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Abstract

AIM: To evaluate carotid intima-media thickening (IMT)
and plaques, gallstone disease (GD) and fatty liver (FL)
as a function of age.

METHODS: In 449 subjects, FL and carotid disease
were assessed ultrasonographically. In a subgroup of
65/449 patients with non-alcoholic fatty liver disease
(NAFLD), carotid disease, GD and associated factors
were determined.

RESULTS: FL of unspecified etiology was more common
in younger and GD in older individuals. FL subjects
had an increased prevalence of IMT and a decreased
prevalence of plaques and manifested carotid disease
earlier. Plaques were more common in subjects with GD.
Age was an independent predictor of carotid disease
outcome and FL was a protective factor for plaques. In
NAFLD, there was an inverse correlation between body
weight and age and the latter independently predicted
carotid findings.

CONCLUSION: Cardiovascular risk in patients with FL
and NAFLD needs to be assessed as a function of age
and body weight.
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INTRODUCTION

Atherothrombosis (AT), fatty liver (FL) and gallstone
disease (GD) represent a clinically heterogeneous group
of disorders which commonly occur in the general
population and impose a heavy economic burden for
direct and indirect health expenditures“’“. Given that
insulin resistance is an acknowledged risk factor for their
development[5’7], it is expected that AT, non-alcoholic
fatty liver disease (NAFLD), one of the most common
etiologies of fatty liver, and GD might often affect the
same individuals. Several studies have suggested a link
between NAFLD and endothelial dysfunction, carotid
intima-media thickening (IMT) and carotid plaques[&m].
However, the development of AT is a complex process
involving endothelial dysfunction and IMT as early
lesions. IMT, in particular, does not represent definite AT
disease but rather it is a marker for its development'’, In
addition, some previous studies may not be representative
of NAFLD due to enrollment of only male patients in
a narrow range of body mass index (BMI) and agem’lz];
therefore, the occurrence of increased cardiovascular risk
in NAFLD remains a controversial issue' ™",

NAFLD patients might theoretically be prone to GD
via impaired gallbladder motility and increased bile litho-
genicity. Both physiopathologic mechanisms occur in
type 2 diabetes mellitus (T2DM) and obesity, which are
often associated with NAFLD!. However, the NAFLD-
GD association remains uncertain given that it has been
reported in some studies but rejected in others™ ", Fur-
thermore, the association between AT and GD has been
reported“””, but some authors argue this association
might be spurious and influenced by confounders™. Al-
though they share a common pathogenetic mechanism,
AT, GD and NAFLD occur to a different extent in vati-
ous age groups. For instance, increasing age is a risk factor
for the development of AT and GD"Y but a protective
factor for NAFLD™. Given that no previous studies have
evaluated simultaneously the occurrence of AT, GD and
FL, we evaluated the patterns of age distribution of FL of
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unspecified etiology and its association with carotid dis-
ease and GD in either gender across a wide range of age-
groups. In addition, we also assessed the independent pre-
dictors of carotid disease in a subgroup of patients with

definite NAFLD.

MATERIALS AND METHODS

Patients

The electronic database of ultrasound reports for in- and
out-patients examined at Modena City Hospital (Operating
Unit Internal Medicine and Gastroenterology, to whom
one of the authors belonged at the time when data were
collected) was searched. Criteria for inclusion in the study
were to have undergone both liver and carotid ultrasono-
graphic assessment in the same day or, in any case, not
later than 12 mo apart. Focal liver lesions, ascites or other
ultrasonographic stigmata of portal hypertension (such as
ascites, splenomegaly, presence of patent umbilical vein,
varices in the hepato-gastric ligament or spontaneous
spleno-renal shunts) were criteria for exclusion. Approxi-
mately 1200 liver ultrasound examinations per year were
recorded in the 1993-2005 period of time; out of them, all
449 subjects fulfilling the enrollment criteria were selected.

In 384 of 449 cases, information on gender, age, pres-
ence/absence of FL and evaluation of carotid morphol-
ogy was available. No information on being in- or out-
patient, final diagnosis, etiology of FL or anthropometric
and biochemical data was included in the software of the
electronic database. Sixty-five of 449 subjects were part of
the series recruited into the POLISTENA study and thus
their bright livers were due to NAFLD. In this sub-group,
in addition to the previous parameters including liver and
carotid US evaluation, a complete history, anthropometric
parameters and metabolic data were also available as a part
of the protocol of the POLISTENA study”**,

In the entire population of 449 subjects, we evaluated
the prevalence of FL of unspecified etiology and its rela-
tionship with the US carotid findings and GD. In the sub-
group of 65 NAFLD patients, the prevalences of carotid
alterations, GD and the associated factors were determined.

Parameters evaluated in the whole population

Fatty liver of unspecified etiology: The presence of
FL was evaluated through ultrasound scanning with a 3.5
MHz commercially available transducer and defined by the
main criterion of “bright” liver as described elsewhere™.
Additional diagnostic criteria considered were vessel blur-
ring and posterior attenuation of the ultrasound beam.
Ultrasound was performed by trained physicians who
were unawate of the results of the carotid evaluation. The
evaluation of presence/absence of FL among the various
operators was evaluated using Chi-square test and no sig-
nificant difference was found.

Gallstone disease: GD was defined by the presence of
one or more echogenic, distal acoustic shadowing, possibly
moveable structures in the gallbladder or empty gallblad-
der fossa in a subjects with a history of cholecystectomy'”.
Carotid intima-media thickening and plaque: Carotid
ultrasound evaluation was performed by a single trained
operator who was blind to the clinical features of patients.

