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Abstract

Background: Previous studies have suggested that patients with peripheral artery disease (PAD) suffer from a high
incidence of cardiovascular events (CVE). Visceral adiposity has been implicated in promoting CVEs. This study aimed to
assess the association of relative visceral adipose volume with incident cardiovascular events in patients with peripheral
artery disease.

Methods: This was a prospective cohort study including 260 patients with PAD who presented between 2003 and 2012.
Cases were patients with diagnosed PAD including symptomatic lower limb athero-thrombosis and asymptomatic
abdominal aortic aneurysm. All patients underwent computed tomography angiography (CTA). Abdominal visceral to total
adipose volume ratio (relative visceral adipose volume) was estimated from CTAs using a previously validated workstation
protocol. Cardiovascular risk factors were recorded at entry. The association of visceral adiposity with major CVEs (death,
non-fatal myocardial infarction or stroke) was examined using Kaplan Meier and Cox proportional hazard analyses.

Results: A total of 92 major CVEs were recorded in 76 patients during a median follow-up of 2.8 (IQR 1.2 to 4.8) years,
including myocardial infarction (n=26), stroke (n=10) and death (n=56). At 3 years the incidence of major CVEs stratified
by relative visceral adipose volume quartiles were 15% [Quartile (Q) 1], 17% (Q2), 11% (Q3) and 15% (Q4) (P=0.517). Relative
visceral adipose volume was not associated with major CVEs after adjustment for other risk factors.

Conclusion: This study suggests that visceral adiposity does not play a central role in the predisposition for major CVEs in
patients with PAD.
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coronary heart disease [10], [11]. A recent systematic review
suggested that obesity was associated with cardiovascular events in
patients with PAD [12]. Adipose is deposited at both subcutaneous

Introduction

Patients with peripheral artery disease (PAD) [i.e. stenosing or

aneurysmal disease outside the coronary circulation] have a high
incidence of cardiovascular events (CVEs) [1-4]. The incidence of
major CVEs in patients with PAD has been reported in some
studies to be higher than in patients with athero-thrombosis
affecting other vascular sites, such as coronary heart disease
[51,[6].

Current management of CVE risk reduction in PAD patients is
limited with a number of previous studies reporting that patients
with PAD are frequently managed less intensively than patients
with athero-thrombosis at other sites despite a high incidence of
major CVEs [7-9]. There is considerable interest in identifying
modifiable risk factors that could decrease the high incidence of
CVEs seen in patients with PAD [1]. Obesity is an established risk
factor for cardiovascular disease and CVLEs in patients with
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and visceral sites [13]. It has been suggested that visceral adipose
may have a unique composition of white relative to brown adipose
that has been implicated in the secretion of pro-inflammatory
cytokines which could promote CVEs [14]. Reduction of visceral
adipose could provide a new avenue for risk reduction [2]. For
example previous studies have reported that visceral adipose can
be targeted by exercise regimens and thus visceral adiposity is
potentially a modifiable risk factor [15], [16].

Markers of visceral adiposity, such as waist circumference (WC)
and waist to hip ratio (WHR) have been independently associated
with the severity and prognosis of lower limb atherosclerosis [2],
[17]. The measures of visceral adiposity previously used do not
however directly assess the amount of visceral adipose tissue. We
have previously designed and validated a method to measure

December 2013 | Volume 8 | Issue 12 | e82350



visceral adipose volume from thresholded computed tomographic
angiography (CTA) images [18]. The association of visceral
adipose volume with incident CVEs in patients with PAD has not
been previously assessed. The aim of this study was to assess the
association between visceral adipose volume and incident major
CVEs in patients with PAD.

Methodology

Study Participants and Definitions

This research was approved by the Townsville Health Service
District  Human Research Ethics Committee. This was a
prospective cohort study of patients who presented to The
Townsville Hospital vascular clinic between May 2003 and
February 2012. Patients presented to clinic for investigation or
surveillance of PAD. Patients were assessed by a vascular surgeon
that diagnosed PAD based on appropriate symptoms and signs of
lower limb athero-thrombosis and CTA imaging evidence of lower
limb atherosclerosis or abdominal aortic aneurysm (AAA). AAA
was defined as an infra-renal aortic diameter =30 mm. All
included patients were diagnosed with lower-limb athero-throm-
bosis, AAA or both. Inclusion criteria were as follows: 1) Verbal
and written consent; and 2) a clinical need for CTA. Exclusion
criteria were: 1) Urgent requirement for peripheral vascular
surgical intervention; 2) contra-indication to C'TA. There were no
further inclusion or exclusion criteria.

