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Abstract

Background: Millions of people are at risk from the adverse effects of arsenic exposure through drinking water.
Increasingly, non-cancer effects such as cardiovascular disease have been associated with drinking water arsenic exposures.
However, most studies have been conducted in highly exposed populations and lacked individual measurements.

Obijective: To evaluate the association between cardiovascular disease and well-water arsenic exposure.

Methods: We conducted a hospital based case control study in Inner Mongolia, China. Cases and controls were
prospectively identified and enrolled from a large hospital in the Hangjin Hou area. Cases were patients diagnosed with
cardiovascular disease and controls were patients free from cardiovascular disease, admitted for conditions unrelated to
arsenic exposure. Water from the primary water source and toenail samples were collected from each subject and tested
for inorganic arsenic.

Results: Arsenic exposures were moderate with mean and median arsenic exposures of 89 ug/L and 13.1 pg/L,
respectively. A total of 298 cases and 275 controls were enrolled. The adjusted odds ratio (AOR) and corresponding 95%
confidence interval (95% CI) for a 10 pg/L increase in water arsenic were 1.19 (95% Cl: 1.03, 1.38). Compared to exposures
less than 10 pg/L, the AOR for water arsenic exposures above 40 pg/L was 4.05 (95% Cl: 1.1-14.99, p = 0.04). Nail arsenic

cardiovascular disease and arsenic at moderate exposures.

above 138 ug/g was also associated with an increased risk of cardiovascular disease.

Conclusions: By using standardized case definitions and collecting individual measurements of arsenic, this study
addressed several limitations of previous studies. The results provide further evidence of the association between
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Background

Worldwide, millions of people are at risk from the ad-
verse effects of arsenic exposure through drinking water.
Studies in Taiwan, Argentina and Chile have documented
increased bladder, lung and skin cancer mortality as a re-
sult of arsenic exposure [1-3]. More recently, exposure to
waterborne arsenic has been associated with non-cancer
health effects such as cardiovascular disease [4-8] and
neurological disorders [9-12].

Epidemiological studies have associated arsenic expo-
sures with cardiovascular and peripheral vascular health
effects including Blackfoot disease, hypertension, athero-
sclerosis, ischemic heart disease, vascular disease mortality,
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and abnormal electrocardiograms (ECG), including pro-
longed QT-interval [13-16]. Acute arsenic toxicity is
known to cause cardiovascular effects including abnormal
ECGs [17] and ventricular fibrillation [18,19]. Arsenic tri-
oxide treatment for promyelocytic leukemia is also known
to cause prolonged QT intervals, a risk factor sudden car-
diac death, by blocking repolarizing potassium currents
[20,21]. Arsenic is believed to induce these cardiovascular
effects through several potential mechanisms including in-
flammation in vascular tissues, oxidative stress, endothelial
injury and smooth muscle cell proliferation [17].

Increased cardiovascular mortality was observed in popu-
lations in Taiwan exposed to extremely high levels of arsenic
in well water [6,13,16,22,23]. Most of these studies, however,
were retrospective, lacked individual measures of arsenic or
cardiovascular disease (CVD), and were conducted in popu-
lations with high arsenic exposures (e.g., >600 pg/L). There
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is increasing evidence that the cardiovascular effects of ar-
senic may manifest at considerably lower arsenic exposures.
Two recent studies in the United States observed associa-
tions with cardiovascular disease (CVD) and coronary heart
disease in populations exposed to only moderate levels of
arsenic (<100 pg/L) [24,25]. A recent review of the topic
concluded that at “low-moderate arsenic levels, high quality
prospective studies including individual-level exposure as-
sessment and standardized CVD outcomes are needed to
understand the role of arsenic as a CVD risk factor” [26].

In order to better understand the association between
waterborne arsenic and cardiovascular disease, especially at
low to moderate levels of exposure, we conducted a
hospital-based case control study in Inner Mongolia, China
in a population exposed to arsenic contaminated well water.

Methods

Study location

The study was conducted in the Bayingnormen (Ba Men)
region of Inner Mongolia, China. The Ba Men region is
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located on the Hetao Plain, north of the Huang He (Yel-
low) River in western Inner Mongolia, China (Figure 1). In
the late 1970s, the primary source of drinking water
shifted away from large shallow wells to deeper artesian
wells due to water scarcity and contamination of the shal-
low wells. These artesian wells were often contaminated
by naturally occurring arsenic. Characteristic arsenic-
induced skin lesions were reported in the region in the
early 1990s. Several studies have documented the preva-
lence of adverse health effects associated with arsenic ex-
posure in this region [4,27-29].

Ba Men is a rich agricultural region and most resi-
dents of the region are farmers. Ma et al. reported that
drinking water was the only significant source of arsenic
exposure and that arsenic containing pesticides had not
been used in the region [27]. Samples from soil, certain
foods (wheat, corn, sunflower seeds, beans, melon and
vegetables), and surface water were found to have ar-
senic levels lower than China national standards [30].
Rice, another potentially important source of inorganic
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arsenic exposure [31], is a less common staple food in
this part of China than locally produced foods made
with wheat grain. According to our collaborators from
the region, rice is not grown locally. The residents occa-
sionally consume freshwater fish from the Huang He
River, and only very rarely seafood from the ocean [32].

Study site and population
We recruited cases with cardiovascular disease and con-
trols from a regional hospital in the Hangjin Hou
(Hang-Hou) area of Ba Men, Inner Mongolia (Figure 1).
Hang-Hou hospital serves a population base of ap-
proximately 300,000 from a region of approximately
1800 km?* Hang-Hou hospital is equipped with modern
facilities, including equipment necessary (echocardio-
gram and interventional laboratories) for diagnosing car-
diovascular disease. Cardiologists at the hospital reported
a minimum of 900 patients were admitted annually for
cardiovascular disease.

