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Circadian disruption with constant
light exposure exacerbates
atherosclerosis in male
ApolipoproteinE-deficient mice

Jeffrey M. Chalfant?, Deborah A. Howatt?, Lisa R. Tannock?®**>, Alan Daugherty®® &
Julie S. Pendergast:2>™>

Disruption of the circadian system caused by disordered exposure to light is pervasive in modern society
and increases the risk of cardiovascular disease. The mechanisms by which this happens are largely
unknown. ApolipoproteinE-deficient (ApoE~/~) mice are studied commonly to elucidate mechanisms
of atherosclerosis. In this study, we determined the effects of light-induced circadian disruption

on atherosclerosis in ApoE~/~ mice. We first characterized circadian rhythms of behavior, light
responsiveness, and molecular timekeeping in tissues from ApoE~/~ mice that were indistinguishable
from rhythms in ApoE*/* mice. These data showed that ApoE~/~ mice had no inherent circadian
disruption and therefore were an appropriate model for our study. We next induced severe disruption
of circadian rhythms by exposing ApoE~/~ mice to constant light for 12 weeks. Constant light exposure
exacerbated atherosclerosis in male, but not female, ApoE~/~ mice. Male ApoE~/~ mice exposed to
constant light had increased serum cholesterol concentrations due to increased VLDL/LDL fractions.
Taken together, these data suggest that ApoE~/~ mice are an appropriate model for studying light-
induced circadian disruption and that exacerbated dyslipidemia may mediate atherosclerotic lesion
formation caused by constant light exposure.

More than 600,000 people die every year in the U.S. from heart disease’. Atherosclerosis, the progressive accumu-
lation of plaques in arteries, is the primary cause of cardiovascular disease (CVD), stroke, and myocardial infarc-
tion® There are several well-established CVD risk factors including smoking, hypertension, elevated low-density
lipoprotein (LDL) cholesterol, obesity, diabetes, and inflammation?®-®. Epidemiological and clinical studies have
shown that circadian disruption also increases the risk of CVD®,

Circadian rhythms are 24-hour oscillations in gene expression, physiology, and behavior. These rhythms are
entrained, or synchronized, with environmental cycles. This allows organisms to anticipate predictable daily
changes in the environment to increase their fitness’~!!. Mammalian circadian rhythms are generated by molec-
ular clocks that are located in nearly every tissue in the body'2 These clocks are organized hierarchically. The
retina detects and sends information about the light-dark cycle to the master clock in the suprachiasmatic nucleus
(SCN). The SCN, in turn, coordinates the timing of clocks located throughout the body*2 At the molecular level,
the timekeeping mechanism is a negative transcription/translation feedback loop'®. The transcription factors
BMAL1 and CLOCK dimerize and drive the transcription of the Period and Cryptochrome genes. Then PERIOD
and CRYPTOCHROME feed back and inhibit the transcription factor activity of BMAL1 and CLOCK, thereby
suppressing their own transcription. This feedback loop takes approximately 24-hour to complete and therefore
generates a 24-hour molecular rhythm.

Recent meta-analyses show that shift workers, who experience chronic circadian disruption and disordered
exposure to light and food intake, have 20-40% increased risk of CVD®®. Laboratory studies have also demon-
strated a causal link between disruption of circadian rhythms and CVD risk factors. In a controlled laboratory study
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where young, healthy adults were exposed to a shift work-like protocol for 8 days, participants had increased blood
pressure and adverse inflammation, which are associated with CVD'*. Despite the demonstrated link between
circadian disruption and CVD, the underlying mechanisms are largely unknown. The goal of this study was to
establish a mouse model for studying the mechanisms of light-induced circadian disruption on atherosclerosis.

Previous studies in mice have shown that genetic disruption of the circadian molecular timekeeping mecha-
nism causes cardiovascular pathology'>*°. Mice lacking functional Bmall, and Clock*"” mutants, both of which
have impaired or arrhythmic circadian clocks, had increased pathological vascular remodeling compared to mice
with functional clocks!”. Bmall~'~ or Clock*!® mice, on ApolipoproteinE-deficient (ApoE~'~) or Low-density lipo-
protein receptor deficient (Ldlr~'~) backgrounds, had dysfunctional cholesterol metabolism and transport and
increased atherosclerosis!>!°. In addition, deletion of Bmall in myeloid cells or Rev-erba in bone marrow-derived
cells increased atherosclerosis in mice, demonstrating a role of circadian clocks in the immune system in reg-
ulating atherosclerosis'®*. However, one study showed that inducible deletion of Bmall in adulthood did not
increase atherosclerosis, suggesting that the detrimental effects of BMAL1 deficiency may be developmental®.

Overall, studies of mutant mice have provided proof of principle that circadian gene mutations increase ather-
osclerosis. A few studies have also shown that genetic variations of circadian genes are associated with CVD risk
factors in humans and circadian gene expression is altered in the cells in the vascular wall by atherosclerosis* -.
However, many more studies have shown that disruption of circadian rhythms via environmental disruptors,
such as disordered exposure to light and food during shift work, exposure to artificial light at night, and late-night
snacking, increases the risk for CVD in humans®'**"-%, Thus, perturbation of the circadian system by non-genetic
means in mice may be ideal for modeling the effects of circadian disruption on atherosclerosis in humans.

The goal of this study was to establish a model system to study the effects of light-induced circadian disruption
on atherosclerosis. The ideal mouse model should have normal circadian rhythms and normal responsiveness to
light and those rhythms should be susceptible to disruption by perturbation of the light-dark cycle. To this end,
we first characterized circadian rhythms in ApoE~'~ mice. We chose to study ApoE~/~ mice because they sponta-
neously develop atherosclerosis®. Next, we sought to determine whether circadian disruption with constant light
exposure increased atherosclerosis in ApoE~'~ mice.

Results

Circadian behavioral rhythms are similar in ApoE*™/* and ApoE~/~ mice. We first characterized
daily and circadian wheel-running activity rhythms in C57BL/6] ApoE~'~ mice. We found that ApoE~'~ mice
had daily rhythms of wheel-running activity in 12h light:12h dark (12 L:12D) that were indistinguishable from
ApoE*"* mice (Fig. 1a,b; actograms of all individual mice shown in Figs. S1, $2). The amplitude of the wheel-run-
ning activity rhythm was not significantly different in ApoE~/~ and ApoE™'* mice in 12 L:12D (Figs. 1c,d, Table S1,
t-test p=0.21). There was no significant difference between ApoE~'~ and ApoE*'* mice in daily activity levels in
12L:12D (Fig. S3a, Table S1, t-test p=0.99).

