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I

Objective: We sought to assess whether the metabolism of arsenic impacts a person’s
susceptibility to bladder cancer. Methods: Urinary methylation products were measured in
subjects from Argentina (114 cases and 114 controls) and the United States (23 cases and 49
controls). Results: In Argentina, the adjusted odds ratio (OR) for subjects with a high
proportion of ingested arsenic excreted as monomethylarsonate (%MMA) was 2.17 (95%
confidence interval [CI] ⫽ 1.02– 4.63) in smokers and 0.48 (95% CI ⫽ 0.17–1.33) in
nonsmokers. In the United States, the adjusted ORs for high %MMA in subjects with arsenic
intakes less than and greater than 100 g/d were 1.20 (95% CI ⫽ 0.27–5.38) and 2.70
(95% CI ⫽ 0.39 –18.6). Conclusions: Overall, these results are consistent with data from
Taiwan suggesting that some individuals who excrete a higher proportion of ingested arsenic as
MMA are more susceptible to arsenic-related cancer. ( J Occup Environ Med. 2006;48:
478 – 488)
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norganic arsenic (InAs) occurs naturally in the groundwater and surface
water of many parts of the world, and
millions of people worldwide are
exposed to drinking water containing
this known human carcinogen.1– 8 Ingested arsenic has been associated
with cancer of the skin, bladder,
lung, and possibly other organs, with
the highest relative risks found for
cancer of the bladder.9 The excess
risks associated with these exposures
may be quite high.9 –13 The National
Research Council has estimated that
the excess cancer risks associated
with lifetime exposures to arsenic at
the new US standard of 10 g/L may
be approximately 1 in 300.9 These
risks may be even greater in susceptible subpopulations if they exist.
The US drinking water standards for
carcinogens other than arsenic have
been set at levels associated with
risks between 1 in 10,000 and 1 in
1,000,000.14 Importantly, the new
US standard of 10 g/L only applies
to public water systems. Approximately 15% of the US population
obtain their water from private
wells.15 Although the number of private wells with high arsenic levels is
unknown, arsenic concentrations appreciably greater than 10 g/L have
been documented in some private
wells in many states in the United
States.16 –18
The primary metabolic pathway of
ingested InAs in humans is methylation.19 –21 Once ingested, InAs is
methylated to monomethylarsonic
acid (MMA5), which is reduced to
monomethylarsonous acid (MMA3).

JOEM

•

Volume 48, Number 5, May 2006

MMA3 is then methylated to dimethylarsinic acid (DMA5), which is
reduced to dimethylarsinous acid
(DMA3). In humans, this process is
not complete, and some arsenic remains as InAs and MMA. Urinary
excretion is the primary pathway of
elimination of arsenic and almost all
ingested arsenic is excreted through
the urine.22 For this reason, the relative distribution of arsenic metabolites in urine commonly is used as a
biomarker of arsenic methylation capacity.11 Typically, ingested InAs is
excreted as 10 –20% InAs, 10 –15%
MMA, and 60 –75% DMA.23 However, large interindividual variations
exist.24
Until recently, methylation of InAs
was thought to be primarily a detoxification pathway because the methylated species most commonly found in
human urine samples, MMA5 and
DMA5, are more water soluble, more
readily excreted, and less acutely toxic
than InAs.20,22,25–27 Thus, the focus
of earlier studies of arsenic metabolism was on the portion of urinary
arsenic that remained in the inorganic form. MMA3 and DMA3 are
highly unstable in human urine and
so have been measured in only a few
human studies. However, there is
increasing evidence that MMA3 is
much more toxic in vitro than its
pentavalent form and may be more
toxic than InAs.28 –35 These findings
have led to recent interest in the role
of MMA in arsenic-caused human
health effects. In fact, several epidemiological studies have reported associations between individual methylation patterns, specifically the
proportion of MMA, and the risks of
arsenic-caused disease.36 – 41 To date,
all of the published studies of methylation of ingested arsenic and cancer risks have taken place in Taiwan,
where large proportions of the population in some areas had been exposed to arsenic concentrations well
greater than 200 g/L.36,37,39,41 For
example, the studies by Hsueh et al39
and Yu et al41 took place in the
highly-exposed Blackfoot Disease
endemic region of Taiwan, where

past arsenic exposures greater than
1000 g/L have been reported.
In this report, we present the results of two independently conducted
case– control studies on arsenic
methylation and cancer, one from the
Córdoba Province, Argentina, and a
smaller study from the western
United States. Both studies include
the participants of previously published case– control investigations of
bladder cancer and moderate arsenic
drinking water exposures.18,42 These
are the first investigations of ingested
arsenic to assess the effect of individual methylation patterns on cancer
risks in populations outside of Taiwan.
As in all previously published studies
of methylation and cancer, the measurement of urinary methylation patterns was taken after cancer diagnosis
and assumed to be representative
of subject’s past methylation patterns.36,37,39,41 Evidence suggests that
methylation patterns remain fairly stable over time so that recent measurements of urinary arsenic metabolites
can be used to assess long term methylation patterns.19,24,43– 47

