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The present study was designed to examine the effects of lifestyle
modification on key contributing factors to atherogenesis, including
oxidative stress, inflammation, chemotaxis, and cell adhesion. Obese men
(n = 31), 15 of whom had metabolic syndrome, were placed on a
high-fiber, low-fat diet in a 3-wk residential program where food was
provided ad libitum and daily aerobic exercise was performed. In each
subject, pre- and postintervention fasting blood was drawn for circulating
levels of serum lipids, glucose and insulin (for estimation of insulin
sensitivity), oxidative stress-generating enzyme myeloperoxidase and
marker 8-isoprostaglandin F», the inflammatory protein C-reactive pro-
tein, soluble ICAM-1 as an indicator of endothelial activation, sP-selectin
as a marker of platelet activation, the chemokine macrophage inflamma-
tory protein-la, and total matrix metalloproteinase-9. Using subject sera
and human aortic endothelial cell culture systems, we measured
VCAM-1 cell surface abundance and monocyte chemotactic protein-1,
nitric oxide, superoxide, and hydrogen peroxide production in vitro by
fluorometric detection. Also determined in vitro was serum-induced,
monocyte adhesion and monocyte chemotactic activity. After 3 wk,
significant reductions (P < 0.05) in body mass index, all serum lipids and
lipid ratios, fasting glucose, insulin, homeostasis model assessment for
insulin resistance, myeloperoxidase, 8-isoprostaglandin F», C-reactive
protein, soluble ICAM-1, soluble P-selectin, macrophage inflammatory
protein-1a, and matrix metalloproteinase-9 were noted. In vitro, serum-
stimulated cellular VCAM-1 expression, monocyte chemotactic protein-1
production, and fluorometric detection of superoxide and hydrogen per-
oxide production decreased, whereas a concomitant increase in NO
production was noted (all P < 0.01). Additionally, both monocyte
adhesion (P < 0.05) and MCA (P < 0.01) decreased. Nine of 15 were no
longer positive for metabolic syndrome postintervention. Intensive life-
style modification may ameliorate novel coronary artery disease risk
factors in men with metabolic syndrome factors before reversal of obesity.

atherosclerosis; lipids; cell adhesion molecules; nitric oxide; matrix
metalloproteinase-9

ATHEROSCLEROTIC DISEASE Is the leading cause of mortality in
developed countries, with coronary artery disease (CAD) being

the number one killer of both men and women. Early epide-
miological and clinical studies established a link between
dietary saturated fat and cholesterol, serum cholesterol, and
CAD mortality (28). The Framingham Heart Study and Mul-
tiple-Risk Factor Intervention Trial Study emphasized the
relationship between serum cholesterol, especially low-density
lipoprotein cholesterol (LDL-C), and CAD (9). Although se-
rum lipid levels have been the focus to explain the incidence of
atherosclerosis, other risk factors such as oxidative stress,
inflammation, endothelial cell activation, platelet activation,
and plaque stability are important. For example, levels of the
oxidative stress markers 8-isoprostaglandin F5, (8-is0-PGF,4)
(42) and myeloperoxidase (MPO) (7), inflammation-associated
proteins C-reactive protein (CRP) and soluble intracellular
adhesion molecule (SICAM)-1 (48), soluble P-selectin (47),
and the matrix metalloproteinase MMP-9 (17) all indepen-
dently predict early risk of cardiovascular disease or myocar-
dial infarction.

Diet and exercise modifications have been documented to
ameliorate the classic CAD risk factors, including hyperlipid-
emia, hypertension, and insulin resistance (49). The clustering
of multiple CAD risk factors in the same individual, commonly
referred to as the metabolic syndrome, is extremely prevalent
in Westernized societies, affecting ~23% of the population
and ~43% of those above 60 years of age (20). Accordingly,
the examination of the effect of modifying environmental
influences (e.g., diet, physical activity, cigarette smoking) is
warranted. The present study was designed to investigate the
hypothesis that a combined intervention consisting of a high-
fiber, low-fat diet and physical activity confers reductions in
oxidative stress, inflammation, and monocyte-endothelial in-
teractions in obese men at high risk for CAD and related
clinical outcomes.

METHODS
Diet and Exercise Intervention

The study protocol was approved by the Human Subjects Protec-
tion Committee of the University of California, Los Angeles, and
informed consent of all participating subjects was obtained. Serum
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samples for this study were obtained from 31 overweight/obese
middle-aged and older men (age range 46—76, mean 63.3 yr) who
voluntarily participated in the Pritikin Longevity Center 21-day resi-
dential diet and exercise intervention during 2001. All participants
were overweight or obese [mean body mass index (BMI) = 33 = 1.5],
and 15 had the metabolic syndrome according to the World Health
Organization modified criteria (32). There were 13 Type 2 diabetic
patients (by fasting glucose); all others had >1 metabolic syndrome
factor and five had diagnosed CAD. All subjects were free of any viral
infections and were able to consume the prescribed diet and to
perform physical activity.

Once enrolled in the program, participants underwent a complete
medical history and physical examination, followed by a 21-day diet
and exercise intervention as previously described (50). From dietary
analysis software, prepared meals contained 12—-15% of calories from
fat (polyunsaturated-to-saturated fatty acid ratio 2.4:1), 15-20% of
calories from protein, and 65-70% of calories from primarily unre-
fined carbohydrate, high in dietary fiber (>40 g per/day). The pro-
gram 1is designed to allow the subjects ad libitum eating without
control of calories, only restricting the type of foods. Carbohydrates
were primarily in the form of high-fiber whole grains (=5 servings/
day), vegetables (=4 servings/day), and fruits (=3 servings/day).
Protein was from plant sources, nonfat dairy (up to 2 servings/day),
and fish/fowl (32 oz. portions 1 day/wk and in soups or casseroles 2
days/wk).

Before starting the exercise training, subjects underwent a graded
treadmill stress test according to a modified Bruce protocol to deter-
mine the appropriate individual level of exercise intensity. On the
basis of the results, the subjects were provided with an appropriate
training heart rate value and given an individualized walking program
including both level and graded walking. The exercise regimen
consisted of daily treadmill walking at the training heart rate for
45-60 min. The training heart rate was defined as 70—85% of the
maximal heart rate attained during the treadmill test.

Twelve-hour fasting blood samples were drawn from the subjects
in Vacutainers (Becton-Dickinson Vacutainer Systems) containing
SST clot-activating gel between 6:30 and 8:00 AM on days [ and 21
of the intervention. The blood was transported on ice to the laboratory,
and the serum was separated by centrifugation and stored at —80°C
until analyzed. Weight was measured by using a scale from Pennsyl-
vania Medical Scales (model no. 7500). Height was measured with a
stadiometer from Seca, attached to the wall. BMI was calculated as
weight (kg)/height (m?).

