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Abstract

Individuals with “metabolically benign” obesity (obesity unaccompanied by hypertension,
dyslipidemia, and diabetes) are not at elevated 10-year risk of cardiovascular disease compared to
normal weight individuals. It remains unclear whether these obese individuals or normal weight
individuals with clustering of cardiometabolic factors display heightened immune activity.
Therefore, we characterized levels of acute phase reactants (CRP, IL-6, TNF-alpha, white blood
cell count), adhesion molecules (E-selectin, VCAM-1), and coagulation products (fibrinogen,
PAI-1) among four body size phenotypes (normal weight with 0/1 vs. >2 metabolic syndrome
components/diabetes and overweight/obesity with 0/1 vs. >2 metabolic syndrome components/
diabetes) in cross-sectional analyses of 1,889 post-menopausal women from the Women’s Health
Initiative Observational Study nested case-control stroke study. Higher levels of all three
inflammatory marker categories were found among women with overweight/obesity or >2
metabolic syndrome components or diabetes. Compared to normal weight women with 0 or 1
metabolic syndrome components, normal weight women with >2 metabolic syndrome
components or diabetes were more likely to have >3 inflammatory markers in the top quartile
(multivariate odds ratio [OR] 2.0, 95% CI: 1.3-3.0), as were overweight/obese women with 0 or 1
metabolic syndrome components (OR 2.3; 95% ClI:1.5-3.5). Overweight/obese women with >2
metabolic syndrome components or diabetes had the highest odds ratio (OR 4.2; 95% CI: 2.9-5.9).
Despite findings that metabolically benign obese individuals are not at increased 10-year risk of
cardiovascular disease compared to normal weight individuals, the current results suggest that
overweight/obese women without clustering of cardiometabolic risk factors still possess abnormal
levels of inflammatory markers.
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INTRODUCTION

We have recently shown that cardiovascular disease (CVD) risk factor burden is not uniform
among all obese persons, leading to different obesity phenotypes(1). There is a subset of
obese individuals, accounting for approximately 1/3' of all obese individuals, that appears
not to possess the multiple CVD risk factors which often accompany obesity such as
hypertension, dyslipidemia, glucose abnormalities, or systemic inflammation(1). These
individuals have been termed “metabolically benign” obese subjects. Additionally, there is a
subset of normal weight individuals who possess significant clustering of these metabolic
abnormalities, representing approximately 25% of all normal weight individuals(1). Recent
examination of the CVD event risks associated with each of these phenotypes are
conflicting, with some studies suggesting that metabolically benign obese individuals
(typically defined in these publications as obese without the metabolic syndrome or
diabetes) are not at increased risk of coronary heart disease or stroke compared to normal
weight individuals without these conditions,(2—4) while recent studies with considerably
longer follow-up find increased risk(5;6).

Obesity, in general, is thought to be associated with a chronic inflammatory state, (7;8) but it
is unclear whether all obese individuals display this heightened immune activity. Published
results are primarily restricted to male populations and demonstrate conflicting results(9-
12). Given the absence of metabolic disturbances and a delayed risk of CVD events among
those with metabolically benign obesity, it is possible that these individuals do not have
enhanced levels of inflammation. Similarly, it is possible that normal weight individuals
with clustering of metabolic abnormalities have enhanced levels of inflammation, despite
being normal weight. However, little is known regarding the inflammatory state of these
phenotypes.

The purpose of the current study was to examine the inflammatory marker profiles of each
of 4 body size phenotypes (normal weight with clustering of cardiometabolic abnormalities
or diabetes, normal weight without clustering of cardiometabolic abnormalities, overweight/
obesity with clustering of cardiometabolic abnormalities, and overweight/obesity without
clustering of cardiometabolic abnormalities or diabetes) among postmenopausal women
enrolled in the Women’s Health Initiative Observational Study Hormones and Biomarkers
Predicting Stroke ancillary study.