Materials and Methods
The Argentina study area consisted of Union and Marcos Juarez,
two contiguous counties in the eastern part of Córdoba Province. Patients with new-incident cases of
transitional cell bladder cancer aged
20 to 80 living in Union from 1996
to 2000 or Marcos Juarez from 1998
to 2000 were identified through rapid
case ascertainment involving all pathologists in the study area. Controls,
which were individually matched to
cases by county, gender, and their
exact year of birth, were selected
from computerized voter registration
lists.
Subjects in the US study were a
subset of participants from a case–
control study of arsenic ingestion
and bladder cancer that included 118
cases and 328 controls and was conducted among residents of seven
counties in California and Nevada.18
This subset included those subjects
who were residents of the cities of
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Hanford, California, and Fallon, Nevada, or the nearby surrounding areas. These areas were chosen for this
investigation because they contain
the largest populations in the United
States with historic exposure to
moderate levels of ingested arsenic
(approximately 50 –100 g/L). All
new-incident cases of bladder cancer
among residents of the study area
were obtained from the Nevada Central Cancer Registry, the Cancer
Registry of Central California, and
local physicians. Cases were subjects
between the ages of 40 to 85 with
primary bladder cancer first diagnosed between 1994 and 2000 who
lived in the study area at the time of
diagnosis. Control subjects were residents of the study area selected
through random digit dialing and
from randomly selected lists provided by the Health Care Financing
Administration, frequency matched
to cases by 5-year age groups and
gender.
All cases and controls were administered standardized questionnaires either in their homes (Argentina) or over
the telephone (United States). Information sought included residential
history, water sources at each residence, typical amount of drinking
water consumed (at time of interview, and 20 and 40 years ago),
smoking, occupational, and medical
history. These studies were approved
by the appropriate institutional review boards in the United States and
Argentina, and informed consent was
obtained from all participants.
In both studies, all subjects were
visited at their homes and first morning urine samples were collected by
study personnel. A previous study
has shown that a moderately strong
correlation exists between arsenic
excretion in single first morning
samples and samples collected over
the course of 24 hours.48 In Argentina, a single urine sample was collected from each subject. The US
study was designed to assess methylation variability over time; therefore, two or three morning urine
samples were collected from each
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subject during a period of 1 year.
Because the exact mechanism of arsenic carcinogenesis and the relative
importance of short periods of high
exposure compared with longer periods of lower exposure are unknown,
we calculated ORs for both the average %MMA and the highest recorded %MMA in the US subjects.
In both studies, urine samples
were kept frozen in the field laboratories at –20°C and then transported
on dry ice to the University of Washington, Seattle, for analysis. The urinary concentrations were measured
using hydride generation atomic absorption spectroscopy.49 The details
of the laboratory methods are described in Chung et al.45 Detection
limits for InAs, MMA, and DMA
were 0.5, 1.0, and 2.0 g/L, respectively. The corresponding replicate
precisions were 15%, 17%, and 11%.
Concentrations below the detection
limit were set at one half the detection limit. The MMA and DMA measured in this study are the sums of
the trivalent and pentavalent forms.
The trivalent forms, MMA3 and
DMA3, are rapidly oxidized during
storage and at the time of this study
could not be reliably measured in
field studies.50 Most samples in this
study were stored frozen for 1 to 4
months before analysis.
The relative proportion of arsenic
in each species (%InAs, %MMA,
and %DMA) was calculated by dividing the concentration of arsenic in
each species by the concentration of
arsenic in InAs, MMA, and DMA
combined. Unconditional logistic regression was used to calculate bladder cancer ORs comparing subjects
with high and low proportions of all
three species; however, given the
results of the earlier studies on methylation and cancer, the focus of our
results is on %MMA. The CochranMantel-Haenszel statistic was used
to calculate confidence intervals
(CIs) for crude ORs.
For most analyses, the category cutoff point for %MMA was set at the
upper tertile of the distribution of cases
and controls combined, calculated sep-
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arately for US and Argentina subjects.
This cutoff value is a rough average of
the cutoff points used in other studies
of methylation and arsenic-related
health effects.36 –39,41 Because there
were differences in the study populations and study designs and because
the studies were done at different
points in time, results are presented
separately for the US and Argentina
subjects. Odds ratios were adjusted for
age (⬍65, 65–75, ⬎75 years), gender,
and smoking (current smokers, exsmokers, and never smokers). Other
smoking variables, such as pack-years
of smoking and average cigarettes
smoked per day, also were assessed
but had no impact on the results. The
Argentina analysis also was adjusted
for the consumption of mate con bombilla (a beverage made from the herb
Ilex paraguariensis) (ever or never).42
For investigation of possible interaction between smoking and arsenic
methylation in causing bladder cancer, separate analyses were carried
out for ever- and never-smokers.
Starting ages for smoking were similar among current and former smokers. In addition, all of the former
smokers had quit within 5 years of
the study. Thus, smoking histories of
the former and current smokers were
similar; therefore, this analysis was
performed with former and current
smokers combined. In the analyses
of ever-smokers, adjustment for
smoking was performed using the
average number of cigarettes smoked
per day. A separate analysis is presented where smokers from the Argentina and US studies are combined. In
this analysis, subjects are divided into
high and low levels of %MMA based
on the upper tertile cutoff point of all
subjects from their respective country.
Because the latency of arseniccaused cancer is probably more than
20 years,9 absolute levels of InAs,
MMA, and DMA in urine samples
collected after cancer diagnosis would
only represent the period of critical
exposure if subjects remained on the
same single water source for at least
several decades. Becuse this was not
the case for almost all of our study
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subjects, we did not calculate bladder
cancer ORs for absolute levels of
arsenic species. Most of the previous
Taiwanese studies on methylation
and cancer present risk estimates
stratified by some estimate of historic arsenic exposure.36,37,39,41 To
examine the combined effect of high
levels of past arsenic exposure and
high levels of %MMA and to facilitate comparison of our results to
those from the Taiwan studies, we
also present results stratified by an
estimate of past arsenic exposure.
The method presented by Bland and
Altman was used to compare relative
risk estimates from this analysis.51
To determine past arsenic intake for
each subject, each residence that a
subject had lived at for 6 months or
longer within the study area was
linked to a water arsenic measurement for that residence. Historical
records of drinking water arsenic
content were obtained from government agencies for community water
supplies and for some private wells.
Where historical records were not
available, water samples were collected from all current and past residences that could be located. A study
by the US Geological Survey (USGS)
of drinking water supplies throughout
the US provides some evidence that
arsenic levels in ground water remain
relatively stable over time, although
this evidence is somewhat limited.1 In
a separate USGS analysis of 29 wells
in the Fallon, Nevada area, little temporal change was observed in the concentration of arsenic of most wells
during a period from 1989 to 2001.52
Previous studies have shown that some
inhibition of arsenic methylation may
occur at very high exposures.9 However, these effects usually are seen at
exposures much higher than found in
our study areas and the effects are
small compared to the wide interindividual variation seen in urinary arsenic
methylation patterns.
By linking subjects’ residential histories to drinking water arsenic measurements, an arsenic drinking water
concentration was assigned to each
year of each subject’s life within the
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TABLE 1
Sociodemographic Characteristics of Bladder Cancer Cases and Controls
Córdoba, Argentina
Cases
No.
Total
Age
⬍65
65–75
⬎75
Gender
Female
Male
Smoking
Current
Former
Never
Mean drinking water arsenic concentration*
⬍10 g/L
10 –200 g/L
⬎200 g/L
Mean drinking water intake (L/d)†