Enrollment and informed consent

Local medical staff trained on the study procedures,
protocols and consent processes described the study
and offered enrollment to newly admitted patients with
chest pain or suspected cardiovascular disease, as well
as to suitable potential controls. Patients interested in
participating were provided details about the study and
read and signed an informed consent form. Study ma-
terials and procedures were approved by the Institu-
tional Review Board for the University of North
Carolina at Chapel Hill (UNC). All study staff were
trained on the informed consent process and were pro-
vided training on the ethical treatment of human re-
search subjects. Ethical certification, approval and
permission to conduct the study were also obtained
from the Inner Mongolia Centers for Endemic Disease
Control and Research (IMCDC) and from the Director
of Hang-Hou hospital.

Following enrollment, clinical information and tests were
obtained if not available. Study staff administered a stan-
dardized questionnaire to acquire information regarding
personal and family health history, diet, other health habits
and behaviors, occupation and residence histories. Toenails
and/or fingernails were collected while the patient was in
hospital or at the subsequent home visit. Appointments
were scheduled to visit the patient home to collect water
samples. All home visits were conducted within one month
of enrollment at the hospital.

Case definition and selection

Inclusion criteria for cases were: 1) Between 18 and 70 years
of age; 2) Met one of the three case definitions (described
below) 3) Resident of Hang-Hou county. Potential cases
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were excluded if they had severe valvular disease (e.g., aor-
tic stenosis).

Cases were defined as patients meeting any one of the
three following conditions:

1) Acute Myocardial Infarction (MI). Defined as having
2 of 3 findings:

Recent chest pain consistent with angina for
approximately 30 minutes or more.; ECG changes
consistent with MI: ST segment elevation greater
than or equal to 1.0 mV in 2 contiguous leads (2
leads following each other); Positive enzymes:
Elevation of CK/MB or troponin consistent with MI.

2) Cardiomyopathy. Defined ejection fraction less than
or equal to 35% without valvular heart disease.

3) Chest pain suggestive of angina with any one of the
following: changes on ECG consistent with previous
MI (Q-waves); documented enzyme changes
consistent with previous MI; changes in serial ECG
tracings (for example T-wave changes); ECG changes
on treadmill stress (exercise) testing consistent with
injury or ischemia.

The following criteria were used to determine an
abnormal treadmill stress test: ST segment elevation
greater than 1.0 mV in contiguous leads that do not
normally have Q waves (other than V1 or a VR); ST
depression greater than or equal to 2.0 mm which is
horizontal or downsloping measured ST segment
greater than or equal to 0.08 seconds after QRS
termination.

At the discretion of the attending physician, borderline
cases (ie., cases with chest pain suggestive of angina but
no evidence of previous MI from ECG changes or en-
zymes) were asked to complete a treadmill stress test utiliz-
ing a standard Bruce protocol [33]. ECG tracings from the
stress test were used to confirm if the patient had ischemia
consistent with cardiovascular disease. Case reports, which
documented the physician’s diagnosis and assessment, re-
sults of relevant laboratory tests, a copy of the ECG and
echocardiogram, were translated to English by IMCDC
staff and provided to the study cardiologist who reviewed
and confirmed the cases. Cases which could not be con-
firmed to meet the criteria were excluded.

Control selection

Controls were between 18 and 70 years of age and resi-
dents of Hang-Hou County. Controls were frequency
matched to cases by sex and age (+/-5 years). Controls
were patients visiting Hang-Hou hospital without car-
diovascular disease as defined above and admitted for
conditions not known to be associated with arsenic ex-
posure. The exclusionary admission conditions included:
skin, lung, gastrointestinal (GI) tract and bladder cancers,
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stroke, neuropathy, facial nerve palsy, diabetes, hyperten-
sion (systolic blood pressure > 140; diastolic blood pres-
sure > 90), gangrene, amputation of limb or extremity
(resulting from gangrene or other peripheral vascular in-
sufficiency), and cirrhosis of the liver. Acceptable condi-
tions for control selection included, for example: injury,
childbirth, general exams, and infections. In addition to
patients admitted to the hospital, we considered out-
patient visitors as potential sources of controls, for ex-
ample patients reporting for routine examinations,
physicals or check-ups.

Screened subjects were excluded from qualifying as a
control if any of following were present: ECG showed
evidence of cardiovascular disease: existing heart disease;
peripheral vascular disease; abnormal left ventricular
ejection fraction on echocardiogram (<55%).

Nail sample collection and arsenic measurement

Study subjects were asked to provide toenail samples
under the supervision of study staff in hospital or at
their place of residence using a clean nail clipper (pro-
vided by study staff). One to 3 mm of toenail was col-
lected from each toe and pooled in a sealed plastic bag.
When toenails could not be collected, or a relatively
small amount of toenail was collected, fingernail clip-
pings were collected. Approximately 30% of subjects
provided nail samples at the subsequent home visit be-
cause their nails were too short at the time of their
hospital stay. Of the subjects with missing nail samples,
14 were not present at the time of the home visit be-
cause they had moved (n=4) or were deceased (n = 10).
The remaining 26 either refused or did not have enough
nail for collection and analysis. Toenails were stored and
shipped to the United States Environmental Protection
Agency (EPA) laboratory in North Carolina at ambient
temperature for processing and aliquoting. The nail sam-
ples were cleaned as described previously [34] by sonifi-
cation in HPLC-grade water to remove debris from the
nail surface followed by acetone wash to dry and remove
additional organic contaminants. Toenails were analyzed
for arsenic using Instrumental Neutron Activation Ana-
lysis (INAA) at North Carolina State University Nuclear
Services Department (Raleigh, NC, USA) [35]. Samples
were tested in triplicate and the average result, detection
limit and uncertainty was reported for each sample. The
average limit of detection was 0.16 pg/g and the average
uncertainty was 15%.

