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BACKGROUND: Epidemiological evidence suggests that a majority of deaths attributed to secondhand smoke (SHS) exposure are cardiovascular
related. However, to our knowledge, the impact of SHS on cardiac electrophysiology, Ca2þ handling, and arrhythmia risk has not been studied.
OBJECTIVES: The purpose of this study was to investigate the impact of an environmentally relevant concentration of SHS on cardiac electrophysiol-
ogy and indicators of arrhythmia.
METHODS:Male C57BL/6 mice were exposed to SHS [total suspended particles (THS): 3:0± 0:1 mg=m3, nicotine: 0:4± 0:2mg=m3, carbon monox-
ide: 12:4± 1:6 ppm, or filtered air (FA) for 4, 8, or 12 wk (n=4–5=group]. Hearts were excised and Langendorff perfused for dual optical mapping
with voltage- and Ca2þ-sensitive dyes.
RESULTS: At slow pacing rates, SHS exposure did not alter baseline electrophysiological parameters. With increasing pacing frequency, action poten-
tial duration (APD), and intracellular Ca2þ alternans magnitude progressively increased in all groups. At 4 and 8 wk, there were no statistical differen-
ces in APD or Ca2þ alternans magnitude between SHS and FA groups. At 12 wk, both APD and Ca2þ alternans magnitude were significantly
increased in the SHS compared to FA group (p<0:05). SHS exposure did not impact the time constant of Ca2þ transient decay (s) at any exposure
time point. At 12 wk exposure, the recovery of Ca2þ transient amplitude with premature stimuli was slightly (but nonsignificantly) delayed in SHS
compared to FA hearts, suggesting that Ca2þ release via ryanodine receptors may be impaired.
CONCLUSIONS: In male mice, chronic exposure to SHS at levels relevant to social situations in humans increased their susceptibility to cardiac alter-
nans, a known precursor to ventricular arrhythmia. https://doi.org/10.1289/EHP3664

Introduction
Secondhand smoke (SHS) is a major source of indoor air pollu-
tion (Tárnoki et al. 2009; Weschler 2009). It is estimated that
about 35% of nonsmokers were exposed to SHS worldwide in
2004 (Oberg et al. 2011). Although smoking rates in the United
States are declining, 58 million people were exposed to SHS in
2011–2012 (Homa et al. 2015). SHS contains more than 4,000
chemicals, and exposure increases the risk of multiple diseases,
including lung cancer, stroke, and coronary heart disease (Oberg
et al. 2011). Approximately 63% of deaths associated with SHS
exposure are attributed to cardiovascular disease, including sud-
den cardiac death (SCD), which is often due to ventricular
arrhythmias (Oberg et al. 2011).

In addition to atherogenesis, impaired autonomic function and
activation of the inflammatory cascade play important roles in
adverse cardiovascular outcomes with SHS exposure (Chiu et al.
2011; Pope et al. 2001; Raupach et al. 2006; Zhang et al. 2013).
Several studies have reported decreased heart rate variability
(HRV, an indicator of autonomic control of the heart) after SHS
exposure in both humans and animal models (Dinas et al. 2013).
Our group previously showed that SHS exposure decreased HRV
and increased the susceptibility to arrhythmias in mice, particu-
larly the susceptibility to pacing-induced ventricular tachycardia/
fibrillation (VT/VF) (Chen et al. 2008), a life-threatening arrhyth-
mia associated with SCD (Monserrat et al. 2003; Vismara et al.

1975; Zipes and Wellens 1998). In addition to autonomic dys-
function, SHS exposure also increases markers of inflammation
(Menzies et al. 2006; Panagiotakos et al. 2004) and oxidative
stress (Van der Vaart et al. 2004; Zhang et al. 2002), both of
which can lead to chronic myocardial remodeling (Kuster et al.
2010), altered electrophysiological function (Combes et al. 2002;
De Jesus et al. 2017; Terentyev et al. 2008), and increased sus-
ceptibility to ventricular arrhythmias (De Jesus et al. 2015;
Francis Stuart et al. 2016; Jeong et al. 2012). However, to our
knowledge, the impact of SHS on myocardial electrophysiology
has not been investigated, and how these changes may impact the
susceptibility to ventricular arrhythmias remains unknown.

Many studies employing animal models of SHS exposure use
relatively high doses for short periods of time (Otsuka et al. 2001;
Pope et al. 2001). For example, our previous study exposed mice
to high-dose SHS [particulate matter (PM): 30mg=m3 and nico-
tine: 5mg=m3 for 6 h/d] for 3 d. This dose may be achieved in a
poorly ventilated, enclosed space (e.g., automobile), but is rela-
tively high compared to general environmental SHS exposure in
public places or workplaces (Hyland et al. 2008; Ong and Glantz
2000). For instance, the average fine PM concentration in smoking
restaurants and bars has been reported to be 0:2–0:6mg=m3, with
the maximal level reaching approximately 3mg=m3 (Liu et al.
2011; Pastore et al. 1999; Semple et al. 2007). In a study comparing
tobacco smoke–derived particle levels in 1,822 bars, restaurants,
retail outlets, airports, and other workplaces from 32 countries,
Hyland and colleagues reported that PM2:5 concentration in smok-
ing establishments ranged from 0.001 to 3:764mg=m3 (Hyland
et al. 2008). Since high doses of SHS are not typically encountered
and a considerable portion of nonsmokers are exposed to relatively
lower doses of SHS (PM2:5 ≤ 3mg=m3) for a lifetime (Jaakkola
and Samet 1999; Jaakkola and Jaakkola 2006), investigation of the
effects of long-term exposure to lower, environmentally relevant
doses of SHS is particularly important.

Therefore, the goal of this study was to expose mice to an
environmentally relevant concentration of SHS (3mg=m3), and
determine the time-dependent impact of exposure on cardiac
electrophysiology, Ca2þ handling, and the susceptibility to
arrhythmogenic activity. To isolate potential autonomic dys-
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function from direct cardiac effects, isolated Langendorff-
perfused hearts were studied with high-resolution optical map-
ping of transmembrane potential (Vm) and intracellular Ca2þ.
Action potential (AP) and Ca2þ transient properties were quan-
tified at: a) relatively slow pacing rates [150-ms interval, equiv-
alent to 400 beats per minute (BPM)] to assess baseline
properties; b) in response to premature pacing stimuli to assess
recovery of AP and Ca2þ properties as a function of diastolic
interval; and c) at faster pacing rates (up to ∼ 850BPM) to
induce AP duration (APD) and Ca2þ alternans (beat-to-beat
alternation in duration or amplitude), which are sensitive indi-
cators of increased arrhythmia risk and a predictor of SCD
(Pastore et al. 1999; Rosenbaum et al. 1994).

Methods
Male C57BL/6J mice (10 wk old) were purchased from Charles
River Laboratories and were acclimated for 1–2 wk before study.
Mice were housed in an exposure chamber at the Center for
Health and Environment, University of California, Davis, with
temperature control (21± 2�C) and a 12-h light/dark cycle. Each
mouse was housed in single polycarbon cage. Mice had ad libitum
access to standard rodent chow and water. C57BL/6J mice were
selected for this study because this is the strain or background
strain used in nearly all of our previous studies (De Jesus et al.
2015; De Jesus et al. 2017; Francis Stuart et al. 2018), allowing
for assessment of parameters with respect to previously collected
results. All procedures involving animals were approved by the
institutional animal care and use committee of the University of
California, Davis (protocol #20207) and adhered to the Guide for
the Care and Use of Laboratory Animals (NRC 2011).

Secondhand Smoke Exposure
Adult male C57BL/6 mice were randomly assigned at 12 wk of
age to either filtered air (FA) or SHS exposure for 6 h/d (0900
hours to 1500 hours), 5 d/wk (Monday to Friday) for 4, 8, or 12
wk (n=4–5=group). SHS-exposed mice were switched to FA
during nonexposure hours. SHS was generated as described in
previous studies (Chen et al. 2008; Joad et al. 2004; Sekizawa
et al. 2008). We used 3R4F cigarettes from the University of
Kentucky Tobacco and Health Research Institute (Lexington,
Kentucky) for this study. Two cigarettes were combusted in a
staggered fashion (1 puff=min, 35 mL=puff, 2 s duration) using a
Teague E10 tobacco combustion system (Teague Enterprises).
The smoke was diluted with FA in a mixing chamber to the
appropriate concentration before delivering to the exposure
chamber (stainless steel and glass Hinners-type, 0:44m3 in size).
Total suspended particle (TSP) concentration was sampled gravi-
metrically twice each day with chamber particulate samples taken
in the morning and again in the afternoon. Carbon monoxide con-
centration was measured every 30min using a carbon monoxide
analyzer (X-STREAM Gas Analyzer, Rosemount Analytical).
Nicotine was sampled for 15min every day during the exposure
period. The SHS exposure condition was: total suspended par-
ticles: 3:0± 0:1mg=m3, nicotine: 0:4± 0:2mg=m3, and carbon
monoxide: 12:4± 1:6 ppm.