We next released the mice into constant darkness to measure circadian behavior rhythms. We found that
the phase angle of entrainment to the light-dark cycle was the same in ApoE~/~ and ApoE*'* mice (Fig. le,
Mann-Whitney p = 0.24). In constant darkness, the free-running period of wheel-running activity did not signif-
icantly differ between ApoE*"* and ApoE~'~ mice (Fig. 1f, Table S, t-test p=0.08). The amplitude of the activity
rhythm (Fig. S3d, t-test p =0.03) and the daily activity level (Fig. S3b, t-test p =0.05) were slightly decreased in
ApoE~'~ mice in constant darkness (Table S1).

We next measured circadian behavior rhythms during the first 7 days in constant light (Fig. S4; actograms of
all individual mice shown in Fig. S5). The free-running periods (Fig. S4c, Mann-Whitney p = 0.29) and ampli-
tudes (Fig. S4d, t-test p=0.46) of the wheel-running activity rhythms in constant light did not significantly differ
between ApoE™"+ and ApoE~'~ mice (Table S1). The daily activity level in constant light was also similar between
ApoE*"* and ApoE~'~ mice (Fig. S3c, Table S1, t-test p=0.92).

Phase responses to light pulses are not altered in ApoE~/~ mice. The phases (or timing) of circa-
dian locomotor activity rhythms in C57BL/6] mice shift in response to light exposure at certain times of day>'.
Light exposure during the early subjective night [at circadian time (CT) 14-16] delays the phase, while light
during the late subjective night (CT21-23) advances the phase of the activity rhythm®*2. On the other hand, light
during the subjective day (CT1-11) has no effect on the phase of the activity rhythm?"*2 This light responsiveness
is how the SCN entrains to the light-dark cycle and how the SCN adjusts to changes in the light-dark cycle (such
as after travel to a new time zone). Thus, we next tested the phase responses to light pulses in ApoE~'~ mice. We
housed ApoE~'~ and ApoE*™'* mice in constant darkness and then administered a single 15-min light pulse at
either CT8-10, CT14-16, or CT21-23 (Fig. 2, light pulses for all individual mice are shown in Fig. S6, S7, S8).
There were no significant differences in the magnitudes of the phase responses to light pulses between ApoE~'~
and ApoE*'* mice at any phase (Table S1). Neither genotype had phase responses to light pulses at CT8-10 (¢-test
p=0.94), and both genotypes phase-delayed to light pulses at CT14-16 (¢-test p=0.64) and phase-advanced to
light pulses at CT21-23 (Mann-Whitney p = 0.16). These data demonstrate that ApoE~/~ mice have circadian
light responsiveness that is indistinguishable from ApoE*'* mice.

Molecular timekeeping rhythms and circadian organization are not altered in ApoE~/~
mice. We next measured the effect of APOE deficiency on the molecular timekeeping mechanism by
measuring bioluminescence from tissues cultured from male and female ApoE™'* and ApoE~'~ mice with the
PERIOD2:LUCIFERASE reporter® (Fig. 3, Fig. S9, Table S2). We analyzed tissues from ApoE~~ mice at 8 and 20
weeks old because ApoE~'~ mice spontaneously develop atherosclerosis at ~12 weeks old, and we could therefore
analyze tissue rhythms before and after development of atherosclerosis®*. The periods of the PER2::LUC rhythms
in SCN (p=0.10), liver (p =0.76), pituitary (p=0.25), lung (p = 0.88), kidney (p =0.51), aorta (p =0.38), spleen
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Figure 1. Circadian behavior rhythms in ApoE~'~ mice are indistinguishable from ApoE+* mice.
Representative single-plotted actograms of wheel-running activity of ApoE*'* (a) and ApoE~/~ (b) mice housed
in 12L:12D for 7 days (LD) and then released into constant darkness for 7 days (DD). Yellow shading shows
lights on. Mean activity profiles (c) were generated from 7 days in 12 L:12D. The amplitudes in LD (d) were the
peak Qp’s of the x 2 periodograms for 7 days in 12 L:12D. The phase angles of entrainment (e) were determined
by drawing a regression line to activity onset for days 1-5 in constant darkness and then extending the line to
the last day in 12 L:12D. A positive phase angle occurred when activity started after the time of lights off. The
free-running period (f) was determined using an x 2 periodogram for days 1-7 in constant darkness. There were
no significant differences between ApoE™'* and ApoE~'~ mice. Data are mean + SEM.

(p=0.68), and white adipose tissue (p = 0.66) did not differ significantly between 8-week old ApoE*/* mice and
ApoE~'~ mice at 8 and 20 weeks old (one-way ANOVA; Fig. 3a, Table S2). Likewise, we found that the phases of
the SCN (p =0.54), liver (p=0.87), pituitary (p =0.36), lung (p =0.15), kidney (p =0.59), aorta (p = 0.62), spleen
(p=0.41), and white adipose tissue (p =0.73) were not significantly different between ApoE*'+ and ApoE~'~ mice
at 8 and 20 weeks old (one-way ANOVA, Fig. 3b, Table S2). The amplitudes of the tissue PER2::LUC rhythms were
also similar between 8-week old ApoE*"+ mice and ApoE~/~ mice at 8 and 20 weeks old (Table S2). These data
demonstrate that the molecular timekeeping mechanism is not altered by APOE deficiency.

Exposure to constant light exacerbates atherosclerosis in male ApoE~/~ mice. We next inves-
tigated the effects of chronic exposure to constant light on atherosclerosis (Fig. 4, Table S3). Similar to previous
studies in wild-type mice, locomotor activity was arrhythmic or the rhythm was disrupted in ApoE~'~ mice
housed in constant light (Fig. 4b, actograms of all individual mice shown in Fig. $10, S11, S12, S13; Fig. S14)*.
Male (Fig. 4c, t-test p=0.001), but not female (Fig. 4, Mann-Whitney p=0.08) ApoE~/~ mice housed in constant
light had more atherosclerosis in the en face aorta compared to those in control 12 L:12D (Table S3). Likewise,
atherosclerotic lesion area in the aortic root was increased in male (Fig. 4d, Mann-Whitney p = 0.04), but not in
female (Fig. 4f, t-test p =0.20), ApoE~'~ mice exposed to constant light (Table S3).
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Figure 2. Phase responses to light pulses do not differ between ApoE*™'* and ApoE~/~ mice. Representative
actograms of ApoE"'" (a~c) and ApoE~'~ (d-f) mice administered a single 15-min light pulse (indicated
by yellow box) at circadian time (CT) 8-10 (subjective day), 14-16 (early subjective night), or 21-23 (late
subjective night) in constant darkness (x-axis: hours; y-axis: days). There were no significant differences
between ApoE™* and ApoE~'~ mice (g). Data are mean + SEM.

