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ABSTRACT: Monomethylmercury (MMHg) exposure can induce
adverse neurodevelopmental effects in humans and is a global
environmental health concern. Human exposure to MMHg occurs
predominately through the consumption of fishery foods and rice in
Asia, but it is challenging to quantify these two exposure sources.
Here, we innovatively utilized MMHg compound-specific stable
isotope analyses (MMHg-CSIA) of the hair to quantify the human
MMHg sources in coastal and inland areas, where fishery foods and
rice are routinely consumed. Our data showed that the fishery foods
and rice end members had distinct Δ199HgMMHg values in both
coastal and inland areas. The Δ199HgMMHg values of the human hair
were comparable to those of fishery foods but not those of rice.
Positive shifts in the δ202HgMMHg values of the hair from diet were
observed in the study areas. Additionally, significant differences in
δ202Hg versus Δ199Hg were detected between MMHg and inorganic Hg (IHg) in the human hair but not in fishery foods and rice. A
binary mixing model was developed to estimate the human MMHg exposures from fishery foods and rice using Δ199HgMMHg data.
The model results suggested that human MMHg exposures were dominated (>80%) by fishery food consumption and were less
affected by rice consumption in both the coastal and inland areas. This study demonstrated that the MMHg-CSIA method can
provide unique information for tracking human MMHg exposure sources by excluding the deviations from dietary surveys, individual
MMHg absorption/demethylation efficiencies, and the confounding effects of IHg.
KEYWORDS: monomethylmercury, human hair, fishery food, rice, isotope

1. INTRODUCTION

Mercury (Hg) is a toxic trace metal of global concern and has
been listed as one of the top 10 chemicals of public health
concern by the World Health Organization.1,2 The toxic
mechanisms and biogeochemical behaviors of Hg largely
depend on its chemical forms.3,4 Monomethylmercury
(MMHg) is one of the predominant forms of organic Hg,
which results from methylation of inorganic Hg (IHg) by
bacteria or due to abiotic reactions in the environment, and is
more neurotoxic and bioaccumulative than IHg in organ-
isms.3−5 Human exposure to MMHg can lead to long-term
neurocognitive deficits in children, which result in global
socioeconomic costs of over US$20 billion.6 Underlying the
persistence and biomagnification of MMHg in aquatic systems,
fishery food intake has been identified as the primary route of
human exposure to MMHg.7 In addition, rice consumption
could also pose great risks of MMHg exposure to individuals
using rice as a staple food due to the more active Hg
methylation and higher MMHg levels in rice paddies than in
other kinds of farmlands.8−10 To quantify the human MMHg
intake levels from fishery foods and rice consumption,

numerous studies have adopted the dietary calculation
method.7,10,11 However, the uncertainties that result from
statistical biases in questionnaires, MMHg bioaccessibility, and
personal demethylation efficiencies are poorly under-
stood,11−13 which lead to large deviations between the
MMHg daily intakes and MMHg levels in biomarkers (such
as the human hair). As a result, increasing efforts have been
made to develop new approaches to more accurately estimate
the contributions of fishery foods and rice to human MMHg
burdens, especially in areas where both rice and fish serve as
staple foods.11

The application of stable Hg isotopes is based on its two-
dimensional isotope system of mass-dependent fractionation
(MDF) and mass-independent fractionation (MIF) and is an
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effective approach to trace the sources and biogeochemical
processes of Hg in the environment.14−16 MDF occurs in most
physical, chemical, or biological processes,17−19 whereas MIF is
predominately affected by specific photochemical processes
(e.g., photochemical Hg2+ reduction and photochemical
MMHg degradation) for both odd and even Hg isotopes.14

Prior studies have demonstrated that δ202Hg could indicate the
human internal demethylation process because the hair of fish
consumers is enriched by nearly +2.0‰ in δ202Hg relative to
the consumed fish.3 The hair Δ199Hg (or Δ201Hg) values could
identify dietary MMHg exposure sources considering the
absence of Hg photochemical processes during the metabo-
lism.20−22 Thus, the δ202Hg and Δ199Hg values of the total Hg
(THg) appear to have the potential to trace the dietary MMHg
sources of human exposure. However, recent studies have
reported that the human hair displays significant correlations
between the MMHg fraction and δ202HgTHg or Δ199HgTHg,

