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Abstract

We recently reported a mouse model of chronic electronic cigarette (e-cig) exposure-induced cardiovascular pathology, where
long-term exposure to e-cig vape (ECV) induces cardiac abnormalities, impairment of endothelial function, and systemic hyper-
tension. Here, we delineate the underlying mechanisms of ECV-induced vascular endothelial dysfunction (VED), a central trig-
ger of cardiovascular disease. C57/BL6 male mice were exposed to ECV generated from e-cig liquid containing 0, 6, or 24
mg/mL nicotine for 16 and 60 wk. Time-dependent elevation in blood pressure and systemic vascular resistance were
observed, along with an impairment of acetylcholine-induced aortic relaxation in ECV-exposed mice, compared with air-
exposed control. Decreased intravascular nitric oxide (NO) levels and increased superoxide generation with elevated 3-nitro-
tyrosine levels in the aorta of ECV-exposed mice were observed, indicating that ECV-induced superoxide reacts with NO to
generate cytotoxic peroxynitrite. Exposure increased NADPH oxidase expression, supporting its role in ECV-induced superox-
ide generation. Downregulation of endothelial nitric oxide synthase (eNOS) expression and Akt-dependent eNOS phosphoryla-
tion occurred in the aorta of ECV-exposed mice, indicating that exposure inhibited de novo NO synthesis. Following ECV
exposure, the critical NOS cofactor tetrahydrobiopterin was decreased, with a concomitant loss of its salvage enzyme, dihy-
drofolate reductase. NADPH oxidase and NOS inhibitors abrogated ECV-induced superoxide generation in the aorta of ECV-
exposed mice. Together, our data demonstrate that ECV exposure activates NADPH oxidase and uncouples eNOS, causing a
vicious cycle of superoxide generation and vascular oxidant stress that triggers VED and hypertension with predisposition to
other cardiovascular disease.

NEW & NOTEWORTHY Underlying mechanisms of e-cig-induced vascular endothelial dysfunction are delineated. e-cig exposure
activates and increases expression of NADPH oxidase and disrupts activation and coupling of eNOS, leading to a vicious cycle
of superoxide generation and peroxynitrite formation, with tetrahydrobiopterin depletion, causing loss of NO that triggers vascu-
lar endothelial dysfunction. This process is progressive, increasing with the duration of e-cig exposure, and is more severe in
the presence of nicotine, but observed even with nicotine-free vaping.

e-cigarettes; eNOS uncoupling; NADPH oxidase; tetrahydrobiopterin; vascular endothelial dysfunction

INTRODUCTION

The endothelium is a dynamic organ lining the entire cir-
culatory system, from the heart to the smallest capillaries.
Endothelial cells maintain vascular homeostasis and are
involved in a myriad of vascular functions, including modu-
lation of vascular tone, maintenance of blood fluidity, and
regulation of inflammation and angiogenesis (1). Endothelial
vasodilator function is mediated by endothelium-derived
relaxing factor, identified as the gaseous molecule nitric

oxide (NO) (2). NO is synthesized in the endothelium by
endothelial NO synthase (eNOS), which catalyzes the conver-
sion of L-arginine andmolecular oxygen to NO and L-citrulline
(3). This process requires the cofactor tetrahydrobiopterin
(BH4) and the electron donor NADPH (4). Once synthesized,
NO diffuses across the endothelial cell into the adjacent
smooth muscle cells, where it triggers vasodilation through
activation of soluble guanylate cyclase and opposes the
actions of endothelium-derived contracting factors such as
angiotensin II and endothelin-1 (5–7).
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Vascular endothelial dysfunction (VED) predisposes to vari-
ous cardiovascular diseases (8). Impaired endothelium-de-
pendent relaxation is typically caused by alterations in the
NO-mediated smooth muscle relaxation cascade pathway (9).
Oxidative stress, with the elevated production of reactive oxy-
gen species (ROS), is a well-known trigger of VED (10).
Superoxide rapidly scavenges NO to form the toxic oxidant
peroxynitrite (11, 12). Furthermore, ROS degrades the redox-
sensitive NOS cofactor BH4, resulting in eNOS uncoupling, in
which the enzyme switches from the synthesis of NO to super-
oxide (13, 14). Among the major sources of ROS in the vascula-
ture, uncoupled eNOS and NADPH oxidases are of particular
importance (15, 16). Uncoupled eNOS produces superoxide
instead of NO due to disruption in its NO synthase function
(17, 18). The NOX family of NADPH oxidases consists of seven
transmembrane enzymes, the NOX complexes that transport
electrons across biologicalmembranes to reducemolecular ox-
ygen to superoxide. NOX2, also known as gp91phox, is the proto-
type NADPH oxidase (19). Several studies revealed the
contribution of NOX2 to vascular remodeling and dysfunction
through the induction of vascular oxidative stress (20–22).

Humans are increasingly exposed to a wide variety of ROS-
generating toxins and chemicals, including those from
tobacco smoking and the recently developed electronic ciga-
rettes (e-cig). Since their development, e-cig have been
claimed as a safer alternative to tobacco cigarettes (TC), and
this has led to a rapid increase in their use (23). However, vap-
ing-related illnesses have been reported, and toxic chemicals,
similar to those found in TC smoke, have been detected in e-
cig aerosol, raising concerns over the health risk posed by e-
cig use (24). E-cig have been identified as a source of oxidative
stress in experimental animals and in humans (25). Although
tobacco smoking is well-established as a major risk factor for
cardiovascular disease (26, 27), this has not been well-studied
with e-cig, and data on chronic effects of e-cig use are limited
(28, 29). We recently developed amousemodel of chronic vap-
ing-induced cardiovascular dysfunction and hypertension
(30), and we and others have reported that long-term e-cig
vape (ECV) exposure induces cardiac abnormalities, impair-
ment of endothelial function, and systemic hypertension
(HTN) (30–33). However, questions remain regarding the
underlyingmechanisms by which this occurs.

In the current work, we utilized our recently reported long-
termmouse model of chronic e-cig vaping (30), which mimics
chronic human use, to delineate the mechanisms involved in
e-cig exposure-induced VED. We investigated the role of
NADPH oxidase and eNOS uncoupling in ROS generation, the
main trigger of VED, in the vasculature of ECV-exposed mice.
The current study demonstrates that ECV exposure activates
NADPH oxidase and disrupts the activation and coupling of
eNOS, causing a vicious cycle of superoxide generation and
NOS uncoupling that led to VED. This work provides insights
on the underlying molecular mechanisms by which long-term
e-cig exposure causes VED and cardiovascular disease.

MATERIALS AND METHODS

Materials

Chemicals, reagents, and other materials were obtained
fromMillipore Sigma (St. Louis, MO) unless noted otherwise.

Animals and e-Cig Exposure Protocol

This study was reviewed and approved by the Institutional
Laboratory Animal Care and Use Committee (IACUC) of The
Ohio State University and conformed to the National
Institutes of Health Guidelines for the Care and Use of
Laboratory Animals.

Sixteen-week-old male C57BL/6J mice were purchased
from the Jackson Laboratory (Bar Harbor, ME), acclimatized
for 2 wk, and randomly divided into four groups: air-exposed
control group and three ECV-exposed groups with different
nicotine (NIC) concentrations. ECV-exposed mice were
exposed 5 days per week for 16 or 60 wk to e-cig aerosol gen-
erated from e-cig liquid (Apollo, Future Technology, Inc.)
containing NIC 0 mg/mL (ECV-0), 6 mg/mL (ECV-6), or 24
mg/mL (ECV-24). Exposure was performed as previously
described (30), using a computer-controlled high-through-
put vaping exposure system built in our laboratory as previ-
ously described (34). Briefly, mice were exposed to 20 cycles
each cycle consisting of �3.2 min of e-cig aerosol, followed
by 2min of fresh air purge and 5 s of rest. In our custom-built
exposure system, we used a commercially available e-cig
box-device (JoyeTech, eVic Basic) with Tobeco Super Tank
MINI 4 mL capacity and 0.2 X coil made of Kanthal (iron/
chromium/aluminum wire). The e-cig atomizer power was
set at 25W, with 2.24 V and 5 s firing.

Vascular Reactivity Assessment

Preparation of the isolated mouse aorta was similar to that
previously described (35). Briefly, the thoracic aorta was
gently dissected from anesthetized and heparinized mice
and cut transversely into rings of 2–3 mm length. These rings
were mounted on a wire Myograph (Multi Myograph System-
610M, Danish Myo, Hinnerup, Denmark) with care taken to
avoid endothelial damage, suspended in 5-mL baths contain-
ingmodified Krebs-Henseleit buffer (KHB) (inmM): 118 NaCl,
24 NaHCO3, 4.6 KCl, 1.2 NaH2PO4, 1.2 CaCl2, 4.6 HEPES, and
18 glucose, pH 7.4, at 37�C and continuously purged with
95% O2-5% CO2. Rings were equilibrated for 90 min with
an initial resting tension of 1 g, and the bathing solution
was then changed at 15-min intervals. Changes in isomet-
ric tension were recorded on a PowerLab/8sp data-acquisi-
tion system (AD Instruments, Colorado Springs, CO) using
ADI Chart software (version 5.3). After equilibration, the
responsiveness, stability, and maximal constriction of
each ring were first tested with 50 mM KCl. The respon-
siveness of each ring was then measured by the successive
dose escalating administration of L-phenylephrine hydro-
chloride (phenylephrine, PE) up to 1 μM concentration
(30). The integrity of the vascular endothelium was then
assessed pharmacologically by acetylcholine (ACh)-
induced relaxation of the phenylephrine-pre-contracted
rings. Dose-response relaxation to cumulative concentra-
tions of ACh (10 nM, 100 nM, 1 mM, 10 mM, and 100 mM) was
recorded through changes in isometric tension. After the
ACh measurements and washing the rings three times,
similar measurements were also performed measuring the
relaxation with sodium nitroprusside (SNP) (1 nM, 10 nM,
100 nM, 1 mM, and 10 mM) to assess the endothelial-inde-
pendent vasodilatory response. The concentration of ago-
nist in the organ bath was increased in steps of 1-log units.
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ACh or SNP was added to yield the next higher concentration
when the response to the lower dose reached a steady level.
The vasodilator (relaxant) responses were expressed as per-
cent decreases of PE-induced pre-contraction, where the con-
traction produced by PE in each ring from its initial resting
tension was considered as 100%. In preliminary control
experiments, with administration of the eNOS inhibitor NG-
nitro-L-arginine methyl ester (L-NAME, 1 mM), ACh-induced
relaxation was inhibited by >90%, consistent with prior stud-
ies of mouse aortic rings (6). The dose-response curves were
graphed by connecting line fit with line passing through all
data points. ACh and SNP concentrations that induced 50%
relaxation (RC50) were calculated from fitted ACh/SNP-relaxa-
tion response curves using TableCurve 2 D, version 5.01, pur-
chased from SYSTAT Software Inc. (Palo Alto, CA).