Dual Optical Mapping of Ca2þ and Vm

The day following the fourth, eighth, or 12th week of exposure,
mice were euthanized with an overdose of pentobarbital sodium (I.
P. injection, 150 mg=kg) containing 120 IU of heparin. Hearts
were rapidly excised and Langendorff perfused at 37± 0:5�C with
Tyrode’s solution (NaCl 128:2 mmol=L, CaCl2 1:3 mmol=L, KCl
4:7 mmol=L, MgCl2 1:05 mmol=L, NaH2PO4 1:19 mmol=L,
NaHCO3 20 mmol=L, and glucose 11:1 mmol=L) as previously

described (De Jesus et al. 2017; Gardner et al. 2015). Perfusion
flow rate (2:0–3:0 mL=min) was adjusted to maintain a perfusion
pressure of 60–80mmHg. Heart rate was monitored with a 2-lead
electrocardiogram in the perfusion bath. Hearts were stained with
voltage-sensitive dye [RH237, 10 lL of 5 mg=mL in dimethylsulf-
oxide (DMSO)] and an intracellular Ca2þ indicator (Rhod-2AM,
Biotium, Inc., 50 lL of 1 mg=mL in DMSO and containing 10%
pluronic acid), delivered over 5min, in order to visualize epicardial
transmembrane potential (Vm) and intracellular Ca2þ, respectively.
Blebbistatin (10–20 lM), an excitation–contraction uncoupler, was
added to the perfusate to reduce motion artifacts during optical
recordings (Fedorov et al. 2007). Excitation light was produced with
two continuous-waveLED sources centered at 531 nmand bandpass
filtered from 511–551 nm (LEX-2; SciMedia). The emitted fluores-
cence from the anterior epicardium was collected through an objec-
tive (Leica Plan APO 1.0x; Leica), and the signals were split with a
dichroic mirror at 630 nm. The longer wavelength moiety, contain-
ing the Vm signal, was longpass filtered at 700 nm, and the shorter
wavelength signal moiety, containing the intracellular Ca2þ sig-
nal, was bandpass filtered with a 32-nm filter centered at 590 nm.
Images were acquired at 1 kHz from a 10 × 10 mm field of view
(100× 100 pixels) with complementary metal oxide cameras
(MiCamUltima-L; SciMedia).

Baseline electrophysiological parameters were measured dur-
ing left ventricular epicardial pacing at a cycle length (PCL) of
150ms (heart rate= 400BPM). To assess indicators of arrhyth-
mia, two additional pacing protocols were performed as previ-
ously described (De Jesus et al. 2017): a) standard S1–S2 (12 S1
stimuli at 150ms followed by a premature S2 stimulus decreasing
in 5–10ms until loss of capture), and b) continuous pacing at pro-
gressively faster frequencies (starting at PCL=150ms, decreas-
ing in 10-ms increments until loss of capture or induction of
arrhythmia) to induce APD and Ca2þ alternans.

Optical Mapping Data Analysis
Data analysis was performed using a commercially available
analysis program (Optiq, Cairn Research Ltd). Optical signals
were processed using a spatial Gaussian filter (3 × 3 pixels).
Activation times were determined as the time at 50% between
peak and baseline amplitude and rise times (TRise) as the time
from 10–90% of the upstroke. APD at 80% repolarization
(APD80) was calculated as repolarization time – activation time.
Ca2þ transient duration at 80% recovery (CaTD80) was calculated
similarly. Dispersion of APD (APDD, an indicator of relative
APD distribution across the surface of the heart) was calculated
from the inner 95th percentile (IP95) of all APDs in the mapping
field of view (the shortest 2.5% and longest 2.5% of APDs were
removed, and IP95 was the range of the remaining APDs) and
was normalized to the area of the mapping field of view. The
time constant of decay (s) of the intracellular Ca2þ transient [an
indicator of sarcoplasmic reticulum (SR) Ca2þ reuptake by SR
ATPase (SERCA)] was quantified using the time constant of a
single exponential fit to the recovery of the portion of the Ca2þ

transient from 30–100% recovery. Recovery of relative Ca2þ

release in response to premature stimuli was calculated as S2/S1
ratio of Ca2þ transient amplitude. Conduction velocity (CV; the
speed with which the activation wave front spreads across the tis-
sue) was measured by first fitting a polynomial surface to the
space–time coordinates of local activation. Speed and direction of
propagation (CV) were then computed from the gradient of the
local polynomial surface (Bayly et al. 1998). Spectral methods
were used to determine the presence and significance of APD and
Ca2þ alternans (beat-to-beat alternation in duration or amplitude,
respectively) as previously described (Wang et al. 2014). Briefly,
for each pixel, each AP or Ca2þ transient (CaT) in the optical trace
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was segmented and aligned at the activation time. For each time
point in the repolarization phase (for APD alternans) or the peak
phase (for CaT alternans), a fast Fourier transform was used to
compute the power spectra across beats. The power at a frequency
of 0.5 cycles/beat was then summed across each time point in the
repolarization phase (for APD alternans) or peak phase (for CaT
alternans) and divided by the length of the phase to produce a
value for spectral alternans magnitude (unitless).

Statistics
For recovery of Ca2þ release, data were first fit with a one-phase
exponential (nonlinear regression) and then subject to the extra
sum of squares (ESS) F-test to compare whether the two curve fits
were statistically different. For all other data, two-way analysis of
variance (ANOVA) followed by, when appropriate, Tukey’s post-
hoc testing was used for analyzing the difference between FA- and
SHS-exposed mice, with exposure (FA or SHS) as one factor and
PCL, S2 interval, or exposure duration (4, 8, or 12 wk) as the other
factor. There are four to five hearts per group at each exposure du-
ration and PCL/S2 interval with two exceptions where n=3 at the
shortest S2 interval only (Figures 4C and 4E) because the interval
decreased below the refractory period of the tissue, thus making it
physiologically impossible to collect that data point. Exact n num-
bers are indicated in the figure legends. Data are presented as
mean± standard error of themean except Figure 4C–4E where
data points in each group were fitted with a regression curve.
P<0:05 was considered statistically significant. Sample size was
based on a power analysis (a=0:05; 80% power).

Results
To assess the impact of SHS on cardiac electrophysiology and in-
tracellular Ca2þ handling, dual optical mapping ofVm and intracel-
lular Ca2þ was performed on isolated hearts. Baseline AP
properties at a PCL of 150ms, including APD, APDD, and TRise,
were not altered by SHS exposure at any time point (Table 1).
Baseline CV and CaTD were also similar between SHS and FA
groups at all time points (Table 1). To evaluate the susceptibility to
premature stimuli-induced arrhythmias, hearts were paced at a
PCL of 150ms followed by a single premature stimulus (S1–S2
protocol), with decrementing S2 intervals until loss of capture (re-
fractory period of the tissue). No sustained VT/VF was induced
with this protocol in either the FA or SHS group (Table 1). Extra
beats were induced with the S1–S2 protocol in some of the hearts;
however, there were no statistical differences in the number of
extra beats induced between the two groups at any time point
(Table 1). At 4 and 8wk of exposure, SHS and FA groups had simi-
lar mean APDs at all S2 intervals (Figure 1A and B). After 12 wk
of exposure, the SHS group tended to have slightly longer mean

APDs compared to FA as the S2 interval shortened (Figure 1C);
however, these differences did not reach statistical significance,
potentially due to the relatively small sample size and/or variation
among hearts within each group. In addition, at 12 wk, some hearts
in the SHS group tended to have slower CV than the FA group
(Figure 1D), especially at shorter S2 coupling intervals; however,
this trendwas not statistically significant.

