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For the identification of human exposure to one of the most toxic compounds, which is methyl mercury
(MeHg™), fingernail clippings were selected as the matrix of interest. Within this pilot study, six
samples from different origins and from people with different food consumption patterns were chosen.

Species-analysis of MeHg* was performed according to the following procedure: dissolution of the
sample material in tetramethylammonium hydroxide (TMAH), derivatisation of MeHg™ with sodium
tetraethylborate (NaBEt,), extraction into iso-octane and measurement with gas chromatography
hyphenated to inductively coupled plasma mass spectrometry (GC-ICPMS) for the quantification MeHg ™.

© 2012 Elsevier B.V. All rights reserved.

1. Introduction

An independent and graded association between nail clipping
mercury levels and the risk of myocardial infarction was reported
by Guallar et al., in 2002 [1]. They found that mercury masked an
inverse association between docosahexaenoic acid (DHA or C22:
6n-3) levels and the risk of myocardial infarction. Although no
conclusive evidence was available on the source and speciation of
mercury, Guallar et al. [1] hypothesized that the correlation
between mercury (Hg) and DHA suggests fish as the main source
of mercury in nail clippings. As such, the Hg levels in nail clippings
might also reflect intake of methyl mercury (MeHg ™) in humans.
Recently, an in vivo study with long Evans Rats was carried out by
using nails as a noninvasive indicator of MeHg " exposures by feed.
In this case the Hg/Selenium (Se) ratio was measured in several
organs and in nails [2]. Assessment of the chemical speciation of
mercury in nail clippings with a focus on MeHg* attributes to
expanding the understanding of this phenomenon.

The abundance of MeHg* and Hg?™* varies substantially in
different parts of the biosphere. MeHg " values less than 1% of Hg
as MeHg™ have been reported for natural waters [3] but,
especially for unfiltered seawater values as high as 5% [4,5] have
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been found. This relative contribution increases in some fish
species to at least 70% [6], while in fish of prey a maximum of
nearly 100% as MeHg™" is possible [7].

The bioaccumulation of MeHg ™ in the human body is, given its
toxicity, an issue of great interest. Regional case studies were
carried out about metals in human hair and nails in Sweden
where higher Hg concentrations were found in hair than in nails
[8] The abundance of Hg, MeHg' and Se in scalp hair of
inhabitants was investigated from Mediterranean areas [9]. Other
special focus groups are pregnant women or the prenatal expo-
sure of Hg and possible related effects [10-12]. Determined
MeHg™" in blood and total Hg in hair and showed positive
association of both measurands, as well as the positive correlation
with increasing fish consumption [13,14]. They also observed an
increase in inorganic Hg in blood with increasing number of
dental amalgam fillings [15]. Brockman et al. [16] found a good
correlation between dietary MeHg* and nail Hg concentration in
a study with rats, and they confirmed the observation of Mozaf-
farian et al. [17] that this deposition was not significantly
disrupted by Se intake. Regarding to toenails, first results are
known for using them as biomarkers, e.g. also of MeHg* exposure
[17,18,19].

As these studies do not provide the reverse conclusion that Hg
in nail is directly resulting from fish intake since it preserves its
chemical speciation as MeHg ™, we undertook this pilot study for
an identification of the total amount of MeHg™ as well as total



84 P. Krystek et al. / Talanta 97 (2012) 83-86

inorganic Hg? " in nail clippings. The analytical procedure is based
on gas chromatography (GC) and includes three steps: (1) dissolu-
tion or at least extraction of the species, (2) derivatisation and
(3) measurements for quantification. On-line measurements of Hg
species can be carried out by GC coupled to inductively coupled
plasma mass spectrometry (GC-ICPMS) [20-22]. High perfor-
mance liquid chromatography (HPLC) coupled to ICPMS [23-25]
is also practiced and for faster processing alternative sample
preparation procedure like a rapid ultrasound-assisted extraction
procedure could be applied before [26,27]. Especially capillary
electrophoresis (CE) coupled to ICPMS is used for very fast
analysis of less than one minute [28]. For GC-ICPMS, two calibra-
tion strategies are common: (a) species-specific isotope dilution
technique [29] and (b) advanced external calibration by multiple
internal standard correction [22,30] as applied within this study.

2. Experimental
2.1. Reagents, standards and reference materials

Deionised water was purified by a Millipore system (Milli-Q,
18 M Q cm). All chemicals were of analytical grade or of higher
purity. Acetic acid (HAc) and sodium acetate (NaAc) were pur-
chased from Merck, Darmstadt, Germany. Tetramethylammonium
hydroxide (TMAH) was supplied by Fluka, Buchs, Switzerland.
Sodium tetraethylborate (NaBEt;) was purchased from ABCR,
Karlsruhe, Germany. Iso-octane was obtained from Baker, Deven-
ter, The Netherlands. MeHg™" standards were prepared out of solid
methyl mercury chloride (MeHgCl) from Riedel de Haan, Seelze,
Germany. (Safety note: Organic mercury compounds are extremely
toxic. Direct contact with skin can lead to death. During handling
precautions are absolutely necessary, e.g. inhalation must be
avoided and protective clothes must be worn [20,23]).