METHODS and PROCEDURES

Study Design and Population

These cross-sectional analyses utilize data obtained from the Hormones and Biomarkers
Predicting Stroke (HaBPS) ancillary study to the Women’s Health Initiative Observational
Study (WHI-OS). HaBPS is a case-control study nested within the WHI-OS, designed to
examine the relationships between biomarkers and hormones measured at the baseline WHI-
OS visit among women without a history of myocardial infarction or stroke with the
subsequent development of ischemic stroke. Details of the WHI-OS and the HaBPS study
have been previously published(13-16). Briefly, the HABPS includes 972 cases of ischemic
stroke occurring anytime after the baseline WHI-OS examination and before July 15, 2003
and 972 controls who did not experience a stroke, matched on baseline age, race-ethnicity,
date of study enrollment, and follow-up time. Inclusion criteria for the HaBPS study were
age 50-79 years at baseline, postmenopausal, absence of medical conditions with a
predicted survival <3 years, absence of a history of myocardial infarction or stroke at
baseline, and availability of a blood sample for biomarker assays. The extensive
inflammatory biomarker profile available provided a unique opportunity for the current
cross-sectional analyses utilizing the baseline data from the HaBPS to characterize the
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inflammation profile of body size phenotypes. Case-control status is considered as a
covariate.

All participants provided written informed consent for WHI, as approved by the institutional
review boards at each participating WHI-OS site.

Measurement of Physical Factors and Health Behaviors

Anthropometric measurements were obtained by trained and certified clinical center staff at
the baseline clinic visit. Height was measured with a calibrated stadiometer and weight with
a calibrated scale, with participants in light clothing. Body mass index (BMI) was calculated
as weight in kilograms divided by height in square meters. Based on their BMI, individuals
were classified as being normal weight (BMI of 18.5 to 24.9 kg/m?) or overweight/obese
(BMI of >25.0 kg/m?2). Waist circumference was measured at the narrowest part of the torso
and hip circumference at the maximal circumference.

Seated systolic and diastolic blood pressures were measured in the right arm using a
conventional mercury sphygmomanometer after 5 minutes of rest, with an appropriate cuff
size based on arm circumference measurement. Two blood pressure measurements were
taken at least 30 seconds apart, and were averaged for the current analyses. Questionnaires
were used to ascertain self-reported physical activity in metabolic equivalent tasks (METS)
per week and current smoking. Women were asked to bring all of their prescription
medications to the baseline visit for entry into a pharmacy database (Master Drug Database,
Medi-Span), and this database was used to identify current users of anti-hypertensive, lipid-
lowering, anti-diabetic, and non-steroidal anti-inflammatory drugs, and aspirin.

Laboratory Analyses

Stored blood specimens were sent to the WHI core laboratory for measurement of levels of
plasma inflammatory cytokines. High-sensitivity CRP was measured by immunoturbidity
initially, and then by immunonephelometry. Results from each were found to be
comparable. IL-6, TNF-alpha, VCAM-1, PAI-1, and E-selectin were each measured by
ELISA (R&D Systems). Fibrinogen was measured via optical clot detection (MLA 1400).
Fasting plasma glucose and lipids were measured at Medical Research Laboratories, also
from stored specimens. The Friedewald equation was used to calculate LDL concentration
from total cholesterol, HDL cholesterol, and triglyceride concentrations. WBC was analyzed
by a local laboratory at each study site at the time of collection. HOMA was used to evaluate
insulin resistance using the following formula: fasting serum insulin (uU/ml) x fasting
plasma glucose (mmol/I)/22.5.

Body Size Phenotype Definitions

Four body size phenotypes are examined in the current analyses based on combined
consideration of BMI values, diabetes status, and the following metabolic syndrome
components:1.) systolic/diastolic blood pressure >130/85 mmHg or antihypertensive
medication use, 2.) fasting triglycerides >1.7 mmol/L), 3.) HDL <1.3 mmol/L or lipid-
lowering medication use, and 4.) fasting glucose >5.6 mmol/L. Waist circumference was not
considered in the body size phenotype definition due to its covariability with BMI. Body
size phenotypes were defined as follows: Normal weight without metabolic syndrome
components: BMI< 25 kg/m2 and 0 or 1 of the 4 metabolic syndrome components
considered, but no diabetes; normal weight with metabolic syndrome components: BMI< 25
kg/m?2 and >2 of the 4 metabolic syndrome components considered or diabetes; overweight/
obese without metabolic syndrome components: BMI >25 kg/m? and 0 or 1 of the 4
metabolic syndrome components considered, but no diabetes, and overweight/obese with
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metabolic syndrome components: BMI >25 kg/m? and >2 of the 4 metabolic syndrome
components considered, or diabetes.