Repeated measurements on the same subject gave coef-
ficients of variation within 5%. The imaging unit was a
commercially available machine (AU 600, Hitachi Medical
Co., Tokyo, Japan) equipped with a 5-MHz linear array
commercially available transducer. The pulsed Doppler
frequency was 4.0 MHz. The imaging protocolm involved
scanning along the entire course of the cervical carotid
artery from the supraclavicular notch cephalad to the angle
of the mandible. Examination of the right and left com-
mon and internal carotid arteries was also performed. The
maximum wall thickness observed for either side was taken
into consideration. Findings were classified as: (1) normal
(intima < 1 mm); (2) intimal thickening (intima-media
measuring = 1 mm and < 1.3 mm); and (3) plaque (focal
widening of the vessel wall relative to adjacent segments
= 1.3 mm) or complicated plaque (any plaque narrowing
> 70% of the lumen).

Parameters evaluated in the subset of patients with
NAFLD

Diagnosis of NAFLD: The diagnosis of NAFLD in
the subgroup of 65 patients enrolled in the POLISTENA
study was based on: (1) absent-to-low alcohol consump-
tion (< 30 g alcohol daily for men and < 20 g for wom-
en); (2) evidence of FL at ultrasound scanning as detailed
above; and (3) absence of alternative etiologies of chronic
liver disease, notably viral, autoimmune, thyroid, drug-
induced, hemodynamic and genetic-metabolic (alphal-
antitrypsin, hemochromatosis, Wilson disease). In addition
to abdominal ultrasonography and ultrasound carotid
scanning, all patients underwent a questionnaire, physical
examination and blood sampling for biochemical analysis.
In 23 of 65 subjects, liver biopsy was clinically indicated on
the grounds of hepatomegaly and/or particulatly altered
liver function tests and was performed under ultrasound
guidance.

Questionnaire: The questionnaire investigated family and
personal history, including concurrent diseases, previous
surgery, past and current use of medications, possible con-
tacts with toxic agents. Alcohol intake, smoking habits and
physical activity were also recorded. Alcohol consumption
was assessed through separate interviews with the patient,
the referring physician, and family members. Subjects were
classified as never smokers (never smoked currently or
in the past 5 years) or current smokers. The latter group
comprised those smokers of as much as one cigarette a
day and also included those ex-smokers who had quitted
tobacco since less than 5 years. Physical activity was de-
fined as any exercise, such as jogging, swimming, attending
a gymnastics course, cycling, playing tennis, dancing or
heavy gardening. Based on their leisure time physical activ-
ity, subjects were classified as sedentary (those exercising
less than 1 h per week) or non-sedentary (all the others).
General physical examination: It was performed by one
of the senior authors. Anthropometric parameters and
blood pressure measurements were performed by a trained
nurse. Waist girth was measured at the smallest citcumfer-
ence between the ribs and the iliac crest and hip at the
maximum circumference between the iliac crest and the
crotch. Waist-hip ratio (WHR) was calculated as waist cit-
cumference/hip citcumference.
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Laboratory tests: Laboratory evaluation included renal
and liver function tests, blood cell count, total and frac-
tionated proteins, parameters of iron metabolism (serum
iron, transferrin and ferritin), lipid profile (total cholesterol,
HDL-cholesterol, LDL-cholesterol, triglycerides, apo-A,
apo-B), fasting glucose, fasting insulin, and uric acid. Se-
rum concentrations of copper, ceruloplasmin and alphal-
antitrypsin were performed to exclude Wilson disease and
alphal-antitrypsin deficiency. Non-organ-specific autoanti-
bodies were also evaluated. In all patients, the presence of
viral serologic markers for B and C infection was assessed
by standard methods. Insulin resistance was calculated ac-
cording to the Homeostasis Model Assessment of Insulin
Resistance (HOMA-IR) index computed through the for-
mula: fasting serum insulin (WU/mL) X fasting serum glu-
cose (mmol/L)/ 225 The diagnosis of impaired glucose
tolerance and diabetes was based on the American Diabe-
tes Association criteria””. Subjects with impaired glucose
tolerance included individuals with fasting glucose levels
= 6.1 mmol/L but < 7 mmol/L and with a 2-h post-load
glucose = 140 mg/dL (7.8 mmol/L) and < 200 mg/dL
(11.1 mmol/L). Diabetes prevalence was based on the
number of individuals with fasting plasma glucose =
126 mg/dL (7 mmol/L) checked twice or having a past
history of diabetes™. Body mass index (BMI) was calcu-
lated with the formula: mass (kg)/height (m)” and obesity
was defined by BMI = 30 kg/ m”. Normal limits for blood
lipids were defined accordingly to the third report of the
National Cholesterol Education Program (NCEP). Hyper-
cholesterolemia was defined as serum cholesterol = 5.10
mmol/L, hypertriglyceridemia as serum triglycerides =
1.65 mmol/L>. Hypertension was diagnosed if patients
had a past history of hypertension, were taking antihyper-
tensive drugs or had a blood pressure = 140/90 mmHg.
Liver biopsy: Sections wete stained with H&E; silver stain
for reticulin, Sirius red for collagen, periodic acid Schiff
for glycogen, periodic Schiff-diastase for glycoproteins,
and Perl’s for iron. Liver biopsy specimens were consid-
ered to be adequate if 6 or more portal tracts were in-
cluded. Evaluation of steatosis and fibrosis was performed
following the criteria developed by Brunt ez al. A diag-
nosis of NASH required the following features: steatosis,
parenchymal inflammation and ballooning degeneration of
hepatocytes with or without fibrosis and Mallory bodies™.
Informed written consent was obtained from all parti-
cipating individuals before taking blood samples and prior
to liver biopsy. The study was performed in agreement
with the Declaration of Helsinki.