Determination of Serum Lipids, Glucose, Insulin, Homeostasis
Model Assessment, and Quantitative Insulin-Sensitivity Check Index

Total cholesterol (total-C), triglycerides (TG), and HDL-C levels
were measured using a kit from Sigma Diagnostics (St. Louis, MO).
The LDL-C was calculated as described by Friedewald et al. (21).
Glucose concentration was determined by use of standard enzymatic
procedures on an Olympus Autoanalyzer (Quest Diagnostics). Fasting
insulin concentration was measured by radioimmunoassay (Diagnos-
tic Systems Laboratories). Insulin resistance was evaluated by ho-
meostasis model assessment (HOMAr), which has been shown to
correlate with insulin sensitivity by the hyperinsulinemic-euglycemic
clamp (31). HOMAR is calculated as [fasting insulin (uU/ml) X
fasting glucose (mmol/1)]/22.5. Quantitative insulin-sensitivity check
index (QUICKI) is determined from a mathematical transformation of
fasting blood glucose and plasma insulin levels and has been shown
be to a surrogate for insulin sensitivity that correlates well with the
minimal model and the hyperinsulinemic-euglycemic clamp (26).
QUICKI = 1/{log[fasting insulin (nwU/ml)] + log[fasting glucose
(mg/dl)]}. Because QUICKI is the reciprocal of the log-transformed
product of fasting glucose and insulin, it is a dimensionless index
without units.

LIFESTYLE AND CARDIOVASCULAR RISK

Oxidative Stress Measures

Serum MPO concentration was measured in duplicate with an
ELISA kit (Calbiochem) according to the manufacturer’s instructions.
Serum 8-is0-PGF,, was measured in duplicate using an enzyme
immunoassay kit (Cayman Chemical).

Determination of Serum CRP, sICAM-1, Soluble P;-Selectin,
Macrophage Inflammatory Protein-1a, and MMP-9

Serum CRP (Diagnostic Systems Laboratories), sSICAM-1 and
soluble P-selectin (sP-selectin), macrophage inflammatory protein-1a
(MIP-1a; Biosource), and MMP-9 (R&D Systems) concentrations
were measured in duplicate with specific ELISA kits according to the
manufacturer’s instructions.

In Vitro Cell Culture Studies

Human aortic endothelial cells (HAEC) alone and HAEC and
human aortic smooth muscle cells (HASMC) were cocultured as
previously described (40, 52). In brief, the cells were subcultured by
trypsinization and grown to confluence in 75 cm? flasks in M199
medium (Invitrogen) supplemented with 20% vol/vol FBS, 0.8 ml
heparin, and 2 mg endothelial cell growth factor/100 ml media
(Becton-Dickinson); 1% vol/vol penicillin-streptomycin-glutamine
(GIBCO-BRL); and 1% vol/vol sodium pyruvate (GIBCO-BRL).
HASMC were cultured in the same media without addition of endo-
thelial cell growth factor or heparin. Subsequently, wells in a 96-well
plate were treated with 0.1% gelatin for at least 1 h. HASMC were
seeded in the wells at a density of ~5 X 10* cells/cm? and were
cultured for 2-3 days at 37°C, 95% 0,-5% CO», at which time they
had reached confluency. For cocoltures, HAEC were subsequently
overlaid on top of HASMC at ~1 X 10° cells/cm? and were allowed
to grow forming a complete monolayer of confluent HAEC in 2 days.

Production of monocyte chemotactic protein-1. Cocultures were
washed with M199 medium containing 1% FBS three times. The
second wash was incubated for 1-2 h at 37°C and 95% 0,-5% CO»;
other washes were removed immediately. Washed cocultures were
then incubated with M199 medium containing 5% human serum pre-
and postintervention for 4 h. Subsequently, cultures were centrifuged
and culture supernatants harvested and stored at —20°C pending the
monocyte chemotactic protein-1 (MCP-1) measurement by ELISA
(PharMingen, BD OptEIA ELISA set no. 555179) following the
manufacturer’s instructions. Serum samples were incubated in wells
with no cells as a control. Endothelial cell production of MCP-1 was
determined by subtracting no-cell control supernatants from superna-
tants incubated with cocultures. All tests were run in triplicate.

VCAM-1 expression. A modified ELISA procedure was used to
measure cellular VCAM-1 content (44). HAEC were grown to con-
fluency in 96-well plates. Cultures were then washed three times in
media containing 1% FBS. The second wash was incubated for 1-2 h
at 37°C, 95% 0,-5% CO,. Other washes were removed immediately.
Washed cultures were then incubated with media containing 10%
preintervention or postintervention serum for 4 h. After incubation,
supernatants were removed and HAEC were washed once with 200 ul
of PBS, fixed in 150 wl of 100% methanol for 10 min, air dried,
sealed, and stored at 4°C. Dried cells were rehydrated and blocked in
200 wl of PBS containing 0.1% Tween-20 and 0.5% BSA (PBS-
Tween-BSA) for 30 min and then washed twice in PBS-Tween.
HAEC were then incubated for 2 h at room temperature with a mouse
monoclonal IgG antibody against human VCAM-1 (PharMingen cat.
no. 555645) diluted 1:500 in PBS-Tween-BSA. The wells were then
washed twice in PBS-Tween, followed by incubation with a horse-
radish peroxidase-conjugated secondary antibody against mouse IgG
from sheep (Amersham Life Sciences cat. no. NA931V) diluted in
PBS-Tween-BSA at a 1:1,000 dilution. After a 1-h incubation at room
temperature, wells were washed five times in PBS-Tween, and they
were subsequently colored with 100 wl of tetramethylbenzidine re-
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LIFESTYLE AND CARDIOVASCULAR RISK

agent (Sigma cat. no. T0440) as substrate for the bound horseradish
peroxidase. After 5 min of incubation, the reaction was stopped by
adding 100 pl of 3 M H»SO.4. Absorbance was read at 450 nm. FBS
(10%) was used as a control and 10 ng/ml LPS was used as a positive
control. The data are expressed as percentage of FBS control.