Western United States

Controls
%

114

No.

%

114

Cases
No.

Controls
%

23

No.

%

49

35
41
38

31
36
33

35
41
38

31
36
33

4
9
10

17
39
44

9
22
18

18
45
37

20
94

18
82

20
94

18
82

3
20

13
87

11
38

23
77

29
56
29

25
49
25

23
40
51

20
35
45

3
18
2

13
78
9

5
27
17

10
55
35

67
41
6
2.50

59
36
5
1.04

67
35
12
2.28

59
31
11
1.02

12
11
0
2.48

52
48
0
1.26

20
28
1
2.44

41
57
2
1.23

*Highest contiguous five-year average arsenic concentration in drinking water sources over a subject’s lifetime.
†Mean and standard deviation.

study area. The daily average arsenic
intake was then calculated by multiplying the arsenic drinking water concentration by the typical daily amount
of drinking water consumed. Analyses
were stratified on the subject’s highest
average contiguous 5-year arsenic intake. A category cutoff point of 100
g/d was chosen because this corresponds to consuming two liters of water per day containing arsenic at 50
g/L, the former US drinking water
standard. Additional details on study
methods are provided in Bates et al.
and Steinmaus et al.18,42 All data analyses were conducted using the SAS
statistical program package (Version
8.0e, SAS Institute, Cary, NC).