Statistical analysis

Data were expressed as mean * SE for variables not-
mally distributed and as median (25"-75" percentile) for
those not normally distributed. Normalization of age was
achieved through square transformation. The following
tests were used as appropriate: Chi-square, Mann-Whitney,
Oneway Scheffe’s test, ANOVA, linear regression, binary
logistic regression. Given that vascular carotid disease
may manifest three different features (normal findings,
IMT and plaques), we chose to adopt multinominal logis-
tic regression which enables us to keep this distinction in
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Figure 1 Distribution of ultrasonographically diagnosed fatty liver of unspecified
etiology in the various age-groups of adulthood. The number of patients enrolled
in each age-group is as follows: < 30: 8 cases; 30-39: 19 cases; 40-49: 44 cases;
50-59: 64 cases; 60-69: 98 cases; 70-79: 119 cases; and >80: 97 cases.

carotid ultrasonographic findings. The software used was
SPSS Inc. Chicago, Illinois USA, release 14.0.

RESULTS

Data analysis in the whole population

Of the 449 subjects fulfilling enrollment criteria, 203
(45.2%) were men and 246 (54.8%) women; the median
of the age was 69 years (56.5-78 years). Men were younger
[median: 66 years (53-76 years)] than women [median: 72
years (59-81.25)] (Mann-Whitney test, Z = - 3.419, P =
0.001).

Fatty liver of unspecified etiology

FL was present in 42.1% (189/449) of subjects, and the
majority (102/189, 54.0%) were males (y° = 10.104, P =
0.0014). The distribution of FL per age-group is shown
in Figure 1. The median age of the subjects with FL was
62 years (49-72 years) versus 75 years (65-81.75) in those
without FL. (Mann-Whitney test, Z = -7.479, P = 7.52 X
10™). Logistic regression analysis using FL as the depend-
ent variable and age and sex as predictors disclosed OR =
-0.956, 95% CI = 0.943-0.969 (P = 2.12 x 10" for age
and OR = -0.631, 95% CI = 0.422-0.942 (P = 0.024) for
sex, demonstrating that FL. is more common in younger
male individuals.

Gallstone disease

The overall prevalence of GD was 32.5% (146/449), not
significantly different in patients with FL versus those with-
out FL (28.6% s 35.2%; XZ = 2315, P = 0.128). Patients
with GD were older than those without GD [73 years
(61-82 years) vs 68 years (53-77 years); Mann-Whitney
test, Z = -3.497, P = 0.00047] and GD was present more
often in women than in men (38.6% s 25.1%; XZ = 9.230,
P = 0.002). Logistic regression analysis using GD as the
dependent variable confirmed that advanced age and fe-
male gender rather than steatosis predict the presence of
GD (OR for age: 1.024, 95% CI: 1.009-1.039, P = 0.002;
OR for female gender: 1.698, 95% CI = 1.118-2.578, P
= 0.013). Fifty-four subjects had concurrent FL. and GD.
Compared with subjects with FL alone, these patients had
more advanced median age [64 years (53-73 years) »s 60
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Table 1 Ultrasonographic carotid findings in subjects with or

without fatty liver of unspecified etiology

Table 4 Independent predictors of intima-media thickening

(IMT) or plaques in fatty liver of unspecified etiology

Fatty liver
Carotid findings Absent 7 (%) Present n (%) P
Normal 19 (7.3) 39 (20.6)
IMT 27 (10.4) 45 (23.8)
Plaques 214 (82.3) 105 (55.6) P=4.65x10"
xz test.

Table 2 Median age and 25™-75" percentile of subjects with/
without fatty liver of unspecified etiology (classified according

to carotid findings)

Fatty liver
Carotid findings Absent 7 (%) Present n (%)
Normal 44 (31-52) 46 (34-58)
IMT 65 (51-71) 56 (48-62.5)
Plaques 76 (68.75-82) 68 (60.5-78)

Table 3 Carotid ultrasonographic findings in subjects with or

without gallstone disease

Gallstone disease

Carotid findings Absent 7 (%)  Present n (%) P

Normal 48 (15.8) 10 (6.8)

IMT 51 (16.8) 21 (14.4)

Plaques 204 (67.3) 115 (78.8) P=0.015
Xz test.

years(48-71 years); Mann-Whitney test, Z = -2.121, P =
0.034], but there was no female gender prevalence (females
55.6% s males 44.0%; = 2.76, P = 0.097).

Carotid ultrasonographic-Doppler evaluation

Fifty-cight of 449 subjects (12.9%) had normal carotid
ultrasonographic findings. IMT was found in 16.0%
(72/449) of subjects; the prevalence of atherosclerotic
plaques was 71% (319/449). The distribution of carotid
lesions per age-group is shown in Figure 2. All 8 subjects
aged < 30 years had normal carotid findings (Figure 2).
Carotid ultrasonographic-Doppler evaluation showed that
median age was 45 years (33.75-55.25) for normal, 58 years
(48.25-65) for IMT, 75 years (65-81) for plaques (Scheffe’s
Oneway on squared age F = 134.118; P = 2.48 X 10™).

Relationship between FL of unspecified etiology, GD and
carotid ultrasonographic-doppler findings
Table 1 summarises carotid findings as a function of pres-
ence/absence of FL. The frequency of subjects with IMT
was more than two-fold in those with FL than in those
without FL (23.8% »s 10.4 %). In contrast, the prevalence
of plaques was decreased in those with FL of unspecified
etiology than in those without it (55.6% ws 82.3%; Xz =
38.373,P = 4.65 x 10).

Table 2 shows median age and 25"-75" percentile in
subjects with/without FL as a function of carotid findings.