23

which suggests distinct isotope properties between the IHg and
MMHg fractions. Therefore, using the isotope values of THg
to quantify the MMHg exposure sources contains large
uncertainties since the human hair, fishery foods, and rice
occasionally present low MMHg/THg values,22,24−28 and the
mechanisms that are behind the biogeochemical behaviors of
different Hg species are poorly understood.29 Although gas
chromatography (GC) has been used for the separation and
identification of chemical Hg compounds,24 this online
method may cause variations of up to 0.5‰ in δ202Hg,
which result in low precision when analyzing the MMHg
isotope values.30,31 Recently, a selective extraction method
(SEM) has been developed for compound-specific stable
isotope analysis (CSIA), which can extract MMHg from
aqueous biological samples without GC separation and offers
high precision for the MMHg isotope values.29 However, no
research has focused on the MMHg isotope values in the
human hair and their direct link to dietary MMHg.20 It is
urgent to distinguish the MMHg exposure pathways and to
calculate the relative contributions from each source, and this
knowledge may be used to reduce the health risks of MMHg
exposure.
Here, we selected one inland and two coastal fish-rich cities

in South China, where the inhabitants may have a high
probability of MMHg exposure via the consumption of fishery
foods and rice,7,32−34 to investigate MMHg-CSIA in fishery
food, rice, and the human hair. This study aims to study and
differentiate the isotope properties between MMHg and IHg in
these biological matrices and quantify the contributions from
the two pathways of human MMHg exposure. This is
pioneering work that uses the CSIA approach, which can
provide new insights into the risk assessment and risk control
of human MMHg exposure.

2. MATERIALS AND METHODS
2.1. Sample Collection and Preparation. The human

hair, fishery food, and rice samples were collected in three
cities in South China, namely, Zhoushan, Xiamen, and Wuhan,
in April 2016, December 2017, and September 2017,
respectively (Figure S1). The first two cities are located in
coastal areas, and the third is located in an inland area. A total
of 26 coastal hair, 19 inland hair, 27 coastal commercial fishery
food, 19 inland commercial fishery food, 4 coastal rice, and 5
inland rice samples were collected for use in this study. The
hair samples were collected from individuals who had lived in
the study area for at least 1 year and used rice as their staple

food. All hair samples had weights of approximately 200−300
mg, and a questionnaire, which included “age”, “height”,
“weight”, “staple food”, and “specific Hg exposure sources”
information, was also used. Individuals in inland areas without
any seafood intake were selected and were identified by the
questionnaires. The questionnaire information is shown in
Table S1. Every participant signed a consent agreement before
the sampling took place. This study obtained an ethics
approval from the Institute of Geochemistry, Chinese
Academy of Sciences. The selected fishery food samples were
obtained from local supermarkets and included fish,
crustaceans, and mollusks, which represented the main aquatic
products in the sampling areas.35 After collection, the muscle
tissues of the fishery food samples were preserved in an ice box
and were transported to the laboratory as quickly as possible.
The sampled species and relative yields are shown in Table S2.
The rice samples were collected in supermarkets that were
located in the districts where the human hair samples were
obtained and represent the rice that is consumed by the local
inhabitants. Due to the fact that this study aims to focus on
fishery food MMHg exposure since we selected the aquatic
products cities, only small quantities of rice samples were
collected in this study.
In the laboratory, the hair samples were washed with a

nonionic detergent, distilled water, and acetone to remove
surface dust and were then air-dried. The washed hair samples
were ground with a ball mill to ensure homogenization and
were finally stored in sealed bags for further analysis.33 The
seafood and freshwater muscle samples were separated,
lyophilized, and homogenized with a pulverizer and were
stored at 4 °C.36 The rice samples (approximately 100 g each)
were air-dried, crushed, and passed through a 150-mesh sieve.
No isotope fractionation of Hg occurred during these
treatments according to previous studies.20,21

2.2. Hg Concentration Analysis. All human hair
(approximately 0.05−0.1 g), fishery food (approximately
0.1−0.2 g), and rice (approximately 0.5−1.0 g) samples were
digested with 5 mL of HNO3 (65%, v/v) at 95 °C for 3 h, and
their THg concentrations were then determined by the cold
vapor atomic fluorescence spectroscopy (CVAFS) method.37

For the analyses of the MMHg concentrations, the human hair
and fishery food samples were digested with 25% HNO3, while
the rice samples were digested by the KOH-methanol and
solvent extraction techniques.38 The MMHg concentrations
were measured by aqueous ethylation, purge, trap, and GC-
CVAFS (Brooks Rand Model III, Brooks Rand Lab, America)
detection and followed Method 1630.38 In this study, the THg
and MMHg concentrations are expressed as ng/g for the wet
weights for fishery food and ng/g for the dry weights for the
human hair and rice samples.

