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Polycyclic aromatic hydrocarbons in silicone
wristbands of Uruguayan children: measurement
and exposure source explorationy

Logan S. Running, &2 James R. Olson,® Diana S. Aga,® Steven C. Travis, 2
Monica Daleiro,® Elena I. Queirolo® and Katarzyna Kordas*®

Polycyclic aromatic hydrocarbons (PAHs) pose health risks to children, potentially resulting in stunted
growth, obesity, and cognitive deficits, but lack of reliable and noninvasive means to measure PAHs
results in poor understanding of exposure patterns and sources in this vulnerable population. In this
study, 24 children aged ~7 years (9 boys and 15 girls) from Montevideo, Uruguay wore silicone
wristbands for 8 days to monitor the exposure of 27 PAHs. Wristbands were extracted using
a modified ethyl acetate tandem solid phase extraction clean up and then analyzed via gas
chromatography with tandem mass spectrometry. This analysis has reported LODs for 27 PAHs
between 0.05 and 3.91 pg L1 Eighteen PAHs were detected in >50% of the samples with
concentration medians ranging 1.2-16.3 ng g~ of wristband. Low molecular weight PAHs (2-3 rings)
such as naphthalene and its alkyl derivatives were highly correlated (0.7-0.9) in the wristbands,
suggesting exposure from related sources. Exposure source exploration focused on secondhand
tobacco smoke, potentially through caregivers who reported on smoking habits in an associated
survey. A principal components analysis (PCA) was conducted to examine patterns in PAH compounds
detected in the wristbands; subsequently, the resulting components were compared according to
current smoking among caregivers. The PCA analysis revealed a grouping of participants based on
higher exposure of 1-methyl naphthalene, fluoranthene, 1-methylphenanthrene,
dibenzothiophene and 2-phenyl naphthalene. The derived components did relate with parental

pyrene,

smoking, suggesting that some participants experienced exposure to a common source of certain
PAHs outside of parental smoking. This is the first study to assess PAH exposure in young children
from South America. Using wristbands, our study indicates exposure to multiple, potentially harmful
chemicals. Wristbands could provide a comprehensive picture of PAH exposure in children,
complementing other non-invasive biomonitoring approaches.

Polycyclic aromatic hydrocarbons (PAHs) are pollutants of concern due to their ubiquitous environmental presence and the elevated risk they can present to
children’s health. Continuing to advance monitoring techniques for PAH levels in children is important for taking steps in mitigating exposure. In this initial
study we are one of the first groups to analyze PAH exposure in children using silicone wristbands as passive samplers. We detected 27 unique PAHs including
some recognized to be carcinogenic which were quantified, and a paired statistical analysis explored secondhand tobacco smoke as a potential exposure source.

1. Introduction

Polycyclic aromatic hydrocarbons (PAHs) are byproducts of
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incomplete combustion of fossil fuels, biomass, cigarettes,* and
other sources. Low molecular weight PAHs (2 or 3 rings) such as
naphthalene and anthracene are products of low temperature
combustion, whereas high temperature combustion leads to
larger PAHs with 5 or 6 rings.> PAHs in the environment can also
originate from industrial/commercial production of pigments,
plastics, pharmaceuticals, and pesticides.’ Furthermore, several
common foods, including grilled/roasted foods,** dairy, and
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vegetables® could contain PAHSs. In one study, bread and pota-
toes were contaminated with naphthalene, acenaphthene and
fluorene, although the origin of these contaminants was not
clear.® In Kuwait, 16 PAHs were detected in 60-100% of food
products tested, including meats and vegetables, and indicated
that children could potentially ingest over 1000 ng PAHs per
day.” The United States (US) Environmental Protection Agency
(EPA) considers 16 PAHs to pose significant human health
risks,® and has set the permissible exposure levels of PAHs in air
at 0.2 mg m~* and maximum contaminant level in water at 0.1-
0.4 pg L2

Children are more at risk of and vulnerable to PAH expo-
sure compared to adults due to their greater sensitivity and
lower body weight, which increases the dose effect of a chem-
ical.’ Children also ingest more food, water, and air than
adults by body weight."* Additionally, infants can have high
exposure to PAHs from dust when they explore their environ-
ments by crawling, frequently touching surfaces, and placing
objects in their mouths.”” Once PAHs are absorbed by the
body, they can undergo biotransformation through cyto-
chrome P450 to form phenols, which can further transform to
radicals and epoxides including hydroxylated PAHs."* PAHs
have been linked to several adverse health outcomes in chil-
dren. For example, prenatal exposure to PAHs was negatively
associated with nonverbal reasoning and intelligence in 5 year
old children.™ In another study, PAH metabolites in air and
cord blood were positively related with anxiety, attention
disorders, and learning disabilities.” There is some evidence
from school children in Malaysia living close to petrochemical
industrial plants that higher PAH exposure may be related to
DNA damage.'® Because of these health risks, it is important to
have non-invasive and easily implemented methods to rapidly
and efficiently evaluate chemical pollutant exposure in large
populations.