Carotid Standard Exp (B)
findings B error P (95% Cl)
IMT Intercept -3.736 0.916 0.000
Male -0.019 0.405 0.962 0.981
(0.443-2.169)
Age 0.079 0.016 0.0000014 1.082
(1.048-1.117)
Fatty liver 0.093 0.426 0.827 0.911
(0.395-2.101)
Plaques Intercept -7.879 1.050 0.000
Male 0.042 0.403 0.1719 1.719
(0.781-3.786)
Age 0.166 0.018 2.27 x 107 1.181

(1.040-1.223)
Fatty liver ~ 0.873 0416 0036 0418
(0.185-0.945)

Multivariate multinominal logistic regression. Dependent variable: carotid
findings (IMT or plaques). Reference category: normal carotid findings.
Age, sex (forced entry terms), fatty liver and GD (forward entry term) were
entered as covariates.
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Figure 2 Distribution of carotid ultrasound findings in the various age-groups of

adulthood. The number of patients enrolled in each age-group is the same as
reported in Figure 1.

o

Following normalization obtained through square eleva-
tion, age was compared through ANOVA. Carotid findings
(F = 114.457, P = 8.47 x 10") and FL (F = 6.311, P =
0.012) rather than gender (data not shown, FF =1.529, P =
0.217) were statistically different. Subjects with GD had a
higher prevalence of plaques than those without plaques
(78.8% ws 67.3%; xz = 8.351, P = 0.015) (Table 3). In ot-
der to determine those variables that were predictive of
plaques or IMT, multinominal logistic regression was used.
Carotid findings were the dependent variable (normal as
the reference value) and age and gender as fixed covariates;
factors were FL and GD (forward). As shown in Table 4,
age turned out to be an independent predictor of ultra-
sonographic carotid outcome, OR for IMT being 1.082
(95% CI: 1.048-1.117, P = 1.40 X 10°) and for plaques 1.181
(95% CI: 1.140-1.228, P = 2.27 x 10™). The presence of
FL was a protective factor for plaques (OR = 0.418, 95%
CI: 0.185-0.945, P = 0.0306) rather than for IMT (OR =
0.911, 95% CI: 0.443-2.169, P = 0.827).

Data analysis of the subset of patients with NAFLD
In 65 of 449 subjects belonging to the POLISTENA

www.wjgnet.com
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Table 5 Historical, anthropometric and laboratory findings of

subjects with NAFLD as a function of ultrasonographic carotid
findings (mean + SE, 25"-75" percentile)

Table 6 NAFLD. Hepatic histological findings in NAFLD

patients with normal carotid findings, intima-media thickening
(IMT) and atherosclerotic carotid plaques’

Variable Normal IMT Plaques P
n°19) (n° 30) n° 16)
Age (yr) 46.11 £ 2.66 55:28/ 41859 58.69+£2.67  0.001
Gender (M/F) 10/9 13/17 8/8 NS
Smokers 8/17 10/30 6/16 NS
Physical exercise 5/17 11/30 6/16 NS
BMI (kg/m’) 31.05 +1.40 28.85 + 0.68 27.30+0.85 NS
Mass (kg) 87.21 79.9 74.28.50 0.026
(76.00-100.00)  (71.00-88.50) (66.50-84.00)
Waist (cm) 102.53 +2.73 96.81 +£2.02 95.31+219 NS
Hip (cm) 114.79 +3.31 109.30 +1.52 107.31+144 NS
W/H ratio 0.90 +0.02 0.89 +£0.01 0.89+0.02 NS
Arterial D:80.0 D:80.0 D: 80.00
pressure (70.0-80.0) (80.0-80.0) (80.00-87.5) NS
(mmHg) S:1200 S:1300 51300
(120.0-130.0) (120.0-130.0)  (120.0-145.0)
Fasting glucose BI55 5%9 5.28 NS
(mmol/L) (4.75-6.54) (5.05-5.83) (4.99-5.65)
Uric acid 34529+21.76 333.52+14.11 31588+1823 NS
(umol/L)
Total cholesterol  5.37 +0.26 415+£0.21 5.91+0.18 NS
(mmol/L)
HDL Cholesterol ~ 1.20 + 0.06 1.25 £ 0.06 1.21+0.06 NS
(mmol/L)
Triglycerides 1.46 1.49 1.64 NS
(mmol/L) (0.99-2.05) (1.18-1.98) (1.49 - 2.00)
AST 26.00 25.00 23.50 NS
(IU/L) (23.00-35.00) (21.00-31.50) (19.50-29.50)
ALT 53.00 39.00 36.00 NS
(IU/L) (35.00-74.00) (29.50-54.00) (23.25-40.00)
GGT 40.00 30.00 33.00 NS
(IU/L) (29.00-71.00) (21.00-71.00) (24.25-49.25)
Fasting 119.82 108.70 80.71 NS
insulin (86.81-145.65)  (79.28-164.88)  (60.62-109.77)
(pmol /L)
Insulin 120 min 499.38 767.72 554.26 NS
post-load (269.78-1442.18) (324.31-1379.39) (383.50-770.45)
(pmol /L)
APO A 139.80+7.73 144.58 + 4.74 137.64+6.03 NS
(mg/dL)
APO B 98.00 + 6.61 111.15 +5.04 110.73+6.39 NS
(mg/dL)
Iron 16.34 £1.04 16.58 £ 0.89 15.99+1.39 NS
(wmol/L)
Ferritin 122.68+23.64 129.00+17.95 175.36+30.22 NS
(mg/dL)
Transferrin 25.99 £1.72 29.33 £1.80 28.17+286 NS
saturation (%)
Fibrinogen 3.16+0.18 3.53+0.14 333+022 NS
(/1)
HOMA-IR 4.207 3.864 2.815 NS
index (2.936-5.941) (2.708-5.869) (2.256-3.861)
Lp(a) 35.00 12.00 9.00 NS
(mg/dL) (8.50-77.00) (4.00-30.00) (5.50-28.5)

Significance of the comparisons evaluated through oneway Scheffe’s test for
variable normally distributed, and Kruskall Wallis for those not normally

distributed.