To assess the effect of SHS on the susceptibility to APD and
Ca2þ transient alternans [beat-to-beat alternation of APD (long-
short-long-short) and Ca2þ transient amplitude (large-small-
large-small)], hearts were continuously paced at progressively
shorter PCLs. The severity of both APD and Ca2þ alternans
(i.e., how different the APD and Ca2+ amplitude are from beat
to beat) was assessed in the frequency domain and is presented as
a spectral magnitude in arbitrary units, where the larger the spectral
magnitude, the bigger the beat-to-beat difference (Myles et al.
2011). This approach is the same approach used to assess alternans
in the clinical setting (Verrier et al. 2011). Decreasing PCL
increased the average APD alternans magnitude at all exposure
time points (Figure 2A–C). At 4 and 8 wk, there were no signifi-
cant differences in APD alternans magnitude between the FA and
SHS groups (Figure 2A–2B). At 12 wk, the SHS group had signifi-
cantly increased APD alternans magnitude compared to the FA
group (Figure 2C). Of note, at 12 wk, arrhythmia was induced in
one SHS heart at PCL=70ms; therefore, analysis of alternans was
not possible. This arrhythmia was not sustained following cessa-
tion of pacing, and no such arrhythmias were observed in any other
hearts at any other exposure durations or PCLs. As shown in the
example, in alternans magnitude maps and optical traces (12 wk
exposure, Figure 2D–2E), at a PCL of 100ms, there was minimal
APD alternans in both groups (APD did not vary much from beat
to beat), whereas at a PCL of 80ms, the APD alternans magnitude
in the SHS group was increased. These data suggest that SHS ex-
posure increases the susceptibility to APD alternans and that the
effect is dependent on exposure duration.

Similar to APD alternans, Ca2þ transient alternans magnitude
was significantly increased with shorter PCL (Figure 3A–3C). At 4
and 8 wk of exposure, the SHS group tended to have larger Ca2þ

alternans magnitude than the FA group, but this difference did not
reach statistical significance (SHS vs. FA: p=0:081 and 0.095 for
4 wk and 8wk, respectively; Figure 3A and 3B).With longer expo-
sure duration (12 wk), this trend becamemore robust, reaching sta-
tistical significance (SHS vs. FA: p=0:021; Figure 3C). As shown
in the example maps of Ca2þ alternans magnitude and correspond-
ing optical traces (12 wk of exposure, Figure 3D–3E), the SHS
group had increased beat-to-beat alternation in Ca2þ transient am-
plitude compared to FA at each PCL. These data indicate that, con-
sistent with APD alternans, SHS may increase the susceptibility to
Ca2þ alternans after 12wk of exposure.

Table 1. Cardiac electrophysiological parameters of FA and SHS hearts (PCL=150ms).

Duration 4 wk 8 wk 12 wk
Exposure FA (n=4) SHS (n=4) FA (n=4) SHS (n=4–5) FA (n=4) SHS (n=5)

APD (ms) 68:5± 5:3 66:3± 10:1 61:1± 7:6 60:7± 4:7a 61:1± 10:1 64:1± 7:8
APDD (ms=mm2) 0:57± 0:12 0:48± 0:09 0:41± 0:09 0:28± 0:06a 0:43± 0:09 0:43± 0:07
Trise (ms) 3:5± 0:4 3:3± 0:2 3:9± 0:2 3:7± 0:1a 3:3± 0:2 3:6± 0:3
CV (cm/sec) 45:4± 2:6 48:0± 1:9 48:3± 1:1 47:3± 1:5b 49:5± 0:4 44:9± 1:8
CaTD (ms) 69:2± 2:2 65:8± 2:9 66:3± 1:0 63:9± 1:8b 67:2± 2:0 68:3± 2:2
VT/VF incidence 0/4 0/4 0/4 0/5 0/4 0/5
Extra beats 0:8± 0:5 1:5± 0:6 2:3± 1:1 2:6± 1:2b 2:5± 1:2 0:8± 0:5

Note: Data were analyzed with two-way analysis of variance (ANOVA) with Tukey’s posthoc test. No statistical differences were observed between groups, among exposure duration,
or with group/duration interaction. APD, action potential duration; APDD, action potential duration dispersion; CaTD, Ca2+ transient duration; CV, conduction velocity; FA, filtered
air; PCL, pacing cycle length; SHS, secondhand smoke; Trise, action potential rise time; VF, ventricular fibrillation; VT, ventricular tachycardia. VT/VF incidence is shown as the ra-
tio of hearts per group with VT/VF. Extra beats, the maximum number of extra beats observed in each heart during a complete S1–S2 pacing protocol.
an=4=group.
bn=5=group.
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To evaluate SR Ca2þ reuptake and the recovery of Ca2þ

release, the time constant of the Ca2þ transient decay (s; Figure
4A) and recovery of the Ca2þ transient amplitude with premature
stimuli (Figure 4F) were analyzed, respectively. There was no
difference in the rate of Ca2þ transient decay (s) between SHS
and FA groups at any exposure duration (Figure 4B), suggesting
similar rates of SR Ca2þ reuptake and comparable SERCA func-
tion in all groups. There was also no significant difference in the
recovery of Ca2þ release between SHS and FA groups at any ex-
posure duration (Figure 4C–4E). However, the recovery of Ca2þ

release in the SHS group was slightly attenuated compared to the
FA group at 12 wk (i.e., the curve fits are marginally different
between groups; Figure 4E–4F). This difference was not statisti-
cally significant, however, potentially due to the modest effect
and small sample size.

Discussion
In this study, we showed that SHS exposure at levels relevant to
social situations in humans increased the susceptibility to cardiac
alternans, a known precursor for severe ventricular arrhythmias,
including VT/VF (Gehi et al. 2005; Pastore et al. 1999; Verrier

et al. 2011). These data may provide a critical mechanistic link
between SHS exposure and arrhythmia susceptibility. The arrhyth-
mogenic effect of SHS depended on the duration of exposure.
Shorter-duration (4 and 8 wk) exposure did not alter electrophysio-
logical parameters nor the susceptibility to cardiac alternans,
whereas longer-term (12 wk) exposure significantly increased the
susceptibility to both APD and Ca2þ transient alternans, suggest-
ing that adverse electrophysiological remodeling begins to have a
measurable impact on the isolated heart sometime between 8 and
12 wk of exposure. Since intracellular Ca2þ handling is a major
driver of cardiac alternans (Chudin et al. 1999; Diaz et al. 2004;
Shkryl et al. 2012), our findings suggest that SHS may adversely
impact intracellular Ca2þ handling, yet we did not observe any sig-
nificant differences in SR Ca2þ release or reuptake in this study
(potentially due to modest effect size and low n number).

Chronic Secondhand Smoke Exposure
SHS exposure has been shown to have an acute impact on auto-
matic function (Dinas et al. 2013), oxygen-carrying capacity of
blood (Aronow et al. 1979; DeBias et al. 1976), and blood pressure
(Celermajer et al. 1996; Mahmud and Feely 2004), which could all

Figure 1. Action potential duration (APD) and conduction velocity (CV) following SHS or FA exposure. (A–C) APD as a function of premature stimulus inter-
val (S2 interval) after (A) 4, (B) 8, or (C) 12 wk exposure. Data were analyzed with two-way analysis of variance (ANOVA) with Tukey’s posthoc test. In (A),
p=0:830 for PCL; p=0:981 for interaction between PCL and exposure; and n=4=group. In (B), p=0:964 for PCL; p=0:999 for interaction; and
n=4=group. In (C), p=0:927 for PCL, p=0:988 for interaction; FA n=4; and SHS n=5. Top panel shows representative optical APD maps from SHS and
FA groups at S2= 90ms (in the rectangle). (D) Left: representative activation maps (used to calculate CV) at a long (150-ms) and short (90-ms) coupling inter-
val following 12 wk of exposure. Right: the corresponding CV graph. Data were analyzed with two-way ANOVA with Tukey’s posthoc test. FA n=4; SHS
n=5. Data is shown as mean± standard error of themean ðSEMÞ. Note: FA, filtered air; PCL, pacing cycle length; SHS, secondhand smoke.
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contribute to the occurrence of cardiovascular events. In our study,
SHS did not significantly alter the susceptibility to cardiac alter-
nans in isolated hearts at 4 or 8 wk; the phenotype more strongly
emerged following 12 wk of exposure. This delayed onset suggests
a more chronic, time-dependent remodeling of the myocardium,
but we cannot make definitive assessments of acute effects since 4
wk was the minimum exposure period studied. Further, our studies
were performed on isolated perfused hearts, which are devoid of
acute autonomic inputs, and blood pressure and oxygen delivery
are controlled. Thus, our data suggest a novel mechanism of
chronic SHS-induced arrhythmia susceptibility that likely involves
myocardial remodeling, and that 12 wk was sufficient for SHS ex-
posure to cause this remodeling. We have not yet studied longer
SHS exposures; however, we hypothesize that myocardial remod-
eling would continue and that alternans and arrhythmia susceptibil-
ity may increase with longer exposure durations.