Blood Pressure Measurement

Blood pressure (BP) was measured by the noninvasive
tail-cuff method, in lightly sedated mice, using a CODA
high-throughput BP acquisition system (Kent Scientific
Inc., Torrington, CT). Briefly, mice were trained for 7 days
by measuring BP daily before collecting actual data. Mice
were initially anesthetized using 2.0% isoflurane in O2 at a
rate of 0.8 L/min, and anesthesia was maintained with 1%
isoflurane. Mice were then placed on a warming platform
and allowed to acclimatize for 10 min before readings were
obtained. BP recordings were made twice. Each BP mea-
surement session consisted of five acclimatization cycles
followed by 15 BP measurements cycles. On the data col-
lection day, two sessions of 15 BP measurements were
obtained, and the average of accepted readings from both
sessions was used for systolic BP (SBP), diastolic BP (DBP),
and mean arterial BP (MABP) in each individual mouse
(36). The computer software of the CODA system measures
the systolic and diastolic pressures with inflation of a pneu-
matic tail cuff while a transducer measures the BP wave-
form. The software determines signal-to-noise and accepted
readings, discarding noisy inaccuratemeasurements.

Echocardiography

Transthoracic echocardiography was performed using a
VisualSonics Vevo 2100 high-frequency, high-resolution ultra-
sound system (Visual Sonics, Toronto, Canada) to measure in
vivo left ventricular (LV) function, as reported previously (6).
Mice were initially anesthetized using 2.0% isoflurane in 95%
O2, 5% CO2 at a rate of 0.8 L/min, and anesthesia was main-
tained with 1% isoflurane. ECG sensors and a rectal tempera-
ture probe were attached, and the mouse was placed supine
on the heated platform. Body temperature, heart rate (HR),
and respiratory rate were continuously monitored. The ultra-
sonic probe was then placed on the left thorax and ultrasound
beam directed to the mid papillary muscle level to obtain M-
mode and B-mode echocardiography images in the paraster-
nal long- and short-axis views. As reported in our prior publi-
cation (30), LV end-diastolic volume and LV end-systolic
volume were measured to calculate stroke volume (SV), and
along with the measured heart rate (HR), the cardiac output
(CO) was calculated as SV � HR (37). Systemic vascular re-
sistance (SVR) was calculated using the equation SVR =
mean arterial blood pressure (MABP)/CO (37).

In Situ Detection of Superoxide in the Aorta

Dihydroethidium (DHE)-derived fluorescence was used to
determine superoxide generation in the aorta. The aorta was
cleaned from adipose and connective tissue, cut into 3-mm
rings, and placed in optimal cutting temperature (OCT;
Tissue-Tek, Sakura Finetek, Inc., Torrance, CA) embedding
compound. Frozen OCT blocks were cut at 5-μm sections
using a cryotome (Leica Biosystem CM3050S, Vista, CA).
Sections were collected on super-frosted slides and stained
in the dark with DHE (10 μM) (Molecular Probes, Inc.,
Eugene, OR) either alone or together with NADPH oxidase
inhibitors GSK2795039 (GSK; 100 mM) and 3-benzyl-7-(2-ben-
zoxazolyl)thio-1,2,3-triazolo[4,5-d]pyrimidine (VAS2870; VAS,
10 mM) or NOS inhibitor NG-nitro-L-arginine methyl ester (L-
NAME; 1 mM). Sections were washed with phosphate-buffered
saline (PBS), anti-fade mounting medium (Southern Biotech-
nology Associates, Birmingham, AL) containing the nuclear
stain 40,6-diamidino-2-phenylindole dihydrochloride (DAPI; 1
μM) was applied, and a coverslip was placed. ROS-generated
fluorescence authenticity was confirmed by quenching the
DHE signal with 100 mM of the superoxide dismutase mimetic
(SODm) Mn (III) tetrakis (4-benzoic acid) porphyrin chloride
(MnTBAP). At least five fields per section were captured at�40
using a confocal microscope (FluoView 3000; Olympus
America Inc., Center Valley, PA), and fluorescence intensity
was analyzed using the FluoView 3000 provided software in at
least four sections per animal with six mice per group. DHE-
derived fluorescence was detected at excitation wavelength
490 nm and emission wavelength 555 nm.

In Situ Detection of Nitric Oxide in the Aorta

Indirect NO measurements were performed using a cell-
permeable fluorescent probe 4-amino-5-methylamino-2',7'-
difluorescein diacetate (DAF-FM; Chemodex LTD, St. Gallen,
Switzerland) as described earlier (38), with minor modifica-
tions. Briefly, the aorta was isolated, cleaned, and main-
tained in KHB containing 1 μM ACh for 15 min, cut into � 3-
mm rings, placed in OCT embedding compound, and cut to
5-mm sections on super-frosted slides, using a Leica
BiosystemCM3050S cryostat. Sections were incubated with 8
μM DAF-FM at 37�C for 30 min in the dark and washed with
PBS. Anti-fademounting medium containing 1 μM of the nu-
clear stain DAPI was applied, and a coverslip was placed. To
test the authenticity and the source of NO-generated fluores-
cence, some slides were incubated with 100 mM of NO trap 2-
(4-carboxyphenyle)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-
oxide (C-PTIO; Dojindo Molecular Technologies, Inc.,
Rockville, MD) for 15 min at 37�C, before DAF-FM. At least
five fields were captured at �40 using a FluoView 3000 con-
focal microscope. Fluorescence intensity was analyzed using
the microscope-provided software in at least four sections
per animal, four animals per group. DAF-FM-derived fluores-
cence was detected at kex 495 nm, kem 515 nm.

Western Blot Analysis

Whole cell protein extracts were obtained after homogeni-
zation of the aorta in lysis buffer containing 62 mM Tris (pH
6.8), 10% glycerol, and 2% sodium dodecyl sulfate. Samples
were heated at 70�C for 5 min and cooled down, and then,
protein concentration was determined using the Bio-Rad DC
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protein assay kit (Bio-Rad, Hercules, CA). Proteins were
loaded (40 mg protein/sample) and separated in a graded (4–
20%) polyacrylamide gel (Bio-Rad, Hercules, CA) and elec-
troblotted on PVDF membranes (Bio-Rad, Hercules, CA).
Membranes were blocked with 5% nonfat dry milk in Tris-
buffered saline-tween 20 (TBST) for 1�h at 37�C and washed
three times with TBST. The following primary rabbit polyclo-
nal antibodies were purchased from Invitrogen, Waltham, MA,
and used according to the manufacturer’s recommended con-
centration: anti-eNOS (1:500 dilution), anti-p-eNOS ser1177

(1:500 dilution), anti-dihydrofolate reductase enzyme (DHFR;
1:1,000 dilution), and anti-nitrotyrosine (1:1,000 dilution).
Rabbit polyclonal anti-NOX2 (1:1,000 dilution) was purchased
from Proteintech, IL. Rabbit polyclonal anti-p-Akt Ser473
(1:1,000 dilution), anti-GAPDH (1:2000 dilution), and anti-rab-
bit linked to horseradish peroxidase (HRP) secondary antibod-
ies (1:2,000 dilution) were purchased from Cell Signaling
Technology, Danvers, MA. Membranes were incubated with
primary antibodies overnight at 4�C then washed in TBST and
incubated with secondary antibodies for 1 h at 37�C.
Membranes were then developed using the Western blotting
detection reagent (Clarity Max Western ECL, Hercules, CA).
Protein bandswere captured and analyzed using a high-resolu-
tion KwikQuant Imager and KwikQuantImage Manager
Software, respectively (Kindle Biosciences LLC., Greenwich,
CT). The bandswere normalized to GAPDH band intensity.

Immunofluorescence Staining

The aorta was isolated, cleaned, placed in OCT embedding
compound, and kept at �80�C until further processing.
Frozen OCT blocks were cryosectioned in 5 mm and placed on
chilled super-frosted slides. Sections were washed with PBS
containing 0.5% tween (PBST), permeabilized using 0.5%
Triton-X, and fixed using 2% paraformaldehyde for 10 min.
Sections were blocked for nonspecific binding by 10% goat se-
rum and 1% bovine serum albumin in PBST and incubated
overnight with primary antibodies at 4�C. Slides were washed
three times with PBST and incubated with a fluorescent sec-
ondary antibody (Invitrogen, Waltham, MA) for 30 min at
room temperature. Anti-fade mounting medium containing 1
μM of the nuclear stain DAPI was applied, and a coverslip was
placed. The following antibodies were used: rabbit polyclonal
anti-eNOS (1:100 dilution, Invitrogen, Waltham, MA), rabbit
monoclonal anti-p-eNOS Ser1177 (1:100 dilution, Cell Signaling,
Danvers, MA), mouse monoclonal anti-nitrotyrosine (1:50
dilution, Santa Cruz Biotechnology Inc., Dallas, TX), and
mouse monoclonal anti-NOX2, (1:50 dilution, Santa Cruz
Biotechnology Inc., Dallas, TX). Sections were then incubated
with a secondary antibody for 1 h. The following secondary
antibodies were purchased from Invitrogen and used at
1:1,000 dilution: anti-rabbit and anti-mouse Alexa Fluor 594
and Alexa Fluor 488. Sections were digitally imaged by confo-
cal microscopy, different fields were captured, and the fluo-
rescence intensity was quantitated and normalized to DAPI
using ImageJ in at least four sections per animal, with at least
four fields visualized per section, and six animals per group.

