04) and TF by 60% (n=3, p<0.02) in comparison with scrambled
siRNA (Fig. 6D). Taken together, our findings supported a role of JNK in UFP-induced
oxidative stress.

Discussion
Numerous epidemiological studies support the notion that air pollution is closely associated
with increased incidence of cardiovascular diseases [1-3], and a direct study in mouse
demonstrated that ultra fine particles (UFP) promote atherosclerosis [6]. Our study
demonstrated that UFP emitted from diesel engines induced vascular oxidative stress via
JNK activation in HAEC. We showed that (1) UFP induced cytosolic and mitochondrial
superoxide production; (2) UFP increased the expression of oxidative stress response genes;
namely, HO-1 and coagulant gene TF; (3) UFP induced a transient JNK activation that
peaked at 15 minutes; and (4) JNK activation played an important role in UFP-induced
superoxide production and stress response gene expression. Thus, our finings implicated a
link between UFP-induced vascular oxidative stress and endothelial dysfunction.

Various mechanisms have linked the adverse health effects of airborne particulate matter
(PM) with inflammatory responses, endotoxin effects, pro-coagulant effect and oxidative
stress. The generation of superoxide and subsequent oxidative stress has been demonstrated
to be an important mechanism [34-36]. In the mice models, diesel extracted particle (DEP)-
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mediated superoxide production played a critical role in reactive airway disease such as
asthma, and superoxide dismutase (SOD) or nitric oxide synthetase (NOS) inhibitor was
reported to suppress this oxidative effect[37, 38]. Antioxidant NAC has also been shown to
suppress the adjuvant effects of DEP in allergic response [39]. In ApoE knockout mice, UFP
significantly increased lipid peroxidation and the expression of antioxidant gene such as
catalase and SOD2[6]. Previous in vitro studies showed that PM stimulated oxidative stress
in macrophages and epithelial cells [10, 40, 41]. Our study demonstrated that UFP from
mobile pollution sources, such as diesel engines, induced oxidative stress in endothelial
cells.

Cellular reactive oxygen species (ROS) arise from multiple sources. NADPH oxidase is
believed to be the major source of superoxide generation in the vasculature [42, 43]. We
observed that Apocynin, which affects the assembly of NADPH oxidase subunits, inhibited
UFP stimulated gene expression (unpublished data). We showed that mitochondria also
contributed to UFP-induced superoxide production as measured by mitochondria specific
dye MitoSOX Red. While UFP-induced intracellular superoxide production was inhibited by
JNK inhibitor (Fig.5A) and JNK siRNA(Fig. 6C), our preliminary study revealed that UFP-
induced mitochondrial superoxide generation in HAEC was insensitive to JNK inhibitor
SP600125 (data not shown). Thus, UFP can induce superoxide production via more than one
mechanism.

In our study, UFP stimulated the expression of HO-1 and TF in a dose-dependent manner,
consistent with other studies using different sources of airborne PM and type of cells [6, 13,
14, 44]. Our data also showed that antioxidant, NAC, inhibited the induction of HO-1 and
TF expression by UFP. However, inflammatory cytokine expression and cytotoxicity as
reported by others[13, 45] were not significantly induced by UFP at the dose and time frame
of treatment used in our study (data not shown). According to the hierarchical oxidative
stress hypothesis, different doses of air pollutant induced tiered cellular responses [46]. Low
dose exposure of cells to air pollutant particles activated antioxidant responses including an
increase in the expression of HO-1, whereas higher dose exposure led to pro-inflammatory
responses including generation of cytokines such as IL-8 and TNF-α and cytotoxicity.
Araujo et al. reported that UFP promoted atherosclerosis in mice in response to chronic UFP
exposure for a total 75 hours over a 5 -week period[6]. The effects of repeated and long-
term exposure of HAEC to UFP would be of interest to assess inflammatory response and
cytotoxicity.

Accumulated evidence supports that oxidative stress plays a major role on airborne particle-
associated diseases. However, the mechanism whereby PM induces oxidative stress remains
undefined. In this study, we demonstrated that UFP-simulated superoxide production in
endothelial cells is, in part, mediated by JNK activation. JNK is the major member in the
MAPK superfamily that mediates stress responses. Both exogenous and endogenous ROS
activate JNK via different pathways involving redox sensing proteins such as thioredoxin,
glutaredoxin and glutathione transferase pi (GSTπ)[47]. Interestingly, JNK can also mediate
the generation of ROS in cells treated with stress stimuli. For example, JNK activation by
TNF leads to an increase in ROS formation which is required in TNFα-induced necrosis,
and this effect is significantly reduced in JNK−/− fibroblasts [48]. In diallyl tridulfide
(DATS) induced cell cycle arrest, ROS generation was shown to be a critical event, which is
dependent on JNK signaling[49]. Analogous to other oxidant stimuli, our study suggest that
UFP can induce oxidative stress via JNK activation. While our data showed that UFP
increased the levels of total phospho-JNK in HAEC, DE was shown to increase nuclear
phospho-JNK in human airway[22]. This difference could be due to the time points at which
phospho-JNK was assessed. We demonstrated that UFP-stimulated HO-1 and TF expression
was inhibited by JNK inhibitor, SP600125, and antioxidant, NAC. JNK siRNA further
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corroborated the role of JNK in oxidative stress. Recently, Hartz et al. reported that DEP-
upregulated P-glycoprotein involved JNK in the brain capillaries [50] in which JNK
activation seemed to be downstream from DEP-induced oxidative stress. Their findings
suggested an autocrine or paracrine effect of DEP-induced TNF-α release. In our study, JNK
was activated in less than 5 minutes, suggesting that it was unlikely to be a secondary effect.
Both SP600125 and JNK siRNA reduced UFP-stimulated superoxide production, supporting
the notion that JNK activation was upstream from UFP-induced oxidative stress in HAEC. It
was also likely that oxidative stress induced by UFP further activated JNK to a positive
feedback loop between ROS production and JNK activation [47, 48]. Recently, JNK2
knockout mice on the high cholesterol diet were reported to harbor a significant decrease in
vascular oxidative stress as evidenced by a decrease in superoxide, peroxynitrite and lipid
peroxidation levels as compared to wild type mice; thus, supporting JNK as a key mediator
of oxidative stress [51].