Statistical Methods

Of the 1,944 women (972 matched case control pairs) in the HaBPS, 22 women were
excluded for being underweight (BM1<18.5 kg/m2), 23 women did not have height and/or
weight values, and in 10 women, body size phenotype could not be determined due to
missing cardiometabolic syndrome component data, resulting in a sample size of 1,889 for
the current analyses.

Sociodemographic characteristics, metabolic parameters, and inflammatory biomarker levels
were compared between body size and metabolic groups using chi-square statistics for
categorical variables, t-tests for normally distributed continuous variables and the non-
parametric alternative, Mann-Whitney U for non-normally distributed continuous variables.

Odds ratios (OR) with 95% confidence intervals (ClI) of being in the top quartile of each
inflammatory biomarker associated with body size phenotypes (normal weight without
diabetes and only 0 or 1 metabolic syndrome components as the referent category) were
calculated using logistic regression adjusted for age, race/ethnicity, smoking status, income,
physical activity, education, hormone therapy use, NSAID use, baseline history of CVD and
stroke case/control status, and after further adjustment for waist circumference.

Four forms of sensitivity analyses were performed: 1.) the BMI criterion for body size in the
definition of the phenotypes was replaced with abdominal obesity (waist =88 cm vs. waist
<88 c¢m) in logistic regression analyses, 2.) analyses were restricted to the control group,
only, 3.) women reporting the inflammatory conditions lupus and rheumatoid arthritis
(n=113) were excluded, and 4.) a more stringent definition of metabolically benign
overweight/obesity was used where-by metabolically benign overweight-obese women were
not allowed to have any of the components of the metabolic syndrome or diabetes.

The prevalence of the four body size phenotypes was as follows: normal weight with 0 or 1
metabolic syndrome components 20.3% (n=384), normal weight with >2 metabolic
syndrome components or diabetes 16.7% (n=315), overweight/obese with 0 or 1 metabolic
syndrome components 17.5% (n=330) and overweight/obese with >2 metabolic syndrome
components or diabetes 45.6% (n=860). Within body size groups, this corresponds to 45.1%
of all normal weight women who had clustering of metabolic syndrome components or
diabetes and 54.9% who did not, and 72.3% of all overweight/obese women who had
clustering of metabolic syndrome components or diabetes and 27.7% who did not.
Compared to normal weight women, overweight/obese women were younger, more likely to
be black, had more adverse levels of blood pressure, lipids, and glucose metabolism, and
reported less physical activity, regardless of whether they had the metabolic syndrome or not
(Table 1). In addition, among women with 0 or 1 metabolic syndrome components,
overweight/obese women had a lower income than normal weight women, while among
women with >2 metabolic syndrome components or diabetes, overweight/obese women
were more likely to be never smokers, had less education, and were less likely to be current
hormone users.

Compared to women with 0 or 1 metabolic syndrome components, women with >2

metabolic syndrome components or diabetes were older, had lower levels of education, had
a higher prevalence of history of CVD and each of the metabolic abnormalities considered,
and had higher BMI values, larger waist circumference values, and reported lower levels of
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physical activity. In addition, among normal weight women, women with >2 metabolic
syndrome components or diabetes were more likely to be non-white and had a lower income
than women with 0 or 1 metabolic syndrome components, while among overweight/obese
women, women with >2 metabolic syndrome components or diabetes were more likely to
have never used hormones.

Median inflammatory marker levels for each body size phenotype are presented in Figures 1
to 3. Both overweight/obesity and clustering of cardiometabolic abnormalities were
associated with higher levels of inflammatory markers. Compared to women with only 0 or
1 metabolic syndrome components, women with =2 metabolic syndrome components or
diabetes (whether normal weight or overweight/obese) had significantly higher levels of
CRP, IL-6, TNF-alpha, WBC, E-selectin, and PAI-1. In addition, among overweight/obese
women, those with >2 metabolic syndrome components or diabetes also had higher levels of
fibrinogen compared to those with 0 or 1 metabolic syndrome components. Compared to
their normal weight counterparts, overweight/obese women (whether with cardiometabolic
abnormality clustering or not) had significantly higher levels of CRP, IL-6, E-selectin,
fibrinogen, and PAI-1. Additionally, among women with >2 metabolic syndrome
components or diabetes, overweight/obese women had significantly higher levels of TNF-
alpha and WBC compared to normal weight women.