Mechanisms of Action Potential Duration Alternans and
Arrhythmogenesis
VT/VF is the most deadly ventricular arrhythmia and may be pre-
cipitated by cardiac alternans (Gehi et al. 2005; Pastore et al.

1999; Rosenbaum et al. 1994; Verrier et al. 2011). Beat-to-beat
alternation of the APD is reflective of repolarization alternans,
which can be observed as T-wave alternans (TWA, a periodic
beat-to-beat variation in the amplitude or shape of the T wave on
the electrocardiogram) (Pastore et al. 1999). Repolarization alter-
nans may cause severe dispersion of repolarization and conduction
block, wherein a wave front meets an area of refractory tissue and
fails to propagate in a particular direction (Cutler and Rosenbaum
2009; Narayan 2006; Pastore et al. 1999). This situation sets the
stage for reentry, a tornado-like pattern of activation that underlies
VT/VF (Cutler and Rosenbaum 2009; Narayan 2006; Pastore et al.
1999). Thus, the presence of TWA is a highly sensitive marker for
SCD (Cutler and Rosenbaum 2009; Narayan 2006). TWA is rarely
detected at resting heart rates or in healthy individuals but may be
induced with elevation of heart rate (via exercise or pacing), espe-
cially in patients with high risk of SCD (Kaufman et al. 2000). In
our study, the magnitude of APD alternans was negligible at slow
pacing rates (PCL>110ms) and increased with rapid pacing in
both groups at all exposure time points. In the 12-wk SHS group,
APD alternans severity was significantly increased compared to
FA, suggesting that susceptibility to VT/VF may be increased.

Figure 2. Effect of SHS on APD alternans. (A–C) Average APD spectral alternans magnitude is plotted against the pacing cycle length (PCL) following (A) 4-
(n=4=group), (B) 8- (n=4=group), and (C) 12- (FA n=4; SHS n=4–5) wk of exposure to FA (circles) or SHS (squares). Data was analyzed with two-way
analysis of variance (ANOVA) with Tukey’s posthoc test. Data is shown as mean± standard error of themean ðSEMÞ. (D) Representative APD alternans mag-
nitude maps following 12 wk of exposure at decreasing PCLs. (E) Representative optical Vm traces from the location indicated in square cutout red box in (D).
Note: APD, action potential duration; FA, filtered air; L, longer APD; PCL, pacing cycle length; S, shorter APD; SHS, secondhand smoke.
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No sustained ventricular arrhythmias were induced in this
study; however, this is not unexpected, given that ventricular
arrhythmias are relatively rare in isolated, Langendorff-
perfused mouse hearts (De Jesus et al. 2015). Constant perfu-
sion, uncoupling of mechanical contraction, and lack of auto-
nomic inputs are all potential antiarrhythmic mechanisms in
this experimental preparation. In vivo, however, these experi-
mental protective mechanisms are absent. Autonomic inputs to
the heart are also altered with SHS exposure and may have
proarrhythmic effects in vivo (Chen et al. 2008; Pope et al.
2001). Compounds found in SHS, including particulate matter
and semivolatile aldehydes, can increase oxidative stress and
inflammation (Andrè et al. 2008; Rhoden et al. 2008), as well
as activate sensory afferent neurons in the lung (Taylor-Clark
and Undem 2011). Together, these responses all contribute to a
systemic reflex resulting in increased sympathetic outflow to
the heart (Middlekauff et al. 2014). In addition, a previous
study by our group reported impaired parasympathetic regula-
tion of the heart (measured by HRV) in mice following short-
term (3 d), higher-dose (30mg=m3) SHS exposure (Chen et al.
2008). Acutely, these changes in autonomic control of the heart
may precipitate arrhythmias in vivo. Indeed, our previous study
demonstrated an increase in pacing induced VT/VF in mice

in vivo. Chronic alterations in autonomic activity can also lead
to changes in expression and function of myocardial ion chan-
nels, Ca2þ handling proteins, and adrenergic receptors, which
may further exacerbate arrhythmias following SHS exposure
(Gardner et al. 2016). Thus, even though we did not observe
any statistically significant electrophysiological changes fol-
lowing 4 or 8 wk of SHS exposure in isolated hearts, it is possi-
ble that proarrhythmic remodeling has already begun and may
manifest in vivo at these earlier time points. Indeed, Ca2þ alter-
nans magnitude was already trending higher in the SHS group
at 4 and 8 wk.

Mechanisms of Intracellular Ca2þ Alternans
Beat-to-beat alternation of the intracellular Ca2þ transient ampli-
tude can be a primary driver of APD alternans (Clusin 2008).
Our data are consistent with this mechanism, as Ca2þ alternans
emerged at slower pacing frequencies, followed by the appear-
ance of APD alternans as pacing frequency increased. Impaired
Ca2þ cycling can contribute to the presence and severity of Ca2þ

alternans (Chudin et al. 1999; Diaz et al. 2004; Shkryl et al.
2012). Under normal steady-state conditions, the amount of Ca2þ

released from the SR via the ryanodine receptors (RyRs) is

Figure 3. Effect of SHS on Ca2þ alternans. (A–C) Average Ca2þ alternans magnitude is plotted against the pacing cycle length (PCL) following (A) 4-
(n=4=group), (B) 8- ( FA n=4; SHS n=5), and (C) 12- (FA n=4; SHS n=4–5) wk exposure. Data was analyzed with two-way analysis of variance
(ANOVA) with Tukey’s posthoc test. Data is shown as mean± standard error of themean ðSEMÞ. (D–E) Representative Ca2þ alternans maps following 12 wk
of exposure (D) and corresponding optical Ca2þ traces from locations indicated in square cutout (E). Note: FA, filtered air; L, larger Ca2þ transient; PCL, pac-
ing cycle length; S, smaller Ca2+ transient, SHS, secondhand smoke.
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exactly equal to the amount of Ca2þ pumped back up into the SR
via the SERCA pump. As pacing frequency increases, time for
SR refilling (governed by SERCA activity) and recovery of SR
Ca2þ release (governed in part by RyR refractoriness) are both
reduced. Encroachment on either of these parameters can lead to
a mismatch between SR Ca2þ release and reuptake, and beat-to-
beat alternation of the intracellular Ca2þ transient. Thus, both
RyR refractoriness and SERCA activity have been implicated in

the development of Ca2þ alternans (Diaz et al. 2004; Shkryl et al.
2012; Wang et al. 2014).

In the present study, the time constant of Ca2þ decay
(s, reflecting SERCA activity) was not different between groups
or exposure times. To assess recovery of SR Ca2þ release, resti-
tution curves of the amplitude of Ca2þ release during a premature
stimulus (S2) normalized to the amplitude of Ca2þ release at
steady state (S1) were assessed. A slightly slower recovery of SR

Figure 4. Time constant of Ca2þ decay (s) and recovery of Ca2þ release. (A) Representative Ca2þ transient trace and corresponding exponential fit
(PCL=150ms). (B) Time constant (s) of Ca2þ decay after SHS or FA exposure for 4, 8, or 12 wk. Data was analyzed with two-way analysis of variance
(ANOVA) with Tukey’s posthoc test. Data is shown as mean± standard error of themean ðSEMÞ. For 4 wk, n=4=group; for 8 and 12 wk, FA n=4; SHS
n=5. (C–E) S2/S1 ratio of Ca2þ transient amplitude is plotted against S2 coupling interval after (C) 4- (FA n=4; SHS n=4 except PCL 70ms n=3), (D) 8-
(FA n=4; SHS n=5), or (E) 12- (FA n=4 except PCL 70ms n=3; SHS n=5 except PCL 70ms n=4) wk of exposure to SHS or FA. Data were first fit
with a one-phase exponential curve and then subject to the extra sum of squares (ESS) F-test. No significant differences were observed between the SHS and
FA groups. Solid and dashed lines represent exponential fits. (F) Example Ca2+ transient traces at S2= 90ms (rectangle in E). Note, FA, filtered air; PCL,
pacing cycle length; S1, normal pacing stimuli; S2, premature stimulus; SHS, secondhand smoke.
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Ca2þ release was observed in the SHS group following 12 wk of
exposure, potentially indicating slower recovery of RyRs from
refractoriness. Although this difference was not statistically sig-
nificant, this trend only appeared following 12 wk of exposure
and is consistent with the increasing severity of Ca2þ alternans at
12 wk in the SHS group. A previous study from our lab specifi-
cally investigated the role of RyR refractoriness on Ca2þ alter-
nans. We showed that a slight alteration in recovery of SR Ca2þ

release (approximate 10% change) resulted in a twofold differ-
ence in the magnitude of Ca2þ alternans (Wang et al. 2014).
Therefore, it is possible that very slight changes in recovery of
Ca2þ release (that are perhaps not yet detectable at the whole-
heart level) are occurring with SHS exposure and contributing to
alternans; however, this conclusion is speculative and empha-
sizes the need for future study in this area.