Nitric oxide production. All steps involving the fluorescent probe
were performed without direct light. The average of quadruplicate
values for each condition was then taken and the final values for each
test condition reported as a percentage of FBS control. The cell-
permeable fluorescent probe 4,5-diaminofluorescein diacetate (DAF-
2DA, Calbiochem) was used to measure nitric oxide (NO) production
by HAEC (37). DAF-2DA is converted to DAF-2 by intracellular
esterases, trapping the probe inside the cell. DAF-2 reacts with NO to
form the highly fluorescent compound DAF-2T. After the HAEC in
96-well plates reached confluency, growth medium was removed and
the cells were washed with 200 wl serum-free medium (SFM) three
times. The second wash was incubated for 1 h at 37°C and 95%
02-5% CO,. SEM supplemented with 10% test serum (pre- or post-
intervention) was added onto cells that were then incubated at 37°C
and 95% 0,-5% CO, for 18 h. Thereafter, 100 pl of 10 uM
DAF-2DA dissolved in SFM was added to all cells except negative
control wells. Negative control wells included cells with 100 wl of
SFM containing either 10 puM 4 AF-DA (Calbiochem), a nonreactive
DAF-2DA analog, or 300 uM N-nitro-L-arginine methyl ester (L-
NAME, Sigma), an inhibitor of NO synthesis. The cells were then
placed in a light-protected incubator at 37°C and 95% 0,-5% CO, for
1 h. After incubation, cells were washed three times with 200 .l of
SFM to remove any residual extracellular DAF-2DA probe. Subse-
quently, 100 pl of SFM with 4 uM bradykinin (Calbiochem) was
added to the cells. The DAF-2DA positive control included DAF-2T
(Calbiochem) dissolved in SFM. After 10—15 min in a light-protected
incubator at 37°C and 95% 0>-5% CO., fluorescence intensity was
read and quantified in a fluorescence microplate reader at 495-nm
excitation wavelength and 515-nm emission wavelength. The optical
density (OD) readings pre- and postintervention were expressed as
percentage of FBS control. Pictures of the DAF-2T fluorescence in the
HAECs from the representative pre- and posttest conditions were
taken with a camera connected to a fluorescent microscope (Zeiss
Axiovert 135 microscope) and a computer, using Axiovision software.
Picture (black and white) location within each well was standardized
through finding a cluster of cells indicated by a dark spot at the center
of each well with low magnification (X10). A higher magnification
(X20) and light wavelength filter were then used to identify the
intracellular fluorescence of a group of cells within this cluster. The
filter allowed the view of light only within the same wavelength range
as the light emitted by the fluorescent probe. The color corresponding
to the same wavelength was added to the black and white picture
using Axiovision software. The picture files were converted to JPEG
format using Adobe Photoshop.

Hydrogen peroxide production. The cell-permeable fluorescent
probe 2',7’-dichloro-dihydrofluorescein (DCF) diacetate (DCFH-DA,
Molecular Probes) was used to measure hydrogen peroxide produc-
tion by HAEC (10). For DCFH-DA to emit a fluorescent signal the
diacetate group is first cleaved by cytoplasmic esterases to form
DCFH. DCFH reacts with hydrogen peroxide to form a highly
fluorescent compound, DCF, that can be used to detect enzymatic
generation of reactive oxygen species (ROS) (4). In cultured endo-
thelial cells, DCF is oxidized by hydrogen peroxide, along with other
intracellular processes involving ROS, making it useful in determin-
ing changes in hydrogen peroxide and overall oxidant formation (51).
SFM supplemented with 10% test serum (pre- or postintervention)
was added onto cells that were then incubated at 37°C and 95%
0,-5% CO» for 18 h. The hydrogen peroxide positive control included
cells incubated for 18 h with 2 ng/ml TNF-a dissolved in SEM. After
incubation, the supernatant was removed from the cells and 100 w1 of
10 uM DCFH-DA dissolved in SFM was applied to the cells, which
were then placed in a light-protected incubator at 37°C and 95%
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0,-5% COs for 1 h. After DCFH-DA incubation, cells were washed
three times with 200 wl of SFM to remove residual extracellular
probe. After being washed, 100 wl SFM was applied to the cells,
which were then placed in a light-protected incubator at 37°C and
95% 03-5% CO5 for 30 min, allowing time for the intracellular probe
to be cleaved and oxidized as described above. The DCFH-DA probe
positive control included the fluorescent oxidized form of DCFH in
SFM. The negative control included SFM on cells without any probe
application. The fluorescence intensity was then read and quantified in
a fluorescence microplate reader with 485-nm excitation wavelength,
530-nm emission wavelength, and 515-nm cutoff. The OD readings
pre- and postintervention were expressed as a percentage of FBS
control.

Superoxide production. The cell-permeable fluorescent probe di-
hydroethidium (DHE, Calbiochem) was used to measure superoxide
production by HAEC (53). DHE has blue fluorescence and after DHE
is oxidized to ethidium by superoxide it intercalates with the cell’s
DNA staining the nucleus a bright fluorescent red. SFM supplemented
with 10% test serum (pre- or postintervention) was added onto cells,
which were then incubated at 37°C and 95% O»-5% CO, for 18 h. The
superoxide positive control included cells incubated with 2 ng/ml
TNF-a dissolved in SEM. After incubation, the supernatant was
removed and 100 pl of 25 uM DHE dissolved in SFM was applied to
the cells, which were then placed in a light-protected incubator at
37°C and 95% 0O-5% CO- for 45 min. After DHE incubation, cells
were washed once with 200 pl of SFM and then twice with 200 pl of
HEPES to remove residual extracellular probe. After being washed,
100 ! of HEPES were applied to the cells, which were then placed
in a light-protected incubator at 37°C and 95% 0,-5% CO, for 10
min. The negative control included HEPES buffer without any probe
application. The fluorescence intensity was then read and quantified in
a fluorescence microplate reader. A 518-nm excitation wavelength
and 605-nm emission wavelength with 590-nm autocutoff filter were
used to detect and quantify the fluorescence of the probe that reacted
with superoxide. A 355-nm excitation wavelength and 425-nm emis-
sion wavelength with 420-nm autocutoff filter were used to detect and
quantify the fluorescence of the remaining probe that did not react
with superoxide. The average of the quadruplicate values was taken
for each condition. The final data points were reported as a percent of
the 10% FBS condition. Pictures of the ethidium fluorescence were
taken in the same manner as for NO detection (above).

Monocyte adhesion assay. Confluent monolayers of HAEC were
grown and monocyte adhesion was quantified with adaptation of
methods from Van Lenten et al. (52). HAEC were grown in gelatin-
coated 48-well microtiter plates and were treated with pre- and
postintervention serum (10% final concentration) in M199 media for
20 h. Supernatants were then removed and cultures washed with SEM.
A 400-p] monocytic cell line (THP-1) suspension in M199 providing
2.0 X 10° cells/cm? was then added per well. Extreme care was taken
to avoid drying out of the HAEC during the changes and throughout
the assay. The loosely adherent cells were washed off with PBS, the
cultures fixed with 1% glutaraldehyde, and the adherent THP-1 cells
enumerated under X320 magnification. The preintervention and
postintervention serum was compared with 10% FBS and 10 ng/ml
LPS as a positive control.