Computed tomography angiography analysis

All CTAs were performed at The Townsville Hospital using a
64-slice multi-scanner (Philips, North Ryde, NSW) under a set
protocol. Images were recorded at 3 mm intervals with a slice
thickness of 3 mm enabling the construction of 3 mm adjoining
axial images for analysis. One hundred millimetres of Ultravist 300
contrast agent was administered intra-venously by an automatic
CTA injection driver system (MEDRAD). The CTA imaging
commenced once the Hounsfield Unit (HU) at the centre of the
aorta reached 130. CTA imaging was transferred to Philips
MxView Visualisation Workstation software for analysis. The two
researchers performing measurements underwent a comprehen-
sive training program provided by a clinician experienced in use of
the workstation.

Assessment of abdominal adipose volume

A protocol was designed which combined techniques described
in published literature with approaches learnt whilst performing
aortic volumetric analysis [19-23]. This protocol has been
previously described [18]. Briefly, the radiographic threshold
was set to the pre-defined threshold for adiposity (CH —120 HU,
WH 75 HU). The axial slice at which the superior aspect of the
first sacral body appeared was identified. The “Volume of
Interest” tool was used to manually circumscribe the entire torso
at this slice. The axial slice 125 mm cephalad to the first slice was
identified and circumscribed with the “Volume of Interest” tool.
In a semi-automated system, the axial slices between these points
were methodically joined to form a deposit of adipose tissue.
“Tissue Volume” was selected to provide the total adipose tissue
volume.

In a similar process the visceral adipose volume was calculated
from axial CTA images. Firstly the visceral compartment at the
most superior aspect of the first sacral body was manually traced
using the “Volume of Interest” tool. Secondly the visceral
compartment on the axial slice 125 mm cephalad was circum-
scribed. The axial slices between these points were joined in a
semi-automated fashion to create an estimation of the visceral
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adipose volume. Subcutaneous adipose volume was calculated
from the difference between total and visceral adipose volumes.
Measurements were displayed to the nearest 0.01 cm® [18].

Reproducibility analysis for adipose volume

A reproducibility analysis of the first 15 participants recruited
into the study was completed by two observers as previously
reported [18]. Intra-observer reproducibility measurements were
completed three times with at least one week in between
measurement sets. Inter-observer reproducibility was completed
at least one week after the intra-observer measurements were
complete. Data was analysed by a third independent observer.
The intra- and inter-observer concordance correlation coefficients
(GCQ) for total adipose volume measurements were 1.0 (95% CI,
1.0 to 1.0) and 1.0 (95% CI, 1.0 to 1.0) respectively. The intra- and
inter-observer average coefficients of variation (ACV) for total
adipose volume were 0.8% and 1.2% respectively. The CCCs for
intra- and inter-observer visceral adipose volumes were 1.0 (1.0 to
1.0) and 1.0 (1.0 to 1.0) respectively. The ACV for intra- and inter-
observer visceral adipose volume were 1.9% and 3.4% respec-
tively.

Clinical data

Baseline characteristics collected for each patient at entry to the
study included: Gender; age; hypertension; diabetes; coronary
heart disease and medication prescription. Diabetes and hyper-
tension were defined by history of diagnosis or treatment of these
conditions. History of smoking was defined as ever or never
smoked. Coronary heart discase was defined by a history of
angina, myocardial infarction or coronary revascularisation.
Current medication history was recorded with respect to
prescription of angiotensin converting enzyme (ACE) inhibitors,
angiotensin receptor blockers, aspirin, beta-blockers, calcium
channel blockers, other anti-platelet medication, statins and
warfarin.

Follow-up for cardiovascular events

After the initial assessment and imaging the frequency of patient
review was dependent on the patient’s presenting complaint.
Patients with intermittent claudication were typically reviewed six
months after entry to the study and annually thereafter. Patients
with small AAAs (i.e. 30-39 mm) were typically reviewed annually
and patients with larger AAAs (i.e. =40 mm) were typically
reviewed bi-annually.

The primary outcome measure in this study was the incidence
of major CVEs including non-fatal myocardial infarction, non-
fatal stroke or death. Secondary outcome measures were non-fatal
myocardial infarction and non-fatal stroke. Outcome data was
recorded either at clinic appointments or during hospital
admissions. Cause of death was verified by the death certificate
where possible. Patient charts were reviewed to ensure hospital
admissions were not missed.

Statistical analysis

Based on previous studies we estimated over an average follow-
up of approximately three years that the incidence of death,
myocardial infarction or stroke would be 30% [2], [24]. We
planned to perform a Cox proportional analysis to assess the
association of visceral adiposity with cardiovascular events
adjusted for the following risk factors: Age, gender, coronary
heart disease, diabetes, hypertension and smoking. Thus we
estimated that we needed to include approximately 230 patients in
order to achieve 10 outcome events per risk factor included in the
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planned Cox regression model. Previous studies suggest this
approach provides sufficient power to assess this number of
dependent variables [25]. Data were prospectively recorded in an
Access database and subsequently transferred to a Microsoft Excel
spread sheet and then to SPSS Version 20.0 (IBM SPSS Inc.,
Chicago, Illinois) for statistical analysis. Abdominal visceral to total
adipose volume ratio (relative visceral adipose volume) was
calculated for all cases. Participants were stratified into quartiles
[Quartiles (Q) 1 to 4] determined by their relative visceral
adipose volume in ascending order for analysis. Histograms and
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Table 1. Association of entry cardiovascular risk factors with visceral adiposity at the time of CTA imaging.