Fewer than 6% of nail samples were below the limit
of detection (LOD) and these were assigned a value of
LOD/+/2. Nail samples had a variable limit of detection
dependent on the mass of the sample. When possible,
toenails were used for nail arsenic measurements. For
28 subjects of the 566 that provided nail samples (<5%),
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only fingernail samples were collected. Because in these
samples, fingernail and toenail arsenic were highly cor-
related for those who provided both (r=0.73), regres-
sion coefficients of a regression model of toenail
arsenic with fingernail arsenic and age as independent
variables were used to impute values for missing toenail
arsenic samples (single imputation procedure) for the
28 subjects that provided fingernail but not toenail
samples according to the following regression model:
Toenail Arsenic (pg/g)=0.988 + (0.8165 x Fingernail
Arsenic (ug/g))-(0.0108 x Age (years)).

Water sample collection and arsenic measurement

At the time of the home visit, study staff collected sam-
ples of water from the primary drinking water source.
Subjects were assigned a water arsenic exposure based
on their primary source of drinking water. Samples were
collected in acid-washed tubes, transported to the
University of Alberta on blue ice and analyzed for total
arsenic using inductively coupled plasma mass spec-
trometry (ICPMS) as described previously [36]. For
shared wells or subjects using distributed or municipal
water, a single sample was collected and tested to repre-
sent arsenic exposures. The detection limit by ICPMS
was 0.1 pg/L. The average coefficient of variation was
1.9%. Two water arsenic samples were measures below

the LOD and were assigned a value of LOD/ V2.

Covariate measurement and assessment

In addition to age category and sex, the following covari-
ates were considered in multivariate models as potential
confounders of the association between arsenic and car-
diovascular disease: diet, body mass index (BMI); occu-
pation (unemployed, farming, industry, professional and
other); education (None or some primary school; primary or
some high school; completed high school); smoking (non-
smoker, former smoker, or current smoker); alcohol use (yes
or no); and family history of hypertension, diabetes or heart
disease. With the exception of BMI, which was based on
measured height and weight in the hospital, these were de-
rived from responses to the questionnaire and interview.

To account for diet, subjects were asked how often in
a month they usually eat various types of foods including
fish, beef, grains, pork, beans, vegetables and fruit. For
analysis, these responses were combined into summary
estimates of servings per month for fruits and vegeta-
bles; protein other than meat (milk, soy) and meat (beef,
chicken, pork, other meat) by assigning numerical values
of 0; 0.5; 3; and 10 servings to the categorical responses
never, less than 1, 1 to 5 and over 5, respectively. Be-
cause nearly all subjects reported eating grain (rice,
wheat or corn) regularly, it was not included in add-
itional analysis.
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Statistical analysis

Cardiovascular disease case status (present or absent) and
arsenic measures (nail and water) were the outcome and
exposures of interest. Tabulations of nail and water arsenic
categories and case/control status were compared with
demographic and health characteristics (smoking, age, sex,
income, occupation, diet) to identify correlates of cardio-
vascular disease and water and nail arsenic.

Logistic regression models were used to assess the as-
sociation between case status and arsenic exposures con-
trolling for the variables described above. Models were
fit with all the variables and a final model was selected
by sequential backwards removal of each variable, maxi-
mizing the Akaike’s information criterion (AIC) [37].
Only alcohol use was excluded by the selection procedure,
so all models included age, sex, diet, BMI, occupation, edu-
cation, smoking, and family history of hypertension, dia-
betes or heart disease. Water arsenic and nail arsenic were
modeled as continuous variables and also as categorical
variables. Water arsenic was categorized as follows: less
than 10; 10-40 and over 40 pg/L. These categories were
based on the current EPA regulatory standard [38] and
World Health Organization guideline value [39] of 10 pg/L
for the lowest category and just below the previous EPA
standard of 50 pg/L for the upper category. Because there
was a limited range of exposure, additional categories were
not considered. Nail arsenic was categorized based on per-
centiles of the distribution to contrast the lowest exposures
and the highest exposures as follows: 0.11-0.28 pg/g (<10™
percentile); 0.29-1.37 ug/g (11-90™ percentile) and 1.38-
34.2 ug/g (>90™ percentile).

Study population and recruitment

Case and control recruitment began in July 2006 and
ended in December 2011. In total 344 cases and 275
controls were recruited. Forty-five cases were excluded
following review because they did not meet case criteria,
leaving 298 cases. The general older age of cardiovascu-
lar disease patients and the younger age of most accept-
able controls (injuries, pregnancy, infections), resulted in
fewer controls than originally anticipated.

Of the 298 cardiovascular cases, 22 met the case defin-
ition of cardiomyopathy; 207 for acute MI; and 75 for
previous MIs. Six of the cardiomyopathy cases also met
criteria for a previous MI. The most common types of
admissions for controls were upper respiratory symp-
toms (colds, flu, allergies), injuries, gastrointestinal
symptoms, and regular examinations.

Results

Characteristics of cases and controls are shown in Table 1.
More cases reported smoking, having a family history of
diabetes, hypertension or heart disease (Table 1), and eat-
ing beef, pork and animal fat (data not shown). Cases also
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had a higher average BMI (24.6 vs. 23.8) and 26% of
cases had a BMI above 26 compared to 16% of controls.
Cases were also slightly older than controls (mean age
57.4 vs. 54.8).