Monocyte chemotactic activity assay. Monocytes from healthy
normal individuals were isolated by a modification of the Recalde
procedure (18). The monocyte chemotactic activity (MCA) was per-
formed as previously described by Navab et al. (40). Briefly, pre- and
postintervention sera were added to confluent monolayers of HAEC.
Eighteen hours later, supernatants were collected and tested for MCA
as described previously (38). The supernatants were added to a
standard Neuro Probe chamber (Neuro Probe, Cabin John, MD), with
isolated human peripheral blood monocytes added to the top. The
chamber was incubated for 60 min at 37°C. After the incubation, the
chamber was disassembled and the nonmigrated monocytes were
wiped off. The membrane was then air dried and fixed with 1%
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Table 1. Anthropometric and metabolic parameters of subjects undergoing a 21-day diet and exercise intervention

Pre Post 9%Decrease Consensus Values
9%With metabolic syndrome 48% 19%
%0bese (BMI >30) 71% 58%
%O0verweight (BMI >24.9) 100% 100%
9Diabetic 42% 23%
Body weight, kg 106.5%£3.9 102.7£4.01 3.6
BMI 354*1.5 344*1.67 2.8 18.5-24.9
Total-C, mg/dl <200 201.0+6.6 158.7+6.0F 21.0
LDL-C, mg/dl 118.1+6.6 88.1£5.5¢ 25.5 <100
HDL-C, mg/dl 44.1*+1.7 39.5+1.7* 10.5 >40
TG, mg/dl 215.0x21.5 156.4+15.47 27.7 <150
Total-C/HDL-C 4.74+0.21 4.19+0.20F 11.4
LDL-C/HDL-C 2.72*+0.15 2.29+.13% 15.8
Insulin, pU/ml 30.9+3.3 21.6+2.7% 30.1
Blood glucose, mg/dl 1259+6.4 110.3£4.5% 12.4 <100
HOMAR 10.2*+1.2 6.4£0.8F 32.6
QUICKI 0.28+0.01 0.30*+0.01F -59

All data are expressed as means = SE (n = 31 subjects). BMI, body mass index; Total-C, total cholesterol; LDL-C, low-density lipoprotein cholesterol;
HDL-C, high-density lipoprotein cholesterol; HOMAr, homeostasis-model assessment for insulin resistance; QUICKI, quantitative insulin-sensitivity check

index. *P < 0.05, 1P < 0.01, after (Post) vs. before (Pre) intervention.

glutaraldehyde and stained with 0.1% crystal violet dye. The number
of migrated monocytes was determined microscopically and ex-
pressed as the mean = SE of 12 standardized high-power fields (HPF)
counted in quadruple wells. Additionally, we confirmed that this assay
is specific to monocytes and chronic inflammation, as opposed to
neutrophils and acute inflammation, by measuring E-selectin after a
4 h incubation, which did not change (1).

Statistical Analysis

Statistical analyses were performed with GraphPad Prism version 4.0
for Windows, GraphPad Software (San Diego, CA), and STATA 9.0
(College Station, TX). Preintervention and postintervention values were
compared by matched-pair #-tests. Correlations were tested on all avail-
able data by determining Pearson’s correlation coefficients for the rela-
tionships between MPO, CRP, 8-iso-PGF.., DAF-2A, ethidium and
DCF fluorescence and BMI, body weight, fasting insulin, glucose, and
HOMA k. All data are expressed as means = SE unless otherwise noted.
A P value of <0.05 was considered statistically significant.

RESULTS

Fasting Lipids, Glucose, Insulin, Blood Pressure,
and Anthropometry

Anthropometric and metabolic data are presented in Table 1,
along with consensus values that the medical community
considers normal. The 21-day diet and exercise intervention
significantly reduced body weight (P < 0.01) and BMI (P <
0.01), although as a group the subjects remained obese (BMI >
30 kg/m?) at the end of the intervention. Subjects positive for
metabolic syndrome by World Health Organization criteria
decreased from 48 to 19%. Noted were significant reductions
in total-C, LDL-C, HDL-C, TG, LDL-to-HDL ratio, and total-
C-to-HDL-C ratio (P < 0.01 for all). Significant reductions in
serum fasting glucose (P < 0.05) and fasting insulin (P <
0.01) were also observed after the intervention. The HOMA g
and QUICKI were determined as surrogates of insulin sensi-
tivity. The intervention resulted in a significant decrease in
HOMAR (P < 0.01) as well as a significant rise in QUICKI
(P < 0.01). Correlation analyses indicated that, except for a
significant correlation between change in CRP and change in
insulin (r = 0.52, P = 0.03), no significant correlation between

changes in inflammation or oxidative stress measures and
metabolic factors were noted.

Oxidative Stress Measures

After the diet and exercise intervention, the enzymatic oxi-
dant MPO was significantly reduced (132.7 = 11.2 vs. 166.2 =
19.3 ng/ml, P < 0.05, Fig. 1A). Additionally, a significant
reduction in serum 8-iso-PGF,, (131.3 = 21.6 vs. 202.6 *+
37.2 pg/ml, P < 0.01, Fig. 1B) was observed.

Serum, CRP, sICAM-1, sP-selectin, and MMP-9

As noted in Fig. 2, after the intervention, there was a
reduction in serum concentration of the inflammatory protein

A 200
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100

MPO (ng/mL)

73
<

Pre Post

250-
200
= 150
£
)
£ 100

50

8-Isoprostane PGF2o &%
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Fig. 1. A: effect of diet and exercise intervention on serum myeloperoxidase
(MPO; n = 21). B: effect of diet and exercise intervention on serum 8-iso-
prostaglandin Faq (8-i50-PGF2q) (n = 21). Data are expressed as means = SE.
*#P < 0.05, TP < 0.01 postintervention vs. preintervention.
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CRP (1.46 = 0.29 vs. 2.39 = 0.46 mg/l, P < 0.01, Fig. 2A).
We measured the serum concentration of ICAM-1 and sP-
selectin as indicators of vascular endothelial cell and platelet
activation, respectively. Both ICAM-1 (291.2 * 33.4 vs.
363.5 £ 45.0 ng/ml, P < 0.05, Fig. 2B) and sP-selectin
(1353 £ 5.6 vs. 1475 = 8.1 ng/ml, P < 0.01, Fig. 20)
concentrations decreased postintervention. Additionally, serum
total level of the gelatinase MMP-9, an index of plaque
stability, was reduced postintervention (625.7 = 61.3 vs.
779.3 = 85.2 ng/ml, P < 0.01, Fig. 2D).

Monocyte Adhesion, Chemotactic Activity, and MIP-1«

Monocyte adhesion using THP-1 cells, a monocytic cell line,
significantly decreased after the intervention (127.7 = 13.4 vs.
185.3.1 £ 12.5 adherent THP-1/HPF, P < 0.001, Fig. 3A). The
ability of serum to induce MCA was tested by incubating pre-
and postintervention serum with cultured HAEC. Supernatants
from these incubations revealed a significant reduction in MCA
(11.1 = 1.1 vs. 16.5 = 1.3 migrated monocytes/HPF, P <
0.01, Fig. 3B). The chemokine MIP-1a also decreased postin-
tervention (8.93 = 1.7 vs. 12.6 £ 1.8 pg/ml, P < 0.05, Fig.
3B), corroborating the drop in MCA.