Tetrahydrobiopterin Measurement

Tetrahydrobiopterin (BH4) in aortic tissue homogenate
was measured using a colorimetric ELISA kit (MyBioSource,

San Diego, CA) that applies the competitive immunoassay
technique utilizing a mouse polyclonal anti-BH4 antibody,
an BH4-HRP conjugate, and a substrate for HRP enzyme.
The product of the enzyme-substrate reaction forms a blue-
colored complex that will turn yellow after adding a reaction
stop solution. The intensity of yellow color is measured spec-
trophotometrically at 450 nm in amicroplate reader.

The experiment was done according to the manufacturer’s
instructions. Briefly, the aorta was cleaned, rinsed with PBS,
and homogenized in ice-cold PBS using a glass homogenizer.
Aortic homogenates were ultrasonicated by pulsing three
times for 10 s, each separated by at least 30 s, with the sample
tube kept on ice, and then centrifuged for 15 min at 1,500 g to
separate clean supernatants. Then, 100 mL of samples or
standards was added into ELISA plate wells followed by 10
mL of balance solution (provided with the kit) and 50 μL of
BH4-HRP conjugate. The plate was mixed well and incubated
for 1 h at 37�C.Wells were washed using a wash solution (pro-
vided with the kit), 50 μL of each substrate was added to each
well, and the plate was incubated for 20 min at 37�C. The
reaction was terminated, and the absorbance was measured
at a wavelength of 450 nm using SpectraMax plus microplate
reader (Molecular Devices, CA). A standard curve was plotted
and used to quantitate BH4 in samples. Concentrations were
normalized to total protein content in each sample.

Statistical Analysis

Most data were analyzed by two-way ANOVA with
Bonferroni post hoc analysis, considering exposure groups
and exposure time. Where there was only one exposure time,
one-way ANOVA with Bonferroni post hoc analysis was per-
formed comparing the treatment groups at the one exposure
time. For the vascular relaxation data curves, repeated-meas-
ures two-way ANOVA was used. These statistical tests and
analyses were performed using GraphPad InStat software,
version 3.06 (GraphPad, San Diego, CA). Data are presented
asmeans ± SE. Statistical differences were considered signifi-
cant if P� 0.05.

RESULTS

ECV Exposure Triggers Vascular Endothelial
Dysfunction

To verify the presence of exposure-dependent VED, we
assessed the effect of ECV exposure on ACh-induced endo-
thelium-dependent and SNP-induced endothelium-inde-
pendent vascular relaxation (Fig. 1, A–D). ACh and SNP
concentrations that induced 50% relaxation (RC50) on a PE-
preconstricted aortic rings were calculated from fitted ACh/
SNP-relaxation response curves as described in the METHODS

section (Table 1).
After 16 wk of exposure, ECV-0-, ECV-6-, and ECV-24-

exposed aorta exhibited a reduction in endothelium-depend-
ent relaxation, as evidenced by the rightward and upward
shift in the ACh concentration-dependent relaxation curve
compared with that of air-exposed aorta. RC50 was increased
from 42±5 nM in the air-exposed group to 156± 13 nM,
270± 18 nM, and 650±25 nM, respectively, in the ECV-0,
ECV-6, and ECV-24 groups (all P< 0.04). Although themaxi-
mal relaxation, Rmax, in air-exposed aortas was 95±4% of the
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PE-induced constriction, ECV-0-, ECV-6-, and ECV-24-
exposed aortas exhibited significantly lower Rmax values of
82±3%, 79±5%, and 64±4% relaxation, respectively (all P <
0.05) (Fig. 1A; Table 1). With 60 wk of ECV exposure, even
larger reductions in endothelium-dependent relaxation were
seen. RC50 was increased in ECV-0 and ECV-6 to 745±21 nM
(P = 0.037) and 1,390±41 nM (P = 0.001), respectively, com-

pared with 154±6 nM in the air-exposed group. In ECV-24-
exposed aortic rings, 50% relaxation did not occur. ECV-0-,
ECV-6-, and ECV-24-exposed aortas exhibited 65±4, 60±6,
and 44±4% of maximal relaxation, respectively, all signifi-
cantly lower (P < 0.01), compared with 85±4 relaxation in
air-exposed aortas (Fig. 1B; Table 1). These exposure dura-
tion-dependent changes were consistent with those previ-
ously reported (30). Full intergroup statistical analysis was
done to compare means among all groups and to verify the
statistical differences between 16- and 60-wk exposures for
each group as presented in Table 1.

Vessels from ECV-exposed mice also exhibited significant
alterations in endothelium-independent relaxation com-
pared with those from air-exposedmice at both 16 and 60 wk
of exposure (Fig. 1, C and D, Table 1). However, these altera-
tions are not as large as those seen for endothelium-de-
pendent relaxation. After 16 wk of exposure, shifts in RC50

of SNP from 8±0.7 nM in the air-exposed controls to 19 ± 2
(P = 0.05), 34 ± 4 (P = 0.048), and 54 ±4 (P = 0.029) nM in
the ECV-0, ECV-6, and ECV-24 groups, respectively, were
seen (Table 1). Maximum relaxation values also decreased
from 96±5% in air control to 85±6 (P = 0.058), 80±2 (P =
0.05), and 68±3% (P = 0.04) in the ECV-0, ECV-6, and ECV-
24 groups, respectively. After 60 wk of exposure, further
shifts in the RC50 values (nM) from 8.6±2 in the air-exposed
controls to 22±3, 54±4, and 92±5 in the ECV-0, ECV-6, and
ECV-24 groups, respectively, (all P < 0.05) were seen.
Maximum relaxation values also decreased from 94±7% in
air control to 80±4 (P = 0.05), 75±4 (P = 0.048), and 58±3%
(P = 0.039) in the ECV-0, ECV-6, and ECV-24 groups, respec-
tively (Table 1). Thus, similar to endothelium-dependent
relaxation, the endothelium-independent relaxation is also

Figure 1. Endothelium-dependent and
-independent vascular relaxation. Male
C57BL/6J mice were exposed to 16 or
60 wk of either air or electronic cigarette
(e-cig) vape generated from e-cig liquid
containing nicotine (NIC) 0 mg/mL (ECV-
0), 6 mg/mL (ECV-6), or 24 mg/mL (ECV-
24). For endothelium-dependent func-
tion, aortic rings from 16-wk-exposed (A)
and 60-wk-exposed (B) mice were
mounted in a wire myograph, constricted
by 1 mM phenylephrine (PE), and acetyl-
choline response curve was derived. For
endothelium-independent function, aortic
rings from 16-wk-exposed (C) and 60-wk-
exposed (D) mice were constricted by 1
mM PE, and sodium nitroprusside res-
ponse curve was derived. Data are pre-
sented as means ± SE of 6 mice. Analysis
was done using repeated-measures two-
way ANOVA. The differences were con-
sidered statistically significant at P � 0.05.
�Significant difference from relative air-
exposed controls.

Table 1. Endothelium-dependent and -independent vas-
cular reactivity data

RC50, nM Rmax, %

16 wk 60 wk 16 wk 60 wk

Acetylcholine
Air 42 ± 5 154 ± 6 95 ± 4 85± 4
ECV-0 156 ± 13� 745 ±21�$ 82 ± 3� 65 ± 4�$
ECV-6 270 ± 18�# 1,390 ± 41�#$ 79 ±5� 60±6�$
ECV-24 650±25�#@ – 64 ± 4�#@ 44 ± 4�#@$

Sodium nitro-
prusside
Air 8.0 ± 0.7 8.6 ± 2 96 ±5 94 ± 7
ECV-0 19 ± 2� 22 ± 3� 85 ±6 80 ± 4�$
ECV-6 34 ± 4�# 54 ± 4�#$ 80 ±2� 75 ± 4�
ECV-24 54 ± 4�#@ 92 ±5�#@$ 68 ± 3�#@ 58± 3�#@$

Values are means ± SE. ECV-0, electronic cigarette (e-cig) vape
generated from e-cig liquid containing nicotine 0 mg/mL; ECV-6,
electronic cigarette (e-cig) vape generated from e-cig liquid contain-
ing nicotine 6 mg/mL; ECV-24, electronic cigarette (e-cig) vape gen-
erated from e-cig liquid containing nicotine 24 mg/mL; RC50,
concentration of acetylcholine/sodium nitroprusside that produces
50% relaxation of phenylephrine-preconstricted aortic rings; Rmax,
maximum acetylcholine/sodium nitroprusside-induced relaxation.
�P < 0.05, significant from air-exposed controls; #P < 0.05, signifi-
cant from ECV-0; @P < 0.05, significant from ECV-6; $P < 0.05, sig-
nificant from the same exposure at 16 wk.
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impaired with ECV exposures; however, the magnitude of
this dysfunction is less. Full intergroup and exposure time
comparisons are presented in Table 1.