4]

23,2 . . .
study™?*, ultrasound carotid examination was also per-

formed. These patients had an average age of 53.42 £
1.38 years. Thirty-one of 65 (47.7%) were males with an
average age of 48.06 £ 2.03 years, which was significantly
lower than the age observed in women 58.29 & 1.44 years (¢
= -4.159, P = 0.00001). The prevalence of components of
the metabolic syndrome was as follows: hypercholestero-
lemia 72.3% (47/65); artetial hypertension 38.4% (25/65);

www.wjgnet.com

Carotid findings

Hepatic
histology Normal 7 (%) IMT n (%) Plaques n (%) P
Inflammatory
grade

0 2(29) 1 (10) 2 (33)

1 3 (43) 5 (50) 2 (33)

2 2(29) 2(20) 2 (33)

3 0 (0) 2 (20) 0(0) 0.516
Fibrosis stage

0 5 (71) 7 (70) 5 (83)

1 1(14) 1(10) 1(17)

2 1 (14) 2 (20) 0

3 0 0 0

4 0 0 0 0.762
Steatosis 458+£9.9 51.0£89 23.00+5.4 0.131°

extent (%)

123 of 65 NAFLD patients underwent liver biopsy; 7 had normal findings,
10 IMT, and 6 carotid plaques. *Kruskall-Wallis test; ‘One way analysis of
variance.

140 7 =0.116

P =0.006

120

100

80

Weight (kg)

60

40 . . . . . ,
20 30 40 50 60 70 80

Age (yr)

Figure 3 Inverse correlation between body weight and age in NAFLD patients.

obesity 36.9% (24/65); hypertriglyceridemia 33.85%
(22/65); IGT 27.7% (18/65); and T2DM 21.5% (14/65).
Out of 65 patients, 10 (15.4%) had GD. These GD pa-
tients were older than those without GD (59.00 * 1.65
years s 52,40 * 1.56; # = -2.91, P = 0.007), with a similar
proportion of males and females (9.68% »s 20.59%; Fisher’
s exact test, P = 0.309).

Patients with normal carotid findings were younger
than those with IMT and with plaques (Oneway Scheffe’
s test, I' = 7.652, P = 0.001). Individuals with plaques had
lower body weight (Oneway Scheffe’s test, ' = 3.878, P =
0.026) and transferrin serum levels (Oneway Scheffes test,
F=4.491, P=0.015) than those with normal carotid find-
ings (Table 5), indicating a significant inverse relationship G
=0.116; P = 0.006) between age and body weight (Figure 3).
We also found a direct relationship between HOMA and
BMI (= 0.26, P = 0.000017) rather than between HOMA
and age. No relationship was found between histological
variables and carotid ultrasonographic findings in the lim-
ited number of cases available (Table 6).

The distribution of carotid ultrasonographic findings
in the various age-groups of adulthood is shown in Figure
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Table 7 Independent predictors of intima-media thickening

(IMT) or plaques in NAFLD subjects

Carotid Standard Exp (B)
findings B error P (95% Cl)
IMT Intercept  -0.955 2.648 0.718
Age 0.087 0.034 0.010 1.091 (1.021-1.165)
BMI -0.102 0.071 0.150 0.903 (0.785-1.038)
Plaques Intercept -0.913 3.628 0.801
Age 0.119 0.042 0.005 1.126 (1.037-1.223)
BMI -0.189 0.097 0.052 0.828 (0.684-1.002)

"Multivariate multinominal logistic regression. Dependent variable: carotid
findings (IMT or plaques). Reference category: normal carotid findings.
Age, body mass (forced entry terms) and HOMA (forward entry term) were
entered as covariates.

4. Variables associated with IMT and plaques (the refer-
ence being normal findings) were evaluated using univari-
ate logistic multinominal regression, where age, BMI and
HOMA were found to be significant independent predic-
tors (data not shown). In the multivariate logistic multi-
nominal regression (Table 7), only age turned out to be
the significant independent predictor of carotid IMT (OR:
1.091, 95% CI: 1.021-1.165, P = 0.010) and plaques (OR:
1.126, 95% CI: 1.037-1.223, P = 0.005).

DISCUSSION

To the best of our knowledge, this is the first study which
explores the prevalence and determinants of carotid dis-
ease, FLL and gallstones. A major finding of this study was
that distribution of FL per age-classes (Figure 1) peaked
in the 30-49 years age-group and declined in the younger
and more advanced age groups. This “inverted U” pattern
resembles that reported for FL distribution in the general
population in ]apzmllSJ and closely mirrors the curve of al-
tered transaminase levels in USA™ and in Israel™. Tak-
en collectively, these data further support the theory that
FL, most likely NAFLD, accounts for the vast majority of
altered liver function tests (LFTs) in the Western world.
We have no explanation as to why the prevalence of FL
of unspecified etiology declined after the age of 49 years.
Several hypotheses can be put forward. The phenomenon
may reflect a simple decrease in risk factor for NAFLD,
notably including obesity, as supported by the finding in
the present study that body weight declines with age (Figure
3). An alternative explanation is that mortality might be
selectively increased among those with FL of unspecified
etiology. A recent study has shown that the presence of
NAFLD is associated with an increased mortality as com-
pared with the general population™. A unifying explana-
tion could be that only those NAFLD subjects who lose
weight will survive till more advanced age. This hypothesis,
though, remains speculative and needs support from pro-
spective studies.

Relevant findings of this study are that subjects with
FL of unspecified etiology had an increased prevalence
of IMT and a decreased prevalence of plaques; in con-
trast, GD was associated with increased prevalence of
plaques. Of interest, carotid disease was found to occur in
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Figure 4 Distribution of carotid ultrasound findings in the various age-groups of
adulthood with NAFLD. The number of patients enrolled in each age-group is as
follows: < 30: 2 cases; 30-39: 4 cases; 40-49: 16 cases; 50-59: 25 cases; 60-69:
14 cases; and 70-79: 4 cases.