Constant light exposure exacerbates dyslipidemia, but not inflammation in male ApoE~/~
mice. We next examined the potential mechanisms by which exposure to constant light could increase ath-
erosclerosis in male ApoE~'~ mice. Male ApoE~'~ mice had similar body weights (¢-test p=0.13) and calorie
consumption (¢-test p=0.52) in 12L:12D and constant light, although the mice were less active in constant light
(Mann-Whitney p =0.008) (Table S4).

Male ApoE~'~ mice housed in constant light had increased total serum cholesterol concentrations (Fig. 5a,
Mann-Whitney p =0.009), due to increased VLDL/LDL particles (Fig. 5b), compared to males in control
12 L:12D. There was no significant difference in total serum cholesterol concentrations (Fig. S15a, t-test p=0.47)
or in the distribution of cholesterol on lipoproteins (Fig. S15b) in female ApoE~'~ mice housed in control
121:12D compared to constant light (Table S3). Exposure to constant light did not significantly alter total serum
triglycerides concentrations in male (Fig. S16a, Mann-Whitney p=0.07) or female ApoE~'~ mice (Fig. S16b,
t-test p =0.40) (Table S3).

We next measured macrophages in the vascular wall of aortic roots as a marker of inflammation (Fig. 6).
The percent macrophage content of the lesions in aortic roots was not altered by constant light exposure in male
ApoE~'~ mice compared to mice in 12 L:12D (Fig. 6c¢, t-test p =0.62, Table S3).

Discussion

ApoE~'~ mice are a well-established rodent model for studying atherosclerosis®. Beginning at ~12 weeks of age,
male and female ApoE~'~ mice spontaneously develop atherosclerotic lesions in the aorta, even when fed a low-fat
(non-Western) diet*. It was critical to our experimental design to use a mouse model that develops atheroscle-
rosis on low-fat diet. This is because diet-induced obesity increases atherosclerosis in ApoE~/~ mice and high-fat
diet feeding disrupts daily rhythms in male wild-type mice®”8. Therefore, in this study, we sought to exclude the
potential confounding effects of high-fat diet feeding on atherosclerosis and circadian rhythms in order to isolate
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Figure 3. Molecular timekeeping rhythms in tissues are not altered in ApoE~'~ mice. Tissues were cultured
from ApoE*'* mice at 8 weeks old (light gray), ApoE~'~ mice at 8 weeks old (dark gray), and ApoE~'~ mice at
20 weeks old (blue) mice. The phases (mean + SEM) were determined from the peaks of PER2::LUC expression
during the interval between 12 and 36 h in culture and plotted relative to the last lights on. The white bar
indicates lights on and black bar indicates lights off. SCN: suprachiasmatic nuclei; WAT: white adipose tissue.
n=5-10/tissue/group. There were no significant differences between ApoE™'* and ApoE~'~ mice. Data are
mean + SEM.

the effects of constant light-induced circadian disruption. To this end, we fed ApoE '~ mice a low-fat diet for the
duration of the study. This protocol prevented hyperphagia and obesity in male ApoE~~ mice. Thus, the exac-
erbation of atherosclerosis in male ApoE~'~ mice housed in constant light occurred independently of systemic
metabolic dysfunction caused by obesity.

The first goal of this study was to determine if ApoE~'~ mice are an appropriate model for studying the effects
of light-induced circadian disruption on atherosclerosis. An ideal model should have no inherent circadian
rhythm abnormalities. One previous study found that ApoE~/~ mice had unstable activity rhythms in constant
darkness and impaired circadian responsiveness to light*. Therefore, we first comprehensively characterized
circadian rhythms of behavior and light responsiveness, and molecular circadian rhythms in tissues in ApoE~/~
mice. We found that ApoE~'~ mice were indistinguishable from ApoE*/* mice in every parameter measured, with
the exception of slight significant reductions in total activity and amplitude in ApoE~/~ mice in constant darkness.
Endogenous (free-running) and entrained rhythms of wheel-running activity, as well as responsiveness to light
pulses at different times of day were the same in ApoE~'~ and ApoE*'* mice. Moreover, the molecular timekeep-
ing rhythms in the SCN and peripheral tissues, as well as the phase relationship between these body clocks, were
the same in ApoE~'~ and ApoE*'* mice. We postulate that our results differ from the previous study because
the ApoE~'~ mice used in the prior study may have been on a mixed genetic background while the ApoE~/~
mice in our study were backcrossed 10 times into a C57BL/6] background. Genetic background markedly affects
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Figure 4. Constant light exposure exacerbates atherosclerosis in male ApoE~'~ mice. Representative single-
plotted actograms of general locomotor activity of male ApoE~'~ mice housed in control 12L:12D (a) or
constant light (b) for 12 weeks. Yellow shading shows lights on. Percent atherosclerotic lesion area in en face
aortas (c,e) and mean lesion area of aortic roots (d,f) of male (c,d) and female (e,f) ApoE~'~ mice housed in
control 12L:12D (black symbols) or constant light (red symbols) for 12 weeks. Data from individual mice are
closed symbols and open symbols are mean &= SEM (c-f). *p < 0.05, **p=0.001.

circadian activity rhythms in mice and the C57BL/6] strain has stable, high-amplitude behavior rhythms*. In
sum, we found that ApoE~'~ mice have no circadian abnormalities and thus are an ideal model for studying the
effects of light-induced circadian disruption on atherosclerosis.

The second goal of this study was to investigate the effects of constant light exposure, which chronically dis-
rupts circadian rhythms, on atherosclerosis. Most previous studies investigated the effects of circadian disruption
on atherosclerosis using circadian gene mutant mice'>". To our knowledge, only two studies have examined the
effects of light-induced circadian disruption on atherosclerosis in mice. One study inferred that a weekly inversion
of the light-dark cycle accelerated atherosclerosis development in ApoE~/~ mice, but lacked quantitative data’. A
second study recently showed that weekly inversion of the light-dark cycle increased severe atherosclerotic lesions
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Figure 5. Constant light exposure increases VLDL/LDL-cholesterol concentrations in male ApoE~/~ mice.
Total serum cholesterol concentrations (a: individual mice are closed symbols and open symbols are mean +
SEM) and distribution of cholesterol on lipoproteins (b: mean 4= SEM, FPLC was performed on n =4-5/group)
of male ApoE~'~ mice housed in control 12 L:12D (black) or constant light (red) for 12 weeks. **p =0.009.
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Figure 6. Constant light exposure does not increase macrophages in atherosclerotic lesions in aortic roots of
male ApoE~/~ mice. Representative CD68 immunostaining of aortic roots (a,b) and percent of atherosclerotic
lesions with CD68 staining (c) from male ApoE~/~ mice housed in control 12 L:12D (a, black symbols) or
constant light (b, red symbols) for 12 weeks. Data from individual mice are closed symbols and open symbols
are mean + SEM (c). There was no significant difference between ApoE*/* and ApoE~'~ male mice.

in female APOE*3-Leiden.CETP mice due to increased macrophage content and inflammation, oxidative stress,
and chemoattraction markers in the vascular walls*’. However, the data from the present study demonstrate that
the increase in atherosclerosis in male ApoE~'~ mice exposed to constant light was driven by increased VLDL/
LDL cholesterol rather than increased macrophage content. Additionally, the mice in the previous study were fed
a Western diet (high fat and high cholesterol), which independently causes metabolic dysfunction, obesity, and
disrupts circadian rhythms***-*%. Therefore, our study is unique in that we found that disordered light exposure
exacerbates atherosclerosis even when mice are fed low-fat diet. An additional strength of our study is that we
studied both male and female ApoE~'~ mice, while only females could be studied in the previous study because
male APOE*3 Leiden.CETP mice do not develop atherosclerosis on a cholesterol-rich diet.