When these associations were adjusted for confounders, overweight/obese women with O or
1 metabolic syndrome components had approximately 2 times greater odds of having CRP,
E-selectin, fibrinogen, and PAI-1 levels in the top quartile compared to normal weight
women with 0 or 1 metabolic syndrome components (Table 2). Once these results were
further adjusted for waist circumference (Model 2), odds ratios were attenuated, but
remained borderline statistically significant for e-selectin, fibrinogen, and PAI-1. The
number of inflammatory markers which were elevated and the magnitude of those odds
ratios were even greater among women who were both overweight/obese and had >2
metabolic syndrome components or diabetes. Among these women, all inflammatory
markers except for VCAM-1 were statistically significantly elevated in Model 1. Once these
results were further adjusted for waist circumference (Model 2), all differences but IL-6 and
TNF-alpha remained statistically significant. For overweight/obese women with >2
metabolic syndrome components or diabetes vs. normal weight women with 0 or 1
metabolic syndrome components, differences in CRP, WBC, and e-selectin were statistically
significantly elevated, even after adjustment for waist circumference, while borderline
statistically significant results were seen with fibrinogen levels.

When all of the biomarkers were considered together, 30.1% of women had >3
inflammatory markers in the top quartile. The odds ratios associated with possessing >3
inflammatory markers in the top quartile are presented for each body size phenotype in
Figure 4. As can be seen, the odds ratio of having >3 inflammatory markers in the top
quartile was elevated for women who were either overweight/obese or had >2 metabolic
syndrome components or diabetes, with the greatest odds ratio among overweight/obese
women with >2 metabolic syndrome components or diabetes.

Odds ratios were re-calculated using abdominal adiposity categories (waist circumference
88 c¢cm) in place of BMI categories in the body size phenotype definition, and results were
similar, where-by women with elevated waist circumference but with only 0 or 1 metabolic
syndrome components had an odds ratio of >3 inflammatory markers in the top quartile of
3.2 (95% CI 2.1-4.9) compared to non-abdominally obese women with only 0 or 1
metabolic syndrome components. Additionally, logistic regression results were recalculated
utilizing the control group, only, to ensure that underlying vascular disease related to
subsequent stroke in the stroke group was not driving the results. Again, the magnitude of
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odds ratios was similar (odds ratio of >3 inflammatory markers in the top quartile of 2.4
[95% CI 1.4-4.2] and 1.6 [0.9-3.0] for overweight/obese women with 0 or 1 metabolic
syndrome components and normal weight women with >2 metabolic syndrome components
or diabetes vs. normal weight women with only 0 or 1 metabolic syndrome components,
respectively). In addition, analyses were repeated excluding the 113 women reporting either
lupus or rheumatoid arthritis, and results were again similar (odds ratios 2.2 [1.4-3.3] and
2.0 [1.3-3.0] for overweight/obese women with 0 or 1 metabolic syndrome components and
normal weight women with >2 metabolic syndrome components or diabetes vs. normal
weight women with 0 or 1 metabolic syndrome components, respectively). Lastly, analyses
were repeated using a more stringent definition of benign overweight/obesity, requiring 0
metabolic syndrome components. The magnitude of odds ratios were similar or even
stronger when comparing them to normal weight women with 0 components (odds ratios of
>3 inflammatory markers in the top quartile 2.8 [1.0-7.2] and 3.4 [1.5-7.5] for overweight/
obese women with 0 metabolic syndrome components and normal weight women with >1
metabolic syndrome components or diabetes vs. normal weight women with 0 metabolic
syndrome components, respectively). Therefore, even without any metabolic syndrome
components or diabetes, overweight/obese women had higher levels of inflammatory
markers than normal weight women without any metabolic syndrome components or
diabetes.

DISCUSSION

In this study of postmenopausal women we found that normal weight women with >2
metabolic syndrome components or diabetes as well as overweight/obese women both with
>2 or more metabolic syndrome components or diabetes (at-risk phenotype), or without
diabetes and with only 0 or 1 metabolic syndrome components (metabolically benign
phenotype) had higher inflammatory biomarker levels compared to normal weight women
without diabetes and with only 0 or 1 metabolic syndrome components. Results were similar
when the metabolically benign phenotype was defined as having 0 metabolic syndrome
components. Therefore, excess body size, even in the absence of elevated cardiometabolic
risk factors and diabetes was associated with elevations in inflammatory biomarkers.
Further, those with both excess body size and cardiometabolic risk factor clustering or
diabetes had the greatest burden of inflammation.