In Vitro Production of MCP-1, VCAM-1, Superoxide,
Hydrogen Peroxide, and NO

In an effort to identify specific factors to account for the
observed reductions in THP-1 adhesion and chemotaxis, endo-
thelial cell production of MCP-1, VCAM-1, ROS, and NO
were investigated. When pre- and postintervention sera were
added to cultured HAEC for 4 h, the expression of the adhesion
molecule VCAM-1 was reduced (97.0 £ 5.1 vs. 113.8 £ 7.6%
of FBS control, P < 0.01, Fig. 4A). We determined the
production of MCP-1 in a coculture of HAEC and HASMC as
an index of monocyte chemoattraction. Moreover, the addition
of postintervention sera to cocultures of HAEC and HASMC

1661

Fig. 2. A: effect of intervention on serum concen-
tration of C-reactive protein (CRP; n = 31). B:
Post effect of intervention on serum soluble ICAM-1
(SICAM-1; n = 21). C: effect of intervention on
serum soluble P-selectin (sP-selectin; n = 10). D:
effect of intervention on serum matrix metallopro-
teinase-9 (MMP-9; n = 21). Data are expressed as
means * SE. *P < 0.05, {P < 0.01 postinterven-
tion vs. preintervention.
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Fig. 3. Effect of intervention on monocyte adhesion (n = 16; A), monocyte
chemotaxis (n = 21; B), and macrophage inflammatory protein-la (MIP-1c;
n = 20; C). Data are expressed as means £ SE. *P < 0.05, {P < 0.01
postintervention vs. preintervention. HPF, high power field; THP-1, monocytic
cell line.
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Fig. 4. A: effect of intervention on VCAM-1 cell surface expression on human
aortic endothelial cells (n = 23). B: effect of intervention on monocyte
chemotactic protein-1 (MCP-1) expression in a human aortic endothelial
cells/human aortic smooth muscle cell coculture system (n = 22). Data are
expressed as means *= SE. TP < 0.01 postintervention vs. preintervention.

for 4 h resulted in a lower production of MCP-1 compared with
that noted with preintervention (62.4 * 3.8 vs. 68.0 = 3.7
ng/ml, P < 0.05, Fig. 4B).

The probe DCF was used as an index of ROS production,
primarily as hydrogen peroxide. Postintervention, there was a
significant reduction in DCF fluorescence compared with pre-
intervention, indicating a decrease in hydrogen peroxide for-
mation (1054 £ 5.8 vs. 114.2 £ 7.4%, P < 0.01, Fig. 5A).
Medium plus TNF-a (2 ng/ml) induced hydrogen peroxide
production (119 = 3.0% of the FBS control). DHE was used to
detect superoxide production in HAEC incubated with subject
sera. The ethidium fluorescence, an indicator of reacted DHE,
decreased significantly postintervention (84.5 = 4.8 vs.
92.0.2 = 4.5%, P < 0.01, Fig. 5B). These data demonstrate
decreased subject sera-stimulated ROS generation by HAEC.
Finally, incubation of subject sera with cultured HAEC in
concert with use of the fluorometric probe DAF-2DA was used
to detect NO production. DAF-2T quantitated fluorescence,
increased significantly as a percentage of FBS control postin-
tervention vs. preintervention (132 = 5 vs. 144 = 5% of FBS
control, P < 0.01, Fig. 5C), indicating increased NO produc-
tion from HAEC grown in postintervention serum. Coincuba-
tion of DAF2-DA with AF-DA or L-NAME abrogated NO
production (data not shown).

DISCUSSION

Current recommendations to reduce the risk of CAD include
lifestyle modification (exercise and diet), which may have
significant benefit in the prevention and treatment of CAD
(49). The Adult Treatment Panel III guidelines included rec-
ommendations for therapeutic lifestyle change, including diet
and physical activity (16). Hence, the present study was de-
signed to investigate the effects of a short-term, intensive diet

LIFESTYLE AND CARDIOVASCULAR RISK

and exercise intervention on several aspects of atherogenesis in
men with metabolic syndrome factors. The primary findings of
this study provide evidence that, in men with metabolic syn-
drome, lifestyle may /) improve the lipid and metabolic profile,
2) decrease oxidative stress and increase NO production, 3)
decrease inflammation, 4) decrease endothelial cell activation
and platelet activation, 5) decrease monocyte adhesion and
MCA, and 6) decrease MMP-9, a marker of plaque destabili-
zation.

For the first time, we noted a significant decrease in THP-1
cell adhesion to endothelial cell cultures incubated with
postintervention serum. This was likely due in part to the
reduction in serum-stimulated VCAM-1 expression, serum
ICAM-1, and sP-selectin. P-selectin is a cell-surface adhesion
molecule involved in leukocyte rolling and attachment as well
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Fig. 5. A: serum-stimulated ethidium fluorescence (% of FBS control), an
index of superoxide production (N = 9). B: serum-stimulated dichloro-
dihydrofluorescein (DCF) fluorescence (% of FBS control), an index of
peroxide production (N = 10). C: endothelial cell serum-stimulated 4,5-
diaminofluorescein trazol (DAF-2T) fluorescence (% of FBS control), an index
of nitric oxide production (N = 22). Data are expressed as means = SE. P <
0.01 postintervention vs. preintervention.
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as platelet activation (36), and thus the reduction in sP-selectin
also reflects a reduction in platelet activation. We also noted a
decrease in MCA in HAEC after the diet and exercise inter-
vention. The decrease in MCA was confirmed by a reduction in
MCP-1 production in a HAEC/HASMC coculture, because
MCA is directly related to MCP-1 production (40). Addition-
ally, the decrease in MIP-1a, a chemoattractant that activates
monocytes (45), supports the contention that monocyte attrac-
tion was mitigated by the intervention. The effect of postin-
tervention serum on HAEC could be due, in part, to increased
antioxidant capacity, decreased LDL oxidation, and/or reduced
LDL substrate, resulting in less endothelial cell activation.

Atherosclerosis is not only a disease of lipid accumulation,
but also a chronic inflammatory process (5), and inflammation
is now considered to be a component of the metabolic syn-
drome (56), with CRP being a well-established promoter of
atherogenesis. The present study demonstrated a marked re-
duction in CRP (~40%) within 3 wk, a finding likely unrelated
to CRP instability (41) or circadian variation (33). Our labo-
ratory previously reported (54) a reduction in CRP in women
after the same diet and exercise intervention, as have other
groups using caloric restriction (25) or diet and exercise (57).
Receptor-mediated CRP uptake is associated with decreased
nitric oxide bioavailability in human endothelial cells (13) and
induces plasminogen activator inhibitor (14). The observed
increase in NO production and/or decrease in ROS may be
related to the reduction in CRP. Epidemiological studies (19)
suggest that regular physical activity is associated with reduced
inflammation, and Liu et al. (35) have shown that glycemic
load is associated with increased plasma CRP concentration.

Vulnerable plaques tend to have a lipid-rich core, with a thin
fibrous cap and reduced extracellular matrix and extensive
macrophage-derived foam cells that produce MMP enzymes
that degrade the collagen and elastin components of the matrix.
Recent data suggest that MMPs play an integral role in human
atherosclerosis and plaque disruption, because patients with
CAD and history of myocardial infarction have elevated
MMP-9 serum levels (17, 46). The decreased total MMP-9
postintervention is in agreement with the reduction in oxidized
lipids, which have been shown to upregulate MMP-9 expres-
sion in monocyte derived macrophages (55). Previously Koh et
al. (30) investigated the effects of diet and simvastatin on
MMP-9 levels and noted that whereas an National Cholesterol
Education Program Step I diet for 14 wk (reduced cholesterol
about ~10%) had no effect on MMP-9 levels, addition of
simvastatin led to a reduction in MMP-9.