2.3. Hg Isotope Analysis. Approximately 0.03 g of the
hair sample, 0.3 g of the fishery food sample, and 1.0 g of the
rice sample were digested in 5 mL of HNO3 at 95 °C for 3 h,
and 0.5 mL of BrCl (30%) was subsequently added into the
digested solution to maintain the Hg stability. The digested
solution was diluted with Milli-Q water to approximately 20%
acid and 1 ng/g of THg prior to measuring the Hg isotope
compositions.23 The Hg isotopes were measured by Nu-
Plasma II multicollector−inductively coupled plasma mass
spectrometry (MC−ICP−MS) and followed the procedures of
a previous study.39 The δ202Hg and Δ199Hg values were
expressed relative to NIST-SRM-3133 (National Institute of
Standards and Technology Standard Reference Materials
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3133) by following the protocol recommended by Blum and
Bergquist.40

The MMHg isotope composition measurements were
improved by an SEM that was established by Masbou et
al.29 The SEM details are shown in the Supporting
Information, Section S1. The efficiencies needed to be verified
after the MMHg extraction procedures were completed, which
included verifying the purity and recovery of each sample, and
the procedure is also shown in the Supporting Information,
Section S1. The purity (%) of MMHg in the extracts was used
to determine the relative values of the IHg impurities, and the
recoveries (%) of MMHg in each sample were used to
determine the extraction efficiencies of the SEM. The purified
MMHg extracts were diluted with 10% HNO3 (v/v) to
produce a final THg concentration of 1 ng/g, and the Hg
isotopes were then measured by MC−ICP−MS.39

The isotope ratios of the IHg compounds in the samples
were calculated from the THg and MMHg fractions, as
described in eqs 1−3 below28

δ δ δ= × + × −R RHg Hg Hg (1 )202
THg

202
MMHg

202
IHg

(1)

Δ = Δ × + Δ × −R RHg Hg Hg (1 )199
THg

199
MMHg

199
IHg

(2)

Δ = Δ × + Δ × −R RHg Hg Hg (1 )201
THg

201
MMHg

201
IHg

(3)

where R is the percentage of MMHg that is contained in the
THg concentration (MMHg %) in each sample. The
uncertainties in the IHg isotope ratios were simulated by a
Monte Carlo simulation approach (n = 10,000 times) and used
the pseudorandom number generation function in Python
software. In this approach, we assumed that the uncertainty in
the MMHg % value was 5% and that the uncertainties in the
δ202Hg, Δ199Hg, and Δ201Hg values were 0.08, 0.06, and
0.06‰, respectively (i.e., the same as that of UM-Almaden
solution detected in this study).
2.4. Binary Mixing Model. To quantitatively estimate the

contribution of Hg exposure from each source, both a
statistical method and isotope mixing model were used in
this study. The daily absorption amount (DAA) method was
used to estimate the THg or MMHg exposures through the use
of statistical data, and the details are shown in the Supporting
Information, Section S2.23 The uncertainties in the DAA were
also calculated by the Monte Carlo simulation approach (n =
50,000 times) by using the pseudorandom number generation
function of Python software. A binary mixing model was
developed in this study to evaluate the quantitative
contributions to the MMHg exposures from the diet, and
the equations are shown as follows:20,23

Δ = × Δ

+ Δ

F

F

Hg Hg

Hg

199
hairMMHg rice

199
riceMMHg

fish
199

fishMMHg (4)

= Δ − Δ

Δ − Δ

F ( Hg Hg )

/( Hg Hg )

rice
199

hairMMHg
199

fishMMHg

199
riceMMHg

199
fishMMHg (5)

= −F F1fish rice (6)

where Δ199HghairMMHg, Δ199HgfishMMHg, and Δ199HgriceMMHg
represent the Δ199Hg values in the MMHg of the hair, fishery
food, and rice, respectively, and Ffish and Frice represent the
MMHg fractions in the fishery food and rice sources,
respectively. The mean Δ199HgfishMMHg value in the local
fishery food was used as the end member for the fishery food
source, and the mean Δ199HgriceMMHg value in the local rice was
used as the end member for the rice dietary source. The
uncertainties in the binary mixing model were also estimated
by the Monte Carlo simulation approach. The above-described
method is based on the binary method shown in the
Supporting Information, Section S3, and assumes that fishery
food and rice are the dominant MMHg sources of human
MMHg exposure.

2.5. Quality Control and Data Analysis. The quality
control approach consisted of a method blank, spiked blank,
duplicate samples, and certified reference materials (CRMs).
The limits of detection for THg and MMHg were 0.02 and
0.003 ng/g, respectively. The recoveries (%) of the THg and
MMHg concentrations in CRMs are shown in Table S3. The
relative percentage differences from the duplicate analysis in all
fishery food, rice, and hair samples were <10% for both the
THg and MMHg analyses (Table S4). The recoveries from
THg isotope digestion were in the range of 80−120% (Table
S5). The results of the purities and recoveries for the SEM are
shown in Table S6. The mean SEM purities (%) in the fishery
food, rice, and hair were 96.3 ± 11.8%, 90.8 ± 10.2%, and 92.7
± 9.43%, respectively, and the mean SEM recoveries were 99.9
± 11.9%, 91.2 ± 10.4%, and 100 ± 18.8%, respectively, which
indicated that the SEM could extract the MMHg levels from
these biological samples completely and accurately. In this
study, the NIST-3133 standard solution was used as a
bracketing standard, and NIST-3177 was used as a secondary
standard. The average δ202Hg and Δ199Hg values were −0.55 ±
0.08‰ and 0.00 ± 0.08‰ (n = 25, Mean ± 2SD),
respectively, in NIST-3177, which were consistent with
previously published data.39,40 BCR-482 and NIES-13 were
used as the THg isotope standards, and NIES-13 and TORT-2
were selected as the MMHg isotope standards. The isotope
compositions of these CRMs are shown in Table S7.
The correlations between these measured variables were