Relative visceral adipose volume

Characteristic Quartile 1 (n=65) Quartile 2 (n=65) Quartile 3 (n=65) Quartile 4 (n=65) P value
Age (years) 70 (62-76) 68 (61-75) 72 (65-76) 70 (64-76) 0.188
Body Mass Index (kg/m?) 26.8 (23.7-29.9) 28.7 (24.2-31.1) 28.7 (25.1-31.4) 28.4 (26.1-31.7) 0.240
Coronary Heart Disease 28 (43) 38 (58) 31 (48) 38 (58) 0.193
Diabetes mellitus 15 (23) 18 (28) 21 (32) 30 (46) 0.031
Ever smoked 55 (85) 54 (83) 58 (89) 59 (91) 0.512
History of Stroke 6 (9) 6 (9) 4 (6) 11 (17) 0.219
Hypertension 50 (77) 46 (71) 50 (77) 57 (88) 0.131
Male gender 16 (25) 53 (82) 58 (89) 65 (100) <0.001
Waist Circumference (cm) 95.5 (80.5-105.8) 98.0 (84.0-108.0) 105.0 (92.0-118.0) 106.0 (92.0-118.0) 0.016

Abdominal aortic aneurysm 19 (29) 25 (38) 33 (51) 29 (45) 0.078

Intermittent claudication 40 (62) 32 (49) 27 (42) 29 (45) 0.110

AAA & IC 6 (9) 8(12) 5(8) 7 (11) 0.836

Medications
Aspirin 43 (66) 46 (71) 42 (65) 45 (69) 0.872
ACE inhibitor 21 (32) 31 (48) 26 (40) 29 (45) 0.307
Angiotensin receptor blocker 17 (26) 8 (12) 9 (14) 16 (25) 0.092
Beta-Blocker 25 (38) 29 (45) 18 (28) 24 (37) 0.251
Calcium channel blocker 22 (34) 16 (25) 22 (34) 24 (37) 0.469
Other anti-platelet 9 (14) 1 (17) 8 (12) 12 (18) 0.757
Statin 40 (62) 44 (68) 36 (55) 41 (63) 0.544
Warfarin 7011 8(12) 5(8) 5(8) 0.754

Cardiovascular Outcomes
Follow-up (years) 2.7 (1.0-4.6) 3.7 (1.3-5.5) 2.3 (1.0-4.0) 2.9 (1.6-4.8) 0.306
Myocardial infarction 9 (14) 8 (12) 1(2) 8 (12) 0.072
Stroke 3(5 2 (3) 3(5 2(3) 0.937
Death 16 (25) 11 (17) 14 (22) 15 (23) 0.735
=1 event* 22 (34) 17 (26) 16 (25) 21 (32) 0.586

Computed Tomography Imaging Morphology

Infra-renal aorta measurements

Maximum orthogonal ¢ (mm) 23.3 (19.3-41.4) 29.8 (21.7-45.2) 43.5 (23.2-55.9) 35.7 (24.3-48.1) <0.001

Total volume (cm’) 35.1 (22.1-90.6) 46.0 (27.9-107.0) 98.3 (32.0-153.1) 77.0 (35.5-115.6) <0.001

Abdominal Fat Measurements

Total volume (cm®) 3895.8 (2145.8-5835.9) 3655.1 (2247.6-4938.4) 4047.5 (3238.2-5184.7) 4865.9 (3803.0-5641.0)

Visceral volume (cm’) 909.1 (380.0-1558.0) 1654.3 (927.7-2058.9) 2169.6 (1675.0-2809.1) 3112.3 (2562.2-3773.4) o

Relative visceral adipose volume  0.258 (0.203-0.319) 0.432 (0.407-0.450) 0.524 (0.494-0.555) 0.639 (0.607-0.704)

Categorical variables are presented as numbers (%) and compared by Chi-square tests. Numerical variables are presented as median (inter-quartile range) and compared

by Kruskal-Wallis tests. AAA = Abdominal aortic aneurysm; IC =intermittent claudication; ACE = Angiotensin converting enzyme; ¢ = Diameter.

*=1 event (stroke, myocardial infarction or death). Relative visceral adipose volume = visceral-to-total abdominal adipose volume ratio. Quartiles are stratified by relative

visceral adipose volume in ascending order. Body mass index and waist circumference data was missing for 10 and 99 patients respectively. The significance level is 0.05.