Obesity and the metabolic syndrome have each been shown to be associated with elevations
in inflammatory markers(17-22). However, the current study is among few to determine the
independent associations of overweight/obesity vs. cardiometabolic abnormalities with
inflammatory profiles and suggests that both excess body size and cardiometabolic
abnormalities are independently associated with the inflammatory profile. Similar results
were found for CRP and fibrinogen among the approximately 1,600 participants of the
Insulin Resistance Atherosclerosis Study (IRAS), whereby body fat was positively
associated with inflammation in both type 2 diabetics and non-diabetics(9). Additionally,
our results in post-menopausal women are similar to those reported among a small sample
(n=43) of pre-menopausal women, in whom IL-6 and CRP levels were higher among
metabolically benign obese women (defined in this case as obese without hypertension,
diabetes or other diseases) compared to healthy normal weight women(23). However, some
studies have failed to find a higher burden of inflammatory markers in those with
metabolically benign obesity (defined as obesity in the absence of the metabolic syndrome)
(10-12). In contrast to our study and the other prior studies finding elevations in
inflammatory markers among overweight/obese individuals with the metabolically benign
phenotype, null studies were restricted primarily to middle-aged men. Data suggest that
associations between both obesity and the metabolic syndrome with inflammatory markers
may be stronger in women vs. men,(9;17;20;21) raising the possibility that the independent
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effects of obesity vs. metabolism may also differ between men and women. However, even
our study demonstrated only weak associations with IL-6, TNF-alpha, and WBC, which
were the inflammatory markers assessed in the null studies. In the current study, our results
were strongest for CRP, e-selectin, and coagulation markers, especially after adjusting for
waist circumference. Because IL-6 and TNF-alpha are, in part, produced within adipose
tissue, it is unclear why elevations in these markers among metabolically benign, but
overweight/obese individuals would be lesser for these markers, even prior to adjustment for
waist circumference.

It has been suggested that abdominal adiposity may underlie differences in health risks
between groups of similar body size. We and others have shown that at-risk obese
individuals have more abdominal adiposity than metabolically benign obese individuals
despite similar BMI values(1;24). Karelis et al. (2005) showed that lower CRP levels in
metabolically benign vs. at-risk obese postmenopausal women were completely attenuated
by adjustment for abdominal visceral fat(25). However, in the current analyses, statistical
adjustment for waist circumference only partially attenuated elevations in inflammatory
markers among obese women without metabolic syndrome components or diabetes
compared to normal weight women without metabolic syndrome components or diabetes,
especially when all inflammatory markers were considered together, as in Figure 4.
Additionally, when waist circumference was used to defined obesity rather than BMI in the
current analyses, abdominal obesity and cardiometabolic abnormalities were each
independently associated with inflammation markers.

Data concerning the risk of incident cardiovascular disease in metabolically benign obese
individuals is inconclusive. In multiple studies with follow-up times ranging from 3 to 11
years, metabolically benign obese individuals were not at significantly increased risk of
incident cardiovascular disease or cardiovascular death compared to normal weight
individuals (2—4). However, recent studies with follow-up extending to 16-30 years report
an elevated risk of cardiovascular disease in metabolically benign obese(5;6), suggesting
that metabolically benign obese individuals are at a lifetime increased risk of cardiovascular
events compared to normal weight individuals, but experience a delay in those events
compared to their at-risk obese counterparts. Although cross-sectional, the results of the
current study finding intermediate levels of inflammatory markers in metabolically benign
overweight/obese women between healthy normal weight women and at-risk overweight/
obese women are in support of an elevated risk of cardiovascular events compared to normal
weight women, but delayed in comparison to at-risk obese women. Prospective studies of
inflammatory markers and CVD events are needed in metabolically benign obese
individuals.

This study must be viewed within the context of its limitations. This was a cross-sectional
study. Therefore, causality between body size and metabolic abnormalities with
inflammatory markers could not be determined. Additionally, we did not have sufficient
numbers of minority participants to examine the consistency of these associations in race-
ethnic subgroups. Finally, we did not have a direct measure of visceral adipose tissue.
Recent data suggest that higher abdominal visceral adipose tissue among at-risk obese may
partially underlie this group’s metabolic complications(24). However, as noted above,
analyses utilizing waist circumference as the measure of obesity rather than BMI produced
similar results.