One potential enzymatic source for generation of NO-de-
rived oxidants is MPO, a hemoprotein abundantly expressed in
neutrophils, and to a lesser extent by monocytes and macro-
phages, that displays potent proatherogenic properties. MPO
can oxidize LDL-C, thereby propagating its uptake by macro-
phages and perpetuating foam cell formation (43). MPO is
markedly increased within human atherosclerotic lesions (12)
and directly utilizes both NO and nitrite as substrates in vitro
(15) and participates in both protein nitration and initiation of
lipid peroxidation in vivo (8). The decrease in MPO with
lifestyle modification provides evidence for a decrease in
oxidative stress, data that agree with our laboratory’s previous
documentation of a reduction in 8-iso-PGF5, (50), which we
also confirmed. Interestingly, MPO has been shown to activate
MMPs and promote destabilization and rupture of the athero-
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sclerotic plaque surface (22). Thus the reduction in MMP-9 in
this study may be mediated, in part, by the reduction in MPO.

We utilized a HAEC culture system and specific fluorescent
probes to study subject sera-stimulated NO and ROS produc-
tion. Both DCF and ethidium fluorescence decreased postin-
tervention, indicating reduced serum-stimulated production of
peroxides and superoxide, respectively. As determined by
DAF2-DA fluorescence, we noted increased NO production by
HAEC in vitro in agreement with previous data documenting
improved urinary NO metabolite excretion with lifestyle inter-
vention (50). Additionally, Hamdy et al. (24) noted increases in
both insulin sensitivity and flow-mediated dilation in subjects
with impaired glucose tolerance and diabetes. Both DCF and
ethidium fluorescence decreased postintervention, indicating
reduced serum-stimulated production of peroxides and super-
oxide, respectively. It is plausible that the improvement in
endothelial function noted by others (11, 23) with diet and/or
exercise was due, at least in part, to increasing endothelial cell
NO production, decreased NO-scavenging ROS production,
and/or MPO levels, which vary inversely with endothelial
dysfunction (2).

The present study has important strengths and limitations
that need to be acknowledged. The major strength is the
supervised nature of the study. Supervising food intake and
physical activity removes the need to question compliance or to
rely on food intake and activity questionnaires. Furthermore,
all exercise sessions were supervised and adherence to the diet
and activities was essentially 100%. Conversely, the study was
not randomized and the subjects were motivated to take part in
the intervention; hence, we cannot extrapolate adherence to the
general population. Nevertheless, the findings document that
benefits are possible in motivated subjects. Caloric intake was
not determined with consumption of the ad libitum diet, except
for animal protein. However, increasing fiber and reducing the
fat content of the diet without specific efforts to maintain body
weight has been reported to result in a spontaneous decrease in
caloric intake and weight loss (27, 34). Finally, more sophis-
ticated measures of insulin sensitivity such as an oral glucose
tolerance test may be more definite than surrogate measures of
insulin sensitivity used in our analysis. It is possible that we
underestimated the number of diabetic subjects because we did
not perform oral glucose tolerance tests.

In conclusion, multiple factors can modulate atherosclerotic
lesions, and little is known about the effects of lifestyle
modification on novel mediators of the atherosclerotic process.
Implementation of a high-fiber, low-fat diet, combined with
daily aerobic exercise, results in significant reductions in serum
lipids, insulin, oxidative stress, inflammation, leukocyte-endo-
thelial interactions, adhesion and MCA, and leukocyte produc-
tion of MMP-9. The reduced monocyte adhesion and MCA
observed when using the serum after the intervention is a clear
indication of increased antioxidant-oxidant balance (39). The
changes observed appear to be largely independent of weight
loss, as the magnitude of weight loss was minimal (107 to 104
kg, mean BMI change 1 unit), the subjects remained over-
weight/obese at the conclusion of the study. Furthermore,
correlational analysis showed no significant relationship be-
tween change in BMI or body weight and any of the parameters
measured. These observations suggest that an appropriate diet
and daily exercise may confer significant risk reduction despite
relatively minimal weight loss. Blair and Brodney (6) have
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suggested that cardiorespiratory fitness may be a more power-
ful predictor of risk than body weight per se. We suggest that
the focus for CAD risk reduction be emphasized through
ameliorating metabolic risk as opposed to focusing on body
weight changes. An intervention of this type may be of clinical
benefit for those desiring rapid cardiovascular risk reduction.
Additionally, the changes in selected diabetic-related variables
appear to be superior to changes noted with metformin treat-
ment (29), furthering the notion that lifestyle may provide an
alternative to traditional drug treatment. The impressive re-
sponse observed in a relatively short period has been docu-
mented to be durable in its effects (3) and highlights the value
of intensive lifestyle modification in men at high risk for CAD,
which if sustained may mitigate the progression of atheroscle-
rosis and its clinical consequences.

GRANTS

This study was supported by a grant from the LB Research and Education
Foundation. Christian Roberts was supported during this project by a National
Research Scholarship Award postdoctoral fellowship, National Heart, Lung,
and Blood Institute F32 HL-68406-01.

REFERENCES

1. Abe Y, Sugisaki K, and Dannenberg AM Jr. Rabbit vascular endothelial
adhesion molecules: ELAM-1 is most elevated in acute inflammation,
whereas VCAM-1 and ICAM-1 predominate in chronic inflammation.
J Leukoc Biol 60: 692-703, 1996.

2. Baldus S, Heitzer T, Eiserich JP, Lau D, Mollnau H, Ortak M, Petri
S, Goldmann B, Duchstein HJ, and Berger J. Myeloperoxidase en-
hances nitric oxide catabolism during myocardial ischemia and reperfu-
sion. Free Radic Biol Med 37: 902-911, 2004.

3. Barnard RJ. Effects of life-style modification on serum lipids. Arch
Intern Med 151: 1389-1394, 1991.

4. Bass DA, Parce JW, Dechatelet LR, Szejda P, Seeds MC, and Thomas
M. Flow cytometric studies of oxidative product formation by neutrophils:
a graded response to membrane stimulation. J Immunol 130: 1910-1917,
1983.

5. Berliner JA, Navab M, Fogelman AM, Frank JS, Demer LL, Edwards
PA, Watson AD, and Lusis AJ. Atherosclerosis: basic mechanisms.
Oxidation, inflammation, and genetics. Circulation 91: 2488-2496, 1995.

6. Blair SN and Brodney S. Effects of physical inactivity and obesity on
morbidity and mortality: current evidence and research issues. Med Sci
Sports Exerc 31: S646-S662, 1999.

7. Brennan ML, Penn MS, Van Lente F, Nambi V, Shishehbor MH,
Aviles RJ, Goormastic M, Pepoy ML, McErlean ES, Topol EJ, Nissen
SE, and Hazen SL. Prognostic value of myeloperoxidase in patients with
chest pain. N Engl J Med 349: 1595-1604, 2003.