In mice, constant light exposure increases the period of activity rhythms and, chronically, can cause arrhyth-
micity*’. At the tissue level, constant light desynchronizes cellular oscillators in the SCN, causing the overall
rhythm of the SCN to be low-amplitude or absent®. Since the SCN is the master circadian clock that coordinates
physiological and behavioral rhythms throughout the body, the effect of constant light exposure on the SCN
results in whole-body disruption of circadian rhythms®>*. Previous studies showed that constant light exposure
increased body weight, disrupted insulin sensitivity, and decreased triglyceride-derived fatty acids and glucose
uptake by brown adipose tissue®!->*. However, no study has examined the effects of constant light exposure on
atherosclerosis. In the current study, we found that exposure to constant light increased cholesterol on ather-
ogenic lipoproteins and atherosclerotic lesion area in male ApoE~/~ mice. According to the lipid hypothesis,
chronic elevated levels of cholesterol in the blood causes atherosclerosis®->°. In female ApoE’/ ~ mice, constant
light exposure did not increase total or VLDL/LDL-cholesterol concentrations nor atherosclerotic lesion area.
The mechanisms underlying the sex difference in response of lipids to light-induced circadian disruption are
unknown but could be due to differences in circulating sex hormones.

In sum, we found that ApoE~/~ mice had circadian rhythms that were indistinguishable from ApoE*'* mice.
In addition, circadian disruption with constant light exposure increased atherosclerosis in male, but not female
ApoE~'~ mice. Together these data establish male ApoE~'~ mice as an appropriate model for studying the effects
of light-induced disruption of circadian rhythms on atherosclerosis.
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Methods

Animals. C57BL/6] ApoE~'~ (N10) mice were purchased from The Jackson Laboratory (stock # 002052)
and bred with wild-type C57BL/6] mice (from The Jackson Laboratory) to generate C57BL/6 ] heterozygous
ApoE*" mice. Heterozygous C57BL/6] ApoE*” males and females were bred to generate ApoE™'* and ApoE~/~
mice (N11-N12) for experiments. For bioluminescence experiments, ApoE*"~ mice that were heterozygous for
PERIOD2::LUCIFERASE® (originally obtained from Dr. Joseph Takahashi and then backcrossed for 25 gener-
ations with C57BL/6 ] mice from The Jackson Laboratory) were crossed with ApoE* mice to generate ApoE*/*
and ApoE~/~ mice that were heterozygous for PER2:LUC for experiments. Breeders and weanlings were housed
in 121:12D and fed standard rodent laboratory diet (Teklad 2918) and water ad libitum. At 3 weeks old, offspring
were weaned and group-housed with same-sex siblings. Genotyping for ApoE~'~ was performed according to
the protocol on The Jackson Laboratory website. Genotyping for PER2::LUC was determined by measuring bio-
luminescence from tail snips. For all experiments, mice were singly-housed in cages (33cm x 17cm X 14cm)
with running wheels (diameter: 11 cm) and fed low-fat diet (Research Diets D12450K, 10% kcal fat) and water
ad libitum. The running wheels were either unlocked (could rotate) or locked (could not rotate), as indicated for
each specific experiment below. All procedures were conducted in accordance with animal protocol 2015-2211
approved by the University of Kentucky Institutional Animal Care and Use Committee.

Characterization of circadian behavior. At 7 to 8 weeks old, male and female ApoE~/~ and ApoE*'*
mice were housed singly in cages with unlocked running wheels. The cages were placed in light-tight boxes in
12 L:12D with white LED lights (intensity 250 to 350 lux). Wheel revolutions were recorded every minute using
the ClockLab system (Actimetrics, Inc, Wilmette, IL). Mice were housed in 12L:12D for 7 days and then in
constant darkness for 7 days. Data were analyzed with ClockLab analysis software (Actimetrics). Mean activity
profiles of wheel-running activity (5-min bins) were compiled for7 days in 12L:12D. The amplitude (Q,) of the
wheel-running rhythm was the peak value of the X2 periodogram for 7 days in 12L:12D or 7 days in constant
darkness or 7 days in constant light. Mean daily activity was determined for 7 days in 12L:12D or 7 days in
constant darkness or 7 days in constant light. The phase angle of entrainment was determined by fitting a lin-
ear regression line to 5 days in constant darkness, and then extending it back to the last day in 12 L:12D. The
free-running period of wheel-running activity in constant darkness was determined by x* periodogram with
alpha set to 0.001 for days 1-7 in constant darkness. After 18 days in constant darkness with weekly light pulses
(see below), we returned the mice to 12 L:12D for 20 days and then released them into constant light for 21 days.
The free-running period of wheel-running activity in constant light was determined by x? periodogram for days
1-7 in constant light. Wheel-running activity data are shown in actograms in 6-min bins in the normalized for-
mat (ClockLab).

Circadian phase responses to light pulses. Male and female ApoE*'* and ApoE~'~ mice (12-18 weeks
old at time of light pulse) were single housed in cages with ad libitum access to unlocked running wheels. The
cages were housed in light-tight boxes in 12 L:12D with white LED lights (intensity 250 to 350 lux). Mice were
then released into constant darkness for 7 days. The onset of activity on the day of the light pulse, which was des-
ignated as CT12, was determined by linear regression using ClockLab Analysis. A single light pulse (15 min, 150
lux white LED) was administered at CT8-10 (subjective day), or CT14-16 (early subjective night), or CT21-23
(late subjective night). The mice then free-ran for 7 days after the light pulse. The magnitudes of the phase shifts
were determined by measuring the time between a line fit to the onset of activity the 7 days before the light pulse
and a line fit to the onset of activity the 7 days after the light pulse using ClockLab Analysis software. Some mice
were administered more than 1 light pulse, every 3 weeks, and the cages were changed in the week between pulses.
Each mouse received no more than 3 light pulses and an individual mouse never received a light pulse at the same
CT.