ECV Exposure Increases Blood Pressure and Systemic
Vascular Resistance

As VED predisposes to hypertension and other cardiovas-
cular disease (39), we further measured BP and systemic vas-
cular resistance (SVR) following ECV exposure. Initial
measurements of BP were performed at baseline before and
after 16 and 60 wk of exposure to verify the onset and sever-
ity of vascular disease. Baseline values of systolic blood pres-
sure (SBP) and diastolic blood pressure (DBP) were 104±4
mmHg and 72±3 mmHg, respectively (Fig. 2, A and B). The
baseline mean arterial blood pressure (MABP) was 83±3
mmHg (Fig. 2C). At 16 wk of exposure, ECV-6 and ECV-24
groups exhibited significant elevations in BP compared with
the air-exposed group, with SBP of 123±6 mmHg (P = 0.049)
and 133±8 mmHg (P = 0.0007), respectively, (Fig. 2A); DBP
of 86±6 mmHg (P = 0.05) and 93±4 mmHg (P < 0.0007),
respectively, (Fig. 2B); and MABP of 98± 5 mmHg (P = 0.049)
and 106± 7 mmHg (P = 0.0007), respectively. Although the
ECV-0 group showed higher BP values than the air-exposed
group, these values did not reach statistical significance at
16 wk of exposure (Fig. 2C). With extended exposure duration
to 60 wk, further progressive elevations in BP were observed in
the ECV-0, ECV-6, and ECV- 24 groups. Marked elevation of BP
was seen in ECV-24 mice, compared with air-exposed controls,
with SBP, DBP, and MABP values of 158±8, 110±5, and 126±8
mmHg, respectively, (all P < 0.0001). In ECV-6 mice, although
elevated BP was present, BP values tended to be less than that
in ECV-24 mice, with SBP of 141±7, DBP of 99±4, and MABP
of 112±5, all P < 0.0002, compared with values in the air-
exposed group. Furthermore, at 60 wk of exposure, the eleva-
tions in SBP, DBP, and MABP were significant in ECV-0 mice

with values of 142±4, 98±6, and 113±7 mmHg, respectively,
all P < 0.0001, when compared with the air-exposed group. In
contrast to this, for the air-exposed mice, BP did not signifi-
cantly change over time with values of 104±8 and 109±4
mmHg for SBP, 72±7 and 76±5mmHg for DBP, and 83±6 and
87±3mmHg forMABP, atweeks 16 and 60 of exposure, respec-
tively. More complete statistical analysis between the groups
and exposure times was done as presented in Fig. 2,A–C.

We calculated SVR using the equation SVR = MABP/car-
diac output (CO). CO was measured by echocardiography as
reported previously (37), calculated from the product of left
ventricular stroke volume and heart rate. As in the prior
study (30), the heart rate values were similar in the four
groups studied at either time point with mean values rang-
ing from 467 to 481 at 16 wk of exposure and from 478 to 511
at 60 wk of exposure. CO was lower in all ECV groups com-
pared with air-exposed controls (data not shown). In the air-
exposed group, SVR was calculated as 345± 18 and 343± 19
dyn/s/cm�5 at 16 and 60 wk of exposure, respectively (Fig.
2D). In the ECV-0 group, only a slight increase in SVR to
369±20 (P = 0.069) dyn/s/cm�5 was seen at 16 wk of expo-
sure; however, after 60 wk of exposure, SVR was clearly
increased to 533± 15 dyn/s/cm�5 (P = 0.037). At 16 wk of ex-
posure, both the ECV-6 and ECV-24 groups exhibited a sig-
nificant elevation in SVR, reaching 424± 15 (P = 0.047) and
529± 13 (P = 0.036) dyn/s/cm�5, respectively. Higher SVR val-
ues of 554± 17 (P = 0.036) and 624± 19 dyn/s/cm�5 (P = 0.025)
were reported following 60 wk of exposure to the ECV-6 and
ECV-24 groups, respectively (Fig. 2D). More complete statis-
tical analysis between the groups and exposure times was
done as presented in Fig. 2D. Thus, consistent with our prior
study (30), e-cig exposure resulted in a NIC and exposure
time-dependent VED with elevated blood pressure and SVR.
However, questions remain regarding the molecular mecha-
nisms by which ECV induces VED.

Figure 2. Blood pressure and vascular re-
sistance. Male C57BL/6J mice were
exposed to 16 or 60 wk of either air or
electronic cigarette (e-cig) vape gener-
ated from e-cig liquid containing nicotine
(NIC) 0 mg/mL (ECV-0), 6 mg/mL (ECV-6),
or 24 mg/mL (ECV-24). A: systolic blood
pressure (SBP). B: diastolic blood pressure
(DBP). C: mean arterial blood pressure
(MABP). D: systemic vascular resistance
(SVR). ECV exposure resulted in a NIC-
and an exposure time-dependent vascular
endothelial dysfunction with elevated
MABP and SVR. Data are presented as
means ± SE of 6 mice. Each point repre-
sents the average of at least 10 measure-
ments per animal. Analysis was done
using two-way ANOVA followed by Bon-
ferroni multiple-comparisons test. The dif-
ferences were considered statistically sig-
nificant at P � 0.05. �Significant from air-
exposed controls at P < 0.05; #significant
from ECV-0 at P < 0.05; @significant from
ECV-6 at P < 0.05; $significant from the
same exposure at 16 wk at P< 0.05.
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ECV Exposure Reduces NO Bioavailability

Since ECV exposure resulted in VED with decreased ACh-
mediated relaxation, we expected that NO production would
be decreased. To verify this, NO generation in aortic sections,
which were stimulated with 1 μM ACh, was measured using
the NO-sensitive fluorescent probe DAF-FM that reacts with
NO and produces green fluorescence. In the aorta from the air-
exposed mice, prominent green fluorescence was observed;
however, with ECV exposure, this fluorescence intensity was
decreased, with lowest levels seen in aortas of the 60-wk ECV-
24-exposed group (Fig. 3, A–C). The NO-DAF-generated fluo-
rescence was largely blocked when the NO scavenger C-PTIO
was added before the DAF-FM. Intergroup statistical analysis
was done as presented in Fig. 4B. These data show that ECV
exposure decreased NO levels in the aorta in an exposure time-
and a nicotine-dependentmanner.

ECV Exposure Increases Superoxide Radical Production
in the Aorta

ECV exposure has been previously reported to result in oxi-
dative stress and superoxide production (30), which can react
with NO, decreasing its bioavailability, as seen in Fig. 3.

Therefore, we applied the fluorescent probe DHE (10 μM) to
detect superoxide generation in sections from freshly har-
vested mouse aortic rings. As shown in Fig. 4, A and B, after
16 wk of exposure, the intensity of DHE fluorescence was
higher in all ECV-exposed groups, compared with air-exposed
controls, with the ECV-24 group showing the highest intensity
(6.2-fold increase) (P < 0.001). A similar pattern was observed
after 60 wk of ECV-0, ECV-6, and ECV-24 exposure, with a
2.7-, 6.7-, and 7.5-fold increase in fluorescence intensity,
respectively, (all P < 0.001) compared with air-exposed con-
trols. ROS-DHE-generated fluorescence was largely quenched
when the ECV-24-exposed aorta was preincubated with the
SODm MnTBAP (100 μM) before DHE, confirming that ECV-
induced ROS is the source of the developed fluorescence.
More complete statistical analysis between the groups and ex-
posure times is presented in Fig. 4B.

ECV Exposure Increases Protein Nitration

To determine if the ECV exposure-induced superoxide
generation is associated with NO scavenging leading to pro-
tein modification, we measured the levels of nitrotyrosine
(NT) formed from peroxynitrite. Immunoblotting after 16 wk
of exposure to ECV-0, ECV-6, or ECV-24 showed an increase

Figure 3. Nitric oxide (NO) bioavailability in the aorta. Aortic sections were studied from mice exposed to 16 and 60 wk of either air or electronic cigarette (e-
cig) vape generated from e-cig liquid containing nicotine (NIC) 0 mg/mL (ECV-0), 6 mg/mL (ECV-6), or 24 mg/mL (ECV-24). A: sections were treated with the
fluorescent nitric oxide (NO) probe diaminofluorescein-FM (DAF; green) and the nuclear fluorescent stain diamidino-2-phenylindole (DAPI; blue), with (air-
exposed) or without the NO trap 2-(4-carboxyphenyl)-4,4,5,5-tetramethylimidazoline-1-oxyl-3-oxide (PTIO treated), and visualized by confocal fluorescence
microscopy. A 20-mm scale bar is shown toward the lower right corner of each figure. B and C: quantitation of the green fluorescence in A. ECV exposure
decreased NO levels in the aorta in an exposure time- and a NIC-dependent manner. Data show the means ± SE of aortic sections from 4 mice.
Analysis was done using two-way ANOVA followed by Bonferroni multiple-comparisons test. The differences were considered statistically significant
at P � 0.05. �Significant from air-exposed controls at P < 0.05; #significant from ECV-0 at P < 0.05; @significant from ECV-6 at P < 0.05; $significant
from the same exposure at 16 wk at P< 0.05; †significant difference from ECV-24 in the absence of PTIO at P< 0.05.
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in NT levels by 1.8-, 2.6-, or 3.3-fold, respectively (all P <
0.05), compared with air-exposed controls (Fig. 5, A–D).
Extending the exposure to 60 wk resulted in 2, 4 and 5.3-fold
increase of NT levels in the aortas of ECV-0-, ECV-6-, and
ECV-24-exposed mice, respectively (all P < 0.04), compared
with the air-exposed control group. These results were con-
firmed by immunofluorescence microscopy, where the in-
tensity of NT-derived fluorescence clearly increased in all
ECV exposure groups, compared with air-exposed control
(Fig. 5E). After 60 wk of exposure to ECV-0, ECV-6, or ECV-
24, 3, 4 or 6.3-fold, respectively, (all P < 0.03) increases in
nitrotyrosine levels were observed, compared with air-
exposed controls (Fig. 5F). These data suggest that ECV-gener-
ated superoxide scavenged NO, leading to production of cyto-
toxic peroxynitrite that reacts to nitrate tyrosine in a broad
range of proteins. It further confirms that the ECV-induced
increase in vascular superoxide generation decreases NO bio-
availability with the production of reactive nitrogen species,
which together contribute to the onset of VED.More complete
statistical analysis between the groups and exposure times is
presented in Fig. 5, C,D, and F.