8. Brennan ML, Wu W, Fu X, Shen Z, Song W, Frost H, Vadseth C,
Narine L, Lenkiewicz E, Borchers MT, Lusis AJ, Lee JJ, Lee NA,
Abu-Soud HM, Ischiropoulos H, and Hazen SL. A tale of two contro-
versies: defining both the role of peroxidases in nitrotyrosine formation in
vivo using eosinophil peroxidase and myeloperoxidase-deficient mice, and
the nature of peroxidase-generated reactive nitrogen species. J Biol Chem
277: 17415-17427, 2002.

9. Castelli WP, Garrison RJ, Wilson PW, Abbott RD, Kalousdian S, and
Kannel WB. Incidence of coronary heart disease and lipoprotein choles-
terol levels. The Framingham Study. JAMA 256: 2835-2838, 1986.

10. Chen J, Chen Y, Lin F, Chen Y, and Lin S. Ginko biloba extract inhibits
tumor necrosis factor-alpha-induced reactive oxygen species generation
transcription factor activation, and cell adhesion molecule expression in
human aortic endothelial cells. Arterioscler Thromb Vasc Biol 23: 1559—
1566, 2003.

11. Czernin J, Barnard RJ, Sun KT, Krivokapich J, Nitzsche E, Dorsey D,
Phelps ME, and Schelbert HR. Effect of short-term cardiovascular
conditioning and low-fat diet on myocardial blood flow and flow reserve.
Circulation 92: 197-204, 1995.

12. Daugherty A, Dunn JL, Rateri DL, and Heinecke JW. Myeloperoxi-
dase, a catalyst for lipoprotein oxidation, is expressed in human athero-
sclerotic lesions. J Clin Invest 94: 437—444, 1994.

LIFESTYLE AND CARDIOVASCULAR RISK

13. Devaraj S, Du Clos TW, and Jialal I. Binding and internalization of
C-reactive protein by fcgamma receptors on human aortic endothelial cells
mediates biological effects. Arterioscler Thromb Vasc Biol 25: 1359—
1363, 2005.

14. Devaraj S, Xu DY, and Jialal I. C-reactive protein increases plasmino-
gen activator inhibitor-1 expression and activity in human aortic endothe-
lial cells: implications for the metabolic syndrome and atherothrombosis.
Circulation 107: 398—-404, 2003.

15. Eiserich JP, Hristova M, Cross CE, Jones AD, Freeman BA, Halliwell
B, and van der Vliet A. Formation of nitric oxide-derived inflammatory
oxidants by myeloperoxidase in neutrophils. Nature 391: 393-397, 1998.

16. Executive Summary of The Third Report of The National Cholesterol
Education Program (NCEP) Expert Panel on Detection, Evaluation, and
Treatment of High Blood Cholesterol in Adults (Adult Treatment Panel
III). JAMA 285: 2486-2497, 2001.

17. Ferroni P, Basili S, Martini F, Cardarello CM, Ceci F, Di Franco M,
Bertazzoni G, Gazzaniga PP, and Alessandri C. Serum metalloprotein-
ase 9 levels in patients with coronary artery disease: a novel marker of
inflammation. J Investig Med 51: 295-300, 2003.

18. Fogelman A, Elahi F, Sykes K, Van Lenten B, Territo M, and Berliner
J. Modification of the Recalde method for the isolation of human mono-
cytes. J Lipid Res 29: 1243-1247, 1988.

19. Ford ES. Does exercise reduce inflammation? Physical activity and
C-reactive protein among U S adults. Epidemiology 13: 561-568, 2002.

20. Ford ES, Giles WH, and Dietz WH. Prevalence of the metabolic
syndrome among US adults: findings from the third National Health and
Nutrition Examination Survey. JAMA 287: 356-359, 2002.

21. Friedewald WT, Levy RI, and Fredrickson DS. Estimation of the
concentration of low-density lipoprotein cholesterol in plasma, without
use of the preparative ultracentrifuge. Clin Chem 18: 499-502, 1972.

22. Fu X, Kassim SY, Parks WC, and Heinecke JW. Hypochlorous acid
oxygenates the cysteine switch domain of pro-matrilysin (MMP-7). A
mechanism for matrix metalloproteinase activation and atherosclerotic
plaque rupture by myeloperoxidase. J Biol Chem 276: 41279-41287,
2001.

23. Hambrecht R, Wolf A, Gielen S, Linke A, Hofer J, Erbs S, Schoene N,
and Schuler G. Effect of exercise on coronary endothelial function in
patients with coronary artery disease [see comments]. N Engl J Med 342:
454-460, 2000.

24. Hamdy O, Ledbury S, Mullooly C, Jarema C, Porter S, Ovalle K,
Moussa A, Caselli A, Caballero AE, Economides PA, Veves A, and
Horton ES. Lifestyle modification improves endothelial function in obese
subjects with the insulin resistance syndrome. Diabetes Care 26: 2119—
2125, 2003.

25. Heilbronn LK, Noakes M, and Clifton PM. Energy restriction and
weight loss on very-low-fat diets reduce C-reactive protein concentrations
in obese, healthy women. Arterioscler Thromb Vasc Biol 21: 968-970,
2001.

26. Katz A, Nambi SS, Mather K, Baron AD, Follmann DA, Sullivan G,
and Quon MJ. Quantitative insulin sensitivity check index: a simple,
accurate method for assessing insulin sensitivity in humans. J Clin Endo-
crinol Metab 85: 2402-2410, 2000.

27. Kendall A, Levitsky DA, Strupp BJ, and Lissner L. Weight loss on a
low-fat diet: consequence of the imprecision of the control of food intake
in humans. Am J Clin Nutr 53: 1124-1129, 1991.

28. Keys A. Seven Countries: A Multivariate Analysis of Death and Coronary
Heart Disease. Cambridge, MA: Harvard University Press, 1980.

29. Knowler WC, Barrett-Connor E, Fowler SE, Hamman RF, Lachin
JM, Walker EA, and Nathan DM. Reduction in the incidence of type 2
diabetes with lifestyle intervention or metformin. N Engl J Med 346:
393-403, 2002.

30. Koh KK, Son JW, Ahn JY, Jin DK, Kim HS, Choi YM, Kim DS,
Jeong EM, Park GS, Choi IS, and Shin EK. Comparative effects of diet
and statin on NO bioactivity and matrix metalloproteinases in hypercho-
lesterolemic patients with coronary artery disease. Arterioscler Thromb
Vasc Biol 22: 19e-23, 2002.

31. Laakso M. How good a marker is insulin level for insulin resistance?
Am J Epidemiol 137: 959-965, 1993.

32. Lakka HM, Laaksonen DE, Lakka TA, Niskanen LK, Kumpusalo E,
Tuomilehto J, and Salonen JT. The metabolic syndrome and total and
cardiovascular disease mortality in middle-aged men. JAMA 288: 2709—
2716, 2002.