Italicised font denotes significance.

doi:10.1371/journal.pone.0082350.t001

Kolmogorov-Smirnov tests demonstrated that numerical data
were not normally distributed. Statistical methods of survival
analysis were applied to assess occurrence of CVE during follow-
up. Follow-up time was defined as the time between the date of the
initial CTA and occurrence of the first CVE or last observation.
Kaplan Meier analysis was used to estimate cumulative survival
probability for CVE incidence. The independent association of
visceral adiposity with the incidence of CVEs was assessed by Cox
proportional hazard analysis adjusting for established risk
factors, including age, coronary heart disease, diabetes, gender,
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Figure 1. Kaplan Meier analysis illustrating freedom from cardiovascular events in relation to relative visceral adipose volume
quartiles. There was no significant association between the incidence of non-fatal myocardial infarction, non-fatal stroke or death and visceral

adiposity. *Cardiovascular event incidence at 3 years (P=0.517).
doi:10.1371/journal.pone.0082350.g001

hypertension and smoking history. Results of the Cox analysis are
presented as hazard ratios (HR) and 95% confidence intervals
(95%-CI). Only the first event was used in the Cox analysis if more
than one event was recorded for the participant.

Results

Characteristics of patients at recruitment
From May 2003 to February 2012 260 participants were
recruited. All study participants resided in north Queensland,
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mostly from Townsville and surrounding communities. Table 1
illustrated the presenting characteristics of the patients in relation
to the quartile of relative visceral adipose volume defined as Q1
(lowest relative visceral adipose volume) to Q4 (highest relative
visceral adipose volume). The study group comprised 106 (41%)
cases with AAA, 128 (49%) cases with lower limb athero-
thrombosis and 26 (10%) cases with both AAA and athero-
thrombosis. Median relative visceral adipose volumes in Q1, Q2,

Q3 and Q4 were 0.26 [inter-quartile range (IQR) 0.20 to 0.32],
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Table 2. Independent determinants of cardiovascular events (myocardial infarction, stroke or death) in patients with PAD.

Prognostic Factor Sample Size (n=260) Cardiovascular Events (n=76) HR (95% C.l.) P Value
Relative visceral adipose volume

Quartile 1 65 22 1 (Ref.)

Quartile 2 65 17 1.111 (0.520-2.371) 0.786

Quartile 3 65 16 1.035 (0.449-2.387) 0.935

Quartile 4 65 21 1.228 (0.509-2.960) 0.647
Age

Below median 126 24 1 (Ref.)

Above Median 134 52 2.981 (1.762-5.044) <0.001
Coronary Heart Disease

Absent 125 26 1 (Ref)

Present 135 50 1.758 (1.032-2.995) 0.038
Diabetes

Absent 176 49 1 (Ref)

Present 84 27 1.025 (0.620-1.697) 0.922
Gender

Female 68 26 1 (Ref.)

Male 192 50 1.858 (0.901-3.829) 0.093
Hypertension

Absent 57 14 1 (Ref)

Present 203 62 0.899 (0.463-1.745) 0.753
Smoking History

Absent 34 7 1 (Ref)

Present 226 69 2.020 (0.876-4.656) 0.099

doi:10.1371/journal.pone.0082350.t002

0.43 IQR 0.41 to 0.45), 0.52 (IQR 0.49 to 0.56) and 0.64 IQR
0.61 to 0.70) respectively. At entry higher relative visceral adipose
volume was noted in patients who were male, had diabetes, had a
larger WC and had larger abdominal aortas (Table 1). All other
characteristics were similar between quartiles of relative visceral
adipose volume.

Kaplan Meier Analysis

Patients were followed for a median of 2.8 years (IQR 1.2 to 4.8)
from the initial C'TA until the first event or loss to follow-up. A
total of 92 major CVEs were recorded in 76 patients. The major
CVEs included myocardial infarction (n = 26), stroke (n = 10) and
death (n=156). Overall the combined incidence of myocardial
infarction, stroke or death was 15% at 3 years. Higher relative
visceral adipose volume was not associated with the cumulative
incidence of major CVEs (Figure 1). At 3 years the incidence of
major CVEs was 15%, 17%, 11% and 15% for patients with
relative visceral adipose volume in quartiles one, two, three and
four, respectively, at entry, P=0.517. The incidence of non-fatal
myocardial infarction and non-fatal stroke were also not associated
with relative visceral adipose volume quartiles (Figure S1 and
Figure S2). The relationship between visceral adiposity and the
combined incidence of myocardial infarction, stroke or death were
also analysed separately for the following sub-sets of patients with
no significant associations found: Patients with and without
diabetes (Figure S3 and Figure S4); patients with AAA (Figure
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HR = hazard ratio, Cl = confidence interval, Ref. = reference. Relative visceral adipose volume = visceral-to-total abdominal adipose volume ratio. Quartiles are stratified by
relative visceral adipose volume in ascending order. The significance level is 0.05. Italicised font indicates significance.