ECV Exposure Decreases eNOS Expression and
Phosphorylation in the Aorta

eNOS plays a major in endothelial NO generation, and its
levels are critical for NO synthesis. The process of eNOS activa-
tion is Ca2þ /calmodulin-dependent, and with eNOS phospho-
rylation at serine 1177 (p-eNOSser1177), the activation occurs at
lower Ca2þ levels (40, 41). Therefore, we investigated the
impact of ECV exposure on eNOS expression and phosphoryl-
ation. Western blot analysis revealed that 16 wk of ECV-0 or
ECV-6 exposure was sufficient to downregulate the eNOS
expression and was also associated with lower levels of
p-eNOSser1177; however, these effects were more prominent with
ECV-24 exposure and also after 60 wk of exposure (Fig. 6, A–F).
As shown in Fig. 6C, after 16 wk of exposure to ECV-0, ECV-6,

or ECV-24, eNOS expression decreased to 50, 30, or 15%, respec-
tively, of the basal levels present in the air control vessels (all
P < 0.003). Extending the exposure to 60 wk (Fig. 6D) resulted
in further decrease of eNOS to 80% (P < 0.05), 17% (P <
0.002), or 12% (P < 0.001), respectively, of the levels in the
matched air control aortas. The levels of p-eNOSser1177 follow-
ing 16 wk of ECV-0, ECV-6, and ECV-24 exposure decreased to
90% (P < 0.059), 40% (P < 0.031), or 8% (P < 0.001), respec-
tively, of the levels in air-exposed controls (Fig. 6E). After 60
wk of exposure, further decrease in the levels of p-eNOSser1177

were seen (Fig. 6F). Thus, ECV exposure was associated with
decreased levels of eNOS and p-eNOSser1177 in all groups but
was increased in the presence of higher NIC levels.

Akt is the major kinase responsible for the phosphoryla-
tion of eNOS at serine 1177; therefore, we performed immuno-
blotting to measure the effects of ECV on the activation of
Akt. Western blotting showed that ECV exposure decreased
the Akt phosphorylation at Ser473, which is associated with
Akt activation (Fig. 6, G and H), with this decrease parallel-
ing that of p-eNOSser1177 (Fig. 6, E and F). Akt phosphoryla-
tion was decreased after 16 wk of ECV-0, ECV-6, or ECV-24
exposure by 10% (P = 0.057), 25% (P < 0.05), or 97% (P <
0.001), respectively, whereas further decreases of 44% (P <
0.004), 83% (P < 0.0001), or 97% (P < 0.0001), respectively,
were observed after 60 wk of exposure. Thus, both decreased
Akt activation and lower eNOS levels contribute to the
decline in p-eNOSser1177 levels and the loss of vascular NO
synthesis observed with ECV exposure.

To confirm the alterations observed for eNOS and
p-eNOSser1177 levels, immunohistology studies were performed
with fluorescence detection of eNOS and p-eNOS in aortic sec-
tions after 60 wk of exposure. As expected, both eNOS and
p-eNOSser1177 were localized to the endothelium of the vessels
(Fig. 6I). With ECV exposure, both eNOS and p-eNOSser1177

levels were decreased in all ECV-exposed groups, compared
with air-exposed controls. These experiments demonstrate

Figure 4. Superoxide radical generation in aorta. Aortic sections frommice exposed to 16 and 60 wk of either air or electronic cigarette (e-cig) vape gen-
erated from e-cig liquid containing nicotine (NIC) 0 mg/mL (ECV-0), 6 mg/mL (ECV-6), or 24 mg/mL (ECV-24) were studied. A: incubated with the superox-
ide probe dihydroethidium (DHE; red) and the nuclear fluorescent stain diamidino-2-phenylindole (DAPI; blue), with or without the superoxide dismutase
mimetic Mn(III)tetrakis(4-benzoic acid)porphyrin chloride (þSODm), and imaged with confocal fluoroscopy. B: quantitation of the red fluorescence in A,
showing that ECV exposure induced superoxide generation that was quenched by the SODm. Thus, ECV exposure results in vascular superoxide pro-
duction in an exposure time- and a NIC-dependent manner. Data represent means ± SE of aortic sections from 6 mice. Analysis was done using two-
way ANOVA followed by Bonferroni multiple-comparisons test. The differences were considered statistically significant at P � 0.05. �Significant from
air-exposed controls at P < 0.05; #significant from ECV-0 at P < 0.05; @significant from ECV-6 at P < 0.05; $significant from the same exposure at 16
wk at P< 0.05; †significant from ECV-24 in the absence of the SODm at P< 0.05. ROS, reactive oxygen species.
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that ECV exposure and the VED that it triggers are associated
with major endothelial loss of eNOS and p-eNOSser1177, such
that endothelial NO synthesis would be decreased. Detailed
statistical comparisons are presented in Fig. 6, C–H.

ECV Exposure Increases Endothelial NADPH Oxidase
Expression and Superoxide Generation

Since we observed that ECV exposure triggers superoxide
production, which was associated with superoxide-mediated
decrease in NO bioavailability, as well as loss of eNOS
expression and function, we aimed to identify the mecha-
nisms of ECV-induced superoxide generation in the endo-
thelium. First, we tested whether ECV alters the levels of
NADPH oxidase in the aorta, which can serve as a major
source for superoxide in the endothelium. As shown in Fig.
7, A and C, after 16 wk of exposure to ECV-0, ECV-6, and
ECV-24, NADPH oxidase (NOX2) expression increased by
1.6-, 1.8-, and 2.3-fold, respectively, all significant at P< 0.05,
compared with air-exposed controls. Moreover, with 60 wk
of exposure, the expression of NOX-2 was further increased
in each exposure group, with a maximum of 5.6-fold (P <
0.005) increase in the ECV-24 group, compared with air-
exposed controls (Fig. 7, B and D). These Western blot
results were further confirmed by immunofluorescence
measurements, which additionally enables visualization
of the localization of NOX2 within the vessel. From the

observed fluorescence, NOX2-derived fluorescence was
clearly increased in the aorta of ECV-exposed mice, with
the ECV-24 group showing the highest intensity, with
approximately sevenfold increase (P < 0.0001). In all
NOX-2 immunofluorescence images, maximum fluores-
cence was seen in the endothelium, with a much weaker
fluorescence throughout the vessel wall (Fig. 7E).

Further experiments were performed to measure the con-
tribution of NADPH oxidase to the process of ECV-induced
superoxide generation in ECV-exposed aortas. The aortic
sections were preincubated with the specific pan-NADPH
oxidase inhibitor VAS2870 before the addition of DHE (Fig.
7G). As shown in Fig. 7H, VAS2870 largely decreased the
DHE-superoxide-generated fluorescence by 78% and 80%
(P < 0.001) in the 16- and the 60-wk ECV-24 exposure
group, respectively. In addition, the NOX2-specific
NADPH oxidase inhibitor GSK2795039 markedly decreased
the DHE fluorescence by 84% and 83% (P < 0.0001) in the
16- and the 60-wk ECV-24 exposure groups, respectively.
Taken together, these results indicate that induction of
NOX2 in the endothelium is a major source of ECV-stimu-
lated superoxide seen in all ECV-exposed groups. This induc-
tion increased with exposure duration and e-cig NIC
content. More robust statistical analysis was done to com-
pare means among groups. Detailed intergroup comparisons
are presented in Fig. 7F.

Figure 5. Nitrotyrosine formation in aorta.
Nitrotyrosine (NT) levels were measured
by Western blotting in aortic homoge-
nates (A–D) and by immunofluorescence
in aortic sections (E and F) from mice
exposed to 16 or 60 wk of either air or
electronic cigarette (e-cig) vape gener-
ated from e-cig liquid containing nicotine
(NIC) 0 mg/mL (ECV-0), 6 mg/mL (ECV-6),
or 24 mg/mL (ECV-24). A and B: immuno-
blots of NT levels. C and D: quantitation of
NT bands in A and B, respectively, show-
ing increased NT in a time- and NIC-de-
pendent manner. E: aortic sections were
incubated with primary antibody against
NT followed by corresponding fluorescent
labeled secondary antibody (red). The flu-
orescent dye diamidino-2-phenylindole
(DAPI; blue) was used as a nuclear stain.
F: quantitation of red fluorescence in E,
showing similar effects as in C and D.
These data indicate that ECV-generated
superoxide scavenges nitric oxide (NO)
producing cytotoxic peroxynitrite, with
loss of NO bioavailability and ECV-
induced VED. For C and D, data are pre-
sented as means ± SE with measurements
performed in 6 mice. In F, each point is
derived from measurements in 3 mice.
Analysis was done using two-way ANOVA
followed by Bonferroni multiple-compari-
sons test. The differences were consid-
ered statistically significant at P � 0.05.
�Significant from air-exposed controls at P
< 0.05; #significant from ECV-0 at P <
0.05; @significant from ECV-6 at P <
0.05; $significant from the same exposure
at 16 wk at P< 0.05.
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ECV Exposure Triggers eNOS Uncoupling, Depletes
BH4, and Downregulates DHFR

We further tested whether ECV triggers NOS-uncoupling,
which has been identified as another critical mechanism of

superoxide generation, triggered by oxidant stress (42–44).
In NOS-uncoupling, eNOS function as an NO synthase is
disrupted, leading to the production of superoxide instead
of NO (44). We assessed the role of NOS in ECV-induced
superoxide generation by testing the effect of the NOS