Results
In the Argentina study, the participation rate was 93% among cases
and 75% among controls. Further
details of participation rates in the
Argentina study are provided in
Bates et al.42 In the US study, 38
bladder cancer cases and 73 control
subjects from the original bladder
cancer case– control study had lived
in the Hanford or Fallon areas and
were eligible for the methylation

study. Of these, 23 cases (61%) and
49 controls (67%) agreed to provide
multiple urine samples during the
1-year period. Ten cases (26%) and
12 controls (16%) were contacted
and declined participation. We were
unable to locate five cases (13%) and
12 controls (16%). Nonparticipants
were similar to participants in terms
of age, gender, and smoking history.
Table 1 shows descriptive characteristics and arsenic exposure information for the Argentina and US
subjects. In both studies, cases were
more likely to be current or former
smokers (Argentina: crude OR ⫽
2.37; 95% CI ⫽ 1.36 – 4.13. US:
crude OR ⫽ 5.58; 95% CI ⫽ 1.32–
23.6). As shown in Table 1, most
cases had mean drinking water concentrations less than 10 g/L. In
Argentina, cases were more likely to
have consumed mate con bombilla
(crude OR ⫽ 2.33; 95% CI ⫽ 0.71–
8.8; data not shown).
Table 2 shows the mean relative
proportions of each arsenic species
stratified by case status, gender,
smoking, age, and urinary arsenic.
%InAs and %MMA were higher
(P ⬍ 0.01 and P ⫽ 0.08, respec-

tively), and %DMA was lower (P ⬍
0.01) in the Argentina subjects than
in the US subjects. In both study
areas, women had lower %MMA and
%InAs and higher %DMA than men.
No associations were found between
%MMA and the other variables presented in this Table 2.
Table 3 displays the adjusted ORs
for the association between bladder
cancer and urinary %MMA, dichotomized at the upper tertile, in the Argentina study. In the analysis of all
subjects (ever-smokers and neversmokers combined) and the analysis
confined to never-smokers, no association was observed between bladder
cancer risk and %MMA. However, in
analyses confined to ever-smokers,
subjects with %MMA in the upper
tertile had a twofold elevated risk of
bladder cancer compared with subjects
with a %MMA in the lower two tertiles (adjusted OR ⫽ 2.17; 95% CI ⫽
1.02– 4.63). In analyses confined to
ever-smokers with arsenic intakes
ⱖ100 g/d, the bladder cancer adjusted OR comparing subjects with a
%MMA in the upper tertile to those
with lower %MMA levels was 4.10
(95% CI ⫽ 0.91–18.5). The corre-
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TABLE 2
Univariate Analyses of the Proportions of Each Arsenic Species (Standard Deviations)
Córdoba, Argentina
Variable
All
Bladder cancer
Cases
Controls
Gender
Women
Men
Smoking
Current
Ex-smokers
Never
Age
⬍65
65–75
⬎75
Urinary arsenic*
Low tertile
Medium tertile
High tertile

Western United States

N

%

%InAs

%MMA

%DMA

N

%

%InAs

%MMA

%DMA

228

100

16.1 (10.0)

14.6 (9.7)

69.3 (16.3)

72

100

11.9 (4.9)

13.2 (4.1)

74.9 (6.9)

114
114

50
50

14.9 (7.8)
17.3 (11.7)

14.9 (10.7)
14.3 (8.7)

70.2 (16.3)
68.3 (16.2)

23
49

32
68

11.9 (5.0)
11.8 (4.4)

13.4 (4.7)
13.1 (3.8)

74.6 (8.0)
75.1 (6.5)

40
188

18
82

13.7 (8.8)
16.6 (10.2)

13.4 (10.2)
14.8 (9.7)

72.9 (17.3)
68.5 (16.0)

14
58

19
81

9.6 (2.5)
12.4 (4.8)

10.4 (2.6)
13.9 (4.1)

80.0 (3.0)
73.7 (7.1)

52
96
80

23
42
35

17.0 (8.7)
15.5 (7.8)
16.2 (12.8)

14.5 (7.4)
14.4 (10.0)
14.9 (10.8)

68.5 (12.2)
70.1 (15.4)
68.9 (19.4)

8
45
19

11
63
26

13.7 (7.1)
11.5 (4.1)
11.8 (4.5)

13.3 (6.2)
13.5 (3.9)
12.6 (3.6)