Water arsenic

Water arsenic measures were available for a total of 560
subjects, 288 cases (51%) and 272 controls (49%). Most
subjects were on piped water or municipal water (83%),
and 17% relied on a well as their primary source of
drinking water. Water arsenic exposures ranged from
below detection (n=2) to 208.1 pg/L. The overall me-
dian and mean water arsenic levels were 8.9 and
13.1 pg/L, respectively. Only 4 subjects had water ar-
senic measures above 100 pg/L (Table 2).

Water arsenic was slightly higher among municipal
water users (mean =13.6 pg/L; median 9.9 pg/L) com-
pared to well water users (mean=10.8 pg/L; median
3.1 pg/L); although more well water users had water ar-
senic above 40 pg/L (6% vs 3% above 40 pg/L for well
water and municipal water, respectively). Water arsenic
was inversely associated with frequency of pork and beef
consumption, and education. Never smokers and non-
users of alcohol and unemployed subjects had slightly
higher water arsenic exposures. No differences in water
arsenic was evident by age, sex and family history of
heart disease (Additional file 1: Table S1).

Nail arsenic
Toenail arsenic measures were available or imputed
from fingernail measures for a total of 533 subjects, 277
cases (52%) and 256 controls (48%). Toenail arsenic
levels ranged from 0.18 ug/g to 34pg/g. Median and
mean levels were 0.60 pg/g and 0.87ug/g, respectively.
Log transformed water and nail arsenic measures were
only slightly correlated (r=0.12, p=0.007). The correl-
ation was stronger among subjects with water arsenic
measures above 20 pg/L (n =126, r = 0.45, p < 0.00005).
Males had slightly higher nail arsenic and current
smokers had higher nail arsenic compared to former or
never smokers (Additional file 1: Table S1). Nail arsenic
also varied by occupation and in also contrast to water ar-
senic, professionals had the highest levels of nail arsenic
and farmers had the lowest (Additional file 1: Table S1).

Cardiovascular case status and water arsenic

Although few subjects had high levels of arsenic expos-
ure, more cases compared to controls had water arsenic
above 40 and 50 pg/L (Table 2). Fifteen of 19 subjects
with water arsenic above 40 pg/L were cases and all four
subjects with water arsenic above 100 pg/L were cases.
Overall mean and median water arsenic measures were
13.2 and 7.5 pg/L among cases and 13.0 and 9.7 pg/L
among controls.
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Table 1 Characteristics of cases and controls®

Page 6 of 10

Control (N=275)
N(%)

Case (N =298)
N(%)

Total (N=573)
N(%)

Sex
Male
Female
Age
21-40
41-50
51-60
61-70
Occupation
Unemployed
Farming
Industry
Professional
Other
Smoking
Never Smoker
Former Smoker
Current Smoker
Drinks Alcohol
No
Yes
Family history of cardiovascular disease
No
Yes
Education
None or some primary school
Some high school
Completed high school
Body Mass Index (quartiles)
15.7-22.2
22.3-24.1
24.2-259
26.0-36.5
Years using at current residence (mean)
Estimated monthly servings (mean)
Fruits and vegetables
Meat
(beef, pork, poultry)
Other protein
(beans, milk, eggs)

185 (67%)
90 (33%)

23 (8%)
59 (22%)
104 (38%)
89 (32%)

41 (15%)
116 (42%)
19 (7%)
49 (18%)
50 (18%)

134 (49%)
25 (9%)
115 (42%)

164 (60%)
111 (40%)

227 (83%)
48 (18%)

65 (24%)
125 (46%)
85 (31%)

78
76
78
43
17

28%
28%,
28%
16%,

16.7
203

158

209 (70%)
89 (30%)

21 (7%)

49 (16%)
91 31%)
137 (46%)

19 (7%)
185 (64%)
23 (8%)
41 (14%)
20 (7%)

86 (30%)
91 31%)
115 (39%)

158 (54%)
135 (46%)

141 (48%)
152 (52%)

97 (33%)
139 (48%)
57 (20%)

65
69

22%
23%
76 (26%,
88 (30%
18.3

(22%)
(23%)
(26%)
(30%)

14.3
218

126

394 (69%)
179 (31%)

44 (8%)

108 (19%)
195 (34%)
226 (39%)

60 (119%)
301 (54%)
42 (8%)
90 (16%)
70 (12%)

220 (39%)
116 (21%)
230 (419%)

322 (57%)
246 (43%)

368 (65%)
200 (35%)

162 (29%)
142 (25%
142 (25%)

143 (25%
145 (25%
154 (27%
131 (23%

17.8

)
)
)
)

154
21.1

“Numbers do not add to 275 cases and 298 controls for some categories due to missing data. Column percents may not add to 100% due to rounding.
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Table 2 Case status and arsenic exposure categories
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Water Arsenic (pg/L) Control Case Toenail arsenic Toenail arsenic
(ng/9) (ng/9)
Mean/Median Min/Max

Under 10 137 (50.4%) 168 (58.3%) 0.77/0.57 0.18/16.4

11-39 131 (48.2%) 105 (44.5%) 0.94/0.59 0.13/34.2

40 -99 4 (1.5%) 11 (3.8%) 141/1.60 0.40/2.46

100 and over 0 (0%) 4 (2.2%) 3.38/342 2.72/3.95

Toenail Arsenic (ng/g) Control Case Water arsenic Water arsenic
(ng/L) (ng/L)
Mean/Median Min/Max

0.11-0.28 19 (8%) 32 (12%) 10.2/2.94 0.34/31.5

(<10™ percentile)