Impact of Secondhand Smoke on Ca2þ Handling
A number of potential candidates could contribute to increased
Ca2þ alternans after 12 wk of SHS exposure. There are several
reports showing that the individual components of SHS can
directly modify Ca2þ-handling proteins. For example, long-term
administration of nicotine has been shown to change expression
levels of neuronal RyR2 in mice (Ziviani et al. 2011). Chronic
carbon monoxide pollution has been shown to decrease myocar-
dial SERCA2a levels, leading to prolongation of the Ca2þ tran-
sient decay in rats (Andre et al. 2010). In addition to these direct
modifications, long-term exposure to SHS can also induce oxida-
tive stress (Van der Vaart et al. 2004; Zhang et al. 2002) and
inflammation (Flouris et al. 2009; Jefferis et al. 2010), both of
which can alter myocardial Ca2þ handling (Combes et al. 2002;
Jeong et al. 2012; Kuster et al. 2010; Terentyev et al. 2008).
Therefore, a systematic evaluation of Ca2þ-handling proteins
(e.g., SERCA2a, RyR2), and proteins regulating their function
(e.g., phospholamban, Ca2þ=calmodulin-dependent protein ki-
nase II) after 12 or more wk of SHS exposure will be an impor-
tant area for future study.

Limitations
Although the group size for this study (n=4–5) was based on a
power analysis, this is a relatively small sample size and conclu-
sions about significance—or lack thereof—must be interpreted
accordingly. We did not expose any mice to SHS for less than 4 or
more than 12 wk; thus, we cannot make definitive assessments of
either acute or more chronic effects. It is likely that stronger pheno-
types and/or baseline differences may emerge with longer SHS ex-
posure durations, and this remains an important area for future
study. Cardiac alternans are a sensitive indicator of VT/VF suscep-
tibility (Gehi et al. 2005; Pastore et al. 1999; Rosenbaum et al.
1994; Verrier et al. 2011); however, no sustained arrhythmias were
induced in the present study. This may be an artifact of the isolated
mouse heart preparation, and several additional factors, including
autonomic input (Chen et al. 2008; Pope et al. 2001), oxidative
stress (Menzies et al. 2006; Panagiotakos et al. 2004), and inflam-
mation (Van der Vaart et al. 2004; Zhang et al. 2002), may also
contribute to arrhythmias in vivo. The optical mapping technique
employed here does not allow for assessment of individual depola-
rizing or repolarizing ionic currents underlying the AP; therefore,
patch clamp experiments in isolated myocytes remains an important
area for future study.

Conclusions
The present study revealed that long-term exposure to an environ-
mentally relevant concentration of SHS can increase the suscepti-
bility to cardiac alternans in mice. This arrhythmogenic effect was

not statistically significant at 4 or 8 wk of exposure but emerged
more strongly after 12 wk, indicating that sometime between 8 and
12 wk of exposure may represent a pathophysiological threshold
for myocardial remodeling at this concentration of SHS. The
mechanisms by which low-concentration SHS exposure increases
the susceptibility to cardiac alternans may involve modification of
intracellular Ca2þ handling; however, future studies are warranted
to further discern these underlying mechanisms.

Acknowledgments
Funding provided by the U.S. National Institutes of Health

grants P30 ESO23513 (K.E.P.), P51 OD011107 (K.E.P.), R01
ES025229 (C.Y.C.), and R01 HL111600 (C.M.R.).

References
Andre L, Boissiere J, Reboul C, Perrier R, Zalvidea S, Meyer G, et al. 2010. Carbon

monoxide pollution promotes cardiac remodeling and ventricular arrhythmia
in healthy rats. Am J Respir Crit Care Med 181(6):587–595, PMID: 20019346,
https://doi.org/10.1164/rccm.200905-0794OC.

Andrè E, Campi B, Materazzi S, Trevisani M, Amadesi S, Massi D, et al. 2008.
Cigarette smoke-induced neurogenic inflammation is mediated by alpha, beta-
unsaturated aldehydes and the TRPA1 receptor in rodents. J Clin Invest
118(7):2574–2582, PMID: 18568077, https://doi.org/10.1172/JCI34886.

Aronow WS, Stemmer EA, Zweig S. 1979. Carbon monoxide and ventricular fibrilla-
tion threshold in normal dogs. Arch Environ Health 34(3):184–186, PMID:
453927, https://doi.org/10.1080/00039896.1979.10667394.

Bayly PV, KenKnight BH, Rogers JM, Hillsley RE, Ideker RE, Smith WM. 1998.
Estimation of conduction velocity vector fields from epicardial mapping data.
IEEE Trans Biomed Eng 45(5):563–571, PMID: 9581054, https://doi.org/10.1109/
10.668746.

Celermajer DS, Adams MR, Clarkson P, Robinson J, McCredie R, Donald A, et al.
1996. Passive smoking and impaired endothelium-dependent arterial dilatation in
healthy young adults. N Engl J Med 334(3):150–154, PMID: 8531969, https://doi.org/
10.1056/NEJM199601183340303.

Chen CY, Chow D, Chiamvimonvat N, Glatter KA, Li N, He Y, et al. 2008. Short-term
secondhand smoke exposure decreases heart rate variability and increases
arrhythmia susceptibility in mice. Am J Physiol Heart Circ Physiol 295(2):H632–
H639, PMID: 18552155, https://doi.org/10.1152/ajpheart.91535.2007.

Chiu YH, Spiegelman D, Dockery DW, Garshick E, Hammond SK, Smith TJ, et al.
2011. Secondhand smoke exposure and inflammatory markers in nonsmokers
in the trucking industry. Environ Health Perspect 119(9):1294–1300, PMID:
21628108, https://doi.org/10.1289/ehp.1003199.

Chudin E, Goldhaber J, Garfinkel A, Weiss J, Kogan B. 1999. Intracellular Ca(2+) dy-
namics and the stability of ventricular tachycardia. Biophys J 77(6):2930–2941,
PMID: 10585917, https://doi.org/10.1016/S0006-3495(99)77126-2.

Clusin WT. 2008. Mechanisms of calcium transient and action potential alternans
in cardiac cells and tissues. Am J Physiol Heart Circ Physiol 294(1):H1–H10,
PMID: 17951365, https://doi.org/10.1152/ajpheart.00802.2007.

Combes A, Frye CS, Lemster BH, Brooks SS, Watkins SC, Feldman AM, et al. 2002.
Chronic exposure to interleukin 1beta induces a delayed and reversible altera-
tion in excitation-contraction coupling of cultured cardiomyocytes. Pflugers
Arch 445(2):246–256, PMID: 12457245, https://doi.org/10.1007/s00424-002-0921-y.

Cutler MJ, Rosenbaum DS. 2009. Explaining the clinical manifestations of T wave
alternans in patients at risk for sudden cardiac death. Heart Rhythm 6(3 Suppl):
S22–S28, PMID: 19168395, https://doi.org/10.1016/j.hrthm.2008.10.007.

De Jesus NM, Wang L, Herren AW, Wang J, Shenasa F, Bers DM, et al. 2015.
Atherosclerosis exacerbates arrhythmia following myocardial infarction: role
of myocardial inflammation. Heart Rhythm 12(1):169–178, PMID: 25304682,
https://doi.org/10.1016/j.hrthm.2014.10.007.

De Jesus NM, Wang L, Lai J, Rigor RR, Francis Stuart SD, Bers DM, et al. 2017.
Antiarrhythmic effects of interleukin 1 inhibition after myocardial infarction.
Heart Rhythm 14(5):727–736, PMID: 28111350, https://doi.org/10.1016/j.hrthm.
2017.01.027.

DeBias DA, Banerjee CM, Birkhead NC, Greene CH, Scott SD, Harrer WV. 1976.
Effects of carbon monoxide inhalation on ventricular fibrillation. Arch Environ
Health 31(1):42–46, PMID: 812430, https://doi.org/10.1080/00039896.1976.10667188.