characterized by using linear regression analysis, and the
statistical significance of the correlations was evaluated by
SPSS 19.0 software for Windows. The THg and MMHg
concentrations and Hg isotope data in all samples were
compared using the t-test with a 5% significance level.

3. RESULTS
3.1. THg and MMHg Levels. The THg and MMHg

concentrations and MMHg/THg ratios (%) for all samples
that were collected in the coastal and inland areas are shown in
Table 1. Wide ranges for the THg (e.g., 5.04−87.0 ng/g) and
MMHg concentrations (e.g., 3.74−78.2 ng/g) were observed
in the fishery food across the study areas (Table S8), and
comparable levels of THg and MMHg were observed between
the coastal and inland areas (Table 1). The MMHg/THg
ratios of all fishery foods varied from 31 to 93% (Table S8),
and the average ratio was slightly higher in inland areas than in
coastal areas (Table 1). Compared with the fishery foods, we
found much lower THg (3.14−5.10 ng/g) and MMHg
concentrations (0.860−3.05 ng/g) as well as MMHg/THg
ratios (24.4−77.4%) in the rice samples across the study areas
(Table S9). Again, the THg and MMHg levels in the rice
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samples were comparable between the coastal and inland areas
(Table 1). The hair samples displayed obviously higher THg
(1930 ± 1280 ng/g) and MMHg (1110 ± 565 ng/g) levels but
lower MMHg/THg ratios (60.9 ± 14.3%) in the coastal areas
than those in the inland areas (THg: 795 ± 517 ng/g; MMHg:
582 ± 364 ng/g; MMHg/THg ratio: 73.5 ± 9.9%), as shown
in Tables 1 and S10. In addition, we present the obtained
questionnaire information in Table S1 and found no significant
correlation between the personal data (e.g., age, height, or
weight) and hair Hg levels (e.g., lgCTHg or lgCMMHg) in the
study areas (Figure S2).

3.2. δ202Hg of MMHg and IHg. The details of δ202HgMMHg
and δ202HgIHg values are summarized in Tables S11 and S12,
respectively, and the δ202HgTHg values are listed in Table S10
and Section S4, respectively. The fishery food samples
exhibited substantial variations in the δ202HgMMHg (−1.03−
0.59‰) values, whereas the rice samples presented a much
smaller range (−1.05 to −0.60‰) (Table S11). The coastal
fishery foods were enriched with heavier MMHg isotopes
(−0.08 ± 0.39‰) than the inland fishery foods (−0.53 ±
0.52‰). This result is consistent with the rice δ202HgMMHg
characteristics in the coastal (−0.68 ± 0.06‰) and inland
areas (−0.89 ± 0.16‰, Tables 1 and S13). All hair samples
exhibited positive δ202HgMMHg values (0.05−2.98‰), while
significantly higher δ202HgMMHg values were observed in the
coastal hair samples (1.51 ± 0.63‰) than in the inland hair
samples (1.13 ± 0.55‰, Table S13). Positive offsets for the
δ202HgMMHg levels were observed between the human hair
samples and diets (Table S14). In the coastal areas, the offset
values from fishery food and rice to the hair were 1.59 and
2.19‰, respectively. Similarly, these values in the inland areas
were 1.66 and 2.02‰, respectively (Figure 1).
In contrast, no significant differences in δ202HgIHg values

were found in the fishery food samples between the coastal
(0.08 ± 1.20‰) and inland areas (−0.52 ± 1.05‰). The
δ202HgIHg values of the rice samples in the coastal (−1.49 ±
0.39‰) and inland areas (−1.19 ± 0.82‰) were also roughly
consistent, as shown in Table S13. Correspondingly, the hair
δ202HgIHg values between the coastal (0.24 ± 0.95‰) and
inland areas (0.33 ± 0.92‰) were comparable (Table S13).
As a result, the δ202HgIHg values of fishery food, rice, and the
hair displayed similar patterns between the coastal and inland
areas.
A comparison of the δ202HgMMHg and δ

202HgIHg values in the
fishery food, rice, and hair samples is shown in Table S15. We
observed comparable δ202Hg values between MMHg and IHg
in the fishery food and rice samples but significantly higher
δ202Hg values for MMHg than for IHg in the hair samples
(Table S15).