Silicone wristbands are increasingly used as passive personal
samplers for organic pollutants due to their low cost and
minimal burden to the participants. Anderson and colleagues
employed silicone wristbands to detect occupational exposure
to PAHs, among other organic pollutants, over periods of days
to weeks." Since then, multiple studies have evaluated organic
pollutants including PAHs in wristbands among various age
groups, geographic settings, and time frames.'®* Only 2 papers
have reported on analyses of PAHs in wristbands to assess
exposure in children (age 3-17 years).>*?** One study, conducted
among students aged 15-17 years in Chile, measured multiple
semi volatile organic compounds including PAHs.>* Another
reported PAHs and environmental contaminants in wristbands
of participants as young as 3 years across three continents.*
Recent reviews by our group® and others® highlight the lack of
studies on PAH exposure in children.

Our objective was to expand the understanding of the
frequency and concentrations of PAHs detected in wristbands
worn by children aged ~7 years living in an urban setting.
Furthermore, with 45-54% of mothers and fathers being
current smokers, we hypothesized that PAH exposure in chil-
dren is related to smoking habits of caregivers.
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2. Materials and methods
2.1 Scola-Exposome study

The Scola-Exposome study was previously described in detail by
Travis et al.*” Briefly the study was conducted in Montevideo,
Uruguay among first-grade children (ages 6.0-7.8 years). The
children (n = 24) were recruited for this pilot study during
ongoing research activities of the Salud Ambiental Montevideo
(SAM) research program conducted by the Catholic University
of Uruguay and the University at Buffalo. Caregivers provided
separate informed consent to participate in Scola-Exposome,
under IRB protocols approved by the University at Buffalo
(STUDY #2664) and the Catholic University of Uruguay.
Demographic information was obtained through the larger
SAM assessment and included family work history and struc-
ture, hygiene habits, income, education, and smokers in the
home.

2.2 Wristband deployment and collection

Silicone  wristbands were purchased from  https://
24hourwristbands.com (Houston, TX). Wristbands were
cleaned before deployment with solvent washes to remove any
potential contamination."” Briefly, wristbands were soaked in
ethyl acetate/hexane (1:1 v/v) and shaken with an INNOVA
platform shaker at 60 RPM for 2.5 hours. This was repeated 3
times. Two more extractions were performed with ethyl acetate/
methanol (1:1 v/v) and shaken at 60 RPM for 2.5 hours. Air
dried wristbands were stored in acid washed amber glass jars
and sent to Montevideo for deployment. Participating children
put on their own wristbands and were instructed to wear them
continuously during all activities, including sleep, for 8
consecutive days. At the end of the sampling period, each
participant returned their own band to a corresponding acid
washed amber jar. The study took place between July and
December 2018. Upon conclusion of field work, all wristbands
were shipped to the University at Buffalo, where they were
stored at —40 °C.

2.3 Blood collection for hemoglobin and lead analysis

Fasting venous blood was collected by an experienced nurse. A
drop of venous blood was removed from one of the tubes
immediately after collection and used to measure hemoglobin
via a hemoglobinometer (HemoCue Inc, Lake Forest, CA).
Standard controls provided by the manufacturer were used to
perform daily quality control checks. For lead analysis, a second
sample was collected into a heparin-coated tube (Vacutainer,
Becton Dickinson, Franklin Lakes, NJ). Blood was transported
on ice to the Toxicology Laboratory “CEQUIMTOX” (Specialized
Center for Chemical Toxicology), of the Faculty of Chemistry,
University of the Republic of Uruguay. Blood was analyzed by
Graphite Furnace Atomic Absorption Spectrometry (GF-AAS,
VARIAN SpectrAA-55B). The LOD ranged 0.6-0.8 pg dL ™'
during the study period. The laboratory participates in the Lead
and Multi-Element Proficiency Program (LAMP) and the Inter-
laboratory Program of Quality Control for Lead in Blood, Spain
(PICC Pb-S).