Diaz ME, O'Neill SC, Eisner DA. 2004. Sarcoplasmic reticulum calcium content fluc-
tuation is the key to cardiac alternans. Circ Res 94(5):650–656, PMID: 14752033,
https://doi.org/10.1161/01.RES.0000119923.64774.72.

Dinas PC, Koutedakis Y, Flouris AD. 2013. Effects of active and passive tobacco
cigarette smoking on heart rate variability. Int J Cardiol 163(2):109–115, PMID:
22100604, https://doi.org/10.1016/j.ijcard.2011.10.140.

Environmental Health Perspectives 127001-8 126(12) December 2018

https://www.ncbi.nlm.nih.gov/pubmed/20019346
https://doi.org/10.1164/rccm.200905-0794OC
https://www.ncbi.nlm.nih.gov/pubmed/18568077
https://doi.org/10.1172/JCI34886
https://www.ncbi.nlm.nih.gov/pubmed/453927
https://doi.org/10.1080/00039896.1979.10667394
https://www.ncbi.nlm.nih.gov/pubmed/9581054
https://doi.org/10.1109/10.668746
https://doi.org/10.1109/10.668746
https://www.ncbi.nlm.nih.gov/pubmed/8531969
https://doi.org/10.1056/NEJM199601183340303
https://doi.org/10.1056/NEJM199601183340303
https://www.ncbi.nlm.nih.gov/pubmed/18552155
https://doi.org/10.1152/ajpheart.91535.2007
https://www.ncbi.nlm.nih.gov/pubmed/21628108
https://doi.org/10.1289/ehp.1003199
https://www.ncbi.nlm.nih.gov/pubmed/10585917
https://doi.org/10.1016/S0006-3495(99)77126-2
https://www.ncbi.nlm.nih.gov/pubmed/17951365
https://doi.org/10.1152/ajpheart.00802.2007
https://www.ncbi.nlm.nih.gov/pubmed/12457245
https://doi.org/10.1007/s00424-002-0921-y
https://www.ncbi.nlm.nih.gov/pubmed/19168395
https://doi.org/10.1016/j.hrthm.2008.10.007
https://www.ncbi.nlm.nih.gov/pubmed/25304682
https://doi.org/10.1016/j.hrthm.2014.10.007
https://www.ncbi.nlm.nih.gov/pubmed/28111350
https://doi.org/10.1016/j.hrthm.2017.01.027
https://doi.org/10.1016/j.hrthm.2017.01.027
https://www.ncbi.nlm.nih.gov/pubmed/812430
https://doi.org/10.1080/00039896.1976.10667188
https://www.ncbi.nlm.nih.gov/pubmed/14752033
https://doi.org/10.1161/01.RES.0000119923.64774.72
https://www.ncbi.nlm.nih.gov/pubmed/22100604
https://doi.org/10.1016/j.ijcard.2011.10.140


Fedorov VV, Lozinsky IT, Sosunov EA, Anyukhovsky EP, Rosen MR, Balke CW, et al.
2007. Application of blebbistatin as an excitation-contraction uncoupler for
electrophysiologic study of rat and rabbit hearts. Heart Rhythm 4(5):619–626,
PMID: 17467631, https://doi.org/10.1016/j.hrthm.2006.12.047.

Flouris AD, Metsios GS, Carrillo AE, Jamurtas AZ, Gourgoulianis K, Kiropoulos T,
et al. 2009. Acute and short-term effects of secondhand smoke on lung func-
tion and cytokine production. Am J Respir Crit Care Med 179(11):1029–1033,
PMID: 19264972, https://doi.org/10.1164/rccm.200812-1920OC.

Francis Stuart SD, De Jesus NM, Lindsey ML, Ripplinger CM. 2016. The crossroads
of inflammation, fibrosis, and arrhythmia following myocardial infarction. J Mol
Cell Cardiol 91:114–122, PMID: 26739214, https://doi.org/10.1016/j.yjmcc.2015.12.
024.

Francis Stuart SD, Wang L, Woodard WR, Ng GA, Habecker BA, Ripplinger CM.
2018. Age-related changes in cardiac electrophysiology and calcium handling
in response to sympathetic nerve stimulation. J Physiol 596(17):3977–3991,
PMID: 29938794, https://doi.org/10.1113/JP276396.

Gardner RT, Ripplinger CM, Myles RC, Habecker BA. 2016. Molecular mechanisms
of sympathetic remodeling and arrhythmias. Circ Arrhythm Electrophysiol 9(2):
e001359, PMID: 26810594, https://doi.org/10.1161/CIRCEP.115.001359.

Gardner RT, Wang L, Lang BT, Cregg JM, Dunbar CL, Woodward WR, et al. 2015.
Targeting protein tyrosine phosphatase sigma after myocardial infarction
restores cardiac sympathetic innervation and prevents arrhythmias. Nat
Commun 6:6235, PMID: 25639594, https://doi.org/10.1038/ncomms7235.

Gehi AK, Stein RH, Metz LD, Gomes JA. 2005. Microvolt T-wave alternans for the
risk stratification of ventricular tachyarrhythmic events: a meta-analysis. J Am
Coll Cardiol 46(1):75–82, PMID: 15992639, https://doi.org/10.1016/j.jacc.2005.03.
059.

Homa DM, Neff LJ, King BA, Caraballo RS, Bunnell RE, Babb SD, et al. 2015. Vital
signs: disparities in nonsmokers' exposure to secondhand smoke–United States,
1999-2012. MMWR Morb Mortal Wkly Rep 64(4):103–108, PMID: 25654612.

Hyland A, Travers MJ, Dresler C, Higbee C, Cummings KM. 2008. A 32-country
comparison of tobacco smoke derived particle levels in indoor public places.
Tob Control 17(3):159–165, PMID: 18303089, https://doi.org/10.1136/tc.2007.
020479.

Jaakkola MS, Jaakkola JJ. 2006. Impact of smoke-free workplace legislation on
exposures and health: Possibilities for prevention. Eur Respir J 28(2):397–408,
PMID: 16880370, https://doi.org/10.1183/09031936.06.00001306.

Jaakkola MS, Samet JM. 1999. Occupational exposure to environmental tobacco
smoke and health risk assessment. Environ Health Perspect 107(Suppl 6):829–
835, PMID: 10592138, https://doi.org/10.1289/ehp.99107s6829.

Jefferis BJ, Lowe GD, Welsh P, Rumley A, Lawlor DA, Ebrahim S, et al. 2010.
Secondhand smoke (SHS) exposure is associated with circulating markers of
inflammation and endothelial function in adult men and women. Atherosclerosis
208(2):550–556, PMID: 19700161, https://doi.org/10.1016/j.atherosclerosis.2009.07.
044.

Jeong EM, Liu M, Sturdy M, Gao G, Varghese ST, Sovari AA, et al. 2012. Metabolic
stress, reactive oxygen species, and arrhythmia. J Mol Cell Cardiol 52(2):454–
463, PMID: 21978629, https://doi.org/10.1016/j.yjmcc.2011.09.018.

Joad JP, Munch PA, Bric JM, Evans SJ, Pinkerton KE, Chen CY, et al. 2004.
Passive smoke effects on cough and airways in young guinea pigs: role of
brainstem substance P. Am J Respir Crit Care Med 169(4):499–504, PMID:
14644932, https://doi.org/10.1164/rccm.200308-1139OC.

Kaufman ES, Mackall JA, Julka B, Drabek C, Rosenbaum DS. 2000. Influence of
heart rate and sympathetic stimulation on arrhythmogenic T wave alternans.
Am J Physiol Heart Circ Physiol 279(3):H1248–H1255, PMID: 10993791,
https://doi.org/10.1152/ajpheart.2000.279.3.H1248.

Kuster GM, Lancel S, Zhang J, Communal C, Trucillo MP, Lim CC, et al. 2010.
Redox-mediated reciprocal regulation of SERCA and Na+-Ca2+ exchanger
contributes to sarcoplasmic reticulum Ca2+ depletion in cardiac myocytes.
Free Radic Biol Med 48(9):1182–1187, PMID: 20132882, https://doi.org/10.1016/j.
freeradbiomed.2010.01.038.

Liu RL, Yang Y, Travers MJ, Fong GT, O'Connor RJ, Hyland A, et al. 2011. A cross-
sectional study on levels of secondhand smoke in restaurants and bars in five
cities in China. Tob Control 20(6):397–402, PMID: 19748882, https://doi.org/10.
1136/tc.2009.033233.

Mahmud A, Feely J. 2004. Effects of passive smoking on blood pressure and aortic
pressure waveform in healthy young adults–influence of gender. Br J Clin
Pharmacol 57(1):37–43, PMID: 14678338, https://doi.org/10.1046/j.1365-2125.
2003.01958.x.