33. Libby P, Ridker PM, and Maseri A. Inflammation and atherosclerosis.
Circulation 105: 1135-1143, 2002.

J Appl Physiol « VOL 100 « MAY 2006 + WWW.jap.org

9002 ‘9z |dy uo Bio ABojoisAyd-del wou pspeojumoq



http://jap.physiology.org

Journal of Applied Physiology

LIFESTYLE AND CARDIOVASCULAR RISK

. Lichtenstein AH, Ausman LM, Carrasco W, Jenner JL, Ordovas JM,

and Schaefer EJ. Short-term consumption of a low-fat diet beneficially
affects plasma lipid concentrations only when accompanied by weight
loss. Hypercholesterolemia, low-fat diet, and plasma lipids. Arterioscler
Thromb 14: 1751-1760, 1994.

. Liu S, Manson JE, Buring JE, Stampfer MJ, Willett WC, and Ridker

PM. Relation between a diet with a high glycemic load and plasma
concentrations of high-sensitivity C-reactive protein in middle-aged
women. Am J Clin Nutr 75: 492—-498, 2002.

. Merten M and Thiagarajan P. P-selectin in arterial thrombosis. Z

Kardiol 93: 855-863, 2004.

. Nakatsubo N, Kojima H, Kikuchi K, Nagoshi H, Hirata Y, Maeda D,

Imai Y, Irimura T, and Nagano T. Direct evidence of nitric oxide
production from bovine aortic endothelial cells using new fluorescence
indicators: diaminofluoresceins. FEBS Lett 427: 263-266, 1998.

. Navab M, Hama SY, Cooke CJ, Anantharamaiah GM, Chaddha M,

Jin L, Subbanagounder G, Faull KF, Reddy ST, Miller NE, and
Fogelman AM. Normal high density lipoprotein inhibits three steps in the
formation of mildly oxidized low density lipoprotein: step 1. J Lipid Res
41: 1481-1494, 2000.

. Navab M, Hama SY, Ready ST, Ng CJ, Van Lenten BJ, Laks H, and

Fogelman AM. Oxidized lipids as mediators of coronary heart disease.
Curr Opin Lipidol 13: 363-372, 2002.

. Navab M, Imes SS, Hama SY, Hough GP, Ross LA, Bork RW, Valente

AJ, Berliner JA, Drinkwater DC and Laks H. Monocyte transmigration
induced by modification of low density lipoprotein in cocultures of human
aortic wall cells is due to induction of monocyte chemotactic protein 1
synthesis and is abolished by high density lipoprotein. J Clin Invest 88:
2039-2046, 1991.

. Ockene IS, Matthews CE, Rifai N, Ridker PM, Reed G, and Stanek E.

Variability and classification accuracy of serial high-sensitivity C-reactive
protein measurements in healthy adults. Clin Chem 47: 444—-450, 2001.

. Patrono C and FitzGerald GA. Isoprostanes: potential markers of

oxidant stress in atherothrombotic disease. Arterioscler Thromb Vasc Biol
17: 2309-2315, 1997.

. Podrez EA, Febbraio M, Sheibani N, Schmitt D, Silverstein RL, Hajjar

DP, Cohen PA, Frazier WA, Hoff HF, and Hazen SL. Macrophage
scavenger receptor CD36 is the major receptor for LDL modified by mono-
cyte-generated reactive nitrogen species. J Clin Invest 105: 1095-1108, 2000.

. Rasmussen LM, Schmitz O, and Ledet T. Increased expression of

vascular cell adhesion molecule-1 (VCAM-1) in cultured endothelial cells
exposed to serum from type 1 diabetic patients: no effects of high glucose
concentrations. Scand J Clin Lab Invest 62: 485-493, 2002.

. Reape TJ and Groot PHE. Chemokines and atherosclerosis. Atheroscle-

rosis 147: 213-225.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

1665

Renko J, Kalela A, Jaakkola O, Laine S, Hoyhtya M, Alho H, and
Nikkari ST. Serum matrix metalloproteinase-9 is elevated in men with a
history of myocardial infarction. Scand J Clin Lab Invest 64: 255-261, 2004.
Ridker PM, Buring JE, and Rifai N. Soluble P-selectin and the risk of
future cardiovascular events. Circulation 103: 491-495, 2001.

Ridker PM, Hennekens CH, Buring JE, and Rifai N. C-reactive protein
and other markers of inflammation in the prediction of cardiovascular
disease in women. N Engl J Med 342: 836-843, 2000.

Roberts CK and Barnard RJ. Effects of exercise and diet on chronic
disease. J Appl Physiol 98: 3-30, 2005.

Roberts CK, Vaziri ND, and Barnard RJ. Effect of diet and exercise
intervention on blood pressure, insulin, oxidative stress, and nitric oxide
availability. Circulation 106: 2530-2532, 2002.

Royall JA and Ischiropoulos H. Evaluation of 2',7'-dichlorofluores-
cin and dihydrorhodamine 123 as fluorescent probes for intracellular
H>0> in cultured endothelial cells. Arch Biochem Biophys 302: 348 —
355, 1993.

Van Lenten BJ, Hama SY, de Beer FC, Stafforini DM, McIntyre TM,
Prescott SM, La Du BN, Fogelman AM, and Navab M. Anti-inflam-
matory HDL becomes pro-inflammatory during the acute phase response.
Loss of protective effect of HDL against LDL oxidation in aortic wall cell
cocultures. J Clin Invest 96: 2758-2767, 1995.

Vanden Hoek TL, Li C, Shao Z, Schumacker PT, and Becker LB.
Significant levels of oxidants are generated by isolated cardiomyocytes
during ischemia prior to reperfusion. J Mol Cell Cardiol 29: 2571-2583,
1997.

Wegge JK, Roberts CK, Ngo TH, and Barnard RJ. Effect of diet and
exercise intervention on inflammatory and adhesion molecules in post-
menopausal women on hormone replacement therapy and at risk for
coronary artery disease. Metabolism 53: 377-381, 2004.

Xu XP, Meisel SR, Ong JM, Kaul S, Cercek B, Rajavashisth TB,
Sharifi B, and Shah PK. Oxidized low-density lipoprotein regulates
matrix metalloproteinase-9 and its tissue inhibitor in human monocyte-
derived macrophages. Circulation 99: 993-998, 1999.

Yudkin JS, Stehouwer CD, Emeis JJ, and Coppack SW. C-reactive
protein in healthy subjects: associations with obesity, insulin resistance,
and endothelial dysfunction: a potential role for cytokines originating from
adipose tissue? Arterioscler Thromb Vasc Biol 19: 972-978, 1999.
Ziccardi P, Nappo F, Giugliano G, Esposito K, Marfella R, Cioffi M,
D’Andrea F, Molinari AM, and Giugliano D. Reduction of inflamma-
tory cytokine concentrations and improvement of endothelial functions in
obese women after weight loss over one year. Circulation 105: 804—809,
2002.

J Appl Physiol « VOL 100 « MAY 2006 + WWW.jap.org

9002 ‘9z |dy uo Bio ABojoisAyd-del wou pspeojumoq



http://jap.physiology.org