Figure 6. Endothelial nitric oxide (NO) syn-
thase expression and phosphorylation in
aorta. A and B: Western blotting was used
to measure the expression and phospho-
rylation of endothelial nitric oxide syn-
thase (eNOS) and phosphorylation of AKT
(p-AKT) in the aorta from mice exposed to
16 and 60 wk of either air or electronic cig-
arette (e-cig) vape generated from liquid
containing nicotine (NIC) 0 mg/mL (ECV-
0), 6 mg/mL (ECV-6), or 24 mg/mL (ECV-
24). C and D: quantitation of eNOS bands
in A and B, respectively, showing down-
regulation of e-NOS in an exposure time-
and NIC-dependent manner. E and F:
quantitation of p-eNOS bands in A and B,
respectively, showing similar decreases
as in C and D. G and H: quantitation of p-
AKT bands in A and B, respectively, also
exhibiting similar decreases. I: frozen aor-
tic sections were incubated with primary
antibody against eNOS and p-eNOS
followed by corresponding secondary
fluorescence antibody (green) and the
nuclear stain DAPI (blue). J: quantita-
tion of green fluorescence of eNOS
and p-eNOS. ECV exposure downregu-
lated eNOS expression and decreased
Akt-dependent eNOS phosphorylation,
contributing to the decline of NO synthe-
sis and onset of VED. Data are pre-
sented as means ± SE of 6 exp-eriments.
For C–H, data are presented as means ±
SE of independent experiments in 6
mice, whereas for J, each point is based
on independent experiments in 4 mice.
Analysis was done using two-way
ANOVA followed by Bonferroni multiple-
comparisons test. The differences were
considered statistically significant at P �
0.05. �Significant from air-exposed con-
trols at P < 0.05; #significant from ECV-
0 at P < 0.05; @significant from ECV-6
at P < 0.05; $significant from the same
exposure at 16 wk at P < 0.05. †signifi-
cant different from eNOS expression at
P < 0.05.
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Figure 7. Expression of NADPH oxidase 2 in the aorta. NADPH oxidase 2 (NOX2) levels were measured byWestern blotting (A–D) and immunofluorescence
(E and F) from mice exposed to 16 and 60 wk of either air or electronic cigarette (e-cig) vape generated from liquid containing nicotine (NIC) 0 mg/mL (ECV-
0), 6 mg/mL (ECV-6), or 24 mg/mL (ECV-24). A and B: immunoblots of NOX2. C and D: quantitation of NOX2 band density in A and B, respectively, showing
exposure time- and NIC-dependent increases in NOX2 expression. E: aortic sections were incubated with primary antibody against NOX2 followed by corre-
sponding secondary fluorescent tagged antibody (red), with DAPI nuclear stain (blue). F: quantitation of red fluorescence in E, showing a similar response as
in D. G: aortic sections from ECV-24-exposed mice were incubated with the superoxide probe dihydroethidium (DHE; red) and DAPI (blue), with or without
NADPH oxidase inhibitors 3-benzyl-7-(2-benzoxazolyl)thio-1,2,3-triazolo[4,5-d]pyrimidine (þVAS) or GSK2795039 (þGSK), and visualized by confocal mi-
croscopy. H: quantitation of the superoxide-derived red fluorescence in G, showing that NOX2 inhibitors decreased superoxide in ECV-24-exposed aortic
sections. Thus, induction of NOX2 in the endothelium is a major source of the ECV-stimulated superoxide seen in all ECV-exposed groups, and its induction
increased with exposure duration and NIC content. For C and D, data are presented as means ± SE of 6 mice, whereas for F and H, n = 3 or 6 mice, respec-
tively. Analysis was done using two-way ANOVA followed by Bonferroni multiple-comparisons test. The differences were considered statistically significant
at P � 0.05. �Significant from air-exposed controls at P < 0.05; #significant from ECV-0 at P < 0.05; @significant from ECV-6 at P < 0.05; $significant from
the same exposure at 16 wk at P< 0.05. †significant different from ECV-24-exposed sections stained with DHE.
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inhibitor L-NAME on the overall generation of superoxide
by ECV. As seen in Fig. 8, A and B, preincubation of the
aorta with L-NAME reduced DHE-superoxide-generated flu-
orescence by 63% and 64% (P < 0.005) in 16- and 60-wk
ECV-24-exposed aortas, respectively, compared with ECV-
24-exposed controls (no L-NAME preincubation). Figure 8,
C and D, shows that ECV exposure depleted the redox-sen-
sitive eNOS cofactor BH4. BH4 levels significantly
decreased from 1.5 ± 0.02 pmol/mg protein in the air-con-
trol group to 0.9±0.09, 0.87±0.09, and 0.73±0.07 pmol/mg
protein (P < 0.05) in the ECV-0, ECV-6, and ECV-24 groups,
respectively, after 16 wk of exposure. Further declines were
observed following 60 wk of exposure, with values of
0.66±0.08, 0.60±0.06, and 0.54±0.04 pmol/mg protein (P <
0.005) in the ECV-0, ECV-6, and ECV-24 groups, respectively,
compared with the air-exposed control group. Figure 8, E and
F, shows that ECV exposure downregulated dihydrofolate re-
ductase (DHFR), the key enzyme responsible for the salvage

of BH4 from BH2. Similar to BH4, 16 wk of exposure to ECV-0,
ECV-6, or ECV-24 significantly downregulated the expression
of DHFR by 65%, 70%, and 95% (all P < 0.001), respectively.
Exposure to 60 wk of ECV-0, ECV-6, or ECV-24 further
decreased the expression by 75%, 85%, and 90% (all P <

0.0001), respectively (Fig. 8, G and H). Thus, these results
indicate that eNOS uncoupling occurs and is an important
source of ECV-induced superoxide generation. Detailed inter-
group comparisons with statistical analysis are presented in
Fig. 8, C, D, G, andH.

DISCUSSION

This study extends our recent work where we devel-
oped a mouse model of chronic vaping-induced cardio-
vascular dysfunction and hypertension (30, 34). Herein,
we utilized this model to investigate the underlying
mechanisms in the pathogenesis of ECV-induced VED

Figure 8. Nitric oxide synthase uncoupling in the
aorta. A: aortic sections from ECV-24-exposed
mice were incubated with the superoxide probe
dihydroethidium (DHE; red) and DAPI (blue), with
or without nitric oxide synthase inhibitor L-NAME.
B: quantitation of fluorescence in A, showing that
L-NAME decreased the DHE fluorescence in ECV-
24-exposed aortic sections. C and D: ELISA quan-
titation of aortic tetrahydrobiopterin (BH4) follow-
ing either air or electronic cigarette (e-cig) vape
generated from e-cig liquid containing nicotine
(NIC) 0 mg/mL (ECV-0), 6 mg/mL (ECV-6), or 24
mg/mL (ECV-24). E and F: immunoblots of DHFR
expression. G and H: quantitation of band density
in E and F, respectively, showing exposure time-
and NIC-dependent downregulation of DHFR.
Thus, NOS is a source of ECV-induced superoxide
with ECV depleting BH4 and DHFR, leading to
eNOS uncoupling. For B, C, D, G, and H, data are
presented as means ± SE of values from 6 mice.
Analysis was done using two-way ANOVA followed by
Bonferroni’s multiple-comparisons test. The differen-
ces were considered statistically significant at P �
0.05. �Significant from air-exposed controls at P <
0.05; #significant from ECV-0 at P< 0.05; @significant
from ECV-6 at P < 0.05; $significant from the same
exposure at 16 wk at P < 0.05. †significant different
from ECV-24 sections in the absence of L-NAME.
DHFR, dihydrofolate reductase enzyme; eNOS, endo-
thelial nitric oxide synthase; L-NAME, NG-nitro-L-argi-
nine methyl ester; NOS, nitric oxide synthase.
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and cardiovascular disease. Our principal findings are as
follows: 1) ECV exposure decreases endothelium-depend-
ent vasodilation and increases BP and SVR; 2) the
observed VED increases with extended exposure times
and also with increased aerosol nicotine content but is
still seen with ECV in the absence of nicotine; 3) ECV-
induced VED is accompanied by decreased NO levels and
increased superoxide generation within the vascular
wall; 4) increased nitrotyrosine levels are detected in the
vessels, indicating the formation of the potent oxidant
peroxynitrite with secondary protein nitration; 5)
decreased eNOS and p-eNOSser1177 levels were observed,
contributing to the loss of NO and reduced endothelial
vasodilation; 6) increased expression of NOX2 occurs in
the vessel and is an important source of ECV-induced
superoxide, as demonstrated by superoxide generation
inhibition by specific NOX inhibitors; 7) decreased vas-
cular BH4 levels were seen with decreased levels of the
BH4 salvage enzyme DHFR; and 8) furthermore, the
NOS inhibitor L-NAME decreased vascular superoxide
generation, indicating that eNOS uncoupling contrib-
uted to the ROS generation and loss of NO synthesis and
bioavailability that occur with ECV-induced VED. Thus,
we see that ECV exposure triggers vascular oxidant
stress through induction and activation of NADPH oxi-
dase and eNOS uncoupling, with both pathways gener-
ating superoxide, secondary ROS, and peroxynitrite,
leading to a vicious cycle of ROS-induced ROS genera-
tion (Fig. 9).