Bioluminescence tissue rhythms. Male and female ApoE~'~ and ApoE*"* mice (7 weeks old) that were
heterozygous for PER2::LUC were housed singly in cages with locked wheels (wheels were present but could not
rotate) in 12 L:12D. At 8 or 20 weeks old, mice were euthanized by cervical dislocation without anesthesia and
aorta, kidney, lung, liver, pituitary, spleen, SCN, and white adipose tissue explants were dissected and cultured as
described previously*’. Bioluminescence was measured every 10 min with the 32-channel LumiCycle apparatus
(Actimetrics Inc.). Data were smoothed by 30-min adjacent averaging and detrended using LumiCycle Analysis
software (Actimetrics Inc.). The amplitude (goodness of fit >90%) was determined from the cycle that occurred
between 12-36 hours in culture with LumiCycle Analysis software (Actimetrics). The data were exported to
ClockLab analysis software to analyze period and phase. The period was determined from a regression line fit to
the acrophase of 3-5 cycles. The phase was the acrophase of the peak of bioluminescence that occurred between
12-36hours in culture.

Effects of constant light exposure on atherosclerosis, lipids, and inflammation. At 7 weeks old,
male and female ApoE~'~ mice were single-housed in cages with locked running wheels in light-tight boxes
in 12L:12D. General locomotor activity was continuously recorded with passive infrared sensors and collected
in one-minute intervals using the ClockLab acquisition system (Actimetrics Inc.). At 8 weeks old, mice were
randomized to either remain in 12 L:12D or to be housed in constant light for 12 weeks. Body and food weights
were measured weekly between ZT9-ZT12, where ZTO is lights on and ZT12 is lights off, in 12L:12D, or the
corresponding local time for mice in constant light. x? periodograms were used to determine whether general
locomotor activity was rhythmic in the final 28 days in constant light using ClockLab Analysis software. Activity
was rhythmic if a dominant peak exceeded alpha set at p=10.001 (period range 20-36h).
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At 20 weeks of age, mice were anesthetized with inhaled isoflurane between ZT6-9 (or the corresponding
local time for mice in constant light) until unresponsive to toe pinches, then euthanized by cervical dislocation.
Blood was collected by cardiac puncture and serum was separated by centrifugation and stored at —80°C. The
aortas were perfused with NaCl (0.9% wt/vol) via left ventricular puncture. Aortas were dissected from the root to
the iliac bifurcation as described previously®®. The heart was removed from the aorta and stored at —80°C. Mice
with gross organ abnormalities were excluded from the study (2 mice from the female constant light group were
excluded for enlarged kidneys). The aortas were stored in 10% neutrally-buffered formalin for 24-hours at room
temperature and then transferred to 0.9% NaCl solution and stored at room temperature.

To measure atherosclerotic lesion area in en face aortas, peri-aorta adipose tissue was removed and the aorta
was cut longitudinally and photographed using Image-Pro 7.0 software. The aortic arch was defined as the
ascending arch to 3 mm distal to the root of the left subclavian artery. Atherosclerotic lesion area of the aortic arch
was measured using Image-Pro 7.0 software by one researcher not blinded to the experimental treatments and
analyzed by a second researcher who was blinded to the experimental groups.

Atherosclerotic lesion area in the aortic root was measured as described previously®®. Briefly, 9 serial tissue
sections (10 um) from the origin of the aortic valves to the ascending aorta, were stained with oil red O. Serial
sections were distributed among eight consecutive slides resulting in ~80 um intervals for each slide. Lesions were
quantified from the internal elastic lamina to the luminal edge using Image-Pro 7.0 software by 2 researchers as
described above.

Lipid analysis. Total serum cholesterol (Cholesterol E Enzymatic Kit, Wako Pure Chemical Industries kits
Mountain View, CA) and triglycerides concentrations (L-Type Triglyceride M Enzyme Color A and Color B,
Wako Pure Chemical Industries kits Mountain View, CA) were analyzed. Lipoprotein cholesterol and triglyceride
distributions were analyzed from individual serum samples (50 ul) fractioned by fast protein liquid chromatog-
raphy (FPLC) (Leica CM1860). Fractions were collected and cholesterol and triglyceride concentrations were
determined with the Wako kits described above. For each group, 4-5 samples around the mean total serum cho-
lesterol concentration were analyzed.

Macrophage quantification. Immunohistochemistry for macrophages was performed on frozen serial sec-
tions (adjacent to those stained with Oil Red O) of the ascending aorta using the MicroProbe system as described
previously using rat anti-mouse CD68 (Bio-Rad, Cat# MCA1957), Rat IgG2b (BD PharMingen, Cat# 559478),
and biotinylated rabbit anti-rat IgG (Vector, Cat# BA-4001) antibodies*. Immunoreactivity was visualized with
red chromogen 3-amino-9-ethylcarbazole (AEC) (Vector). Macrophage content was quantified in the first serial
section of the aortic root from the internal elastic lamina to the luminal edge using Image-Pro 7.0 software by 2
researchers as described above. The area of CD68 staining was expressed as a percentage of atherosclerotic lesion
area.

Statistical analyses. A priori power analyses were performed for circadian behavior parameters and en face
atherosclerotic lesion area using alpha = 0.05, power = 0.80, and effect size of 1 to 1.5 using G*Power (Heinrich
Heine Universitat Diisseldorf) (Table S5). Circadian behavior parameters (amplitude, daily activity, phase angle
of entrainment, period) and phase shifts in reponse to light pulses at each CT were compared between ApoE*/*
and ApoE~'~ mice using two-tailed Students ¢-tests, unless the data were not normally distributed or had unequal
variance, in which case the Mann-Whitney test was used. One-way ANOVAs were used to compare the periods,
phases, and amplitudes of the bioluminescence rhythms of each tissue among groups. Atherosclerosis lesion area
in the en face aorta and aortic roots, total serum cholesterol and triglyceride concentrations, cumulative food
intake, cumulative locomotor activity, and the percentage of lesions with macrophages in ApoE~'~ mice of the
same sex were compared between 12 L:12D and constant light conditions using two-tailed Student’s ¢-tests, unless
the data were not normally distributed or had unequal variance, in which case the Mann-Whitney test was used.
Statistical tests were performed with OriginPro 2016 (Northampton, MA). Data are presented as the mean +
SEM. Significance was ascribed at p < 0.05.

Data availability
All data generated or analyzed during this study are included in this published article and its Supplementary
Information files.