FL patients approximately 8 to 9 years eatlier than those
observed in subjects without FL. In FL of unspecified
etiology, age was found to be an independent predictor
of IMT and plaques, and steatosis had a protective effect
in plaques only. Age was also recognized as the only inde-
pendent predictor of carotid findings in NAFLD.
Although the prevalence of IMT among subjects with
FL of unspecified etiology was increased, FL of unspeci-
fied etiology was not shown an independent predictor of
IMT and was a negative predictor of plaques at logistic
regression multinominal analysis; in contrast, GD and ca-
rotid plaques were shown to be associated. These findings
can all be accounted for by the influence of age on the
diseases in study. IMT and FL of unspecified etiology had
the same distribution per age-classes, namely decreased in
individuals aged > 40 years, whereas carotid atherosclerosis
and GD increased in such over-40-year-old subjects (Fig-
ure 1). An increased prevalence of IMT among subjects
with FL has also been reported in previous studies™".
However, while these authors reported the absolute value
of IMT expressed in mm, we used a > 1-1.3 mm cut-off
value, namely the threshold level predicting the occurrence
of cardiovascular events” . These methodological differ-
ences imply that we might have underestimated the true
prevalence of IMT among subjects with FL of unspecified
etiology to the advantage of predicting clinically relevant
events. A recent studymJ showed that after adjustment for
confounders, NAFLD was significantly associated with
an increased risk of cardiovascular diseases. However, ad-
ditional adjustment for the metabolic syndrome appreci-
ably attenuated this association without abolishing it. The
finding that FL. of unspecified etiology is an independent
negative predictor of carotid plaques is probably linked to
the inverse relationship linking age and body weight (Figure
3). Therefore, we emphasize that these data do not sup-
port a true “protective” effect of FL of unspecified etiol-
ogy on the development of carotid plaques but probably
represent the effect of selective mortality in those with FL
and advanced AT, as suggested by the finding in this study
that those with FL and IMT or plaques were 8 to 9 years
younger than those with the same carotid findings without
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FL.

Our data confirm the association between GD and
carotid plaquesmzﬂ but, in agreement with a previous
study"”, challenge that between GD and NAFLD. Both
these findings are accounted for by the fact that carotid
disease and GD both increase, whereas FL of unspecified
ctiology decreases, with age.

The importance of distribution per age-groups of
subjects with various carotid findings, FL., NAFLD and
GD also links the first (FL of unspecified etiology) and
the second part (NAFLD) of our study. Individuals with
NAFLD were significantly younger than those included in
the first part of the study and thus they were less prone to
the development of carotid plaques and GD. We highlight
that in this subset of patients where all data were avail-
able, no other anthropometric, biological or histological
parameters except for age, is an independent predictor of
IMT and carotid plaques as found in the whole series. This
finding fits with a previous study indicating that age is a
powerful determinant of maximum IMT in both diabetic
and healthy subjectsm].

Some studies suggest that NAFLD patients have an
increased incidence of carotid atherosclerosis”***. How-
ever, there is not enough hard data coming from natural
history to support or rule out an association between
NAFLD and cardiovascular disease. Indeed, some follow-
up studies indicate that excess mortality in NAFLD is
due to liver-related causes rather than to cardiovascular
events!™'** Enrollment criteria and referral pattern of
patients might affect the vascular risk in NAFLD patients.
NAFLD individuals included in our series were young and
had a low prevalence of arterial hypertension and reduced
HDL cholesterol that are strong determinants of ATHH,
Furthermore, factors that are associated with the onset of
carotid plaques might be different from those that cause
clinical events of (complicated) AT.

Some specific features of our study need to be empha-
sized. First, the large series of subjects who were recruited.
These individuals were distributed across all age-groups
of adulthood, so providing an exhaustive cross-sectional
picture of the relationship between the variables. Fur-
thermore, our study enabled to evaluate those risk factors
that add to the background dysmetabolic milieu linked to
NAFLD per se. Indeed, our “control” group consisted of
NAFLD patients with normal carotid findings rather than
of subjects with a normal liver (i.e. without FL). Finally,
we used the statistical procedure of multinominal logis-
tic regression analysis which is particularly suitable in the
analysis of unrelated multiple events, such as the varying
outcomes of carotid ultrasonographic findings. We ac-
knowledge, however, that ours is not a prospective study
and that absence of anthropometric and biochemical data
in the population with FL of unspecified etiology together
with the limited number of NAFLD subjects may preclude
exhaustive analysis of the etiological link between evalu-
ated variables. Furthermore, the indications for prescrib-
ing ultrasound scanning of the liver or carotid depend on
the clinical picture displayed by patients rather than by a
standardized protocol. This may have reduced the number
of subjects included in some age-groups (e.g. those aged
30 to 39 years) because these younger individuals seldom
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present indications to undergo ultrasound scanning of ca-
rotid. This might somewhat bias our findings, that need to
be duplicated by future studies.

In conclusion, our data show that in a large population
comprising all ages of adulthood, age is an independent
predictor of carotid IMT and plaques. FL. of unspecified
ctiology is a negative predictor of carotid plaques, prob-
ably indicating selective death of those with FL or disap-
pearance of liver fat with ageing. While we confirm an
increased prevalence of IMT among patients with FL of
unspecified etiology, and an association of GD with carot-
id atherosclerosis, we were unable to find any independent
relationship between any conventional parameters, such as
anthropometric, metabolic, hemodynamic, and histological
liver features and carotid disease in NAFLD. In this spe-
cific subset of individuals, again, age is the only independ-
ent predictor of ultrasonographic carotid findings. Studies
of natural history are needed to evaluate the real entity of
cardiovascular risk in patients with FL of unspecified etiol-
ogy and NAFLD as a function of age.

ACKNOWLEDGMENTS

We thank Patrizia Neri, MD; Maurizio Pulvirenti, MD;
Marzio Frazzoni, MD; Elvira De Martinis, MD for their
participation in the ultrasonographic evaluation of patients
and also Enrico De Micheli, MD, Chief of the Medicine
and Gastroenterology Department.