3.3. Δ199Hg of MMHg and IHg. The Δ199HgMMHg and
Δ199HgIHg values are shown in Tables S11 and S12,
respectively. The fishery food samples exhibited a 2‰
variation in Δ199HgMMHg (0.09−2.03‰), whereas the rice
samples exhibited a smaller range (−0.09−0.14‰) in the
study areas (Table S11). Significant differences in the
Δ199HgMMHg values were observed between the coastal fishery
food (0.99 ± 0.54‰) and inland fishery food samples (0.63 ±
0.48‰, Tables 1 and S13). However, the Δ199HgMMHg values
in the rice samples were remarkably comparable between the
coastal (0.03 ± 0.09‰) and inland areas (0.07 ± 0.05‰,
Tables 1 and S13). The Δ199HgMMHg values of the hair samples
varied from 0.18 to 1.24‰ in the study areas (Table S11).
Similar to fishery food, the coastal hair samples exhibitedT
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higher Δ199HgMMHg values (0.83 ± 0.17‰) than the inland
hair samples (0.51 ± 0.16‰), as shown in Tables 1 and S12.
The average Δ199HgMMHg value for the hair samples was
slightly lower than that for fishery food but was significantly
higher than that for rice in the study areas (Table S14), which
suggested that the MMHg in the hair samples was dominated
by fishery food consumption rather than by rice consumption.
For the IHg, the fishery food and rice samples showed wide

ranges of Δ199Hg (−0.31−2.24‰ and −0.15−0.28‰,
respectively). No significant differences in the Δ199HgIHg

values between the coastal and inland areas (Table S13)
were found in the fishery food or rice samples, but the coastal
hair samples (0.45 ± 0.27‰) exhibited significantly higher
Δ199HgIHg values than the inland hair samples (0.17 ±
0.23‰).
Although the fishery food and rice samples showed

comparable Δ199HgMMHg and Δ199HgIHg values, the hair
samples displayed significantly higher Δ199HgMMHg values
when compared with the Δ199HgIHg values (Table S15).
Interestingly, we observed significant positive correlations
between the Δ199HgMMHg and Δ199HgIHg values in all fishery
food samples (R2 = 0.36, p < 0.01, Figure S3) and hair samples
(R2 = 0.13, p < 0.01, Figure S4) in this study.

4. DISCUSSION

4.1. Comparison of MMHg Isotopes between Coastal
and Inland Areas. Earlier studies have characterized the
δ202HgTHg and Δ199HgTHg values in aquatic organisms, such as
in inland rivers (δ202HgTHg: −0.92−−0.40‰; Δ199HgTHg:
−0.09−0.55‰),3 inland lakes (δ202HgTHg: −0.96−0.08‰;
Δ199HgTHg: 0.49−2.52‰),41 the Great Lakes (δ202HgTHg:
−0.61−2.06‰; Δ199HgTHg: 0.58−7.16‰),42,43 coastal areas
(δ 2 0 2HgTHg: −2 .09−0 .98‰ ; Δ 1 9 9HgTHg : −0 .04−
2.56‰),36,44−46 and open oceans (δ202HgTHg: 0.00−1.84‰;
Δ199HgTHg: 1.00−5.50‰).47 The present study is the first to
report on the MMHg isotopes in fish samples. The sources and
formation mechanisms of MMHg in water prior to its
bioaccumulation have been shown to directly affect the
δ202HgMMHg and Δ199HgMMHg levels in aquatic organ-
isms.42,43,47 For instance, the MMHg in the open oceans and
Great Lakes is primarily methylated from Hg that is supplied
by precipitation with positive Δ199Hg and negative δ202Hg
values,47−49 whereas the MMHg in inland rivers or inland lakes
is methylated from Hg that originates from sediments or
terrestrial runoff with a nearly zero Δ199Hg and very negative
δ202Hg values.50−52 In the open oceans and Great Lakes, the
water column is the dominant site for in situ MMHg
generation, where extensive photochemical degradation
occurs.47 The above factors can, to a large extent, cause the