Received: 5 February 2020; Accepted: 20 May 2020;
Published online: 18 June 2020

References

1. Centers for Disease Control and Prevention, N. C. f. H. S. (CDC WONDER Online Database, 2017).

2. Lusis, A. J. Atherosclerosis. Nature 407, 233-241, https://doi.org/10.1038/35025203 (2000).

3. Rafieian-Kopaei, M., Setorki, M., Doudi, M., Baradaran, A. & Nasri, H. Atherosclerosis: process, indicators, risk factors and new
hopes. Int. J. Prev. Med. 5, 927-946 (2014).

4. Ross, R. Atherosclerosis is an inflammatory disease. Am. Heart J. 138, $419-420 (1999).

5. Tzoulaki, L, Elliott, P.,, Kontis, V. & Ezzati, M. Worldwide Exposures to Cardiovascular Risk Factors and Associated Health Effects:
Current Knowledge and Data Gaps. Circulation 133, 2314-2333, https://doi.org/10.1161/CIRCULATIONAHA.115.008718 (2016).

6. Wang, D., Ruan, W,, Chen, Z., Peng, Y. & Li, W. Shift work and risk of cardiovascular disease morbidity and mortality: A dose-
response meta-analysis of cohort studies. Eur. J. Prev. Cardiol. 25, 1293-1302, https://doi.org/10.1177/2047487318783892 (2018).

7. Kawachi, I et al. Prospective study of shift work and risk of coronary heart disease in women. Circulation 92, 3178-3182 (1995).

8. Torquati, L., Mielke, G. L., Brown, W. J. & Kolbe-Alexander, T. Shift work and the risk of cardiovascular disease. A systematic review
and meta-analysis including dose-response relationship. Scand. J. Work. Env. Health 44, 229-238, https://doi.org/10.5271/sjweh.3700
(2018).

SCIENTIFIC REPORTS |

(2020) 10:9920 | https://doi.org/10.1038/s41598-020-66834-9


https://doi.org/10.1038/s41598-020-66834-9
https://doi.org/10.1038/35025203
https://doi.org/10.1161/CIRCULATIONAHA.115.008718
https://doi.org/10.1177/2047487318783892
https://doi.org/10.5271/sjweh.3700

www.nature.com/scientificreports/

10.
11.

12.
. Cox, K. H. & Takahashi, J. S. Circadian clock genes and the transcriptional architecture of the clock mechanism. J. Mol. Endocrinol.

14.
15.
16.
17.
18.
19.
20.

21.

22.
23.
24.
25.
26.
27.

28.

29.

30.

31.

32

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

. Hurd, M. W. & Ralph, M. R. The significance of circadian organization for longevity in the golden hamster. J. Biol. Rhythm. 13,

430-436, https://doi.org/10.1177/074873098129000255 (1998).

Spoelstra, K., Wikelski, M., Daan, S., Loudon, A. S. & Hau, M. Natural selection against a circadian clock gene mutation in mice.
Proc. Natl Acad. Sci. U S Am. 113, 686-691, https://doi.org/10.1073/pnas.1516442113 (2016).

DeCoursey, P. J., Walker, J. K. & Smith, S. A. A circadian pacemaker in free-living chipmunks: essential for survival? J. Comp. Physiol.
A 186, 169-180, https://doi.org/10.1007/s003590050017 (2000).

Yamazaki, S. et al. Resetting central and peripheral circadian oscillators in transgenic rats. Science 288, 682-685 (2000).

63(4), R93-R102, https://doi.org/10.1530/jme-19-0153 (2019)

Morris, C. J., Purvis, T. E., Hu, K. & Scheer, F. A. Circadian misalignment increases cardiovascular disease risk factors in humans.
Proc. Natl Acad. Sci. U S Am. 113, E1402-1411, https://doi.org/10.1073/pnas.1516953113 (2016).

Pan, X., Bradfield, C. A. & Hussain, M. M. Global and hepatocyte-specific ablation of Bmall induces hyperlipidaemia and enhances
atherosclerosis. Nat. Commun. 7, 13011, https://doi.org/10.1038/ncomms13011 (2016).

Pan, X., Jiang, X. C. & Hussain, M. M. Impaired cholesterol metabolism and enhanced atherosclerosis in clock mutant mice.
Circulation 128, 1758-1769, https://doi.org/10.1161/CIRCULATIONAHA.113.002885 (2013).

Anea, C. B. et al. Vascular disease in mice with a dysfunctional circadian clock. Circulation 119, 1510-1517, https://doi.org/10.1161/
CIRCULATIONAHA.108.827477 (2009).

Huo, M. et al. Myeloid Bmall deletion increases monocyte recruitment and worsens atherosclerosis. FASEB J. 31, 1097-1106,
https://doi.org/10.1096/1].201601030R (2017).

Yang, G. et al. Timing of expression of the core clock gene Bmall influences its effects on aging and survival. Sci. Transl. Med. 8,
324ra316, https://doi.org/10.1126/scitranslmed.aad3305 (2016).

Ma, H. et al. Increased atherosclerotic lesions in LDL receptor deficient mice with hematopoietic nuclear receptor Rev-erbalpha
knock- down. J. Am. Heart Assoc. 2, 000235, https://doi.org/10.1161/JAHA.113.000235 (2013).

Corella, D. et al. CLOCK gene variation is associated with incidence of type-2 diabetes and cardiovascular diseases in type-2 diabetic
subjects: dietary modulation in the PREDIMED randomized trial. Cardiovasc. Diabetol. 15, 4, https://doi.org/10.1186/s12933-015-
0327-8 (2016).

Scott, E. M., Carter, A. M. & Grant, P. ]. Association between polymorphisms in the Clock gene, obesity and the metabolic syndrome
in man. Int. J. Obes. 32, 658-662, https://doi.org/10.1038/s).ij0.0803778 (2008).

Sookoian, S. et al. Genetic variants of Clock transcription factor are associated with individual susceptibility to obesity. Am. J. Clin.
Nutr. 87, 1606-1615, https://doi.org/10.1093/ajcn/87.6.1606 (2008).

Garaulet, M. et al. CLOCK genetic variation and metabolic syndrome risk: modulation by monounsaturated fatty acids. Am. J. Clin.
Nutr. 90, 1466-1475, https://doi.org/10.3945/ajcn.2009.27536 (2009).

Lin, C. et al. The rhythmic expression of clock genes attenuated in human plaque-derived vascular smooth muscle cells. Lipids
Health Dis. 13, 14, https://doi.org/10.1186/1476-511X-13-14 (2014).

Zhu, M. et al. BMALLI suppresses ROS-induced endothelial-to-mesenchymal transition and atherosclerosis plaque progression via
BMP signaling. Am. J. Transl. Res. 10, 3150-3161 (2018).

St-Onge, M. P. et al. Meal Timing and Frequency: Implications for Cardiovascular Disease Prevention: A Scientific Statement From
the American Heart Association. Circulation 135, e96-e121, https://doi.org/10.1161/CIR.0000000000000476 (2017).