S5) and patients with lower limb athero-thrombosis but no AAA
(Figure S6).

Cox proportional hazard analysis

Relative visceral adipose volume was not associated with
combined major CVEs after adjustment for traditional risk factors
(Table 2). Older age (HR 2.98; 95%CI 1.76 to 5.04) and coronary
heart disease (HR 1.76; 95%CI 1.03 to 3.00) were associated with
the incidence of combined major CVEs. Separate analyses for
non-fatal myocardial infarction and stroke are illustrated in Table
S1 and Table S2. There was no consistent association of visceral
adipose volumes with non-fatal myocardial infarction although
patients in quartile three did appear to have a lower incidence of
events compared to those in quartile one (HR 0.094; 95% CI
0.010 to 0.892) (Table S1). No association was found between
traditional cardiovascular risk factors and non-fatal stroke
incidence (Table S2). All patients who had non-fatal stroke had
a smoking history and hence the data was multi-collinear. The
data was re-analysed to exclude those participants without a
smoking history but the results were similar (not shown). Relative
visceral adipose volume was not associated with non-fatal stroke
incidence (Table S2). Separate analyses of the following sub-sets of
patients did not find any association between relative visceral
adipose volume and combined CVEs after adjustment for
traditional risk factors: Patients with and without diabetes; patients
with AAA and patients with lower limb athero-thrombosis but no
AAA (Table S3, Table S4, Table S5 and Table S6).
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Discussion

The main finding from this study was that relative abdominal
visceral adipose volume assessed from thresholded CTA was not
associated with major CVEs in patients with PAD. The incidence
of major CVEs in this study was similar to other comparative
studies such as Alberts and colleagues who reported a 3 year
incidence for major CVEs of 6% and 12% for asymptomatic and
symptomatic PAD cases respectively [4].

Eight studies have previously assessed the association of various
anthropometric measures with CVEs in PAD populations (Table 3)
[2], [5], [6], [17], [18], [26-28] however no previous studies
specifically assessed abdominal visceral adipose volume. Of the
eight identified studies, two studies reported a more powerful
association of WC with CVEs than body mass index (BMI) [2],
[17]. Results from the studies that assessed BMI were conflicting:
two studies reported less CVEs in obese subjects [5], [18]; one
study reported a negative association of overweight but not obesity
with CVEs [28], one study reported an inverse association of
BMI>20 kg/m” with CVEs [6] and one study did not find a
significant association between BMI and CVEs [27]. One study
did not find a significant association between WHR and CVEs
[26]. Although only based on two studies, these results suggest that
WC may be a more consistent predictor of CVEs than BMI in
PAD patients [2], [17]. WC is a commonly used estimate of
visceral adipose although it does not directly measure visceral
adipose volume [29].

Two studies have previously assessed the association of visceral
adipose measured from thresholded C'TAs with CVEs although
these were not in patients with PAD [30], [31]. Gabriella and
colleagues assessed a group of HIV positive patients and
Kamimura and colleagues assessed a group of patients with
chronic kidney disease [30], [31]. Both studies reported an
association between visceral adipose and cardiovascular death
[30], [31]. BMI was not associated with CVEs [30]. However
Kamimura and colleagues assessed visceral adiposity by area from
axial slices rather than volume as has been reported in this study
[31]. Volumetric assessment could be suggested as a more accurate
estimate of visceral adiposity. Both studies used 10 mm thick axial
slices for assessment [30], [31] compared to this study which used
3 mm axial slices to provide a more detailed abdominal
examination.

The findings in the current study differ from the findings of
previous studies which have reported an association between WC
and CVEs [2], [17] however our method directly assessed visceral
adipose volume rather than other surrogate anthropometric
measures which are more commonly used. We postulated that
visceral adipose may be an important contributor to CVEs in
patients with PAD. The majority of arteries including the
abdominal aorta are surrounded by peri-vascular adipose tissue
[14]. Visceral adipose has been shown to release pro-inflammatory
adipokines which may promote adverse CVEs [14], [32-34].
However our findings suggest that other modifiable risk factors may
play a more powerful role in promoting CVEs in PAD patients.

Several studies have reported an ‘obesity paradox’ in cohorts of
patients with chronic disease such as heart failure [5], [18], [35—
37]. Higher BMIs (=30.0 kg/m?) have been associated with lower
mortality; overweight (25.0 to 29.9) kg/m?* and obese cases had a
lower risk of death relative to healthy BMI (18.5 kg/m? to 24.9)
kg/m? controls [5], [18], [35-37]. Reid and colleagues reported
that at 1 year the incidence of major CVEs in PAD cases was
higher in the normal weight group (11.6%) compared to the
overweight (10.9%) and obese groups (9.3%) [5]. While the
underlying mechanisms of the ‘obesity paradox’ remain unclear
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[5] it appears likely the contradictory factors like nutritional status,
muscle mass and association of other risk factors such as physical
activity maybe important [2], [17], [18]. The findings of the
current study suggest that complications of PAD maybe better
limited by lifestyle modification targeting smoking cessation and
increased physical activity [38] and medical therapies (ACE
inhibitors [39], beta-blockers, aspirins and statins) rather than
therapies focused on adipose distribution per se [40].