73.0 (11.9)
75.0 (6.0)
75.6 (6.7)

70
82
76

31
36
33

17.7 (8.1)
15.1 (7.9)
15.8 (13.1)

14.3 (8.7)
13.9 (8.6)
15.6 (11.7)

68.0 (14.4)
71.0 (15.1)
68.6 (19.0)

13
31
28

18
43
39

12.4 (2.2)
13.2 (5.2)
10.2 (4.3)

12.1 (2.9)
13.6 (4.6)
13.3 (3.9)

75.5 (4.7)
73.3 (8.3)
76.5 (5.9)

76
76
76

33
33
33

17.5 (14.3)
15.8 (6.8)
15.0 (7.1)

16.1 (14.3)
12.9 (6.8)
14.7 (5.7)

66.4 (23.6)
71.3 (11.3)
70.2 (10.3)

24
24
24

33
33
33

13.0 (5.9)
11.2 (3.6)
11.4 (3.9)

13.2 (4.5)
13.0 (4.5)
13.4 (3.0)

73.8 (8.9)
75.8 (6.1)
75.2 (5.5)

*This is the sum of arsenic concentrations in the form of InAs, MMA, and DMA. Tertile cutoff points for this value for the Argentina study were
7.3 and 17.8 g/L. Tertile cutoff points for the US study were 10.6 and 22.0 g/L.

sponding adjusted OR for smokers
with arsenic exposures less than 100
g/d was lower than this (adjusted
OR ⫽ 2.06; 95% CI ⫽ 0.81–5.22),
although the difference between
these OR was not statistically significant (P ⫽ 0.45). The median arsenic
drinking water concentrations for
subjects in the ⬍100 g/d and ⱖ100
g/d categories were 1.1 g/L (standard deviation [SD] ⫽ 19.4 g/L)
and 145.7 g/L [SD ⫽ 170.7 g/L],
respectively.
Table 4 shows the logistic regression analysis for the US subjects. In
the analysis involving all subjects,
the bladder cancer adjusted OR for
subjects in the upper tertile of average %MMA compared to those in
the lower two tertiles was 1.19 (95%
CI ⫽ 0.38 –3.68). In analyses confined to subjects with arsenic intakes
ⱖ100 g/d, the adjusted OR for
those in the upper tertile of average
%MMA was 2.70 (95% CI ⫽ 0.39 –
18.6). The corresponding adjusted
OR for subjects in the upper tertile of
highest recorded %MMA was 6.24
(95% CI ⫽ 0.89 – 43.7). In neversmokers and ever-smokers, the adjusted OR for average %MMA in the

upper tertile were 4.33 (95% CI ⫽
0.21–90.8) and 0.85 (95% CI ⫽
0.25–2.85), respectively. Too few
subjects were available in the US study
to calculate separate adjusted ORs for
never-smokers and ever-smokers in
subjects with arsenic intakes ⱖ100
g/d. The median arsenic drinking water concentration in US subjects with
arsenic intakes below and ⱖ100 g/d
were 4.2 g/L (SD ⫽ 8.8 g/L) and
100.0 g/L (SD ⫽ 43.6 g/L), respectively. When US and Argentina
subjects were combined, in an analysis confined to smokers, the adjusted OR for subjects in the upper
tertile of %MMA compared to those
in the lower two tertiles was 1.79
(95% CI ⫽ 0.98 –3.28).
Associations were not seen between %InAs or %DMA and bladder
cancer risks in either the US or Argentina studies. For example, in
analyses confined smokers, the adjusted ORs for Argentina subjects in
the upper tertile of %InAs and
%DMA compared with those in the
two lower tertiles were 0.85 (95%
CI ⫽ 0.28 –2.59) and 1.19 (95%
CI ⫽ 0.41–3.47), respectively.

Discussion
The direction and magnitude of
the positive relative risk estimates
for %MMA we identified in smokers
from the Argentina study and in all
subjects with arsenic intakes ⱖ100
g/L from the US study are similar
to the overall results reported in
other studies of arsenic methylation
and cancer. The results of the previously published studies on methylation of ingested arsenic in drinking
water and cancer are presented in
Table 5. As shown, all previous studies have taken place in Taiwan and
all involved a relatively small number of cases. In several of the Taiwan
studies, results are presented for the
MMA/DMA ratio. Interindividual
variability in MMA/DMA ratios is
more dependent on %MMA than
%DMA because the interindividual
variability in %MMA generally is
much greater than the interindividual
variability in %DMA.43,53,54 Thus,
the relative risks identified for
MMA/DMA ratio are more likely
caused by differences in %MMA
than differences in %DMA. Given
this, the findings in all of the studies