Lunn, R. M. et al. Health consequences of electric lighting practices in the modern world: A report on the National Toxicology
Program’s workshop on shift work at night, artificial light at night, and circadian disruption. Sci. Total. Env. 607-608, 1073-1084,
https://doi.org/10.1016/j.scitotenv.2017.07.056 (2017).

Obayashi, K., Yamagami, Y., Tatsumi, S., Kurumatani, N. & Saeki, K. Indoor light pollution and progression of carotid
atherosclerosis: A longitudinal study of the HEIJO-KYO cohort. Env. Int. 133, 105184, https://doi.org/10.1016/j.envint.2019.105184
(2019).

Plump, A. S. et al. Severe hypercholesterolemia and atherosclerosis in apolipoprotein E-deficient mice created by homologous
recombination in ES cells. Cell 71, 343-353 (1992).

Schwartz, W. J. & Zimmerman, P. Circadian timekeeping in BALB/c and C57BL/6 inbred mouse strains. J. neuroscience: Off. J. Soc.
Neurosci. 10, 3685-3694 (1990).

. Pendergast, J. S., Friday, R. C. & Yamazaki, S. Photic Entrainment of Period Mutant Mice is Predicted from Their Phase Response

Curves. J. neuroscience: Off. ]. Soc. Neurosci. 30, 12179-12184 (2010).

Yoo, S. H. et al. PERIOD2:LUCIFERASE real-time reporting of circadian dynamics reveals persistent circadian oscillations in
mouse peripheral tissues. Proc. Natl Acad. Sci. U S Am. 101, 5339-5346 (2004).

Zhang, S. H., Reddick, R. L., Piedrahita, J. A. & Maeda, N. Spontaneous hypercholesterolemia and arterial lesions in mice lacking
apolipoprotein E. Science 258, 468-471 (1992).

Ohta, H., Yamazaki, S. & McMahon, D. G. Constant light desynchronizes mammalian clock neurons. Nat. Neurosci. 8, 267-269
(2005).

Daugherty, A. et al. Recommendation on Design, Execution, and Reporting of Animal Atherosclerosis Studies: A Scientific
Statement From the American Heart Association. Arterioscler. Thromb. Vasc. Biol. 37, e131-e157, https://doi.org/10.1161/
ATV.0000000000000062 (2017).

Pendergast, J. S. et al. High-fat diet acutely affects circadian organisation and eating behavior. Eur. J. Neurosci. 37, 1350-1356, https://
doi.org/10.1111/ejn.12133 (2013).

King, V. L. et al. A murine model of obesity with accelerated atherosclerosis. Obesity 18, 35-41, https://doi.org/10.1038/0by.2009.176
(2010).

Zhou, L. et al. Degeneration and energy shortage in the suprachiasmatic nucleus underlies the circadian rhythm disturbance in
ApoE(-/-) mice: implications for Alzheimer’s disease. Sci. Rep. 6, 36335, https://doi.org/10.1038/srep36335 (2016).

Shimomura, K. et al. Genome-wide epistatic interaction analysis reveals complex genetic determinants of circadian behavior in
mice. Genome Res. 11, 959-980 (2001).

Zhu, Z. et al. Altered Clock and Lipid Metabolism-Related Genes in Atherosclerotic Mice Kept with Abnormal Lighting Condition.
Biomed. Res. Int. 2016, 5438589, https://doi.org/10.1155/2016/5438589 (2016).

Schilperoort, M. et al. Disruption of circadian rhythm by alternating light-dark cycles aggravates atherosclerosis development in
APOE*3-Leiden.CETP mice. ] Pineal Res, 12614, https://doi.org/10.1111/jpi.12614 (2019).

Deshmukh-Taskar, P, Nicklas, T. A., Radcliffe, J. D., O'Neil, C. E. & Liu, Y. The relationship of breakfast skipping and type of
breakfast consumed with overweight/obesity, abdominal obesity, other cardiometabolic risk factors and the metabolic syndrome in
young adults. The National Health and Nutrition Examination Survey (NHANES): 1999-2006. Public. Health Nutr. 16, 2073-2082,
https://doi.org/10.1017/S1368980012004296 (2013).

Witbracht, M., Keim, N. L., Forester, S., Widaman, A. & Laugero, K. Female breakfast skippers display a disrupted cortisol rhythm
and elevated blood pressure. Physiol. Behav. 140, 215-221, https://doi.org/10.1016/j.physbeh.2014.12.044 (2015).

Cahill, L. E. et al. Prospective study of breakfast eating and incident coronary heart disease in a cohort of male US health
professionals. Circulation 128, 337-343, https://doi.org/10.1161/CIRCULATIONAHA.113.001474 (2013).

SCIENTIFIC REPORTS |

(2020) 10:9920 | https://doi.org/10.1038/s41598-020-66834-9


https://doi.org/10.1038/s41598-020-66834-9
https://doi.org/10.1177/074873098129000255
https://doi.org/10.1073/pnas.1516442113
https://doi.org/10.1007/s003590050017
https://doi.org/10.1530/jme-19-0153
https://doi.org/10.1073/pnas.1516953113
https://doi.org/10.1038/ncomms13011
https://doi.org/10.1161/CIRCULATIONAHA.113.002885
https://doi.org/10.1161/CIRCULATIONAHA.108.827477
https://doi.org/10.1161/CIRCULATIONAHA.108.827477
https://doi.org/10.1096/fj.201601030R
https://doi.org/10.1126/scitranslmed.aad3305
https://doi.org/10.1161/JAHA.113.000235
https://doi.org/10.1186/s12933-015-0327-8
https://doi.org/10.1186/s12933-015-0327-8
https://doi.org/10.1038/sj.ijo.0803778
https://doi.org/10.1093/ajcn/87.6.1606
https://doi.org/10.3945/ajcn.2009.27536
https://doi.org/10.1186/1476-511X-13-14
https://doi.org/10.1161/CIR.0000000000000476
https://doi.org/10.1016/j.scitotenv.2017.07.056
https://doi.org/10.1016/j.envint.2019.105184
https://doi.org/10.1161/ATV.0000000000000062
https://doi.org/10.1161/ATV.0000000000000062
https://doi.org/10.1111/ejn.12133
https://doi.org/10.1111/ejn.12133
https://doi.org/10.1038/oby.2009.176
https://doi.org/10.1038/srep36335
https://doi.org/10.1155/2016/5438589
https://doi.org/10.1111/jpi.12614
https://doi.org/10.1017/S1368980012004296
https://doi.org/10.1016/j.physbeh.2014.12.044
https://doi.org/10.1161/CIRCULATIONAHA.113.001474

www.nature.com/scientificreports/

46. Kubota, Y., Iso, H., Sawada, N., Tsugane, S. & Group, J. S. Association of Breakfast Intake With Incident Stroke and Coronary Heart
Disease: The Japan Public Health Center-Based Study. Stroke 47, 477-481, https://doi.org/10.1161/STROKEAHA.115.011350
(2016).