This study had several strengths. This study is among the first to assess the inflammatory
biomarker profile of important body size phenotypes at differential risk of CVD. Previous
studies have frequently been limited to assessment of benign obese individuals vs. a normal
weight control group, while we were able to examine four phenotypes. Second, this study
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assessed these relationships in women, among whom relationships between obesity and
metabolic syndrome with inflammation have been suggested to be stronger compared to
men(9;17;20;21). Finally, we assessed a large panel of inflammatory biomarkers
representing acute phase, adhesion, and coagulation components of the inflammatory
response.

In conclusion, this is among the first studies to assess the inflammatory marker profile of
body size phenotypes, finding that body size and clustering of metabolic abnormalities were
independently associated with inflammatory markers in these post-menopausal women.
Compared to normal weight women without the metabolic syndrome or diabetes, normal
weight women with the metabolic syndrome or diabetes, as well as overweight/obese
women with (at-risk phenotype) and without (metabolically benign phenotype) clustering of
metabolic abnormalities or diabetes had elevated levels of inflammatory markers. These data
support recent data suggesting that metabolically benign obese individuals do have elevated
risk of CVD events compared to healthy normal weight individuals, but that CVD events are
delayed compared to at-risk obese individuals. Prospective inflammatory marker data among
body size phenotypes is needed.
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Figure 1.

Median Acute-Phase Marker Levels by Body Size Phenotypes

Horizontal lines represent medians, while bottom and top of boxes represent 25t and 75t
percentiles, respectively. NW=Normal weight; OO=overweight/obese; <1 =0or 1
cardiometabolic abnormalities and no diabetes; >2= 2 or more cardiometabolic
abnormalities or diabetes

Cardiometabolic abnormalities considered were: 1.) systolic/diastolic blood pressure
>130/85 mmHg or antihypertensive medication use, 2.) fasting triglycerides >1.7 mmol/L,
3.) HDL <1.3 mmol/L and 4.) fasting glucose >7.0 mmol/L or antidiabetic med use
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Figure 2.

Median Adhesion Molecule Levels by Body Size Phenotypes

Horizontal lines represent medians, while bottom and top of boxes represent 25t and 75t
percentiles, respectively. NW=Normal weight; OO=overweight/obese; <1 =0or 1
cardiometabolic abnormalities and no diabetes; >2= 2 or more cardiometabolic
abnormalities or diabetes

Cardiometabolic abnormalities considered were: 1.) systolic/diastolic blood pressure
>130/85 mmHg or antihypertensive medication use, 2.) fasting triglycerides >1.7 mmol/L,
3.) HDL <1.3 mmol/L and 4.) fasting glucose >7.0 mmol/L or antidiabetic med use
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Figure 3.

Median Coagulation Factor Levels by Body Size Phenotypes

Horizontal lines represent medians, while bottom and top of boxes represent 25t and 75t
percentiles, respectively. NW=Normal weight; OO=overweight/obese; <1 =0or 1
cardiometabolic abnormalities and no diabetes; >2= 2 or more cardiometabolic
abnormalities or diabetes

Cardiometabolic abnormalities considered were: 1.) systolic/diastolic blood pressure
>130/85 mmHg or antihypertensive medication use, 2.) fasting triglycerides >1.7 mmol/L,
3.) HDL <1.3 mmol/L and 4.) fasting glucose >7.0 mmol/L or antidiabetic med use
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Figure 4.

Adjusted* Odds Ratios (95% Confidence Intervals) of Possessing 3 Inflammatory Markers
in the Top Quartile associated with Body Size Phenotypes

Metabolic abnormalities considered were: 1.) systolic/diastolic blood pressure >130/85
mmHg or antihypertensive medication use, 2.) fasting triglycerides >1.7 mmol/L, 3.) HDL
<1.3 mmol/L and 4.) fasting glucose >5.6 mmol/L or antidiabetic med use

*Adjusted for age, race-ethnicity, smoking, income, physical activity, education, hormone
therapy use, NSAID use, baseline history of CVD, and stroke case-control status
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