This study has a number of limitations. Firstly considering the
need to adjust for confounding variables the sample size in this
study was relatively small but in line with our sample size
calculation. Secondly, patients were from a mixed group with
either AAA, lower limb athero-thrombosis or both. CTA imaging
of a ‘healthy’ control group would not have been ethical or
appropriate. Characteristics of the included participants were
however similar considering they had similar risk factors. Thirdly
measurements of visceral adiposity were limited to the abdomen
and did not include visceral adiposity from other sites.

In conclusion this study suggests that relative visceral adipose
volume is not associated with major CVEs in patients with PAD.
These findings do not support interventions specifically targeting
visceral adipose as secondary preventative measures in patients
with PAD.

Supporting Information

Figure S1 Kaplan Meier analysis illustrating freedom
from myocardial infarction in relation to relative
visceral adipose volume quartiles. There was no significant
association between the incidence of myocardial infarction and
visceral adiposity. *Myocardial infarction event incidence at 3
years (P=10.072).

(TIF)

Figure S2 Kaplan Meier analysis illustrating freedom
from stroke in relation to relative visceral adipose
volume quartiles. There was no significant association between
the incidence of stroke and visceral adiposity. *Stroke incidence at
3 years (P=0.857).

(TIF)

Figure S3 Kaplan Meier analysis illustrating freedom
from cardiovascular events in relation to relative
visceral adipose volume quartiles in patients with
diabetes at entry. There was no significant association between
the incidence of non-fatal myocardial infarction, non-fatal stroke
or death and visceral adiposity. *Cardiovascular event incidence at
3 years (P=0.432).

(TIF)

Figure S4 Kaplan Meier analysis illustrating freedom
from cardiovascular events in relation to relative
visceral adipose volume quartiles in patients that did
not have diabetes at entry. There was no significant
association between the incidence of non-fatal myocardial
infarction, non-fatal stroke or death and visceral adiposity.
*Cardiovascular event incidence at 3 years (P=0.297).

(TIF)

Figure S5 Kaplan Meier analysis illustrating freedom
from cardiovascular events in relation to relative
visceral adipose volume quartiles in patients with AAA
at entry. There was no significant association between the
incidence of non-fatal myocardial infarction, non-fatal stroke or
death and visceral adiposity. *Cardiovascular event incidence at 3
years (P=0.093).

(TIF)
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Figure S6 Kaplan Meier analysis illustrating freedom
from cardiovascular events in relation to relative
visceral adipose volume quartiles in patients that did
not have an AAA at entry. There was no significant association
between the incidence of non-fatal myocardial infarction, non-
fatal stroke or death and visceral adiposity. *Cardiovascular event
incidence at 3 years (P=0.480).

(TTF)

Table S1 Independent determinants of non-fatal myocardial
infarction in patients with PAD.
(DOCX)

Table S2 Independent determinants of non-fatal stroke in
patients with PAD.
(DOCX)

Table S3 Independent determinants of cardiovascular events
(myocardial infarction, stroke, death) in patients with PAD and
diabetes mellitus.

(DOCX)

References
1. Krempf M, Parhofer KG, Steg PG, Bhatt DL, Ohman EM, et al. (2010)

Cardiovascular event rates in diabetic and nondiabetic individuals with and
without established atherothrombosis (from the REduction of Atherothrombosis
for Continued Health [REACH] Registry). Am J Cardiol 105: 667-671.

2. Golledge J, Leicht A, Crowther RG, Clancy P, Spinks WL, et al. (2007)
Association of obesity and metabolic syndrome with the severity and outcome of
intermittent claudication. J Vasc Surg 45: 40-46.

3. Mortality results for randomised controlled trial of early elective surgery or
ultrasonographic surveillance for small abdominal aortic aneurysms (1998). The
UK Small Aneurysm Trial Participants. Lancet 352: 1649-55.

4. Alberts M]J, Bhatt DL, Mas JL., Ohman EM, Hirsch AT, et al. (2009) Three-year
follow-up and event rates in the international REduction of Atherothrombosis
for Continued Health Registry. Eur Heart J 30: 2318-2326.

. Reid CM, Ademi Z, Nelson MR, Connor G, Chew DP, et al. (2012) Outcomes
from the REACH Registry for Australian general practice patients with or at
high risk of atherothrombosis. Med J Aust 196: 193-197.