© 2024 The Author(s). Published by the Royal Society of Chemistry
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2.4 Wristband extraction

The following solid standards were purchased from Accus-
tandard® (New Haven CT); anthracene, benz(a)anthracene,
phenanthrene, pyrene, fluoranthene, 1,2-dimethyl naphtha-
lene, 1-methyl naphthalene, 2-methyl naphthalene, acenaph-
thene, dibenzothiophene, 2-methyl anthracene, 1,6-dimethyl
naphthalene, triphenylene, 1,6,7-trimethyl naphthalene, 1-
methylphenanthrene, 2-phenyl naphthalene, fluoranthene-
D10, fluorene-D10. The following standards were purchased
from Accustandard® in 1 mL ampules; acenaphthene-D10
(4 mg mL"), benz(a)anthracene-D12 (0.2 mg mL %),
naphthalene-D8 (4 mg mL™"), anthracene-D10 (2 mg mL™ %),
chrysene-D12 (4 mg mL "), phenanthrene-D10 (0.2 mg mL™ "),
pyrene-D10 (0.5 mg mL "), 1-phenyl naphthalene (50 pug mL %),
naphthalene (0.2 mg mL "), fluorene (0.2 mg mL "), chrysene
(0.2 mg mL™"), acenaphthylene (0.2 mg mL "), benzo(c)phen-
anthrene (50 pg mL '), benz(a)pyrene (2 mg mL '), benz(e)
pyrene (50 pg mL™ "), 3,6-dimethylphenanthrene (50 pg mL™"),
1-methyl pyrene (50 pg mL™"), 2-methylphenanthrene (50 pg
mL ). HPLC grade ethyl acetate was purchased from Supelco®
(Bellefonte, PA), hexanes and HPLC grade methanol were
purchased from Fisher Chemical® (Pittsburg, PA), and 2,2,4
trimethyl pentane was purchased from VWR Chemicals®
(Radnor, PA). A Nanopure Diamond™ system was used for
ultra-high purity water (18.2 MQ cm). Nitrogen gas and ultra-
high-purity argon and helium were purchased from Airgas®
(Radnor, PA).

A modified ethyl acetate extraction was used for this anal-
ysis."” Wristbands were cut into quarters and weighed. Frag-
ments of each wristband were placed into an acid washed 50 mL
(pre-marked for 300 pL) glass tube and fortified with a 2.5 ng
internal standard spike by adding and drying a 12.5 uL spike of
a 1 ppm standard solution on said wristband. The internal
standard mixture can be seen in Table S1.1 Blank wristbands
which were previously solvent washed as described earlier were
also extracted to eliminate risk for false positives. Wristband
fragments were shaken at 60 RPM for 2 hours, together with
20 mL ethyl acetate; then the solvent was collected and set
aside. Further extraction occurred with fresh 20 mL ethyl
acetate for 2 hours. The ethyl acetate extracts were pooled, then
evaporated under a slow stream of N, gas to approximately 300
pL, which ultimately was diluted to 3.3 mL with acetonitrile.
Solid phase extraction (SPE) was employed as a further clean up
step. For this, each acetonitrile extract was passed through
a C18 SPE cartridge and the eluent was collected for analysis.
This step was done to remove phospholipids and other
contaminants that may interfere in the GC-MS analysis. A C18
cartridge (500 mg, 6 cm®) was conditioned with 6 mL of aceto-
nitrile, then 3.3 mL of wristband acetonitrile extract was loaded
onto the cartridge and the flow through was collected (eluate).
Two additional times, 3 mL of acetonitrile was added to the
original sample tube, vortexed for 30 seconds and quantitatively
transferred into the same SPE cartridge, where the eluates were
collected and combined (about 9.3 mL). The combined SPE
eluates (collected in a pre-marked 15 mL glass tube) were
evaporated to approximately 300 pL under an N, stream, and

© 2024 The Author(s). Published by the Royal Society of Chemistry

View Article Online

Environmental Science: Advances

later extracted with 1 mL of 2,2,4-trimethyl pentane spiked with
3C,,-PCB-138. This extra step was done to prevent loss of
volatile PAHs and to solvent exchange to an ideal solvent for GC-
MS analysis. The 2,2,4-trimethyl pentane layer was taken and
evaporated to 250 pL for GC-MS/MS analysis.

2.5 Gas chromatography with tandem mass spectrometry
(GC-MS/MS) analysis

A detailed description of the GC-MS/MS analysis can be found
in the ESI.} Briefly, analytical separation of 27 PAH analytes and
9 deuterated PAH internal standards (Table S11) was achieved
using a Thermo Scientific® (Waltham, MA) TG-5MS 30M
column I.D. 0.25 mm, film thickness 0.25 pM with a 5% phenyl
methyl polysiloxane stationary phase. The GC-MS/MS system
used was a Thermo Scientific® TRACE GC Ultra and Thermo
Scientific® TSQ Quantum Ultra MS (Waltham, MA) with an AS
3000 autosampler. Limits of detection (LOD) and limits of
quantitation (LOQ) are provided in Table S1.f LODs ranged
from 0.04 to 3.91 part per billion (ppb). A recovery study was
done using pre-washed “blank wristbands” that were spiked
before and after extraction with 100 ng L™ " for each PAH;
recoveries for the 27 PAHs were determined to be 48.3-92.3%. A
summary of these recoveries can be found in Table S1.T Fig. S1t
shows structures for all 27 PAHs considered in this study.
Quantitation was done by one-point standard addition with a 27
PAH mixture.