Figure 1. MMHg isotope properties (δ202HgMMHg and Δ199HgMMHg) in fishery food, rice, and hair samples in coastal and inland areas. The small
shape patterns indicate the δ202HgMMHg and Δ199HgMMHg values of each sample, and the large shape patterns with ±1 SD represent the mean values
of δ202HgMMHg and Δ199HgMMHg for each sample type (e.g., fishery food, rice, or the hair). The blue arrow indicates the offset of δ202HgMMHg
between fishery food and the hair, whereas the green arrow indicates the offset of δ202HgMMHg between rice and the hair.
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MMHg in the open oceans or Great Lakes to have relatively
high δ202HgMMHg and Δ199HgMMHg values. In this study, the
coastal fishery food samples were captured from nearshore and
estuarine areas; therefore, the MMHg isotopes may be
characterized as a mixture of open ocean isotopes (with high
δ202HgMMHg and Δ199HgMMHg values) and terrestrial runoff
isotopes (with low δ202HgMMHg and Δ199HgMMHg values). The
inland fishery food samples were generally captured in the
Yangtze River in Wuhan, which had relatively lower
δ202HgMMHg and Δ199HgMMHg values (Figure 1). Therefore,
we proposed that the distinct sources and behaviors of Hg in
the coastal and inland aquatic systems resulted in clear
differences in the MMHg isotopes in fishery foods. In contrast,
the coastal rice samples exhibited higher δ202HgMMHg values
than and comparable Δ199HgMMHg values to inland rice
samples (Figure 1), which reflected the MMHg isotope
compositions in the paddy soils of these two areas since the
MMHg in the rice grains generally originated from paddy
soils.27,28,53 The above-presented MMHg isotope profiles can
be useful indicators for the environmental origin of MMHg
prior to its entry into the food web.
The hair Δ199HgMMHg values (0.83 ± 0.17‰, n = 26) from

the coastal area in this study were lower than the hair
Δ199HgTHg values that were reported for seafood consumers in
southern Italy (1.20 ± 0.19‰, n = 21), the Faroe Islands (1.27
± 0.03‰, n = 6), Northern Europe (1.17 ± 0.24‰, n = 11),
and North America (1.86 ± 0.12‰, n = 11)20,22,44,54 but were
much higher than the hair Δ199HgTHg values of inland fish
consumers in the Bolivian Amazon (0.18 ± 0.03‰, n = 6)3

and the hair Δ199HgMMHg values in inland areas reported in this
study (0.51 ± 0.16‰, n = 19). Due to the absence of MIF in
the food web,20 the Δ199HgMMHg values in hair samples could
provide direct information on the dominant MMHg exposure
pathways in humans.3,22 As shown in Figure 1, the
Δ199HgMMHg values in the coastal and inland areas represented
the mixing effects from the two end members, which included
fishery food and rice. The consistency in the Δ199HgMMHg
values between the hair and fishery food samples indicated that
the human MMHg exposure in the coastal and inland areas
was mainly due to fishery food consumption but was
marginally due to rice consumption. The significant difference
in the hair Δ199HgMMHg values between the coastal and inland
areas may result from the higher Δ199HgMMHg values in seafood
than in freshwater fishery food.22 Furthermore, we found that

the δ202HgMMHg offsets between fishery food and the hair in the
coastal (+1.59‰) and inland areas (+1.66‰) were slightly
lower than the offsets that were reported by Laffont et al.
(+2.00‰) and Bonsignore et al. (+2.20‰) and were
comparable with the results reported by Li et al.
(+1.75‰).20,22,44 These offsets could reflect the process of
human internal demethylation, with the elimination of MMHg
with the lighter Hg isotope. However, the demethylation
ability of each person is different, which could be affected by
the daily ingested diet.55 Consequently, individual variations
could be the main factor that impacts the δ202HgMMHg offsets
between the fishery food and human hair samples.

4.2. Comparison of MMHg and IHg Isotope Values.
The δ202Hg and Δ199Hg values in MMHg found in this study
were similar to those of IHg in both the fishery food and rice
samples, as shown in Figure 2 and Table S15. This finding is
not consistent with the results reported in previous studies that
suggested higher δ202Hg and Δ199Hg values for MMHg than
for IHg in fish and rice samples.26,28,53 MMHg in the
environment is mainly derived from microbial methyla-
tion.14,56,57 Previous studies have demonstrated that bacterial
cellular uptake activities influence IHg fractionation prior to
methylation, which can impart distinct δ202Hg values to the
IHg and MMHg pools.56,57 However, once MMHg is present
in the water column or sediment, photochemical processes and
microbial demethylation activities could also impact the pools
and δ202Hg values of MMHg and IHg.47,58 Therefore, multiple
processes and transformations of Hg in the aquatic environ-
ment are responsible for a widespread range of δ202Hg values
for IHg and MMHg. It is unclear whether the MMHg that
accumulated in the aquatic food web would display higher
δ202Hg values than IHg.58,59 Given the similarity of the
Δ199HgMMHg and Δ199HgIHg values in the fishery food between
the coastal and inland areas, we hypothesized that a portion of
the IHg in fishery food tissues was derived from in vivo
demethylation of MMHg.60,61 The slope of Δ199Hg/Δ201Hg
can provide valuable information on the photochemical
reaction types, with slopes of 1.36 ± 0.04 (1SE) for the
photodegradation of MMHg and 1.00 ± 0.02 for the
photoreduction of IHg.40 Our data showed slopes of 1.22 ±
0.02 (n = 46, 1SE) for Δ199HgMMHg/Δ201HgMMHg and 1.08 ±
0.06 for Δ199HgIHg/Δ201HgIHg in fishery foods. The former
slope is in accordance with previous values (∼1.20) that were
reported for fish from coastal and open oceans (Figure