The internal standard for the sample pre-treatment was
dibutyl-dipentyltin (DBT-pe), synthesized at the IVM laboratory
of the VU University, Amsterdam, The Netherlands. The certified
reference material “Lyophilized tuna fish”, CRM 463 supplied by
IRMM, Geel, Belgium, was used for verification of the degree of
trueness of the results obtained by the procedure applied.

2.2. Instrumentation

A GC was on-line coupled via a heated interface to a quadru-
pole based inductively coupled plasma mass spectrometer
(ICPMS) type HP 4500. All parts of GC-ICPMS were purchased
from Agilent Technologies former Hewlett Packard, Amstelveen,
The Netherlands.

Instrumental details about the GC and the interface are given
in Table 1 and the temperature program of the GC is summarized
in Table 2. Both the operating conditions and the methodical set-
up for the ICPMS are given in Table 3. Sensitivity and stability are
tuned by optimizing the continuous signal of 126Xe* which is in
the GC carrier gas; see also Tables 1 and 3. The signal intensity
must be > 150 000 counts per second and the relative standard
deviation of this signal must be < 2%. Additionally, no significant
background signal should be abundant on 2°°Hg™* and 2%?Hg™.
The “ICP-MS Chromatographic Software C.01.00” from Agilent
Technologies, former Hewlett Packard, Amstelveen, The Nether-
lands was used for data analysis with the following steps:

(1) Manual integration of the obtained chromatographic peaks of
Hg and Sn while an interval of 0.1 min was used;

(2) Correction of the integrated peaks with the peak of Xe at the
same point of time;

(3) Update of the internal standard (IS) file (DBT-pe);

Table 1
Instrumental details of GC and GC-ICPMS interface.

GC instrumentation HP6890

V(injection) 1 pL; splitless

T(injection) 250 °C

Carrier gas Helium (He) with 0.1% Xenon (Xe) (which is used
as instrumental internal standard) supplied by
Hoek Loos BV, Amsterdam, The Netherlands

Flow rate 6.5 mL/min with constant flow

Column HP-1 (polydimethylsiloxane)

GC-ICPMS interface Transfer line
Temperature control of

interface via GC
T(port 1)

T(port 2)

280°C
280°C

Table 2
GC temperature program.

T rate (°C/min) T (°C) t (min)
50 1
10 60
80 140
40 170
120 270 1.5
280
Table 3
Operating conditions and methodical set-up
of ICPMS.
RF power 1220 W
Cool gas flow 15 L/min Ar
Auxiliary gas flow 1 L/min Ar
Sample gas flow 0.9 L/min Ar

Additional gas flow
Operation mode
Measured isotope

25 mL/min air
With shield torch
Integration time

200Hg+ 70 ms
202Hg+ 70 ms
as internal standards

1205+ 70 ms
126%e+ 50 ms
Total run time of method 8 min

(4) For all calibration points: Determination of the ratio Hg/
IS(DBT-pe);

(5) Recalculation (update) the actual concentration of the stan-
dards with respect to the iso-octane phase;

(6) Calculation and display of the calibration curve;

(7) Integration and quantification of samples by following (1)-(3)
and using the obtained calibration curve (6).

2.3. Samples of interest

Fingernail clippings were collected from persons of different
geographical location (Brazil and The Netherlands) and hence wit
different food consumption patterns. In addition, nail clippings
were taken from two “reference” persons, i.e. persons with no
special food consumption pattern. A total of six samples were
analyzed (See Table 4). The fingernail clipping was collected from
all ten fingers. The sample material was cut to a length of around
3 mm and pooled.
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2.4. Sample preparation and measurements with GC-ICPMS

An aliquot of approximately 50 mg of dried fingernail clipping
was cut in small pieces and weighed into a 50 mL tube and 5 mL
TMAH was added. The sample material was totally dissolved after
shaking the samples for 12 h (overnight).

The solution was further diluted with water to a total volume
of 50 mL. An aliquot of 25 mL was transferred into a 50 mL tube
and 8 mL buffer solution of 2 M HAc/ 2 M NaAc was added. DBT-
pe, used as internal standard for possible evaporation of the
extract during the sample pre-treatment, was dissolved in the
organic solvent iso-octane with a concentration of 2%. Hereof
3 mL was added to the sample mixture. For derivatisation 3 mL of
a freshly prepared solution of 1% NaBEt, in water was added and
the mix was shaken for 30 min. To achieve complete derivatisa-
tion 1 mL of 1% NaBEt, in water was added and shaken again for
30 min. After centrifugation both phases were separated and an
aliquot of the upper layer (organic phase) was transferred into a
GC-vial. The measurements were carried out with the GC-ICPMS
system according to the described procedure. Raw data were
corrected with both used standards: DBT-pe for the derivatisation
and extraction process and Xe (from the GC carrier gas) for the
measurements.