2.6 Statistical analysis

The mean, median, distribution plots and box plots of the PAH
compounds in wristbands were generated using Graph Pad
prism v.9.4. Mean, median and distribution plots were gener-
ated with values > LOD. R Studio was used to calculate the
Spearman correlation coefficients (rho) among PAH
compounds in wristbands, and to generate correlation
matrices. Primary correlation analyses only considered PAHs
which were detected in >50% of participants. STATA version 14
was employed to calculate participant characteristics (mean +
SD, range, frequencies of categories).

To further understand correlations among compounds
detected in wristbands and discern common exposure patterns,
we subjected the 18 compounds detected in at least 50% of the
study wristbands to principal component analysis (PCA).
Calculations were performed using Minitab Statistical Software
(v23.2.1). Values below the limit of detection were replaced with
LOD/SQRT(2). The 18 variables were normalized to the standard
deviation of each variable using the equation below:

_X-¥

Sx

Xt

X; = normalized measurement, X; = initial measurement of
PAH in wristband (ng g~ '), X = average measurement of PAH in
wristband among 24 participants, sy = standard deviation
measurement of PAH in wristband among 24 participants.
Results of the PCA analysis (Eigenvalues, eigenvectors,
scores) are provided in Table S2.} As smoking is an important
source of PAH exposure, we hypothesized that PAH compounds
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detected in children's wristbands would be related to caregiver
smoking. To test this, we selected the two components from the
PCA that explained the highest amount of variability in PAH
levels and created a scatterplot. We further indicated whether
the component scores were from children whose caregivers did
not smoke or from households with one or both caregivers
currently smoking. These graphs were completed in Microsoft
Excel and Origin.

3. Results

3.1 Participant characteristics

Participant characteristics for this study can be found in Table 1
below. This study deployed wristbands to 24 participants aged
6-7.8 years old that included 37.5% boys and 62.5% girls. In
nearly 50% of households both caregivers were smokers. For
most children, hemoglobin was in a range considered healthy
for this age group (Hb > 12.0 g dL.").?* Lead in blood samples
was detected at concentrations between 0.3 and 6.4 ug dL. ", but
>80% of children had levels below the US Centers for Disease
Control reference value of 3.5 ug dL~*.%°

3.2 PAHSs in wristbands

The wristbands were analyzed for 27 PAHs. Table S31 provides
detected concentrations of each PAH in each wristband,

View Article Online
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expressed as ng g~ ' of wristband. PAHs were detected in every
wristband analyzed, with the number of compounds ranging 7-
23. Of the 27 compounds examined, 18 were detected in more
than 50% of wristbands (Table 2). The most frequently detected
compounds were, in increasing order, pyrene (75%), 2-phenyl
naphthalene (75%), anthracene (75%), fluorene (75%), naph-
thalene (83%), and 1-methyl naphthalene (96%).

For many PAHs, the range of concentrations detected was
narrow, approximately a factor of ten difference between
maximum and minimum; however, for some species the lowest
and highest concentrations differed by a factor of a hundred or
thousand (e.g., anthracene ranged between 0.1 and 148.48 ng g %)
(Table 2).

The five species with the highest detected concentrations in
increasing order were 1-methylphenanthrene (max value: 132.4
ng g ), 2-methyl anthracene (135.6 ng g~ '), anthracene (148.5
ng g '), 1-methyl pyrene (152.1 ng g~ '), and 2-methyl phenan-
threne (217.3 ng g '). Of these, 1-methyl phenanthrene also had
the highest mean concentration (30.4 ng g~ ). Fig. 1 shows the
range of concentrations for all 27 PAH species across the 24
wristbands. Fig. S31 gives an alternate view of this data in terms
of pmol PAH per g wristband.