Figure 2. δ202Hg and Δ199Hg values (mean ± 1 SD) of MMHg and IHg in fishery food, rice, and hair samples in coastal and inland areas. The
green arrow indicates an increase from hair δ202HgIHg to δ202HgMMHg, whereas the yellow arrow indicates an increase from hair Δ199HgIHg to
Δ199HgMMHg. However, the δ

202Hg and Δ199Hg values of MMHg and IHg in fishery food and rice are comparable.
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3).45,47,62 Interestingly, the latter value is slightly higher than
that for aqueous oxidized ligand-bounded Hg[Hg(II)] photo-
reduction (1.00 ± 0.02), which suggests that the IHg in fish
muscle tissues may be partially derived from in vivo
demethylation of MMHg. In addition, the significant positive
correlation between Δ199HgMMHg and Δ199HgIHg in fishery
foods (Figure S3, R2 = 0.36, p < 0.01) may further support this
hypothesis. Further studies should investigate the MMHg and
IHg isotope properties in aquatic organisms in various systems
(e.g., rivers, lakes, estuaries, and oceans) to clarify the fate of
Hg in aquatic food webs.
Although previous studies indicated that the main form of

Hg in the hair is MMHg,20,63 IHg exposure through various
pathways (such as Hg vapor exposure and IHg intake) may
result in a non-negligible fraction of IHg in the hair.22,64

Hence, it is necessary to study the isotopic properties of
MMHg and IHg in the human hair separately. Differences of

1.27 and 0.80‰ between the hair δ202HgMMHg and δ202HgIHg
values were found in the coastal and inland areas, respectively,
which are likely related to the different metabolic processes of
MMHg and IHg in the human body.3,54,65 Significantly higher
Δ199Hg values were also detected in MMHg than in IHg
(Figure 2), and the slope of Δ199HgMMHg/Δ201HgMMHg in the
hair (1.27 ± 0.02, 1SE, n = 45, Figure 3) was different from
that of Δ199HgIHg/Δ201HgIHg (1.06 ± 0.08, 1SE, n = 45), which
suggested that the MMHg and IHg in the hair retained
different mechanisms [e.g., MMHg photodegradation or
Hg(II) reduction].37 The MMHg in the hair is primarily due
to fishery food consumption, as discussed above. However, the
IHg in the hair was reported to mainly come from rice and
vegetable intake and inhalation.20,22,64 Generally, the IHg in
rice, vegetables, air, and other nonfish intake sources should
have Δ199HgIHg values near 0 because the IHg in these matrices
lacks photochemical reactions.23,28,53 Absorbing IHg from

Figure 3. Slopes of Δ199Hg/Δ201Hg of MMHg and IHg in fishery food and hair samples. The orange arrow indicates the slope of MMHg
photodegradation (slope = 1.36 ± 0.04), whereas the purple arrow indicates the slope of Hg(II) reduction (slope = 1.00 ± 0.02). The SDs of the
δ202HgMMHg and Δ199HgMMHg values are 0.10 and 0.06‰ for hair samples and 0.07 and 0.04‰ for fishery food, respectively. The SD of each IHg
that was calculated by the Monte Carlo model is shown in the Supporting Information.
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these sources is supposed to cause the hair Δ199HgIHg values to
be near 0. Interestingly, we found positive Δ199HgIHg values in
the hair samples of individuals from both the coastal and
inland areas (coastal: 0.45 ± 0.27‰; inland: 0.17 ± 0.23‰),
which suggested other possible IHg exposure sources. The
positive correlation between Δ199HgIHg and Δ199HgMMHg in the
hair samples suggested that IHg may demethylate from MMHg
with positive Δ199Hg values, which is consistent with the
results obtained by Sherman et al.54 Furthermore, we
suspected that the positive Δ199HgIHg values in the hair can
also result from absorbing IHg from fishery food due to the
high positive Δ199HgIHg values in fishery food. This observation
indicated that the IHg in the hair could be a mixture of
complex sources present in the study areas, which is different
from MMHg (nearly all from fishery food intake). We suggest
that the IHg exposure model that is estimated by the Hg
isotope approach should consider a new end member with
positive Δ199HgIHg values that is derived from fishery food.
4.3. MMHg Exposure Sources. This study developed a