Considerable studies support the involvement of JNK in atherogenesis. Increased expression
and activation of JNK was shown to present in atherosclerotic lesions [19, 52]. Recently, we
also demonstrated prominent presence of phospho-JNK in both endothelial and smooth
muscle cells of human coronary arteries in patients with ischemic cardiomyopathy
(unpublished data). Studies with knockout mice under ApoE-/- background demonstrated
the requirement of JNK2 in foam cell formation in atherosclerosis [21]. Given the intimate
relation between the JNK-mediated vascular oxidative stress and atherosclerosis, it is
reasonable to test our hypothesis that UFP-activated JNK and subsequent superoxide
production induce endothelial dysfunction and the initiation of atherosclerosis in our future
investigation. In summary, we demonstrated that UFP emitted from diesel engines induced
JNK activation with implication to superoxide production and up-regulation of stress
response genes (Fig 7). The results pave a foundation for further assessment of the
mechanism of UFP-promoted atherosclerosis.
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List of Abbreviations

UFP ultra fine particles

PM particulate matters

HAEC human aortic endothelial cells

HO-1 hemooxygenase-1

TF tissue factor

NAC N-acetyl cysteine

NBT nitroblue tetrazolium

qRT-PCR quantitative reverse transcription-polymerase chain reaction

DE diesel exhaust

DEP diesel extracted particle

ROS reactive oxygen species
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Figure 1.
UFP Induces oxidative stress in HAEC. (A) UFP stimulated intracellular superoxide
production. HAEC were treated with different concentration of UFP for 1 hour in the
presence of NBT. Superoxide production was measured as absorbance at 700nm. (B) UFP
stimulated mitochondrial superoxide production. HAEC were pretreated with mitochondrial
superoxide specific dye MitoSOX Red for 10 minutes followed by treatment with 50ug/ml
of UFP for 1 hour. The intensity of fluorescence was measured by FACS as quantification of
mitochondrial superoxide. (C) UFP increased protein carbonyl contents. HAEC were treated
with 50ug/ml of UFP for 6 hours. Cells were lysed and protein carbonyl content in equal
amount of protein lysate was measured as described in methods.
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Figure 2.
UFP stimulated the expression of HO-1 and TF. HAEC were treated for 4 hours with
indicated concentration of UFP. The expression of HO-1 (A) and TF (B) mRNA was
measured by qRT- PCR.
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Figure 3.
Antioxidant, N-Acetyl-Cysteine (NAC), inhibited UFP stimulated gene expression. HAEC
were pretreated with 5mM of NAC for 1 hour in M199/25mM Hepes(pH7.4)/0.1%FBS
followed by co-treatment of NAC with or without 50ug/ml of UFP. The expression of HO-1
(A) and TF (B) mRNA was measured by qRT- PCR.
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Figure 4.
Transient activation of JNK by UFP. (A) HAEC were treated with 50 μg/ml of UFP for
indicated time. Cells were lysed in RIPA buffer with protease and phosphatase inhibitors.
50μg of protein was loaded for SDS-PAGE in each lane. Activated JNK and total JNK were
detected with anti-phospho-JNK and anti-total JNK antibodies. (B) Densitometry scan of
(A). The relative activated JNK2 was expressed as ratio of phospho-JNK2 (p-JNK) to total
JNK2.
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Figure 5.
JNK inhibitor SP600125 (SP) inhibited UFP stimulated superoxide production and gene
expression. (A) HAEC in 96 wells were pretreated with 10uM of SP600125 for 1 hours
followed by co-treatment of 25ug/ml of UFP and SP600125 for 1 hour in the presence of
NBT. Superoxide production was measured as O.D. 700nm. (B) HAEC were pre-treated
with 10uM of SP600125 for 1 hour followed by co-treatment of inhibitor and 50ug/ml of
UFP for another 4 hours. HO-1 and TF expression were measured by qRT- PCR.
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Figure 6.
UFP stimulated superoxide production and gene expression is JNK-dependent. HAEC were
transfected with scrambled control siRNA (Scr) or JNK1/JNK2 siRNA (siJNK). 48 hours
after transfection, the cells were used for the following analysis. (A) Cells were lysed for
measuring JNK2 mRNA expression by qRT-PCR. (B) Cell lysate was obtained to measure
JNK1 and JNK2 protein expression by western blotting with anti-total JNK antibody. The
relative levels of JNK1 and JNK2 were normalized to tubulin from densitometry scan data.
(C) Cells in 96 well were used to measure superoxide production stimulated with or without
50ug/ml of UFP by NBT assay. (D) The expression of HO-1 and TF mRNA in cells treated
with or without 50ug/ml of UFP was measured by qRT- PCR.
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Figure 7.
Mode of action of UFP stimulated effect in HAEC. UFP treatment activates JNK, which
lead to increased intracellular superoxide production that eventually results in increased
expression of stress response gene HO-1 and TF. Knockdown of JNK by siRNA or JNK
inhibitor SP6000125 attenuate UFP stimulated superoxide production and gene expression.
Scavenger of superoxide by Antioxidant NAC inhibits UF stimulated gene expression.
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