A Spearman correlation matrix was generated comparing PAHs
detected in wristbands (Fig. 2). Several compounds were corre-
lated suggesting a common source of exposure. All correlation
values and corresponding p-values are detailed in Table S4.7

Table 1 Characteristics of the 24 children and their caregivers participating in Scola-Exposome

Characteristic % or mean =+ SD Range
Child characteristics

Boys 37.5%

Age (months) 82.0 £ 4.6 72-94
Years living in current house 49+24 0-7
Hemoglobin (g dL™") 13.2 £ 0.9 11.3-14.6
Blood lead concentration (ug dL %) 2.1+ 1.8 0.3-6.4
=3.5pgdL™! 16.7%

Household characteristics

Mother's age (years) 32.8+5.9 24-47
Maternal education (years) 8.8 £2.5 3-13
Mother unemployed or stay-at-home 37.5%

Parents are married or cohabitating 75.0%

Child lives with:

Both parents 43.5%

Mother only 13.0%

Other arrangement 43.5%

Households with children <5 years of age 20.8%

Crowded households” 29.2%

Mother currently smokes 45.8%

Father currently smokes 54.2%

Families with at least 1 smoker 70.8%

Monthly family income < 15 000” Uruguayan pesos 50.0%

Neighborhood disadvantage factor score® 1.6 £1.1 —0.1to 3.4
Distance to nearest bus line (m) 165 + 145 0.3-484
Distance to nearest gas station (m) 1017 + 536 205-1877

“ Crowding defined as 2+ persons per room living in the home. ? In the second half of 2018, when the study was conducted, this monthly income
was equivalent to roughly 465 U.S. dollars; according to CEIC (https://www.ceicdata.com/en), the average monthly household income in Montevideo
was just shy of 74 000 Uruguayan pesos. © Score derivation was previously described;* higher score indicates greater disadvantage.
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Table 2 Detections of 27 PAHs in 24 wristbands including mean, median, minimum, maximum, number of detections and detection frequency.

Values given as ng g~* wristband

%

PAH Mean Median Min Max # of detections detected
Naphthalene® 3.8 2.8 0.2 17.0 20 83%
1-Methyl naphthalene 4.5 3.5 0.3 17.3 23 96%
2-Methyl naphthalene 2.7 2.1 0.0 10.6 14 58%
Acenaphthylene® 2.6 1.6 0.0 11.2 13 54%
Acenaphthene” 2.1 1.5 0.0 7.1 7 29%
1,2-Dimethyl naphthalene 2.8 1.9 0.4 9.7 8 33%
1,6-Dimethyl naphthalene 1.6 1.2 0.6 3.7 12 50%
Fluorene” 7.2 7.3 1.7 15.0 18 75%
1,6,7-Trimethyl naphthalene 5.4 4.7 1.1 16.7 12 50%
Anthracene” 21.7 12.1 0.1 148.6 18 75%
Phenanthrene” 21.4 4.0 0.5 67.4 9 38%
Dibenzothiophene 2.9 2.6 0.2 8.5 15 63%
2-Methyl anthracene 20.2 6.3 0.3 135.7 12 50%
1-Methylphenanthrene 23.6 10.4 0.3 132.4 14 58%
2-Methylphenanthrene 30.4 16.3 1.2 217.4 16 67%
Pyrene” 12.4 9.0 3.3 28.4 18 75%
Fluoranthene” 12.3 9.7 2.0 30.1 17 71%
1-Phenyl naphthalene 4.8 4.2 2.2 10.2 12 50%
2-Phenyl naphthalene 10.6 5.8 1.4 52.0 18 75%
3,6-Dimethylphenanthrene 14.5 4.5 1.1 98.2 10 42%
1-Methyl pyrene 28.2 10.1 0.8 152.2 16 67%
Benz(a)anthracene® 21.0 12.4 0.5 81.0 9 38%
Benzo(c)phenanthrene 3.7 3.3 0.1 8.2 12 50%
Chrysene/triphenylene” 4.4 3.4 1.7 10.1 11 46%
Benz(a)pyrene” 5.0 3.3 0.1 22.1 10 42%
Benz(e)pyrene 2.5 1.8 0.1 9.7 9 38%

“ Compound monitored by the EPA because of high frequency of environmental occurrence and known/suspected toxicity.

3.3 PAH compounds in wristbands of children whose
caregivers do or do not smoke

A PCA analysis was conducted on the 18 compounds detected in
wristbands from over 50% of participants (N > 12). Fig. S27 is
a scree plot showing the distribution of eigenvalues for each
principal component in this analysis. The first two components
plotted together explained nearly 60% of variability (PC1-43%
and PC2-16% in PAH levels detected in the wristbands (Table
S2BT)). A comprehensive list of eigenvectors is included in Table
S2C.1 PC 1-2 had eigenvectors ranging [0.01-0.32] for PC1 and
[0.064-0.347] for PC2.

Fig. 3 illustrates the relationships between the two top
principal components and individual loadings of the PAHs.
Compounds in the right middle section are more strongly
correlated with only PC1 and include 1-methyl naphthalene,
pyrene, fluoranthene, 1-methylphenanthrene, dibenzothio-
phene and 2-phenyl naphthalene. Compounds in the upper and
lower left sections correlate more closely with PC2 and include
benzo(c)phenanthrene, 1-phenyl naphthalene, fluorene,
anthracene, and 2-methyl anthracene. In turn, 1,6-dimethyl
naphthalene, acenaphthylene, 2-methyl naphthalene and 1,6,7-
trimethylnaphthalene were correlated with both PC1 and PC2.
Due to the larger weight of principal component 1, we will focus
on its impact on data variance.