6. Bhatt DL, Eagle KA, Ohman EM, Hirsch AT, Goto S, et al. (2010)
Comparative determinants of 4-year cardiovascular event rates in stable
outpatients at risk of or with atherothrombosis. JAMA: the journal of the
American Medical Association: 304(12):1350-7.

7. Ademi Z, Liew D, Chew D, Conner G, Shiel L, et al. (2009) Drug treatment and
cost of cardiovascular disease in Australia. Cardiovasc Ther 27: 164-172.

8. Cacoub PP, Zeymer U, Limbourg T, Baumgartner I, Poldermans D, et al.
(2011) Effects of adherence to guidelines for the control of major cardiovascular
risk factors on outcomes in the REduction of Atherothrombosis for Continued
Health (REACH) Registry Europe. Heart 97: 660-667.

9. Bhatt DL, Steg PG, Ohman EM, Hirsch AT, Ikeda Y, et al. (2006) International
prevalence, recognition, and treatment of cardiovascular risk factors in
outpatients with atherothrombosis. Jama 295: 180-189.

10. Read A, Ramwell H, Storer H, Webber J (2004) A primary care intervention
programme for obesity and coronary heart disease risk factor reduction. Br ] Gen
Pract 54: 272-278.

11. Baik I, Ascherio A, Rimm EB, Giovannucci E, Spiegelman D, et al. (2000)
Adiposity and mortality in men. Am J Epidemiol 152: 264-271.

12. Cronin O, Morris DR, Walker PJ, Golledge J (2013) The association of obesity
with cardiovascular events in patients with peripheral artery disease. Athero-
sclerosis 228: 316-323.

13. Tjandra J, Clunie G, Kaye A, Smith J (2006) Textbook of Surgery 3 ed. Carlton,
Australia: Blackwell Publishing Ltd.

14. Henrichot E, Juge-Aubry CE, Pernin A, Pache JC, Velebit V, et al. (2005)
Production of chemokines by perivascular adipose tissue: a role in the
pathogenesis of atherosclerosis? Arterioscler Thromb Vasc Biol 25: 2594-2599.

15. Myers JN, White JJ, Narasimhan B, Dalman RL (2010) Effects of exercise
training in patients with abdominal aortic aneurysm: preliminary results from a
randomized trial. J Cardiopulm Rehabil Prev 30: 374-383.

16. Myers J, Powell A, Smith K, Fonda H, Dalman RL (2011) Cardiopulmonary
exercise testing in small abdominal aortic aneurysm: profile, safety, and mortality
estimates. Eur J Cardiovasc Prev Rehabil.

17. Giugliano G, Brevetti G, Laurenzano E, Brevetti L, Luciano R, et al. (2010) The
prognostic impact of general and abdominal obesity in peripheral arterial
disease. Int J Obes (Lond) 34: 280-286.

18. Golledge J, Cronin O, Iyer V, Bradshaw B, Moxon JV, et al. (2013) Body mass
index is inversely associated with mortality in patients with peripheral vascular
disease. Atherosclerosis 229(2):549-55.

o

PLOS ONE | www.plosone.org

Visceral Adiposity and Cardiovascular Events

Table S4 Independent determinants of cardiovascular events
(myocardial infarction, stroke, death) in patients with PAD without
diabetes mellitus.

(DOCX)

Table S5 Independent determinants of cardiovascular events
(myocardial infarction, stroke, death) in patients with AAA.
(DOCX)

Table S6 Independent determinants of cardiovascular events
(myocardial infarction, stroke, death) in patients with PAD excluding
AAA patients.

DOCX)

Author Contributions

Conceived and designed the experiments: OC PW JG. Performed the
experiments: OC BB VI JG. Analyzed the data: OC BB VI MC PB PW
JG. Contributed reagents/materials/analysis tools: BB MC OC JG VL
Wrote the manuscript: OC JG. Statistics: PB MC JG OC. Reviewing and
editing: OC BB VI MC PB PW JG.

19. Maurovich-Horvat P, Massaro J, Fox CS, Moselewski I, O’Donnell CJ, et al.
(2007) Comparison of anthropometric, area- and volume-based assessment of
abdominal subcutaneous and visceral adipose tissue volumes using multi-
detector computed tomography. Int J Obes (Lond) England. pp. 500-506.

20. Yoshizumi T, Nakamura T, Yamane M, Islam AH, Menju M, et al. (1999)
Abdominal fat: standardized technique for measurement at C'T. Radiology 211:
283-286.

21. Schlett CL, Massaro JM, Lehman SJ, Bamberg F, O’Donnell CJ, et al. (2009)
Novel measurements of periaortic adipose tissue in comparison to anthropo-
metric measures of obesity, and abdominal adipose tissue. Int J Obes (Lond)
England. pp. 226-232.

22. Kobayashi J, Tadokoro N, Watanabe M, Shinomiya M (2002) A novel method
of measuring intra-abdominal fat volume using helical computed tomography.
Int J Obes Relat Metab Disord 26: 398-402.