0.29-1.37 212 (85%) 194 (74%) 11.8/9.00 0.29/88.3

(10M-90™ percentile)

1.38-34.21 18 (1.5%) 35 (13%) 29.0/10.8 0.42/208

(>90" percentile)

Results from logistic regression models with water arsenic
modeled as a continuous and categorical exposure are
shown in Table 3. After adjustment for age, sex, smoking,
diet, family risk factors and BMI, the adjusted odds ratio
(AOR) for a 10 pg/L increase in water arsenic was 1.19
(95% CI: 1.03, 1.38). Other factors associated with case

status included family risk factors for cardiovascular disease
and history of smoking (Additional file 1: Table S2 and S3).
Positive associations were also observed using log-10 trans-
formed water arsenic (AOR =1.54, 95% CI: 1.09-2.17).
Relative to water arsenic exposure less than 10 pg/L,
there were elevated AORs for water arsenic exposures

Table 3 Adjusted odds ratios (AOR) for cardiovascular disease and water and nail arsenic exposure®

AOR 95% Cl p-value p-value (trend)® N€

Continuous exposures
Water arsenic (10 pg/L) 1.19 1.03-138 0.021 NA 553
Nail arsenic (ug/g) 116 098-138 0.09 NA 526
Categorical exposures
Water arsenic (ug/L)

<10 ref 0.06

10-39 1.23 0.78-1.93 038 553

40 and over 4.05 1.10-14.99 0.036
Nail arsenic (ug/g ) 0.21

0.11-0.28 Ref 526

(<10 percentile)

0.29-1.37 067 033-1.34 0.26

(1090 percentile)

1.38-34.21

(>90™ percentile)

Ref: 0.11-0.28 191 0.73-4.99 0.19

Ref : 0.11-1.37 248 1.18-5.20 0.0065

“Covariates for multivariate models included diet, body mass index (BMI); occupation (unemployed, farming, industry, professional and other); education
(None or some primary school; primary or some high school; completed high school); smoking (non-smoker, former smoker, or current smoker); and family history
of hypertension, diabetes or heart disease. Full models are available in Additional file 1.

Pp-value for trend across categories.

“Numbers do not add to 573 due to missing data on water arsenic (n = 13), nail arsenic (n =40), or one more covariates.
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above 40 pg/L (AOR =4.05, 95% CI=1.1-14.99, p =0.04,
Table 3) and 50 pg/L (AOR 5.20 (p = 0.1; 95% CI 0.9-29.99).

Cardiovascular case status and nail arsenic

Overall mean and median nail arsenic measures were
0.96 and 0.58 pg/g among cases and 0.79 and 0.60 pg/g
among controls. A higher proportion of cases had nail
arsenic above the 90™ percentile (1.38-34.2 pg/g) com-
pared to controls (13% vs. 1.5%, Table 2). After adjust-
ing for covariates there was a positive association
between nail arsenic and case status (AOR for 1 pg/g
increase in nail arsenic=1.16, 95% CI 0.98-1.38,
Table 3). In the categorical analysis, nail arsenic above
the 90™ percentile compared to the 10™ percentile was
positively associated with case status (AOR=1.9, 95%
CI 0.73-4.99, Table 3). When those above 90™ percent-
ile are compared with all subjects below the 90™ per-
centile, the risk was stronger and statistically significant
(AOR =2.75; 95% CI 1.33-5.69, Table 3).

Discussion

In recent years, health officials in Hangjin Hou, like other
arsenic affected areas of Inner Mongolia, have focused on
improving water quality and reducing arsenic exposures. In
this study, water arsenic levels were lower than previously
documented [4,28], and few subjects were exposed to over
water over 100 pg/L. Despite these relatively moderate
water arsenic exposures, we observed an association be-
tween well water arsenic and cardiovascular disease. The
odds of having cardiovascular disease among those with
drinking water arsenic above 40 ug/L was four times higher
compared to those with drinking water less than 10 pg/L.
Although we lacked sufficient data to evaluate departures
from non-linearity and threshold effects below 40 ug/L,
under the assumption of a linear trend, a 10 pg/L increase
in water arsenic was associated with a 19% increase in the
odds of cardiovascular disease.

Nail arsenic exposures were also lower than we ob-
served previously in this region, however the median
levels were approximately 10-fold higher than those ob-
served in a study in the US [40]. Although we did not
observe an effect of nail arsenic under 1.38 pg/g, sub-
jects with the highest levels of nail arsenic had a greater
incidence of cardiovascular disease. Water arsenic was
more strongly associated cardiovascular disease in terms
of the linear trend, which was not statistically significant
for nail arsenic. We also observed only a slight correl-
ation between nail arsenic and water arsenic (r=0.17),
although the correlation was considerably improved at
higher water arsenic exposures above 20 pg/L (r = 0.45).
The discrepancy at lower exposures may reflect recent
switching of water sources, or exposures to other non-
water sources of arsenic.
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Results of this study are consistent with increasing evi-
dence of associations between arsenic and cardiovascular
disease at low to moderate levels of chronic arsenic ex-
posure. In the United States, two recent studies have ob-
served associations between heart disease and arsenic
exposures under 100 pg/L. In south-central Colorado, a
retrospective cohort study observed an association between
time-weighted average lifetime exposure of arsenic and
coronary heart disease in a region with drinking water ar-
senic under 100 pg/L [24]. Also, an analysis from the
Strong Heart Study found an association with cardiovascu-
lar disease and urinary arsenic among American Indian
communities in Arizona, Oklahoma and North and South
Dakota [25]. Increases in blood markers of cardiovascular
disease risk and inflammation have also been observed at
low to moderate levels of exposure [4,40-42]. In Spain, ar-
senic at levels below 150 pg/L in municipal drinking water
has been associated with cardiovascular mortality [43].