Principal component scores were plotted, and participants
were distinguished by the current smoking status of their

© 2024 The Author(s). Published by the Royal Society of Chemistry

caregivers (neither, one, or both caregivers smoke) to visualize
potential clustering by smoking as a source of PAH exposure
(Fig. 4). There was no discernible pattern of clustering in rela-
tion to caregiver smoking status. Several children from house-
holds with smokers had low PC1 and/or PC2 scores while some
children with non-smoking caregivers had scores indicating
higher level of exposure. Thus, the two principal components
and/or 3-category smoking variable do not specifically capture
exposure patterns from caregiver smoking and other variables
may be contributing. Other sources of PAH exposure are likely at
play. This may include secondhand smoke exposure outside the
home, as well as use of grills or car emissions.

4. Discussion
4.1 PAHSs in wristbands

We analyzed 27 PAH compounds in wristbands worn by
schoolchildren in Montevideo, Uruguay. Eleven of these PAHs
are monitored by the US EPA as hazardous and potentially
carcinogenic;® in our sample, they were detected on at least 7
and up to 20 wristbands, with acenaphthene being the least and
naphthalene the most common. Naphthalene, acenaphthylene,
anthracene, pyrene, fluoranthene, and benz(c)phenanthrene
were detected in over half of the wristbands, suggesting a high
exposure rate. We analyzed 16 additional PAHs compounds,
including alkylated derivatives of the EPA-monitored

Environ. Sci.: Adv,, 2024, 3, 751-762 | 755


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d3va00364g

Open Access Article. Published on 05 April 2024. Downloaded on 2/9/2026 10:59:10 AM.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(ec)

Environmental Science: Advances

View Article Online

Paper

250+
200+
150+ .
100+ l l
504 ™ - T I T
307
)
=
]
=
2
: ;
g 20+
£
S
=
° St
Qo
10 u
meeezzzééééaééééééééééléézz
AT TATE S P & & F & & S P &F F & FF &
PPN P P A R A e AT L P &L
S TR T FE TS T 2 TS RS atet
P T TR IR O FTA I F RS P PN
SERRAEIET Tl TS S
ST S @ %ﬁﬁgg §33$$@ﬁ§¢$
A N XY & X ()
¥ KN %&f TS SIS
VY Y &8 VSN NG o
A ka o o
A »

Fig.1 Concentration ranges of 27 PAH compounds displayed using a box plot with the lower 5th and upper 95th percentile represented by the
whiskers, the 25th and 75th percentiles represented by the box edges, and the median represented by a line bisecting each box. Statistics were
calculated using observed PAH measurements and detections below LOD were excluded. PAHs ordered by lowest to highest molecular weight.

compounds (e.g., naphthalene with 1-methyl naphthalene, and
2-methyl naphthalene). Of these, 12 were detected in at least
50% of the wristbands. We found 18 strong (rho > 0.70) inter-
correlations among PAHs detected in the wristbands, suggest-
ing common exposure sources.

4.2 Detecting PAHs exposure using wristbands

There are limited studies which have detected PAHs in wrist-
bands in various geographic and sociocultural settings, and so
direct comparison with past studies is challenging. Further-
more, very few evaluations of PAHs in silicone wristbands worn
by children have been reported. One example from 2019 re-
ported on wristbands worn by teenagers ages 15-17 for 5 days in
either winter or summer to survey multiple classes of semi
volatile organic compounds.> This study found higher exposure
to PAHs in winter months possibly due to increased time
indoors with heating systems.* Studies not done in chil-
dren'®**> which used wristbands to measure PAH exposure
among 17 pregnant women aged 21-35 years,' 25 Native
American volunteers (age > 18 years),*" and 10 volunteers (18-50
years) from Bloomington Indiana,* found that in North Amer-
ica phenanthrene is not only one of the most frequently
detected PAHs but also had the highest reported concentrations
(medians of 89.3-362.8 ng g~ ! of wristband). This contrasts with
our study, where phenanthrene had the 9th highest detection
(ng g ") of the 27 compounds. The most frequently detected
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PAH in our study was 1-methyl naphthalene with a median
concentration of 3.2 ng g~ .