REFERENCES

1 Viles-Gonzalez JF, Fuster V, Badimon ]J. Atherothrombosis:
a widespread disease with unpredictable and life-threatening
consequences. Eur Heart | 2004; 25: 1197-1207

2 Bakhai A. The burden of coronary, cerebrovascular and
peripheral arterial disease. Pharmacoeconomics 2004; 22 Suppl 4:
11-18

3 Angulo P. Nonalcoholic fatty liver disease. N Engl | Med 2002;
346:1221-1231

4  Shaffer EA. Epidemiology and risk factors for gallstone
disease: has the paradigm changed in the 21st century? Curr
Gastroenterol Rep 2005; 7: 132-140

5 Bloomgarden ZT. Inflammation, atherosclerosis, and aspects
of insulin action. Diabetes Care 2005; 28: 2312-2319

6 Loria P, Lonardo A, Carulli N. Should nonalcoholic fatty liver
disease be renamed? Dig Dis 2005; 23: 72-82

7 Loria P, Lonardo A, Lombardini S, Carulli L, Verrone A,
Ganazzi D, Rudilosso A, D’Amico R, Bertolotti M, Carulli N.
Gallstone disease in non-alcoholic fatty liver: prevalence and
associated factors. | Gastroenterol Hepatol 2005; 20: 1176-1184

8 Villanova N, Moscatiello S, Ramilli S, Bugianesi E, Magalotti D,
Vanni E, Zoli M, Marchesini G. Endothelial dysfunction and
cardiovascular risk profile in nonalcoholic fatty liver disease.
Hepatology 2005; 42: 473-480

9 Brea A, Mosquera D, Martin E, Arizti A, Cordero JL, Ros E.
Nonalcoholic fatty liver disease is associated with carotid
atherosclerosis: a case-control study. Arterioscler Thromb Vasc
Biol 2005; 25: 1045-1050

10 Volzke H, Robinson DM, Kleine V, Deutscher R, Hoffmann W,
Ludemann ], Schminke U, Kessler C, John U. Hepatic steatosis
is associated with an increased risk of carotid atherosclerosis.
World | Gastroenterol 2005; 11: 1848-1853

11 Targher G, Bertolini L, Padovani R, Zenari L, Zoppini G,
Falezza G. Relation of nonalcoholic hepatic steatosis to early
carotid atherosclerosis in healthy men: role of visceral fat
accumulation. Diabetes Care 2004; 27: 2498-2500

12 Brea A, Mosquera D, Martin E, Arizti A, Cordero JL, Ros E.




Lonardo A et al. Fatty liver, atherosclerosis and gallstones

5833

13

14

15

16

17

18

19

20

21

22

23

24

25

26

27

28

29

Nonalcoholic fatty liver disease is associated with carotid
atherosclerosis: a case-control study. Arterioscler Thromb Vasc
Biol 2005; 25: 1045-1050

Jepsen P, Vilstrup H, Mellemkjaer L, Thulstrup AM, Olsen
JH, Baron JA, Sorensen HT. Prognosis of patients with
a diagnosis of fatty liver--a registry-based cohort study.
Hepatogastroenterology 2003; 50: 2101-2104

Day CP. Natural history of NAFLD: remarkably benign in the
absence of cirrhosis. Gastroenterology 2005; 129: 375-378
Nomura H, Kashiwagi S, Hayashi ], Kajiyama W, Ikematsu H,
Noguchi A, Tani S, Goto M. Prevalence of gallstone disease in
a general population of Okinawa, Japan. Am ] Epidemiol 1988;
128: 598-605

Lu SN, Chang WY, Wang LY, Hsieh MY, Chuang WL,
Chen SC, Su WP, Tai TY, Wu MM, Chen CJ. Risk factors
for gallstones among Chinese in Taiwan. A community
sonographic survey. | Clin Gastroenterol 1990; 12: 542-546
Bellentani S, Saccoccio G, Masutti F, Croce LS, Brandi G,
Sasso F, Cristanini G, Tiribelli C. Prevalence of and risk factors
for hepatic steatosis in Northern Italy. Ann Intern Med 2000;
132:112-117

Nervi F, Miquel JF, Alvarez M, Ferreccio C, Garcia-Zattera
M]J, Gonzalez R, Perez-Ayuso RM, Rigotti A, Villarroel L.
Gallbladder disease is associated with insulin resistance in a
high risk Hispanic population. | Hepatol 2006; 45: 299-305
Vague J. The degree of masculine differentiation of obesities: a
factor determining predisposition to diabetes, atherosclerosis,
gout, and uric calculous disease. 1956. Nutrition 1999; 15:
89-90; discussion 91

Mendez-Sanchez N, Chavez-Tapia NC, Motola-Kuba D,
Sanchez-Lara K, Ponciano-Rodriguez G, Baptista H, Ramos
MH, Uribe M. Metabolic syndrome as a risk factor for
gallstone disease. World ] Gastroenterol 2005; 11: 1653-1657
Mendez-Sanchez N, Bahena-Aponte J, Chavez-Tapia NC,
Motola-Kuba D, Sanchez-Lara K, Ponciano-Radriguez G,
Ramos MH, Uribe M. Strong association between gallstones
and cardiovascular disease. Am | Gastroenterol 2005; 100:
827-830

Eslick GD. Gallstones and coronary heart disease: some
authors have a lot of gall! Am | Gastroenterol 2005; 100: 2362;
author reply 2363

Bedogni G, Miglioli L, Masutti F, Tiribelli C, Marchesini G,
Bellentani S. Prevalence of and risk factors for nonalcoholic
fatty liver disease: the Dionysos nutrition and liver study.
Hepatology 2005; 42: 44-52