Design of the Exposure Model and Relevance to Human
e-Cig Exposure

Our recently developed long-term controlled ECV expo-
sure model in mice (30, 34) was designed to mimic the
chronic exposure in human e-cig users. We designed this
model to parallel the pattern of human tobacco smoking
or e-cig usage. With regard to nicotine, as previously
reported, the intensity of vaping exposure of the mice was
tailored to match the blood levels of the major nicotine
metabolite cotinine for the nicotine-containing groups
(ECV-6, ECV-24) with matched aerosol exposure in the nic-
otine-free group (ECV-0) (34). With this exposure protocol
as performed, the average particulate matter (TPM) was
measured as 880 mg/m3 in the 5-L exposure chamber, and
plasma cotinine levels immediately following exposure
were 64 ng/mL and 240 ng/mL for the 6 or 24 mg/mL
groups, which is in the range measured in human smokers
and e-cig users (45). With regard to age, most smoking or
vaping users in the United States begin to smoke and use
e-cig at 13–15 yr of age (�1/6th of life span) and continue
smoking for decades. This starting age equates to 16 wk of
age in mice (46). Therefore, we started exposures in mice
of 16 wk of age. In our prior detailed longitudinal study
(30), we observed significant vascular impairments as
early as 16 wk of exposure and monitored disease progres-
sion, which reached a maximum at 60 wk. Accordingly, in
the current mechanistic study, we aimed to investigate the
underlying pathways at the exposure time points in which
deterioration started of 16 wk and that of maximum sever-
ity of 60 wk (30).

E-Cig Exposure Triggers VED and HTN

Consistent with our prior study (30), mice exposed to ECV
for 16 wk developed hypertension, and this was exacerbated
with longer exposure durations with a 32 mmHg increase in
MABP after 60 wk. Paralleling the rise in BP, SVR was
increased in an exposure duration- and nicotine content-de-
pendent manner. Our results are also consistent with the
prior study of Olfert et al. (32), which observed the develop-
ment of cardiovascular disease with chronic 32-wk exposure
to ECV (18 mg/mL nicotine). The earlier onset and the more
aggressive disease development in our model may reflect the
efficient aerosol delivery with higher uptake by the mice,
confirmed by monitoring of the plasma cotinine levels,
which were measured to be comparable with those in human
e-cig users (30, 34).

VED is associated with hypertension and cardiovascular
disease onset and may precede their development (39). In
the current study, we longitudinally monitored the BP and
vascular response changes in the ECV-exposed mice
throughout the 60 wk of exposure. At 16 wk of exposure,
significant elevations in SBP, DBP, and MABP were seen in
all ECV-exposed groups and BP further increased as a
function of exposure duration out to 60 wk. We previously
observed that large and small vessels from similar groups
of ECV-exposed mice exhibited VED akin to that seen with

Figure 9. Process by which electronic cigarette vape (ECV) exposure trig-
gers endothelial reactive oxygen species (ROS) generation and vascular
endothelial dysfunction. ECV exposure generates ROS that increase the
activation and expression of NADPH oxidase and trigger nitric oxide (NO)
synthase (eNOS) uncoupling, leading to a vicious cycle of superoxide pro-
duction and peroxynitrite formation, with protein modifications, and tetra-
hydrobiopterin (BH4) depletion. Together these cause decreased NO
synthesis and bioavailability, leading to endothelial dysfunction.
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TC smoke exposure (30). In the current studies, similar
alterations in endothelial-dependent relaxation were first
observed in the aortas of ECV-6 and ECV-24 mice exposed
to 6 or 24 mg/mL nicotine-containing e-cig aerosol after 16
wk of exposure. With further prolonged exposure of 60 wk,
all exposed groups, including those with 0 mg/mL nico-
tine, exhibited VED compared with matched air control
mice. These findings are similar to those of our prior study
(30) and highlight the potential cardiovascular consequen-
ces of e-cigarette use, in opposition to earlier claims
regarding the safety of these products (47, 48). Similar to
endothelium-dependent relaxation, the endothelium-in-
dependent relaxation was also impaired with ECV expo-
sures; however, as expected, consistent with prior reports,
the magnitude of this dysfunction was lower (30). Thus,
although the major loss of vasodilation was endothelium-
dependent, there is also significant loss of endothelium-
independent relaxation that could be caused by a decrease
in NO bioavailability due to scavenging by superoxide or
other pathways of NO degradation (6, 49).

E-Cig Exposure Triggers Loss of NO Bioavailability

Lack of NO bioavailability is central to the onset of VED
(2). In normal conditions, a delicate balance between NO
synthesis and breakdown preserves the physiological levels
of NO and maintains vascular homeostasis; however, this
balance is disrupted in cardiovascular diseases, such as
hypertension, atherosclerosis, and coronary artery disease
(50). We observed marked reductions in NO levels measured
in the vascular wall following ECV exposure, which were exa-
cerbated with longer exposure duration or higher aerosol
nicotine levels. Beyond the loss of the vasodilatory function,
lack of NO bioavailability also leads to impairments in the
anti-inflammatory, antiplatelet, and antiapoptotic functions
(1). The lack of intravascular NO bioavailability is due to a
combination of decreased synthesis by eNOS and increased
breakdown secondary to elevated levels of superoxide gener-
ation or enhanced vascular NOmetabolism.

Vascular oxidative stress triggers a lack of NO bioavailabil-
ity and consequently predisposes to cardiovascular disease
(51). Exposure to ECV for 16 or 60 wk resulted in increased
superoxide generation with larger increases with higher aero-
sol nicotine content. Superoxide is a short-lived free radical
that reacts with NO by a diffusion-controlled reaction result-
ing in the formation of peroxynitrite (52). This cytotoxic per-
oxynitrite mediates oxidative modifications in biomolecules
such as protein tyrosine nitration, which results in altered
protein structure and function. Peroxynitrite-induced protein
tyrosine nitration is recognized by the formation of 3-nitro-
tyrosine (53), which is proposed as a biomarker for various
cardiovascular diseases such as atherosclerosis, myocardial
ischemia, and hypertension (49, 54). We observed elevated
levels of 3-nitrotyrosine in aortic homogenates of mice
exposed to ECV. In conventional smoking, high 3-nitrotyro-
sine levels were detected (55) and correlated with the progres-
sion of chronic obstructive pulmonary disease in smokers
(56). The current study is the first, to our knowledge, to detect
3-nitrotyrosine production in vessels following ECV expo-
sure, demonstrating the role of vascular superoxide in deplet-
ing NO leading to VED.

Loss of eNOS Expression and Phosphorylation-
Mediated Activation

Besides increasing the breakdown of NO, superoxide and
secondary ROS might also impair NO synthesis due to loss of
enzyme activity or degradation of the enzyme. We observed
major decreases in eNOS levels following ECV exposure, fur-
ther exacerbatedwith extended exposure and higher nicotine
content, with the 60-wk-exposure ECV-24 group exhibiting
>60% loss of eNOS on immunohistology and Western blot-
ting. This reduced eNOS expressionmay be due to its degrada-
tion following oxidative modification by ECV-generated ROS
and peroxynitrite. Indeed, we have previously shown that per-
oxynitrite, at high concentrations, irreversibly destroys the
heme center of eNOS (57). It has also been shown that exposure
of endothelial cells to tobacco cigarette extract stimulates pro-
teasomal degradation of eNOS (58).

In addition to the decrease in total eNOS expression, ECV
inhibited eNOS phosphorylation at Ser1177 even to a greater
extent. Lower levels of p-Akt were seen presumably due to
inhibition of the activity of Akt kinase. eNOS phosphoryla-
tion at Ser1177 is a mechanism that stimulates NO production
at lower calcium levels (40, 59). Several kinases share the
ability to phosphorylate this site, including protein kinase A,
protein kinase C, CAMKII, and the serine/threonine ki-
nase Akt. Akt is an essential checkpoint for eNOS activa-
tion in response to many signal transduction pathways
(60). Dysregulation in Akt activity is associatedwith VED de-
velopment in hypertension (61). Thus, the reduced phospho-
rylation of Akt at Ser473 suggests that an Akt-dependent
pathway contributes to the decrease of eNOS activity. This
reduction in active p-Akt might be attributed to oxidative
modifications induced by ECV-generated superoxide or per-
oxynitrite. Similar results were obtained in our prior work on
TC smoking exposure, where superoxide generation resulted
in the downregulation of eNOS expression and reduced its
Akt-mediated phosphorylation (27).

Sources of e-Cig-Stimulated ROS, Role of NADPH
Oxidase, and Uncoupled eNOS

With the heating of the e-liquid by the e-cig atomizer,
toxic free radicals and aldehydes are formed in the aerosol
(62, 63), which could trigger oxidative injury not only in the
lung and pulmonary circulation but also in the systemic cir-
culation. In addition to primary e-cig-generated oxidants,
there is growing evidence that ECV exposure activates the
enzymatic production of ROS (64). We observed that two en-
zymatic systems, namely, NADPH oxidase and uncoupled
NOS, serve as important sources of ECV-generated superox-
ide in the vascular endothelium.

NADPH oxidase is the predominant source of ROS in the
vasculature, and it is activated in several animal models of
vascular diseases, such as angiotensin II-induced hyperten-
sion (65), diabetes mellitus (66), and hypercholesterolemia
(67). Moreover, NADPH oxidase activation is a likely cause of
oxidative stress in hypertension-associated target organ
damage (68, 69). We observed that ECV exposure increased
NOX2 expression in a nicotine content- and exposure dura-
tion-dependent manner, where exposure to ECV-24 for 60
wk resulted in a sevenfold increase. The NADPH oxidase
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inhibitors VAS or GSK decreased ECV exposure-generated
superoxide by 78%–84%. These results confirm the role of
NADPH oxidase in triggering oxidative stress in ECV users.
Consistent with these findings, a recent study on short-term
ECV consumption demonstrated NADPH oxidase as a key
source of ECV-induced ROS, where NOX2-deficient mice did
not develop oxidative stress or VED (70). Similarly, our
previous studies on conventional TC smoking revealed the
activation of superoxide generation by NADPH oxidase in
mice (30).