The five compounds which we observed to have the highest
concentrations in wristbands were, in increasing order, 1-
methylphenathrene (132.4 ng g~ ' wristband; 58% detection), 2-
methyl anthracene (135.6 ng g~ '; 50%), anthracene (148.5 ng
g '; 75%) 1-methyl pyrene (152.1 ng g '; 67%), and 2-methyl
phenanthrene (217.3 ng g~ %; 67% detection). Anthracene is
a common byproduct of low combustion reactions but is also
intentionally produced for use as a fluorophore, and in polymer
synthesis.** Sources of 1-methylphenathrene, 2-methyl anthra-
cene, 1-methyl pyrene and other alkylated PAHs include but are
not limited to, combustion of crude oil and fuels®**** as well as
cigarette smoke.** Four of these compounds are alkylated
derivatives and are not classified by the EPA as hazardous.
Alkylated PAHs have higher abundance than their non-alkylated
forms in many environmental media, including crude oil,*
ambient air,*”*® cigarette smoke®*® and plant and animal tissue
samples.** A recent study in fish found that 3 ring alkylated
PAHs were more persistent, bioaccumulated, and toxic than
their parent compounds.* Thus far, only two other studies
measured select alkylated PAHs in wristbands.'®** Among the
Swinomish Indian Tribal Community in Washington state,
alkylated PAHs were detected as frequently as the parent
compounds but at lower concentrations.** Alternatively, a study
in pregnant women living in Texas found that alkylated PAHs

© 2024 The Author(s). Published by the Royal Society of Chemistry
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Fig. 2 A Spearman correlation matrix showing the relationships between 18 PAHs which were detected in at least 50% of the analyzed wrist-
bands. Statistics were calculated using observed values, and values below LOD or not detected were replaced with LOD/SQRT(2). Coefficients
shown were calculated in R studio. Statistical significance is represented by p-values (* < 0.05. ** < 0.01. *** < 0.001). Blank cells are not

considered significant.

such as 2-methyl naphthalene, 1-methyl naphthalene, and 1-
methyl phenanthrene were detected at high concentrations, all
with medians above 100 ng g~ '; however, they were still lower
than all other PAHs. The detected concentrations of both alky-
lated and non-alkylated PAHs were lower in Montevideo first
graders compared to the above studies. Nevertheless, direct
comparison of PAH concentration between studies is chal-
lenging due to differences in quantitation, recoveries, study
design and analysis bias such as instruments or analytical
techniques used.

4.3 Correlation among PAH compounds in wristbands

Eleven PAHs including 1-methyl naphthalene, acenaphthylene,
1,6-dimethyl naphthalene, 1,6,7-trimethyl naphthalene, diben-
zothiophene, 1-methylphenanthrene, pyrene, fluoranthene, 2-
phenyl naphthalene, 2-methyl naphthalene, and anthracene
(Table S4t) correlated strongly (rho > 0.7) with two or more
compounds from the same list of PAHs, indicating a common
exposure source. These compounds share a conserved 2 ringed

© 2024 The Author(s). Published by the Royal Society of Chemistry

structure but differ in terms of the addition and position of 1 or
more alkyl moieties. Of these correlations, six overlapped with
compounds described by PC1.

Our analysis identified correlations among PAHs with low
molecular weight (2-4 rings). According to prior evidence, the
sources of PAHs include diet (which cannot be identified via
wristbands) smoking habits, and fuel used in cars and grills.**
PAHSs are also a common byproduct of cigarette smoke with
microgram amounts of PAHs per cigarette being released.*” The
PAHs present in second-hand smoke are almost exclusively
(~95%) comprised of 2-4 ringed compounds, with the other 5%
being >5 rings.*” Studies have pointed to cigarette smoke as
a source of PAHs (primarily lower molecular weight PAHs). A
2015 study of American-made cigarettes showed a strong
correlation (rho > 0.61) among low molecular PAHs (2 rings),
suggesting multiple PAHs could come from the same ciga-
rettes.* The compounds highlighted in our statistical analysis
are all 2-3 ring PAHs and could be from secondhand smoke but
more studies are needed to confirm this.*

Environ. Sci.: Adv., 2024, 3, 751-762 | 757
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4.4 Correlation among PAH detections between participants
with smoking and non-smoking caregivers

Methods for determining sources of PAHs include assessing
ratios of low (2-4 rings) and high (5-6 rings) molecular weight
PAHs.** When the ratio of the sum of low molecular weight
PAHs to the sum of high molecular weight PAHs (in terms of
mass) is greater than 1, the source of those PAHs is more likely
a low combustion reaction (wood burning, cigarette smoke,

758 | Environ. Sci.: Adv,, 2024, 3, 751-762

etc.).** In Uruguayan schoolchildren, the ratio of low molecular
weight PAHs to high molecular weight PAHs (based on the sum
of median detections for each group) was greater than 1, sug-
gesting a low combustion source. On the other hand, a PCA
analysis did not reveal specific clustering of children whose
caregivers reported currently smoking. The potential explana-
tions for these discrepant findings include: (1) other sources
may be at play; (2) the sample size is too low for definitive