23. Irlbeck T, Massaro JM, Bamberg F, O’Donnell CJ, Hoffmann U, et al. (2010)
Association between single-slice measurements of visceral and abdominal
subcutaneous adipose tissue with volumetric measurements: the Framingham
Heart Study. Int J Obes (Lond) 34: 781-787.

24. Grenon SM, Vittinghoff E, Owens CD, Conte MS, Whooley M, et al. (2013)
Peripheral artery disease and risk of cardiovascular events in patients with
coronary artery disease: Insights from the Heart and Soul Study. Vasc Med
18(4):176-84.

25. Vittinghoff E, McCulloch CE (2007) Relaxing the rule of ten events per variable
in logistic and Cox regression. Am J Epidemiol 165: 710-718.

26. Lakshmanan R, Hyde Z, Jamrozik K, Hankey GJ, Norman PE (2010)
Population-based observational study of claudication in older men: the Health
in Men Study. Med J Aust 192: 641-645.

27. Diehm C, Allenberg JR, Pittrow D, Mahn M, Tepohl G, et al. (2009) Mortality
and vascular morbidity in older adults with asymptomatic versus symptomatic
peripheral artery disease. Circulation 120: 2053-2061.

28. Barba R, Bisbe J, Pedrajas JN, Toril J, Monte R, et al. (2009) Body mass index
and outcome in patients with coronary, cerebrovascular, or peripheral artery
disease: findings from the FRENA registry. Eur J Cardiovasc Prev Rehabil 16:
457-463.

29. National Heart Lung and Blood Institute (1998) Clinical Guidelines on
Identification, Evaluation and Treatment of Overweight and Obesity in Adults:
The Evidence Report.

30. Gabriella O, Giovanni G, Stefano Z, Federica C, Pietro B, et al. (2012) Ectopic
fat is linked to prior cardiovascular events in men with HIV. J Acquir Immune
Defic Syndr 59: 494-497.

31. Kamimura MA, Carrero JJ, Canziani ME, Watanabe R, Lemos MM, et al.
(2013) Visceral obesity assessed by computed tomography predicts cardiovas-
cular events in chronic kidney disease patients. Nutr Metab Cardiovasc Dis
23(9):891-7.

32. Golledge J, Clancy P, Jamrozik K, Norman PE (2007) Obesity, adipokines, and
abdominal aortic aneurysm: Health in Men study. Circulation 116: 2275-2279.

33. Police SB, Thatcher SE, Charnigo R, Daugherty A, Cassis LA (2009) Obesity
promotes inflammation in periaortic adipose tissue and angiotensin II-induced
abdominal aortic aneurysm formation. Arterioscler Thromb Vasc Biol 29: 1458~
1464.

34. Rosito GA, Massaro JM, Hoffmann U, Ruberg FL, Mahabadi AA, et al. (2008)
Pericardial fat, visceral abdominal fat, cardiovascular disease risk factors, and
vascular calcification in a community-based sample: the Framingham Heart
Study. Circulation 117: 605-613.

December 2013 | Volume 8 | Issue 12 | e82350



36.

37.

38.

. Curtis JP, Selter JG, Wang Y, Rathore SS, Jovin IS, et al. (2005) The obesity

paradox: body mass index and outcomes in patients with heart failure. Arch
Intern Med 165: 55-61.

Gruberg L, Weissman NJ, Waksman R, Fuchs S, Deible R, et al. (2002) The
impact of obesity on the short-term and long-term outcomes after percutaneous
coronary intervention: the obesity paradox? J Am Coll Cardiol 39: 578-584.
Uretsky S, Messerli FH, Bangalore S, Champion A, Cooper-Dehoff RM, et al.
(2007) Obesity paradox in patients with hypertension and coronary artery
disease. Am J Med 120: 863-870.

Hankey GJ, Norman PE, Eikelboom JW (2006) Medical treatment of peripheral
arterial disease. Jama 295: 547-553.

PLOS ONE | www.plosone.org

39.

40.

Visceral Adiposity and Cardiovascular Events

Yusuf S, Sleight P, Pogue J, Bosch J, Davies R, et al. (2000) Effects of an
angiotensin-converting-enzyme inhibitor, ramipril, on cardiovascular events in
high-risk patients. The Heart Outcomes Prevention Evaluation Study Investi-
gators. N Engl J Med 342: 145-153.

European Guidelines on cardiovascular disease prevention in clinical practice
(2012): The Fifth Joint Task Force of the European Society of Cardiology and
Other Societies on Cardiovascular Disease Prevention in Clinical Practice
(constituted by representatives of nine societies and by invited experts).
Developed with the special contribution of the European Association for
Cardiovascular Prevention & Rehabilitation (EACPR). Eur J Prev Cardiol
19(4):585-667.

December 2013 | Volume 8 | Issue 12 | e82350