Menzies D, Nair A, Williamson PA, Schembri S, Al-Khairalla MZ, Barnes M, et al.
2006. Respiratory symptoms, pulmonary function, and markers of inflammation
among bar workers before and after a legislative ban on smoking in public pla-
ces. JAMA 296(14):1742–1748, PMID: 17032987, https://doi.org/10.1001/jama.
296.14.1742.

Middlekauff HR, Park J, Moheimani RS. 2014. Adverse effects of cigarette and non-
cigarette smoke exposure on the autonomic nervous system: mechanisms and

implications for cardiovascular risk. J Am Coll Cardiol 64(16):1740–1750, PMID:
25323263, https://doi.org/10.1016/j.jacc.2014.06.1201.

Monserrat L, Elliott PM, Gimeno JR, Sharma S, Penas-Lado M, McKenna WJ.
2003. Non-sustained ventricular tachycardia in hypertrophic cardiomyopa-
thy: an independent marker of sudden death risk in young patients. J Am
Coll Cardiol 42(5):873–879, PMID: 12957435, https://doi.org/10.1016/S0735-
1097(03)00827-1.

Myles RC, Burton FL, Cobbe SM, Smith GL. 2011. Alternans of action potential du-
ration and amplitude in rabbits with left ventricular dysfunction following
myocardial infarction. J Mol Cell Cardiol 50(3):510–521, PMID: 21145895,
https://doi.org/10.1016/j.yjmcc.2010.11.019.

Narayan SM. 2006. T-wave alternans and the susceptibility to ventricular arrhyth-
mias. J Am Coll Cardiol 47(2):269–281, PMID: 16412847, https://doi.org/10.1016/j.
jacc.2005.08.066.

NRC (National Research Council). 2011. Guide for the Care and Use of Laboratory
Animals. 8th edition. Washington, DC:The National Academies Press.

Oberg M, Jaakkola MS, Woodward A, Peruga A, Prüss-Ustün A. 2011. Worldwide
burden of disease from exposure to second-hand smoke: a retrospective anal-
ysis of data from 192 countries. Lancet 377(9760):139–146, PMID: 21112082,
https://doi.org/10.1016/S0140-6736(10)61388-8.

Ong EK, Glantz SA. 2000. Tobacco industry efforts subverting International Agency
for Research on Cancer's second-hand smoke study. Lancet 355(9211):1253–
1259, PMID: 10770318, https://doi.org/10.1016/S0140-6736(00)02098-5.

Otsuka R, Watanabe H, Hirata K, Tokai K, Muro T, Yoshiyama M, et al. 2001.
Acute effects of passive smoking on the coronary circulation in healthy
young adults. JAMA 286(4):436–441, PMID: 11466122, https://doi.org/10.1001/
jama.286.4.436.

Panagiotakos DB, Pitsavos C, Chrysohoou C, Skoumas J, Masoura C, Toutouzas P,
et al. 2004. Effect of exposure to secondhand smoke on markers of inflammation:
the ATTICA study. Am J Med 116(3):145–150, PMID: 14749157, https://doi.org/10.
1016/j.amjmed.2003.07.019.

Pastore JM, Girouard SD, Laurita KR, Akar FG, Rosenbaum DS. 1999. Mechanism
linking T-wave alternans to the genesis of cardiac fibrillation. Circulation
99(10):1385–1394, PMID: 10077525, https://doi.org/10.1161/01.CIR.99.10.1385.

Pope CA 3rd, Eatough DJ, Gold DR, Pang Y, Nielsen KR, Nath P, et al. 2001. Acute
exposure to environmental tobacco smoke and heart rate variability. Environ
Health Perspect 109(7):711–716, PMID: 11485870, https://doi.org/10.1289/ehp.
01109711.

Raupach T, Schafer K, Konstantinides S, Andreas S. 2006. Secondhand smoke as
an acute threat for the cardiovascular system: a change in paradigm. Eur
Heart J 27(4):386–392, PMID: 16230308, https://doi.org/10.1093/eurheartj/ehi601.

Rhoden CR, Ghelfi E, González-Flecha B. 2008. Pulmonary inflammation by ambient
air particles is mediated by superoxide anion. Inhal Toxicol 20(1):11–15, PMID:
18236216, https://doi.org/10.1080/08958370701758379.

Rosenbaum DS, Jackson LE, Smith JM, Garan H, Ruskin JN, Cohen RJ. 1994.
Electrical alternans and vulnerability to ventricular arrhythmias. N Engl J Med
330(4):235–241, PMID: 8272084, https://doi.org/10.1056/NEJM199401273300402.

Sekizawa S, Chen CY, Bechtold AG, Tabor JM, Bric JM, Pinkerton KE, et al. 2008.
Extended secondhand tobacco smoke exposure induces plasticity in nucleus
tractus solitarius second-order lung afferent neurons in young guinea pigs. Eur
J Neurosci 28(4):771–781, PMID: 18657181, https://doi.org/10.1111/j.1460-9568.
2008.06378.x.

Semple S, Maccalman L, Naji AA, Dempsey S, Hilton S, Miller BG, et al. 2007. Bar
workers' exposure to second-hand smoke: the effect of Scottish smoke-free
legislation on occupational exposure. Ann Occup Hyg 51(7):571–580, PMID:
17846033, https://doi.org/10.1093/annhyg/mem044.

Shkryl VM, Maxwell JT, Domeier TL, Blatter LA. 2012. Refractoriness of sarcoplas-
mic reticulum Ca2+ release determines Ca2+ alternans in atrial myocytes. Am J
Physiol Heart Circ Physiol 302(11):H2310–H2320, PMID: 22467301, https://doi.org/
10.1152/ajpheart.00079.2012.

Tárnoki ÁD, Tárnoki DL, Travers MJ, Hyland A, Dobson K, Mechtler L, et al. 2009.
Tobacco smoke is a major source of indoor air pollution in hungary's bars, res-
taurants and transportation venues. Clin Exp Med J 3(1):131–138, https://doi.org/
10.1556/CEMED.3.2009.1.12.

Taylor-Clark TE, Undem BJ. 2011. Sensing pulmonary oxidative stress by lung vagal
afferents. Respir Physiol Neurobiol 178(3):406–413, PMID: 21600314, https://doi.org/
10.1016/j.resp.2011.05.003.

Terentyev D, Györke I, Belevych AE, Terentyeva R, Sridhar A, Nishijima Y, et al.
2008. Redox modification of ryanodine receptors contributes to sarcoplasmic
reticulum Ca2+ leak in chronic heart failure. Circ Res 103(12):1466–1472, PMID:
19008475, https://doi.org/10.1161/CIRCRESAHA.108.184457.

Van der Vaart H, Postma DS, Timens W, ten Hacken NH. 2004. Acute effects of cig-
arette smoke on inflammation and oxidative stress: a review. Thorax 59(8):713–
721, PMID: 15282395, https://doi.org/10.1136/thx.2003.012468.

Verrier RL, Klingenheben T, Malik M, El-Sherif N, Exner DV, Hohnloser SH, et al.
2011. Microvolt T-wave alternans physiological basis, methods of measurement,