© 2024 The Author(s). Published by the Royal Society of Chemistry
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conclusions; (3) the questions on smoking were limited to yes/
no responses on current smoking status of the caregivers,
without querying about other smokers in the household and
whether smoking occurs inside of the home or in other places
where the children spend considerable time. As such, our
analyses represent only the first exploration of these relation-
ships and serve to stimulate future research. Additional studies
could, for example, include a corollary nicotine analysis in the
wristbands or analyze cotinine levels in urine to make more
definitive connections to smoking as an exposure source.
Future studies should also investigate other potential sources of
PAH exposure among children in different sociocultural
settings.

Smoking among Uruguayan adults has declined between
2009 and 2017, particularly among males and the 15-24 year age
group.* Nevertheless, according to the 2017 Global Adult
Tobacco Survey, ~26% of males and 18% of females still
smoked around the time of the Scola-Exposome study. Further-
more, the prevalence of secondhand smoke in Uruguayan
homes was ~20% in 2017.*> On the other hand, Scola-Exposome
was conducted between the months of July and December 2018,
encompassing winter and spring, when heating is used in
Uruguayan homes. According to a separate survey administered
to ~250 families participating in the broader cohort, ~20% of
households used gas while 25% used wood as a source of
heating.

It is also important to point out that there are no studies
which have determined the exact efficacy of silicone wristbands
to passively sample PAHs sourced from secondhand smoke.
However, previous studies among children used silicone wrist-
bands to evaluate total nicotine exposure in homes of smokers
and non-smokers. These studies showed that wristbands in the
homes of smokers collected higher levels of nicotine than in
homes of non-smokers,***” suggesting that wristbands have
utility in detecting secondhand smoke exposure.

4.5 Study strengths & limitations

An important strength of our wristband analysis is that we
prepared a method for the detection of 27 PAHs with recoveries
of 48.3-92.3% and a GC-MS/MS method with LODs between
0.04 and 13.04 ng g~ ". Furthermore, the study was conducted in
a well-characterized study sample. With available information
on smoking, we attempted to relate caregiver smoking status
and PAH compound levels in wristbands. With respect to
limitations, the chemical structure of PAHs is not easily
amenable to fragmentation in GC-MS/MS such that signal-to-
noise ratios are not significantly increased even in selected
reaction monitoring mode.*® Some studies have employed MS/
MS approaches to PAH detection with some success but also
report higher limits of detection*® compared to our method. On
the other hand, our method cannot differentiate between
chrysene and triphenylene; they are isobaric and do not sepa-
rate on the column. All our statistical analyses grouped chrys-
ene and triphenylene. We were unable to target the other five
PAHs that the EPA monitors due to solubility challenges.
Additionally, this study had a relatively small sample size of 24

© 2024 The Author(s). Published by the Royal Society of Chemistry
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participants. It is also important to highlight that a large source
of PAHs may come from ingestion of contaminated food which
cannot be reflected in the wristbands.® As discussed above, our
questionnaire-based classification of caregiver smoking may
misclassify children's secondhand smoke exposure by not
accounting for all smokers in the household or all locations
where children may be exposed. Lastly, we were unable to
corroborate exposure patterns with urinary markers of PAH
metabolites, but plan to do so in future studies.

4.6 Public health/exposure implications & future research
directions

This study provides evidence that schoolchildren in Montevideo
are exposed to PAHs, with numerous compounds detected in
wristbands, although the observed levels appear lower than in
other studies. It is challenging to define the health impact of
exposures at the levels detected in the wristbands because very
few studies have linked wristband detections with health
outcomes or with internal biomarkers of exposure.*® Additional
research with wristbands is needed and we recently proposed
several avenues, including sampling in family-based studies for
a wider scope of exposure in homes.”® With initial results sug-
gesting higher exposures in children to low molecular weight
PAHs, surveys could help determine potential sources,
including the use of grills or smoking indoors. Additional
experiments that consider nicotine and its biomarkers in
wristbands or urine’**” could help resolve if low molecular
weight PAHs result from secondhand smoke exposure.

5. Conclusion

Noninvasive monitoring of PAHs is essential among children
given their vulnerability to these ubiquitous compounds.
Among school-age children living in Montevideo, Uruguay,
PAHs with highest frequency of detection or concentrations
were a mix of alkylated and non-alkylated compounds with low
molecular weight. Naphthalene and its alkylated derivatives had
strong correlations with other low molecular weight PAHs in
wristbands, suggesting common exposure sources, possibly
secondhand smoke, or fuel combustion. Wristbands provide
a comprehensive view of children's exposures, and complement
biomonitoring in urine.
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