Lonardo A, Loria P, Leonardi F, Borsatti A, Neri P, Pulvirenti
M, Verrone AM, Bagni A, Bertolotti M, Ganazzi D, Carulli
N. Fasting insulin and uric acid levels but not indices of iron
metabolism are independent predictors of non-alcoholic fatty
liver disease. A case-control study. Dig Liver Dis 2002; 34:
204-211

Loria P, Lonardo A, Leonardi F, Fontana C, Carulli L, Verrone
AM, Borsatti A, Bertolotti M, Cassani F, Bagni A, Muratori
P, Ganazzi D, Bianchi FB, Carulli N. Non-organ-specific
autoantibodies in nonalcoholic fatty liver disease: prevalence
and correlates. Dig Dis Sci 2003; 48: 2173-2181

Lonardo A, Trande P. Are there any sex differences in
fatty liver? A study of glucose metabolism and body fat
distribution. ] Gastroenterol Hepatol 2000; 15: 775-782

Carroll BA. The extracranial cerebral vessels. In: Rumack CM,
Wilson SR, Charboneau JW Johnson JA. Diagnostic Ultra-
sound. 3rd Ed. St Louis: Mosby Inc., 2005: 943-991

Matthews DR, Hosker JP, Rudenski AS, Naylor BA, Treacher
DF, Turner RC. Homeostasis model assessment: insulin
resistance and beta-cell function from fasting plasma glucose
and insulin concentrations in man. Diabetologia 1985; 28:
412-419

Expert committee on the diagnosis and classification of
diabetes mellitus. American Diabetes Association: clinical

30

31

32

33

34

35

36

37

38

39

40

41

42

43

44

45

46

practice recommendations 2002. Diabetes Care 2002; 25 Suppl 1:
S1-147

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
I1I) final report. Circulation 2002; 106: 3143-3421

Brunt EM, Janney CG, Di Bisceglie AM, Neuschwander-Tetri
BA, Bacon BR. Nonalcoholic steatohepatitis: a proposal for
grading and staging the histological lesions. Am | Gastroenterol
1999; 94: 2467-2474

Brunt EM. Nonalcoholic steatohepatitis. Semin Liver Dis 2004;
24:3-20

Ruhl CE, Everhart JE. Determinants of the association of
overweight with elevated serum alanine aminotransferase
activity in the United States. Gastroenterology 2003; 124: 71-79
Clark JM, Brancati FL, Diehl AM. The prevalence and etiology
of elevated aminotransferase levels in the United States. Am |
Gastroenterol 2003; 98: 960-967

Elinav E, Ben-Dov IZ, Ackerman E, Kiderman A, Glikberg F,
Shapira Y, Ackerman Z. Correlation between serum alanine
aminotransferase activity and age: an inverted U curve
pattern. Am | Gastroenterol 2005; 100: 2201-2204

Adams LA, Lymp JF, St Sauver ], Sanderson SO, Lindor KD,
Feldstein A, Angulo P. The natural history of nonalcoholic
fatty liver disease: a population-based cohort study.
Gastroenterology 2005; 129: 113-121

Targher G, Bertolini L, Padovani R, Zoppini G, Zenari L,
Falezza G. Associations between liver histology and carotid
intima-media thickness in patients with nonalcoholic fatty
liver disease. Arterioscler Thromb Vasc Biol 2005; 25: 2687-2688
O’Leary DH, Polak JF, Kronmal RA, Manolio TA, Burke GL,
Wolfson SK Jr. Carotid-artery intima and media thickness as a
risk factor for myocardial infarction and stroke in older adults.
Cardiovascular Health Study Collaborative Research Group.
N Engl ] Med 1999; 340: 14-22

Targher G, Bertolini L, Poli F, Rodella S, Scala L, Tessari R,
Zenari L, Falezza G. Nonalcoholic fatty liver disease and risk
of future cardiovascular events among type 2 diabetic patients.
Diabetes 2005; 54: 3541-3546

Leinonen ES, Hiukka A, Hurt-Camejo E, Wiklund O, Sarna
SS, Mattson Hulten L, Westerbacka J, Salonen RM, Salonen JT,
Taskinen MR. Low-grade inflammation, endothelial activation
and carotid intima-media thickness in type 2 diabetes. | Intern
Med 2004; 256: 119-127

Targher G. Associations between liver histology and early
carotid atherosclerosis in subjects with nonalcoholic fatty liver
disease. Hepatology 2005; 42: 974-975; discussion 975

Kim HC, Choi SH, Shin HW, Cheong JY, Lee KW, Lee HC,
Huh KB, Kim D]J. Severity of ultrasonographic liver steatosis
and metabolic syndrome in Korean men and women. World |
Gastroenterol 2005; 11: 5314-5321

Bugianesi E, Leone N, Vanni E, Marchesini G, Brunello F,
Carucci P, Musso A, De Paolis P, Capussotti L, Salizzoni M,
Rizzetto M. Expanding the natural history of nonalcoholic
steatohepatitis: from cryptogenic cirrhosis to hepatocellular
carcinoma. Gastroenterology 2002; 123: 134-140

Alexander CM. The coming of age of the metabolic syndrome.
Diabetes Care 2003; 26: 3180-3181

Hunt KJ, Resendez RG, Williams K, Haffner SM, Stern MP.
National Cholesterol Education Program versus World Health
Organization metabolic syndrome in relation to all-cause and
cardiovascular mortality in the San Antonio Heart Study.
Circulation 2004; 110: 1251-1257

McNeill AM, Rosamond WD, Girman CJ, Golden SH,
Schmidt MI, East HE, Ballantyne CM, Heiss G. The metabolic
syndrome and 11-year risk of incident cardiovascular disease
in the atherosclerosis risk in communities study. Diabetes Care
2005; 28: 385-390

S- Editor Pan BR L- Editor Kumar M E- Editor Bai SH

www.wjgnet.com




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 15%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (Japan Web Coated \050Ad\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (Japan Magazine Advertisement Color)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 2400
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 2400
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 2400
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