*Unadjusted odds ratios and 95% confidence intervals.
†Odds ratios adjusted for age, gender, bombilla use (never vs ever), and smoking (current, former, and never). In the analysis of ever-smokers, adjustment for smoking is based on the
average number of cigarettes smoked per day.
‡Arsenic intake refers to the highest contiguous five-year average arsenic intake in a subject’s lifetime. The median arsenic drinking water concentrations for subjects in the ⬍100 g/d
and ⱖ100 g/d categories were 1.1 g/L and 145.7 g/L, respectively.
OR, odds ratio; CI, confidence interval; Ref, reference group; %MMA, the proportion of inorganic arsenic excreted in urine as MMA.

—
0.91–18.5
Ref
4.10
—
0.87–13.2
Ref
3.38
16
4
13
11
—
0.09 – 4.26
Ref
0.61
—
0.09 – 4.17
Ref
0.60
9
5
6
2
—
0.79 –9.82
Ref
2.78
—
0.67–5.37
25
9
19
13

Ref
1.90

—
0.81–5.22
Ref
2.06
—
0.75– 4.16
Ref
1.76
32
11
38
23
—
0.12–1.44
Ref
0.42
—
0.14 –1.52
Ref
0.46
22
15
16
5
—
0.58 –2.29
Ref
1.15
—
0.56 –2.07
54
26
54
28

Ref
1.07

—
1.02– 4.63
Ref
2.17
—
1.03– 4.40
Ref
2.13
48
15
51
34
—
0.17–1.33
Ref
0.48
—
0.18 –1.37
Ref
0.49
31
20
22
7
—
0.74 –2.39
Ref
1.33
—
0.73–2.20
79
35
73
41

Ref
1.27
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All subjects
%MMA ⬍ 16.7%
%MMA ⱖ 16.7%
Arsenic intake ⬍100
g/d‡
%MMA ⬍ 16.7%
%MMA ⱖ 16.7%
Arsenic intake ⱖ100
g/d‡
%MMA ⬍ 16.7%
%MMA ⱖ 16.7%

95% CI*
OR*
95% CI*
OR*
Case

Cont

OR*

95% CI*

OR†

95% CI†

Case

Cont

Never-Smokers

OR†

95% CI†

Case

Cont

Ever-Smokers

OR†

95% CI†
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TABLE 3
Bladder Cancer Odds Ratios (OR) for Low and High Levels of %MMA, Córdoba Province, Argentina
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presented in Table 5 are consistent
with the hypothesis that elevated proportions of MMA are associated with
increased risks of cancer. Despite the
small number of subjects and relatively wide confidence intervals in
each investigation, the consistency of
these findings, across different studies
and different study populations, supports the hypothesis that individual
differences in arsenic methylation patterns are associated with arsenicrelated cancer susceptibility.
The results of Argentina investigation suggest that the impact of arsenic
methylation in cancer causation is
greatest in smokers, which is consistent with other epidemiologic evidence suggesting a strong synergistic
relationship between smoking and
arsenic. For example, in four bladder
cancer studies involving low arsenic
exposures, elevated risks associated
with arsenic intake were identified
only in smokers.3,18,42,55 Synergistic
relationships also have been identified between smoking and both ingested and inhaled arsenic in studies
of arsenic-induced lung cancer.56 –58
Evidence of a synergistic relationship between smoking and %MMA
was not observed in the US study,
although this analysis involved very
few study subjects, especially in the
higher arsenic intake group. As a
result, the ORs are highly unstable
and confidence intervals are very
wide.
In the US study, the OR in the
analysis of highest recorded %MMA
was greater than the OR in the analysis of average %MMA (6.26 vs.
2.70). This difference could indicate
that peak %MMA is more strongly
associated with cancer risks than average %MMA, or it may indicate that
peak %MMA is a better predictor of
past %MMA than average %MMA.
Given the small number of cases and
the limited number of samples taken
per subject however, this difference
is difficult to interpret and could be
due to chance.
In the Taiwan studies presented in
Table 5, consistent effects between
methylation and cancer risks are
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1.03

Ref

OR*
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—

—

—
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—
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*Unadjusted odds ratios and 95% confidence intervals.
†Odds ratios adjusted for age, gender, and smoking (current, former, and never). In the analysis of ever-smokers, adjustment for smoking is based on the average number of cigarettes
smoked per day. Adjusted odds ratios could not be calculated in some analyses of ever-smokers and never-smokers due to the small number of study subjects.
‡In this study, two to three urine samples were collected from each subject. “Average %MMA” refers to the mean value of %MMA of all samples collected from each subject. 14.9%
is the upper tertile cutoff point of this variable. “Highest %MMA” refers to the single highest proportion recorded among all samples collected from each subject. 17.7% is the upper tertile
cutoff point of this variable.
§Arsenic intake refers to the highest contiguous five-year average arsenic intake in a subject’s lifetime. The median arsenic drinking water concentration in US subjects with arsenic intakes
below and ⱖ100 g/d were 4.2 g/L and 100.0 g/L, respectively.
OR, odds ratio; CI, confidence interval; Ref, reference group; %MMA, the proportion of inorganic arsenic excreted in urine as MMA.