A standard stock solution was prepared by dissolving MeHgCl in
0.04% HCI with a concentration of 100 pg/L Hg as MeHg™. For the
calibration of MeHg™ different dilutions were prepared from the
stock solution. In addition a blank was prepared. These solutions
were pre-treated (ethylated and extracted) according to the same
described procedure of samples.

Table 4
Qualitative results of two Hg-species in fingernails.

Sample name Significance of Significance of

MeHg™* Hg?*

(1) Brazilian fisherman A Yes Yes

(2) Brazilian fisherman B Yes Yes

(3) Brazilian reference person Little Little

(4) Dutch vegetarian with fish Yes Yes but less than
consumption (1)+(2)

(5) Dutch vegetarian without fish No Little
consumption

(6) Dutch reference person No Yes but less than

2.5. Accuracy, quality control aspects and other methodical aspects

Reference materials, certified for the amount of MeHg™ in nail
do not exist, and hence another biological matrix (lyophilized
tuna fish; IRMM CRM 463) was used for quality control, in
particular for assessing the degree of trueness. For the speciation
by GC-ICPMS, 100 mg of CRM 463 was taken and treated accord-
ing to the described procedure.

In addition, a known amount of MeHg™ was spiked to a
duplicate sample of fingernails for the calculation of the recovery.
Other methodical details are also described in [22].

3. Results and discussion
3.1. Nail clippings

The chromatograms from the six samples of nail clippings
were firstly qualitatively interpreted. An example is given in
Fig. 1. The achieved results of all samples are summarized in
Table 4. Both MeHg* and Hg?* are detectable in all samples
analyzed. MeHg™" is significantly abundant in fingernails from
persons who eat fish regularly.

Within this study the quantification of Hg?* is not aimed to be
of interest. As described above, the aim is the identification of
MeHg™". The different results are given in Fig. 2. On-going
investigations about the determination of the total concentration
of Hg in nails clippings by instrumental neutron activation
analysis (INAA) shows that the total concentration from thirty
different samples is in the range between <30 and 700 ng Hg/g
nails [31]. In correlation with the obtained results for MeHg™* (see
also Fig. 2), it can be concluded that a maximum of around one
fifth of the total Hg can be abundant in the form of MeHg*. These
first results should be controlled by e.g. a large exposure study
with significantly more participants.

3.2. Quality control materials

All results of quality control experiments are summarized in
Table 5. All recoveries of MeHg ™ were in the range of 95%-103%
of the certified value (3.04 pug/g MeHg™).

Spike experiments of a known amount of MeHg™" to the matrix
of fingernails were performed several times and led to a recovery
of 75%-95%. In addition, one sample was analyzed as independent
duplicate and these results show a good agreement on a practice

(1)+(2) . .
relevant concentration level (Fig. 2).
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Fig. 1. Chromatogram of sample 4) Dutch vegetarian with fish consumption. Monitored isotope: 2°’Hg.
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Fig. 2. First quantitative results of MeHg™" in fingernails.

Table 5
Results of quality control experiments regarding to justness.

Experiment Results

Addition of a known amount of MeHg™*

to determine recovery percentages in the matrix
Analysis of a certified reference material

(CRM 463 tuna fish)

(n=4):(85 + 10)%

(n=4):(99 + 4)%

4. Conclusions

The presented results are very promising to focus more closely
on the correlation of MeHg™ in fingernails and the frequent fish
consumption. Both experiments of quality control show good
results and the developed procedure should be applied for an
extended monitoring study about human exposure to MeHg™ by
fish consumption. Within this study, also the total amount of Hg
will be determined. It will complete the existing list of biomarkers
for Hg and MeHg ™, which are up to now, blood, hair and toenails,
by the easily accessible matrix of fingernails.

References

[1] E. Guallar, 1. Sanz-Gallardo, P. van't Veer, P. Bode, A. Aro, J. Gomez-Aracena,
J.D. Kark, N. Engl. ]. Med. 347 (2002) 1747-1754.

[2] J.D. Brockman, LJ. Raymond, C.R. Ralston, D. Robertson, N. Bodkin, N. Sharp,
Biol. Trace Elem. Res. 144 (2011) 812-820.

[3] R.P. Mason, A.L. Lawrence, Environ. Toxicol. Chem. 18 (1998) 2438-2447.