Environmental Health Perspectives 127001-9 126(12) December 2018

https://www.ncbi.nlm.nih.gov/pubmed/17467631
https://doi.org/10.1016/j.hrthm.2006.12.047
https://www.ncbi.nlm.nih.gov/pubmed/19264972
https://doi.org/10.1164/rccm.200812-1920OC
https://www.ncbi.nlm.nih.gov/pubmed/26739214
https://doi.org/10.1016/j.yjmcc.2015.12.024
https://doi.org/10.1016/j.yjmcc.2015.12.024
https://www.ncbi.nlm.nih.gov/pubmed/29938794
https://doi.org/10.1113/JP276396
https://www.ncbi.nlm.nih.gov/pubmed/26810594
https://doi.org/10.1161/CIRCEP.115.001359
https://www.ncbi.nlm.nih.gov/pubmed/25639594
https://doi.org/10.1038/ncomms7235
https://www.ncbi.nlm.nih.gov/pubmed/15992639
https://doi.org/10.1016/j.jacc.2005.03.059
https://doi.org/10.1016/j.jacc.2005.03.059
https://www.ncbi.nlm.nih.gov/pubmed/25654612
https://www.ncbi.nlm.nih.gov/pubmed/18303089
https://doi.org/10.1136/tc.2007.020479
https://doi.org/10.1136/tc.2007.020479
https://www.ncbi.nlm.nih.gov/pubmed/16880370
https://doi.org/10.1183/09031936.06.00001306
https://www.ncbi.nlm.nih.gov/pubmed/10592138
https://doi.org/10.1289/ehp.99107s6829
https://www.ncbi.nlm.nih.gov/pubmed/19700161
https://doi.org/10.1016/j.atherosclerosis.2009.07.044
https://doi.org/10.1016/j.atherosclerosis.2009.07.044
https://www.ncbi.nlm.nih.gov/pubmed/21978629
https://doi.org/10.1016/j.yjmcc.2011.09.018
https://www.ncbi.nlm.nih.gov/pubmed/14644932
https://doi.org/10.1164/rccm.200308-1139OC
https://www.ncbi.nlm.nih.gov/pubmed/10993791
https://doi.org/10.1152/ajpheart.2000.279.3.H1248
https://www.ncbi.nlm.nih.gov/pubmed/20132882
https://doi.org/10.1016/j.freeradbiomed.2010.01.038
https://doi.org/10.1016/j.freeradbiomed.2010.01.038
https://www.ncbi.nlm.nih.gov/pubmed/19748882
https://doi.org/10.1136/tc.2009.033233
https://doi.org/10.1136/tc.2009.033233
https://www.ncbi.nlm.nih.gov/pubmed/14678338
https://doi.org/10.1046/j.1365-2125.2003.01958.x
https://doi.org/10.1046/j.1365-2125.2003.01958.x
https://www.ncbi.nlm.nih.gov/pubmed/17032987
https://doi.org/10.1001/jama.296.14.1742
https://doi.org/10.1001/jama.296.14.1742
https://www.ncbi.nlm.nih.gov/pubmed/25323263
https://doi.org/10.1016/j.jacc.2014.06.1201
https://www.ncbi.nlm.nih.gov/pubmed/12957435
https://doi.org/10.1016/S0735-1097(03)00827-1
https://doi.org/10.1016/S0735-1097(03)00827-1
https://www.ncbi.nlm.nih.gov/pubmed/21145895
https://doi.org/10.1016/j.yjmcc.2010.11.019
https://www.ncbi.nlm.nih.gov/pubmed/16412847
https://doi.org/10.1016/j.jacc.2005.08.066
https://doi.org/10.1016/j.jacc.2005.08.066
https://www.ncbi.nlm.nih.gov/pubmed/21112082
https://doi.org/10.1016/S0140-6736(10)61388-8
https://www.ncbi.nlm.nih.gov/pubmed/10770318
https://doi.org/10.1016/S0140-6736(00)02098-5
https://www.ncbi.nlm.nih.gov/pubmed/11466122
https://doi.org/10.1001/jama.286.4.436
https://doi.org/10.1001/jama.286.4.436
https://www.ncbi.nlm.nih.gov/pubmed/14749157
https://doi.org/10.1016/j.amjmed.2003.07.019
https://doi.org/10.1016/j.amjmed.2003.07.019
https://www.ncbi.nlm.nih.gov/pubmed/10077525
https://doi.org/10.1161/01.CIR.99.10.1385
https://www.ncbi.nlm.nih.gov/pubmed/11485870
https://doi.org/10.1289/ehp.01109711
https://doi.org/10.1289/ehp.01109711
https://www.ncbi.nlm.nih.gov/pubmed/16230308
https://doi.org/10.1093/eurheartj/ehi601
https://www.ncbi.nlm.nih.gov/pubmed/18236216
https://doi.org/10.1080/08958370701758379
https://www.ncbi.nlm.nih.gov/pubmed/8272084
https://doi.org/10.1056/NEJM199401273300402
https://www.ncbi.nlm.nih.gov/pubmed/18657181
https://doi.org/10.1111/j.1460-9568.2008.06378.x
https://doi.org/10.1111/j.1460-9568.2008.06378.x
https://www.ncbi.nlm.nih.gov/pubmed/17846033
https://doi.org/10.1093/annhyg/mem044
https://www.ncbi.nlm.nih.gov/pubmed/22467301
https://doi.org/10.1152/ajpheart.00079.2012
https://doi.org/10.1152/ajpheart.00079.2012
https://doi.org/10.1556/CEMED.3.2009.1.12
https://doi.org/10.1556/CEMED.3.2009.1.12
https://www.ncbi.nlm.nih.gov/pubmed/21600314
https://doi.org/10.1016/j.resp.2011.05.003
https://doi.org/10.1016/j.resp.2011.05.003
https://www.ncbi.nlm.nih.gov/pubmed/19008475
https://doi.org/10.1161/CIRCRESAHA.108.184457
https://www.ncbi.nlm.nih.gov/pubmed/15282395
https://doi.org/10.1136/thx.2003.012468


and clinical utility–consensus guideline by International Society for Holter and
noninvasive Electrocardiology. J Am Coll Cardiol 58(13):1309–1324, PMID:
21920259, https://doi.org/10.1016/j.jacc.2011.06.029.

Vismara LA, Amsterdam EA, Mason DT. 1975. Relation of ventricular arrhythmias in
the late hospital phase of acute myocardial infarction to sudden death after
hospital discharge. Am J Med 59(1):6–12, PMID: 1138552.

Wang L, Myles RC, De Jesus NM, Ohlendorf AK, Bers DM, Ripplinger CM. 2014.
Optical mapping of sarcoplasmic reticulum ca2+ in the intact heart: ryano-
dine receptor refractoriness during alternans and fibrillation. Circ Res
114(9):1410–1421, PMID: 24568740, https://doi.org/10.1161/CIRCRESAHA.114.
302505.

Weschler CJ. 2009. Changes in indoor pollutants since the 1950s. Atmos Environ
43(1):153–169, https://doi.org/10.1016/j.atmosenv.2008.09.044.

Zhang J, Fang SC, Mittleman MA, Christiani DC, Cavallari JM. 2013. Secondhand
tobacco smoke exposure and heart rate variability and inflammation among
non-smoking construction workers: a repeated measures study. Environ
Health 12(1):83, PMID: 24083379, https://doi.org/10.1186/1476-069X-12-83.

Zhang J, Liu Y, Shi J, Larson DF, Watson RR. 2002. Side-stream cigarette smoke
induces dose-response in systemic inflammatory cytokine production and oxi-
dative stress. Exp Biol Med (Maywood) 227(9):823–829, PMID: 12324664,
https://doi.org/10.1177/153537020222700916.

Zipes DP, Wellens HJ. 1998. Sudden cardiac death. Circulation 98(21):2334–2351,
PMID: 9826323, https://doi.org/10.1161/01.CIR.98.21.2334.

Ziviani E, Lippi G, Bano D, Munarriz E, Guiducci S, Zoli M, et al. 2011. Ryanodine
receptor-2 upregulation and nicotine-mediated plasticity. EMBO J 30(1):194–
204, PMID: 21113126, https://doi.org/10.1038/emboj.2010.279.

Environmental Health Perspectives 127001-10 126(12) December 2018

https://www.ncbi.nlm.nih.gov/pubmed/21920259
https://doi.org/10.1016/j.jacc.2011.06.029
https://www.ncbi.nlm.nih.gov/pubmed/1138552
https://www.ncbi.nlm.nih.gov/pubmed/24568740
https://doi.org/10.1161/CIRCRESAHA.114.302505
https://doi.org/10.1161/CIRCRESAHA.114.302505
https://doi.org/10.1016/j.atmosenv.2008.09.044
https://www.ncbi.nlm.nih.gov/pubmed/24083379
https://doi.org/10.1186/1476-069X-12-83
https://www.ncbi.nlm.nih.gov/pubmed/12324664
https://doi.org/10.1177/153537020222700916
https://www.ncbi.nlm.nih.gov/pubmed/9826323
https://doi.org/10.1161/01.CIR.98.21.2334
https://www.ncbi.nlm.nih.gov/pubmed/21113126
https://doi.org/10.1038/emboj.2010.279

	Exposure to Secondhand Smoke and Arrhythmogenic Cardiac Alternans in a Mouse Model
	Introduction
	Methods
	Secondhand Smoke Exposure
	Dual Optical Mapping of Ca2+ and Vm
	Optical Mapping Data Analysis
	Statistics

	Results
	Discussion
	Chronic Secondhand Smoke Exposure
	Mechanisms of Action Potential Duration Alternans and Arrhythmogenesis
	Mechanisms of Intracellular Ca2+ Alternans
	Impact of Secondhand Smoke on Ca2+ Handling
	Limitations

	Conclusions
	Acknowledgments
	References