In this study, one limitation is that we lacked information
on prior water exposures. While this likely introduced ex-
posure misclassification, the impact of this bias may miti-
gated for several reasons. Subjects had been at their
current residence a median of 20 years and a mean of
30 years and previous studies have described this region as
a relatively stable population with low migration [4,44].
Also, well water arsenic levels in this area appear to be
stable, and we previously reported samples from 57 wells
collected 12 years apart collected from Shahai village in
Hang-Hou were well correlated (r=0.76, p <0.0005) [28].
The latency period between arsenic exposure and the onset
of cardiovascular disease is likely considerably less than
that for cancer, which can be up to 20 or 30 years. In Chile,
it was found that increased acute myocardial infarction
mortality began concurrently with high arsenic exposures
and were maintained for 10 years, compared to lung and
bladder cancers which were not elevated until 20 years fol-
lowing the high exposures [8].

In this study we were able to account for many risk
factors for cardiovascular disease, we individually and
consistently diagnosed cases and controls, and individu-
ally measured arsenic exposure, thereby reducing mis-
classification. By using incident cases, a hospital based
case-control design and restricting cases to residents of
the Hang-Hou region, we were able to ensure that cases
and controls were recruited from the same general
population. Using incident cases rather than prevalent
cases helped reduce the time between exposure assess-
ment and the occurrence of cardiovascular disease
though, as with most case-control studies, we cannot be
certain that exposure preceded disease.

The study was limited in that few subjects were ex-
posed to high levels of arsenic. We were able to partially
control for the effects of age and sex by design through
matching, but there were other strong risk factors associated



Wade et al. Environmental Health (2015) 14:35

with cardiovascular disease present in our data. Occupation,
age, diet, family history and smoking history, were all associ-
ated with cardiovascular disease. Notably, those who quit
smoking were at considerably higher increased risk for car-
diovascular disease compared to non-smokers or current
smokers, possibly reflecting those who quit smoking due to
health concerns (Additional file 1: Tables S2-S5). It is possible
that we were unable to fully control for these and other fac-
tors associated with arsenic exposure and cardiovascular dis-
ease. In addition, as a result of few subjects exposed to high
arsenic levels, confidence bounds on our estimates of risk are
wide, resulting in imprecision in our risk estimates.

Conclusions

In a case-control study in Inner Mongolia, China, drink-
ing water arsenic was associated with increased risk of
cardiovascular disease among residents exposed to mod-
erate levels of arsenic. The results of this study provide
further evidence of the association between cardiovascu-
lar disease and arsenic at relatively moderate exposures.

Additional file

Additional file 1: Table S1. Arsenic exposure by demographic
characteristic. Table S2. Adjusted odds ratios (AOR) for cardiovascular
disease and water arsenic (continuous exposure model). Table S3.
Adjusted odds ratios (AOR) for cardiovascular disease and water arsenic
(categorical exposure model). Table S4. Adjusted odds ratios for
cardiovascular disease and nail arsenic (continuous exposure model).
Table S5. Adjusted odds ratios for cardiovascular disease and nail arsenic
(categorical exposure model).

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

TW designed the study, led manuscript preparation and data analysis and
interpretation. YX helped design the study, developed questionnaires,
supervised field data collection, provided expertise on the study area, and
helped interpret results; JM assisted in all aspects of the study, interpreted
results and helped prepare the manuscript; KW helped design the study,
conducted field data collection, trained interviewers, prepared data bases; CL
analyzed and interpreted arsenic measures and provided expertise in arsenic
measurement; ES assisted in data analysis, quality assurance and interpretation
of the results; WS helped design the study, provided expertise in cardiology,
developed case definition, reviewed cases and interpreted case reports. All
authors read and approved the final manuscript.

Acknowledgements

The authors would like to thank the Inner Mongolia Center for Endemic
Disease Control and Prevention in Huhhot, Inner Mongolia, the Inner
Mongolia Anti-Epidemic Station in Hangjin Hou, Inner Mongolia for their
assistance collecting data. We would also like to thank North Carolina State
Department of Nuclear Engineering, in particular Mr. Scott Lassell, for analysis
of nail samples. This work was supported by the United States Environmental
Protection Agency. The views expressed in this paper are those of the authors
and do not necessarily reflect the views or policies of the United States
Environmental Protection Agency.

Author details

'United States Environmental Protection Agency, Office of Research and
Development, Chapel Hill, North Carolina, USA. “Inner Mongolia Centers for
Endemic Disease Control and Research, Huhhot, Inner Mongolia, China.

Page 9 of 10

3University of Alberta, Edmonton, Alberta, Canada. “University of North
Carolina, Chapel Hill, North Carolina, USA.

Received: 2 February 2015 Accepted: 30 March 2015
Published online: 12 April 2015

References

1. Chen {J, Chuang YC, Lin TM, Wu HY. Malignant neoplasms among
residents of a blackfoot disease-endemic area in Taiwan: high-arsenic
artesian well water and cancers. Cancer Res. 1985/45(11 Pt 2):5895-9.

2. Hopenhayn-Rich C, Biggs ML, Fuchs A, Bergoglio R, Tello EE, Nicolli H, et al.
Bladder cancer mortality associated with arsenic in drinking water in
Argentina. Epidemiology. 1996;7(2):117-24.

3. Smith AH, Goycolea MH, aque R, Biggs ML. Marked increase in bladder and
lung cancer mortality in a region of Northern Chile due to arsenic in
drinking water. Am J Epidemiol. 1998;147(7):660-9.