All subjects
Average %MMA
⬍14.9%‡
Average %MMA
ⱖ14.9%
Highest %MMA
⬍17.7%‡
Highest %MMA
ⱖ17.7%
Arsenic intake
⬍100 g/d§
Average %MMA
⬍14.9%
Average %MMA
ⱖ14.9%
Highest %MMA
⬍17.7%
Highest %MMA
ⱖ17.7%
Arsenic intake
ⱖ100 g/d§
Average %MMA
⬍14.9%
Average %MMA
ⱖ14.9%
Highest %MMA
⬍17.7%
Highest %MMA
ⱖ17.7%

All Subjects

TABLE 4
Bladder Cancer Odds Ratios (OR) for Low and High Levels of %MMA, Western United States
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TABLE 5
Studies of Methylation Capacity and Arsenic-Associated Cancer
Study

Outcome

Key Findings

Hsueh et al., 1997 (Taiwan)39

Skin cancer (16 cases)

CAE* %MMA
ⱕ20 ⱕ 26.7
ⱕ20 ⬎ 26.7
⬎20 ⱕ 26.7
⬎20 ⬎ 26.7

OR
Ref
3.00
8.35
23.96

95% CI
—
0.32–27.83
1.07– 65.00
2.55–225.2

Yu et al., 2000 (Taiwan)41

Skin cancer (26 cases)

Species
%InAs ⬎ 12.3%
%MMA ⬎ 15.5%
%DMA ⬍ 72.2%
MMA/DMA ⬎ 0.22

OR†
3.50
5.50
3.25
3.33

95% CI
0.73–16.85
1.22–24.81
1.06 –9.97
0.92–12.11

Chen et al., 2003 (Taiwan)36

Skin cancer (76 cases)

MMA/DMA ⬍ 0.20
CAE ⱕ 2*
CAE ⬎ 2–15
CAE ⬎ 15
MMA/DMA ⬎ 0.20
CAE ⱕ 2
CAE ⬎ 2–15
CAE ⬎ 15

OR
Ref
1.68
1.89

95% CI
—
0.52–5.39
0.60 – 6.01

Ref
2.53
7.48

—
0.54 –11.85
1.65–33.99

MMA/DMA ⬍0.21
CAE ⱕ 2*
CAE ⬎ 2–12
CAE ⬎ 12
MMA/DMA ⬎ 0.21
CAE ⱕ 2
CAE ⬎ 2–12
CAE ⬎ 12

OR
Ref
0.49
1.12

95% CI
—
0.10 –2.50
0.26 – 4.77

Ref
0.54
4.23

—
0.09 –3.33
1.12–16.01

Non-smokers
%MMA ⬍16.7
%MMA ⱖ 16.7
Smokers
%MMA ⬍16.7
%MMA ⱖ 16.7

OR
Ref
0.48

95% CI
—
0.17–1.33

Ref
2.17

—
1.02– 4.63

Arsenic intake ⬎100 g/d
Ave. %MMA ⬍14.9‡
Ave. %MMA ⱖ 14.9
High. %MMA ⬍17.7§
High. %MMA ⱖ 17.7

OR
Ref
2.70
Ref
6.24

95% CI
—
0.39 –18.6
—
0.89 – 43.7

Chen et al., 2003 (Taiwan)37

Argentina

United States

Bladder cancer (49 cases)

Bladder cancer (114 cases)

Bladder cancer (23 cases)

*Cumulative arsenic exposure in mg/L-yr
†Odds ratios for high vs low proportion of each arsenic species. For example, the odds ratio in subjects with %InAs ⬎ 12.3% compared
to subjects with %InAs ⱕ 12.3% was 3.50.
‡Odds ratios are for the average %MMA recorded for each subject.
§Odds ratios are for the highest %MMA recorded for each subject.
OR, odds ratio; CI, confidence interval; Ref, reference group.