new binary mixing model based on Δ199HgMMHg (BIMMMHg)
to estimate the relative contributions of human MMHg
exposure from fishery food. The THg and MMHg exposure
assessment methods, such as the THg DAA method
(DAATHg), MMHg DAA method (DAAMMHg), and THg
binary isotope mixing method (BIMTHg), were also adopted for
comparison.9,10,20,23 The details and statistical data for the
DAATHg and DAAMMHg methods are shown in the Supporting
Information, Section S2 and Table S16.
In the coastal areas, 85 ± 15%, 86 ± 3%, and 73 ± 11% of

the MMHg in the human hair and 80 ± 3% of the THg in the
human hair were due to fishery food consumption, as
estimated by the BIMMMHg, DAAMMHg, BIMTHg, and DAATHg
methods, respectively (Figure 4). All the methods produced
similar results in the coastal areas, except for a somewhat lower
estimation from the BIMTHg method. Due to the massive
production and widespread consumption habits of fishery food

in coastal areas,35 the dietary intake of MMHg may be less
affected by individual variations and living conditions,9 which
would lead to similar outputs from the DAAMMHg and
BIMMMHg methods. By considering the different exposure
sources of MMHg and IHg to the human body, the Δ199Hg
values of IHg were significantly lower than those of MMHg in
the hair samples. In addition, IHg accounted for 17−81% of
the THg in the human hair in the coastal areas (Table S10).
Such a non-negligible fraction of IHg would obviously impact
the THg isotope values in hair samples, which may explain the
discrepancy in the MMHg exposure estimations between the
BIMTHg and BIMMMHg methods. The MMHg exposures that
were estimated by the BIMTHg method in previous studies
focused on individuals whose hair Hg was mostly in the form
of MMHg.3,20,22 In situations where individuals are exposed to
complicated IHg sources, the THg isotopes in the hair may not
accurately indicate the MMHg exposure sources, and using the
MMHg isotope values to identify the MMHg exposure sources
in the hair would be a good approach.
In the inland areas, 83 ± 26%, 49 ± 11%, 75 ± 22%, and 44

± 7% of the human MMHg (or THg) exposures were
estimated to be from fishery food consumption by the
BIMMMHg, DAAMMHg, BIMTHg, and DAATHg methods,
respectively (Figure 4). These numbers were quite different
from those in the coastal areas. The BIMMMHg and BIMTHg
methods yielded similar results, which were much higher than
those that were shown by the DAAMMHg and DAATHg methods.
The similar results from the BIMMMHg and BIMTHg methods
could be explained by the relatively high MMHg % values in
the hair samples in inland areas, which minimized the
disturbance of IHg. The large discrepancies in the exposure
estimations between the DAA and isotope methods should
largely be caused by the uncertainties in the dietary statistics.20

People living in inland areas may have different fish-
consumption habits depending on their income levels and
living areas, which are completely different from coastal areas.
For instance, higher-income families may consume substan-
tially more fishery food than lower-income families, and this
factor was not explicitly considered in our data sampling, which
could lead to statistical uncertainties in the daily intake of
fishery food. Other uncertainties in our data statistics can result
from the individual variations in the demethylation ability of
MMHg and the distinct absorption efficiencies of fish and rice
MMHg in the human gastrointestinal phase.11,55 When
compared with the MMHg isotope methods, the DAA
methods cannot avoid or estimate these uncertainties due to
the lack of direct evidence and indicators.
This study demonstrated that inaccuracies can be caused by

the IHg fraction in hair samples when using the THg isotopes
to identify and quantify the MMHg exposure sources.
Similarly, the variations in individual daily food intake and
MMHg absorption efficiency induced large uncertainties when
using the DAA model.20 MMHg isotope analysis is an efficient
method for tracking human MMHg exposure sources by
linking dietary MMHg intakes directly to human exposures.
Although rice is the staple food in the study areas, fishery food
intake is still the principal pathway for human MMHg
exposure, which implies that the health risk of MMHg
exposure via rice consumption should not be overestimated
in fish-rich areas.66 However, in typical Hg-polluted areas, rice
may accumulate significant amounts of MMHg from polluted
paddy soils.53 In these areas, the relative contributions of the
rice and fishery food intakes to human MMHg exposures that

Figure 4. Estimated contributions of fishery food intake to human Hg
exposure. Circles filled with different colors represent the relative
contributions of human THg/MMHg exposure through fishery food
consumption that are estimated by DAATHg (yellow), DAAMMHg
(green), IBMTHg (blue), and IBMMMHg (pink). The radii of the
circles represent the 1 SD values of the estimated methods, which
were calculated by the Monte Carlo model.
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are solely determined by the MMHg isotopes are still unclear.
The MMHg-CSIA method can be adopted to track human
MMHg sources in typical Hg-polluted areas.
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