4. Mumford JL, Wu K, Xia Y, Kwok R, Yang Z, Foster J, et al. Chronic arsenic
exposure and cardiac repolarization abnormalities with QT interval
prolongation in a population-based study. Environ Health Perspect.
2007;115(5):690-4.

5. Tseng CH, Chong CK, Tseng CP, Hsueh YM, Chiou HY, Tseng CC, et al. Long-term
arsenic exposure and ischemic heart disease in arseniasis-hyperendemic villages
in Taiwan. Toxicol Lett. 2003;137(1-2):15-21.

6. Chen CJ, Chiou HY, Chiang MH, Lin LJ, Tai TY. Dose-response relationship
between ischemic heart disease mortality and long-term arsenic exposure.
Arterioscler Thromb Vasc Biol. 1996;16(4):504-10.

7. ChenYY, Graziano JH, Parvez F, Liu M, Slavkovich V, Kalra T, et al. Arsenic
exposure from drinking water and mortality from cardiovascular disease in
Bangladesh: prospective cohort study. BMJ. 2011;342:d2431.

8. Yuan Y, Marshall G, Ferreccio C, Steinmaus C, Selvin S, Liaw J, et al. Acute
myocardial infarction mortality in comparison with lung and bladder cancer
mortality in arsenic-exposed region Il of Chile from 1950 to 2000. Am J
Epidemiol. 2007;166(12):1381-91.

9. LY, XiaY, He L, Ning Z, Wu K, Zhao B, et al. Neurosensory effects of chronic
exposure to arsenic via drinking water in Inner Mongolia: . Signs, symptoms
and pinprick testing. J Water Health. 2006;4(1):29-37.

10. Otto D, He L, Xia Y, Li Y, Wu K, Ning Z, et al. Neurosensory effects of chronic
exposure to arsenic via drinking water in Inner Mongolia: II. Vibrotactile and
visual function. J Water Health. 2006;4(1):39-48.

11. Tseng CH. Abnormal current perception thresholds measured by
neurometer among residents in blackfoot disease-hyperendemic villages in
Taiwan. Toxicol Lett. 2003;146(1):27-36.

12. Tseng CH, Chong CK, Chen CJ, Tai TY. Dose-response relationship between
peripheral vascular disease and ingested inorganic arsenic among
residents in blackfoot disease endemic villages in Taiwan. Atherosclerosis.
1996,120(1-2):125-33.

13. Chen CJ, Hsueh YM, Lai MS, Shyu MP, Chen SY, Wu MM, et al. Increased
prevalence of hypertension and long-term arsenic exposure. Hypertension.
1995;25(1):53-60.

14.  Chen CJ, Wang SL, Chiou JM, Tseng CH, Chiou HY, Hsueh YM, et al. Arsenic
and diabetes and hypertension in human populations: A review. Toxicol
Appl Pharmacol. 2007;222(3):298-304.

15. Wang CH, Jeng JS, Yip PK, Chen CL, Hsu LI, Hsueh YM, et al. Biological
gradient between long-term arsenic exposure and carotid atherosclerosis.
Circulation. 2002;105(15):1804-9.

16.  Chang CC, Ho SC, Tsai SS, Yang CY. Ischemic heart disease mortality
reduction in an arseniasis-endemic area in southwestern Taiwan after a
switch in the tap-water supply system. J Toxicol Environ Health A.
2004,67(17):1353-61.

17. Balakumar P, Kaur J. Arsenic exposure and cardiovascular disorders: an
overview. Cardiovasc Toxicol. 2009;9(4):169-76.

18.  Hall JC, Harruff R. Fatal cardiac arrhythmia in a patient with interstitial myocarditis
related to chronic arsenic poisoning. South Med J. 1989,82(12):1557-60.

19. Little RE, Kay GN, Cavender JB, Epstein AE, Plumb VJ. Torsade de pointes
and T-U wave alternans associated with arsenic poisoning. Pacing Clin
Electrophysiol. 1990;13(2):164-70.

20. Ficker E, Kuryshev YA, Dennis AT, Obejero-Paz C, Wang L, Hawryluk P, et al.
Mechanisms of arsenic-induced prolongation of cardiac repolarization. Mol
Pharmacol. 2004;66(1):33-44.

21, Ohnishi K, Yoshida H, Shigeno K, Nakamura S, Fujisawa S, Naito K, et al.
Prolongation of the QT interval and ventricular tachycardia in patients


http://www.ehjournal.net/content/supplementary/s12940-015-0022-y-s1.pdf

Wade et al. Environmental Health (2015) 14:35

22.

23.

24

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

42.

treated with arsenic trioxide for acute promyelocytic leukemia. Ann Intern 43.
Med. 2000;133(11):881-5.

Chen CJ, Wu MM, Lee SS, Wang JD, Cheng SH, Wu HY. Atherogenicity and
carcinogenicity of high-arsenic artesian well water. Multiple risk factors
and related malignant neoplasms of blackfoot disease. Arteriosclerosis.
1988;8(5):452-60.

Engel RR, Hopenhayn-Rich C, Receveur O, Smith AH. Vascular effects of
chronic arsenic exposure: a review. Epidemiol Rev. 1994;16(2):184-209.
James KA, Byers T, Hokanson JE, Meliker JR, Zerbe GO, Marshall JA.
Association between lifetime exposure to inorganic arsenic in drinking
water and coronary heart disease in Colorado residents. Environ Health
Perspect. 2015;123(2):128-34.