found in analyses involving highly
exposed subjects, but little information is available on the effects of
methylation in subjects with moderate arsenic exposures. In two of the
Taiwan studies, risk estimates are
presented for subjects in moderate
categories of cumulative arsenic exposure (CAE).36,37 However, the
middle category of CAE includes a
small number of subjects. For example, in the bladder cancer study by

Chen et al, the middle category of
CAE includes only four cases. Subjects in these two studies were recruited from hospitals near the highly
exposed Blackfoot Disease region of
Taiwan, although the average historic
water arsenic concentrations in the
study subjects were not presented. As
noted by the authors of both investigations, 36,37 these studies “may be generalizable to populations with high and
low levels of CAE, but not to those

with medium CAE, because sample
size limitations.”36,37 One of the primary differences between our studies
and the Taiwanese studies is that
we identified associations between
%MMA and arsenic-related cancer in
areas where only a few subjects were
exposed to arsenic concentrations
greater than 200 g/L.
In all of the studies presented in
Table 5, the assessment of methylation patterns and disease status was
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cross-sectional in nature, that is, urinary methylation products were
measured after disease status was
determined. Because the latency of
arsenic-caused cancer may be several decades or more,18,42 this raises
questions about the validity of using
a recent assessment of methylation to
estimate past methylation patterns.
Some evidence exists that stable genetic factors play a strong role in
determining individual methylation
patterns.19,24,43– 47 In the US study
subjects, the intraclass correlation
coefficients for %MMA in samples
taken from the same subjects an average of 258 days apart was 0.46
(95% CI ⫽ 0.24 – 0.64), suggesting
that individual methylation patterns
remain fairly stable over time.59 Intraindividual variability over the
course of time, as well as imprecision in laboratory analyses, could
lead to misclassification of past
methylation patterns. Importantly
though, because we collected data
from cases and controls using the
same protocols, imprecision and
variability are likely be similar
among cases and controls and therefore would likely bias relative risk
estimates toward the null, not cause
the positive associations summarized
in Table 5.
The assessment of methylation after cancer diagnosis also raises concerns about the temporal relationship
between disease and methylation capacity. The effects seen in these studies might not be due to the impact of
methylation patterns on disease, but
rather, due to the impact of disease or
disease treatment on methylation
patterns. However, three of the studies presented in Table 5 involved
nonmelanoma skin cancer, which
would not be expected to have systemic effects. Other studies have reported associations between %MMA
and the development of arseniccaused skin lesions and the presence of
chromosomal aberrations in lymphocytes.38,40 These conditions generally
are benign and would not be expected
to cause the major systemic metabolic
changes that can be caused by more

Arsenic Methylation and Bladder Cancer Risk

fatal diseases. Since associations were
found in studies involving these relatively benign conditions, it seems unlikely that the results in Table 5 were
due to the impact of disease on methylation capacity.
At the time of this study, it was not
practicable to measure MMA3 and
DMA3 because of the instability of
these metabolites in urine. More recently, methods have been developed
to measure these agents.60,61 It is
possible that MMA3 is the primary
carcinogenic agent and that the relative proportion of this agent plays a
role in susceptibility. If so, the pentavalent metabolites we measured
may simply be markers of the degree
to which the corresponding trivalent
metabolites are formed. Currently, it
is unknown whether the measurement of %MMA5 might serve as
good surrogate for %MMA3. As discussed previously, several in vitro
studies have shown that MMA3 is
more acutely toxic than InAs. In a
recent study in an arsenic-exposed
region in Mexico, %MMA3 levels
were higher in subjects with arseniccaused skin lesions (mean %MMA3 ⫽
7.7%, n ⫽ 55) than in exposed subjects without skin lesions (mean
%MMA3 ⫽ 5.9%, n ⫽ 21, P ⫽
0.072).62 Whether similar effects occur in subjects with arsenic-caused
cancer is unknown.
In conclusion, the results of the two
investigations reported here provide
additional evidence that methylation
patterns are associated with the risks of
arsenic-related bladder cancer. These
results also provide some evidence that
the relationship between methylation
patterns and cancer causation may be
greater in smokers than in nonsmokers
and may occur in areas where arsenic
exposures generally are less than 200
g/L. Currently, little is known about
the factors that control arsenic methylation in humans. The results of several
studies suggest that inherited genetic
traits play an important role in controlling this metabolic process,19,24,43– 46
although other data suggest environmental influences, such as diet and
other lifestyle factors, also may play a
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role.11,38,39,54,63– 66 Future studies on
the factors that regulate arsenic methylation and the health impacts of the
trivalent methylated metabolites of inorganic arsenic could add insights into
the carcinogenic mechanisms of arsenic and provide input into establishing a safe and effective drinking
water standard for this common
contaminant.
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