47. Geliebter, A., Astbury, N. M., Aviram-Friedman, R., Yahav, E. & Hashim, S. Skipping breakfast leads to weight loss but also elevated
cholesterol compared with consuming daily breakfasts of oat porridge or frosted cornflakes in overweight individuals: a randomised
controlled trial. J. Nutr. Sci. 3, €56, https://doi.org/10.1017/jns.2014.51 (2014).

48. Farshchi, H. R, Taylor, M. A. & Macdonald, I. A. Deleterious effects of omitting breakfast on insulin sensitivity and fasting lipid
profiles in healthy lean women. Am. J. Clin. Nutr. 81, 388-396, https://doi.org/10.1093/ajcn.81.2.388 (2005).

49. Pittendrigh, C. S. & Daan, S. A functional analysis of circadian pacemakers in nocturnal rodents: V. Pacemaker structure: A clock
for all seasons. J. Comp. Physiol. [A] 106, 333-355 (1976).

50. Hamaguchi Y, Tahara Y, Hitosugi M, Shibata S. Impairment of Circadian Rhythms in Peripheral Clocks by Constant Light Is
Partially Reversed by Scheduled Feeding or Exercise. ] Biol Rhythms. 2015 Dec, 30(6):533-42, doi: 10.1177/0748730415609727,
PMID: 26467286 Epub (Oct 14 2015).

51. Coomans, C. P. et al. Detrimental effects of constant light exposure and high-fat diet on circadian energy metabolism and insulin
sensitivity. FASEB J. 27, 1721-1732, https://doi.org/10.1096/f].12-210898 (2013).

52. Shi, S. Q., Ansari, T. S., McGuinness, O. P., Wasserman, D. H. & Johnson, C. H. Circadian disruption leads to insulin resistance and
obesity. Curr. biology: CB 23, 372-381, https://doi.org/10.1016/j.cub.2013.01.048 (2013).

53. Kooijman, S. et al. Prolonged daily light exposure increases body fat mass through attenuation of brown adipose tissue activity. Proc.
Natl Acad. Sci. USA 112, 6748-6753, https://doi.org/10.1073/pnas.1504239112 (2015).

54. Ahrens, E. H. Jr The management of hyperlipidemia: whether, rather than how. Ann. Intern. Med. 85, 87-93 (1976).

55. Truett, J., Cornfield, J. & Kannel, W. A multivariate analysis of the risk of coronary heart disease in Framingham. J. Chronic Dis. 20,
511-524 (1967).

56. DuBroff, R. A Reappraisal of the Lipid Hypothesis. Am. J. Med. 131, 993-997, https://doi.org/10.1016/j.amjmed.2018.04.027 (2018).

57. Yamazaki, S. & Takahashi, J. S. Real-time luminescence reporting of circadian gene expression in mammals. Methods Enzymol. 393,
288-301 (2005).

58. Daugherty, A. & Whitman, S. C. Quantification of atherosclerosis in mice. Methods Mol. Biol. 209, 293-309 (2003).

59. Lu, H.,, Rateri, D. L. & Daugherty, A. Inmunostaining of mouse atherosclerotic lesions. Methods Mol. Med. 139, 77-94 (2007).

Acknowledgements

This research was supported by National Institutes of Health grants P20 GM103527 (COCVD Investigator to
J.S.P.), DK107851 (to J.S.P), P30 GM127211, the Gertrude E. Ribble Trust (to J.M.C.), and the University of
Kentucky.

Author contributions
J.S.P. conceived the experiments. ].M.C., D.A.H. and J.S.P. conducted the experiments. ].M.C., D.A.H., LR.T.,,
A.D. and J.S.P. analyzed the results. .M.C. and ].S.P. wrote the manuscript. All authors reviewed the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-66834-9.

Correspondence and requests for materials should be addressed to J.S.P.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

T ] icense, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2020

SCIENTIFIC REPORTS |

(2020) 10:9920 | https://doi.org/10.1038/s41598-020-66834-9


https://doi.org/10.1038/s41598-020-66834-9
https://doi.org/10.1161/STROKEAHA.115.011350
https://doi.org/10.1017/jns.2014.51
https://doi.org/10.1093/ajcn.81.2.388
https://doi.org/10.1096/fj.12-210898
https://doi.org/10.1016/j.cub.2013.01.048
https://doi.org/10.1073/pnas.1504239112
https://doi.org/10.1016/j.amjmed.2018.04.027
https://doi.org/10.1038/s41598-020-66834-9
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Circadian Disruption with Constant Light Exposure Exacerbates Atherosclerosis in Male ApolipoproteinE-Deficient Mice
	Repository Citation

	Circadian Disruption with Constant Light Exposure Exacerbates Atherosclerosis in Male ApolipoproteinE-Deficient Mice
	Digital Object Identifier (DOI)
	Notes/Citation Information

	Circadian disruption with constant light exposure exacerbates atherosclerosis in male ApolipoproteinE-deficient mice

	Results

	Circadian behavioral rhythms are similar in ApoE+/+ and ApoE−/− mice. 
	Phase responses to light pulses are not altered in ApoE−/− mice. 
	Molecular timekeeping rhythms and circadian organization are not altered in ApoE−/− mice. 
	Exposure to constant light exacerbates atherosclerosis in male ApoE−/− mice. 
	Constant light exposure exacerbates dyslipidemia, but not inflammation in male ApoE−/− mice. 

	Discussion

	Methods

	Animals. 
	Characterization of circadian behavior. 
	Circadian phase responses to light pulses. 
	Bioluminescence tissue rhythms. 
	Effects of constant light exposure on atherosclerosis, lipids, and inflammation. 
	Lipid analysis. 
	Macrophage quantification. 
	Statistical analyses. 

	Acknowledgements

	Figure 1 Circadian behavior rhythms in ApoE−/− mice are indistinguishable from ApoE+/+ mice.
	Figure 2 Phase responses to light pulses do not differ between ApoE+/+ and ApoE−/− mice.
	Fig﻿ure 3 Molecular timekeeping rhythms in tissues are not altered in ApoE−/− mice.
	F﻿igure 4 Constant light exposure exacerbates atherosclerosis in male ApoE−/− mice.
	Figure 5 Constant light exposure increases VLDL/LDL-cholesterol concentrations in male ApoE−/− mice.
	Figure 6 Constant light exposure does not increase macrophages in atherosclerotic lesions in aortic roots of male ApoE−/− mice.