Moon KA, Guallar E, Umans JG, Devereux RB, Best LG, Francesconi KA, et al.
Association between exposure to low to moderate arsenic levels and
incident cardiovascular disease. A prospective cohort study. Ann Intern
Med. 2013;159(10):649-59.

Moon K, Guallar E, Navas-Acien A. Arsenic exposure and cardiovascular disease:
an updated systematic review. Curr Atheroscler Rep. 2012;14(6):542-55.

Ma HZ, Xia YJ, Wu KG, Calderon R. Human exposure to arsenic and health
effects in Bayingnormen, Inner Mongolia. In: Chappell WR, Abernathy
CO, editors. Arsenic Exposure and Health Effects Ill. Amsterdam: Elsevier;
1999. p. 127-31.

Wade TJ, Xia Y, Wu K, Li Y, Ning Z, Le XC, et al. Increased Mortality
Associated with Well-Water Arsenic Exposure in Inner Mongolia, China. Int J
Environ Res Public Health. 2009;6:1107-23.

Xia Y, Wade TJ, Wu K, Li Y, Ning Z, Le XC, et al. Well water arsenic exposure,
arsenic induced skin-lesions and self-reported morbidity in Inner Mongolia.
Int J Environ Res Public Health. 2009;6(3):1010-25.

Sun TZ, Wu KG, Xing CM, Ma HZ, Yu GJ, Li YH, et al. Epidemiological
Investigation of Arsenicism of Endemic area in Inner Mongolia. Chinese J
Endemiol. 1995;Special supplement:1-4 [In Chinese].

Meharg AA, Williams PN, Adomako E, Lawgali YY, Deacon C, Villada A, et al.
Geographical variation in total and inorganic arsenic content of polished
(white) rice. Environ Sci Technol. 2009:43(5):1612-7.

Mo J, Xia Y, Wade TJ, Schmitt M, Le XC, Dang R, et al. Chronic arsenic
exposure and oxidative stress: OGG1 expression and arsenic exposure, nail
selenium, and skin hyperkeratosis in Inner Mongolia. Environ Health
Perspect. 2006;114(6):835-41.

Bruce R, Hornsten T. Exercise stress testing in evaluation of patients with
ischemic heart disease. Prog Cardiovasc Dis. 1969;11(5):371-90.

Schmitt MT, Schreinemachers D, Wu K, Ning Z, Zhao B, Le XC, et al. Human
nails as a biomarker of arsenic exposure from well water in Inner Mongolia:
comparing atomic fluorescence spectrometry and neutron activation
analysis. Biomarkers. 2005;10(2-3):95-104.

Heydorn K. Neutron activation analysis for clinical trace element research - volumes
I &I CRS Press. 1984;122.

Gong Z, Lu X, Watta C, Wena B, Hea B, Mumford J, et al. Speciation
analysis of arsenic in groundwater from Inner Mongolia with an
emphasis on acid-leachable particulate arsenic. Analytical Chimica Acta.
2006;555:181-7.

Akaike H. A new look at the statistical model identification. IEEE Trans
Automat Contr. 1974;19(6):716-23.

U.S. EPA: National Primary Drinking Water Regulations; Arsenic and
Clarifications to Compliance and New Source Contaminants Monitoring. 40
CFR Parts 141 and 142 Federal Register; 2001: Vol. 66, No.19, 50961.

44,

Page 10 of 10

Medrano MA, Boix R, Pastor-Barriuso R, Palau M, Damian J, Ramis R, et al.
Arsenic in public water supplies and cardiovascular mortality in Spain.
Environ Res. 2010;110(5):448-54.

Kwok RK, Mendola P, Liu ZY, Savitz DA, Heiss G, Ling HL, et al. Drinking
water arsenic exposure and blood pressure in healthy women of
reproductive age in Inner Mongolia, China. Toxicol Appl Pharmacol.
2007;222(3):337-43.

World Health Organization. Guidelines for drinking-water quality. Fourthth Ve
ed. Geneva: World Health Organization; 2011. p. 564.

Mordukhovich |, Wright RO, Amarasiriwardena C, Baja E, Baccarelli A, Suh H,
et al. Association between low-level environmental arsenic exposure and
QT interval duration in a general population study. Am J Epidemiol.
2009;170(6):739-46.

Chen Y, Santella RM, Kibriya MG, Wang Q, Kappil M, Verret WJ, et al.
Association between arsenic exposure from drinking water and plasma
levels of soluble cell adhesion molecules. Environ Health Perspect.
2007;115(10):1415-20.

Chen Y, Wu F, Liu M, Parvez F, Slavkovich V, Eunus M, et al. A prospective
study of arsenic exposure, arsenic methylation capacity, and risk of cardiovascular
disease in Bangladesh. Environ Health Perspect. 2013;121(7):832-8.

~
Submit your next manuscript to BioMed Central
and take full advantage of:
¢ Convenient online submission
¢ Thorough peer review
* No space constraints or color figure charges
¢ Immediate publication on acceptance
¢ Inclusion in PubMed, CAS, Scopus and Google Scholar
* Research which is freely available for redistribution
Submit your manuscript at ( -
www.biomedcentral.com/submit BiolVed Central
J




	Abstract
	Background
	Objective
	Methods
	Results
	Conclusions

	Background
	Methods
	Study location
	Study site and population
	Enrollment and informed consent
	Case definition and selection
	Control selection
	Nail sample collection and arsenic measurement
	Water sample collection and arsenic measurement
	Covariate measurement and assessment
	Statistical analysis
	Study population and recruitment

	Results
	Water arsenic
	Nail arsenic
	Cardiovascular case status and water arsenic
	Cardiovascular case status and nail arsenic

	Discussion
	Conclusions
	Additional file
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References