Uncoupled eNOS is another critical source of superoxide in
the endothelium and can be triggered by depletion of the
obligate eNOS cofactor BH4, which uncouples electron flow
from L-arginine oxidation and leads to the production of
superoxide instead of NO. BH4 levels are affected by its de
novo synthesis and the recycling of its oxidized form BH2 to
BH4 by dihydrofolate reductase (DHFR) at the expense of
NADPH (71). eNOS uncoupling is implicated in the pathoge-
nesis of multiple cardiovascular diseases, including athero-
sclerosis (72), hypertension (73), and diabetes (74). The
decreased level of BH4 observed with ECV exposure together
with the clear decrease in superoxide production by
L-NAME indicates the contribution of eNOS uncoupling to the
overall generation of superoxide. Furthermore, the reduced
expression of DHFR indicates partial loss of the ability to sal-
vage BH4 from its oxidized form BH2. ECV-induced oxidative
stress would be expected to cause BH4 oxidation. Of note,
although direct BH4 oxidation by superoxide is relatively
slow (75), it is rapidly oxidized by peroxynitrite to BH2 (57).
Moreover, the observed reduction inDHFRmight be attributed
to peroxynitrite, which was found to trigger 20S peroxisome-
mediated degradation of DHFR (76). Taken together, oxidative
stress-induced eNOS uncoupling would result in a further
increase in ROS generation, contributing to further uncoupling
and triggering a vicious circle of ROS-induced ROS generation
and secondary oxidative damage (Fig. 8).

Mechanisms of ROS Formation and Their Cross Talk

eNOS is central to endothelial vasodilator function, oxidiz-
ing NADPHwith conversion of L-arginine and O2 to citrulline
and NO. The classical leukocyte NADPH oxidase NOX2 has
also been shown to have a critical role in endothelial func-
tion, hypertension, and cardiovascular disease. Both have
been previously demonstrated to be of central importance in
tobacco smoking-induced VED (77). In endothelial cells,
intracellular ROS are generated from several different
sources including NADPH oxidases, uncoupled eNOS, mi-
tochondria, cyclooxygenase, lipoxygenase, aldehyde oxi-
dase, and xanthine oxidase (78). The role of cross talk
between mitochondria and NADPH oxidases in endothe-
lial cells has been reported in development of vascular en-
dothelial dysfunction (79). The phenomenon of ROS-
induced ROS release in mitochondria is well documented,
first reported over 20 years ago (80, 81). Interactions with
cross talk between endothelial, leukocyte, and cardiac
smooth muscle cell processes of radical generation have
been described and reviewed at length (78).

Although there are many possible sources of ROS, NADPH
oxidases play a central role. NADPH oxidases are major sour-
ces of ROS in the vessel wall (82). There are seven isoforms of

NADPH oxidases in mammals: NOX1, NOX2, NOX3, NOX4,
NOX5, Duox1, and Duox2 (83). NOX2 is the mainmost highly
expressed NOX in vessels both in endothelium and smooth
muscle (82). NOX2 has been previously shown to have an
important role in smoking-induced free radical generation
and VED (27). In our initial experiments assaying superox-
ide in the vessels of ECV-exposed mice, we observed that a
NOX2-specific inhibitor resulted in over 75% inhibition of
superoxide generation. Therefore, in addition to charac-
terizing alterations in eNOS expression and function, we
focused our studies on assays of NOX2.

Role of Nicotine Content in e-Cig-Induced VED and
Cardiovascular Disease

An important observation in the present study is the role
of e-liquid nicotine content in the progression of VED and
the underlying molecular mechanisms of oxidative stress.
Although VED was observed with nicotine-free ECV expo-
sure, the inclusion of nicotine exacerbated the VED and the
observed oxidative stress. These findings clearly indicate
that although nicotine is not the sole cause of the harmful
effects of e-cig, it serves to heighten the harmful effects.
Chronic nicotine administration was found to increase blood
pressure, induce arterial remodeling, and impair endothe-
lium-dependent relaxation (84, 85). Although the scope of
the present study does not identify the mechanism of nico-
tine-induced oxidant stress, it is known that nicotine is
metabolized in a process that can generate superoxide.
Nicotine is metabolized by P450 to the nicotine-iminium
ion, which is further metabolized by aldehyde oxidase to
form superoxide and cotinine (86). In addition, the sympa-
thomimetic activity of nicotine raises catecholamine levels
that in turn autoxidize to form superoxide (87, 88).

Although, in the current work, nicotine content of e-cig liq-
uid played a major role in the severity of VED observed, even
in the absence of nicotine, VED was seen with prolonged ex-
posure. In the ECV-0 group, although vascular reactivity and
blood pressure changes did not reach significance with 16 wk
of exposure, after 60 wk of exposure, clear highly significant
changes were seen. We also observed similar results in our
prior report, where NIC-free e-cig exposure induced patho-
logical changes and NIC augmented these changes in a dose-
dependent manner. Thus, it is clear that even NIC-free e-cig
use can cause vascular dysfunction and cardiovascular dis-
ease inmice and possibly in humans with long-term use.

With acute NIC-free e-cig aerosol inhalation in healthy
subjects, transient increase in oxidative stress and inflamma-
tion markers have been reported, suggesting that e-cig expo-
sure without nicotine can drive the onset of vascular
pathologies through ROS and immune cell activation (89). It
is known that propylene glycol and glycerin, the main sol-
vents in e-liquid, when aerosolized with heating, as occurs in
the atomizer of e-cigs, can produce free radicals and volatile
carbonyls such as acrolein, which are potent oxidative stres-
sors (90). Furthermore, it has been shown that high doses of
acetaldehyde and formaldehyde have harmful cardiovascular
effects and accelerate atherosclerosis in vivo (91). Moreover,
transition metals identified in e-cig emissions and the fine/
ultrafine particles generated were found to catalyze ROS gen-
eration and local oxidative stress with induction of vascular
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inflammation that contribute to endothelial damage and aug-
ment adrenergic activity, causing systemic HTN, stroke, and
cardiac hypertrophy (88).

Effects of Aging

With chronic ECV exposure for prolonged periods, the ani-
mals inherently age, and this can contribute to the changes
observed. VED develops with aging in humans in the ab-
sence of clinical cardiovascular disease (CVD) and major risk
factors for CVD (92, 93). Endothelium-dependent vasodilata-
tion progressively declines with age in both conduit and re-
sistance vessels and occurs earlier in men than in women
(94). Similar age-dependent changes in endothelium-de-
pendent vasomotor responses have been reported in animal
models. In particular, arteries from rats, pigs, rabbits, and
mice showed decreased endothelium-dependent vasodilator
responses with age, independent of structural changes in the
vascular wall (94). This is in line with aging-associated vas-
cular deteriorations that occur and are accompanied by oxi-
dative stress-induced eNOS uncoupling (95). In our model,
after 60 wk of exposure in mice of 76 wk of age, significant
changes were seen in endothelial vasodilation in control air-
exposed mice compared with that in 16-wk air-exposed, 32-
wk-old mice, with 3.6-fold increase in the ACh dose required
for 50% relaxation. However, much greater loss of endothe-
lial function was seen in all the e-cig exposure groups at the
60 wk exposure duration, with over 18-fold increases in the
required ACh dose for relaxation and large decreases inmax-
imal relaxation. In parallel with this, significant decreases in
the levels of eNOS and p-eNOS were seen in the air-control
group with 60 wk exposure compared with that at 16 wk;
however, in the ECV exposure groups, much larger decreases
were seen. Thus, the effects of ECV exposure with onset of
VED and eNOS impairment were muchmore severe than the
effects of age alone; however, the inherently older age of the
60-wk-exposed mice could contribute to their marked sus-
ceptibility to oxidant-induced VED.

Limitations of the Current Study and Areas for Future
Investigation

Although the current study provides important insights
regarding the process and mechanisms by which chronic
e-cig exposure triggers VED and CVD, there are multiple
limitations and important areas for future study. With
regard to sex, only male mice were studied, and there is a
critical need for determination of the effects of sex on the
mechanisms and process of e-cig-induced disease. There
is also a need for studies regarding how the age of exposure
onset affects subsequent disease. Another very important
area is to determine how cessation affects VED and CVD
severity and if disease is reversible. There is also a great
need for future work to characterize the effects of other
e-cig product-specific factors such as power levels, heating
temperature, solvent mix, and resultant levels of free radi-
cals and aldehydes formed in the aerosol.

With regard to mechanism of VED onset and oxidant
stress, the current studies focused on eNOS and NADPH oxi-
dase as sources of vascular ROS. Indeed as discussed earlier,
there are a variety of other important pathways of ROS gener-
ation that could also contribute to e-cig-induced VED and

disease. In the future, it will be important to study these other
processes of oxidative stress and free radical production and
their role in e-cig-induced oxidant stress, VED, and CVD
onset. The role of dysfunctional mitochondria, where ROS
production from electron transport chain leak has been pre-
viously implicated in many disease processes ranging from
ischemia/reperfusion injury to VED (80, 96), will be impor-
tant to study. In addition, the role of aldehyde oxidase, which
can metabolize not only a range of aldehydes such as those
formed in the e-cig aerosol but also nicotine metabolites to
form ROS, requires dedicated investigation. It will also be im-
portant to further characterize the processes that contribute
to the loss of NO bioavailability and how e-cig exposure alters
vascular and smooth muscle NO metabolism. In addition,
there is a need to characterize alterations that occur in the
critical antioxidative enzymes and overall redoxmetabolism.

Conclusion

We observe that chronic ECV exposure induces VED by trig-
gering a vicious cycle of ROS generation, NO depletion, with
NADPH oxidase activation and eNOS uncoupling secondary
to oxidative BH4 depletion. Superoxide scavenges NO with
peroxynitrite formation that nitrates proteins and can further
deplete BH4. Decreased levels of eNOS are seen, likely due to
this process of oxidative modification and degradation. With
higher aerosol nicotine concentrations and longer exposure
times, the magnitude of ROS generation is increased, leading
to increased VED and cardiovascular disease onset. Even in
the absence of nicotine, prolonged ECV exposure elevated
ROS generation and triggered VED and disease.
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