[4] M. Logar, M. Horvat, H. Akagi, B. Pihlar, Anal. Bioanal. Chem. 374 (2002)
1015-1021.

[5] H. Potgeter, University of Hamburg, Dissertation, 1998.

[6] R.P. Mason, J.R. Reinfelder, FMM Morel, Water Air Soil Poll. 80 (1995)
915-921.

[7] B. Lasorsa, S. Allen-Gil, Water Air Soil Poll. 80 (1995) 905-913.
[8] I. Rodushkin, M.D. Axelsson, Sci. Total Environ. 262 (2000) 21-36.
[9] M. Dermelj, M. Horvat, A.R. Byrne, P. Stegnar, Chemosphere 16 (1987) 877-886.

[10] M. Vahter, A. Akesson, B. Lind, U. Bjors, A. Schlitz, M. Berglund, Environ. Res.
84 (2000) 186-194.

[11] R. Ramén, M. Murcia, F. Ballester, M. Rebagliato, M. Lacasana, J. Vioque, S. Llop,
A. Amurrio, X. Aguinagalde, A. Marco, G. Ledn, ]. Ibarleuzea, N. Ribas-Fit6, Sci.
Total Environ. 392 (2008) 69-78.

[12] A.H. Stern, A.E. Smith, Environ. Health Perspect. 111 (2003) 1465-1470.

[13] K.A. Bjornberg, M. Vahter, K.P. Grawé, M. Berglund, Sci. Total Environ. 341
(2005) 45-52.

[14] P. Montuori, E. Jover, S. Diez, N. Ribas-Fito, ]. Sunyer, M. Triassi, ].M. Bayona,
Sci. Total Environ. 369 (2006) 51-58.

[15] E. Barany, L.A. Bergdahl, L.-E. Bratteby, T. Lundh, G. Samuelson, S. Skerfving,
A. Oskarsson, Toxicol. Lett. 134 (2002) 177-184.

[16] ].D. Brockman, J.D. Robertson, J.S. Morris, C. Ralston, L. Raymond, N. Ralston
J. Radioanal. Nucl. Chem. 276 (2008) 59-64.

[17] D. Mozaffarian, P.J. Shi, J.S. Morris, D. Siegelman, PMD Grandjean, D.S. Siscovick,
W.C. Willett, E.B. Rimm, N. Engl. ]. Med. 364 (2011) 1116-1125.

[18] A.LL. Choi, P. Weihe, E. Budtz-Jorgensen, P.. Jorgensen, J.T. Salonen
T.-P. Tuomainen, K. Murata, H.P. Nielsen, M.S. Petersen, ]J. Askham,
P. Grandjean, Environ. Health Perspect. 117 (2009) 367-372.

[19] G.V. Alfthan, Biomarkers 2 (1997) 233-238.

[20] J. Leenaers, W. van Mol, H.G. Infante, Adams F.C. (2002) ]J. Anal. At.
Spectrom.17: 1492-1497.

[21] N. Demuth, K.G. Heumann, Anal. Chem. 73 (2001) 4020-4027.

[22] P. Krystek, R. Ritsema, Appl. Organometal. Chem. 18 (2004) 640-645.

[23] J. Qvarnstrom, W. Frech, J. Anal. At. Spectrom. 17 (2002) 1486-1491.

[24] J. Morton, V.A. Carolan, P.H.E. Gardiner, ]. Anal. At. Spectrom. 17 (2002)
377-381.

[25] C.F. Harrington, T. Catterick, J. Anal. At. Spectrom. 12 (1997) 1053-1056.

[26] B.L. Batista, J.L. Rodrigues, S.S. de Souza, V.C. Oliveira Souza, F. Barbosa Jr,
Food Chem. 126 (2011) 2000-2004.

[27] S.S. de Souza, J.L. Rodrigues, V.C. Oliveira Souza, Barbaosa F. Jr (2010) ]. Anal.
At. Spectrom. 25: 79-83.

[28] B.-H. Li, Anal. Methods 3 (2011) 116-121.

[29] S. Clemens, M. Monperrus, O. Donard, D. Amouroux, T. Guérin, Anal. Bioanal.
Chem. 401 (2011) 2699-2711.

[30] P. Krystek, R. Ritsema, Anal. Bioanal. Chem. 381 (2005) 354-359.

[31] P. Favaro, Delft University of Technology, The Netherlands, Personal Communica-
tion, 2011.



	Methyl mercury in nail clippings in relation to fish consumption analysis with gas chromatography coupled to inductively...
	Introduction
	Experimental
	Reagents, standards and reference materials
	Instrumentation
	Samples of interest
	Sample preparation and measurements with GC-ICPMS
	Accuracy, quality control aspects and other methodical aspects

	Results and discussion
	Nail clippings
	Quality control materials

	Conclusions
	References




