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Abstract: Phthalate esters are suspected endocrine disruptors that are found in a wide range of
applications. The aim of this study was to determine the excretion of urinary metabolites in
16 individuals after inhalation and/or dermal exposure to 100–300 µg/m3 of deuterium-labelled
diethyl phthalate (D4-DEP) and bis(2-ethylhexyl) phthalate (D4-DEHP). Dermal exposure in this
study represents a case with clean clothing acting as a barrier. After inhalation, D4-DEP and D4-DEHP
metabolites were excreted rapidly, though inter-individual variation was high. D4-DEP excretion
peaked 3.3 h (T 1

2 of 2.1 h) after combined inhalation and dermal exposure, with total excreted
metabolite levels ranging from 0.055 to 2.351 nmol/nmol/m3 (nmol of urinary metabolites per
phthalates air concentration in (nmol/m3)). After dermal exposure to D4-DEP, metabolite excretion
peaked 4.6 h (T 1

2 of 2.7 h) after exposure, with excreted metabolite levels in between 0.017 and
0.223 nmol/nmol/m3. After combined inhalation and dermal exposure to D4-DEHP, the excretion
of all five analysed metabolites peaked after 4.7 h on average (T 1

2 of 4.8 h), and metabolite levels
ranged from 0.072 to 1.105 nmol/nmol/m3 between participants. No dermal uptake of particle phase
D4-DEHP was observed. In conclusion, the average excreted levels of metabolites after combined
inhalation and dermal exposure to D4-DEP was three times higher than after combined exposure
to D4-DEHP; and nine times higher than after dermal exposure of D4-DEP. This study was made
possible due to the use of novel approaches, i.e., the use of labelled phthalate esters to avoid the
background concentration, and innovative technique of phthalate generation, both in the particle and
the gas phase.

Keywords: phthalate esters; human exposure studies; human biomonitoring; indoor air pollution;
indoor environment

1. Introduction

Outdoor pollution is well known to affect human health [1], while the impact of indoor
environments on human health needs to be more intensively investigated. As we spend most of
our time indoors, it is crucial to understand the health effects caused by pollutants present in indoor
air. Indoor environments are not only polluted from outdoor sources, but also by indoor activities,
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such as cooking, cleaning, or the use of numerous consumer products, in addition to the presence of
building materials [2,3].

Many indoor pollutants belong to the family of semivolatile organic compounds (SVOCs), being
present both in the gas phase and as airborne particles [2]. Phthalate esters are SVOCs that are found in
a wide range of applications, such as food packaging, building materials, personal care products, and
children’s toys [4–6]. Since phthalate esters are not covalently bound to the product matrix, they can
easily leak into the indoor environment [7], and they have been detected in air [8], dust [6], food, and
water [9]. There has been recent interest in dermal absorption of phthalates directly from air [10,11],
and some modelling approaches estimated the uptake from air-to-skin to be comparable to inhalation
intake for some SVOCs [11,12].

Since 2015, the usage of the phthalate ester bis(2-ethylhexyl) phthalate (DEHP) has been restricted
to 0.1% by weight in childcare articles and toys [13], and DEHP has been included into the REACH
Candidate List as Substances of Very High Concern (SVHC) [14]. Several studies have linked phthalate
esters with disturbance of the male reproductive system [15], asthma [16,17], allergic reactions [18,19],
and even carcinogenesis, cardiotoxicity, hepatotoxicity, and nephrotoxicity [20–22].

Due to the widespread use of phthalate esters, humans are constantly exposed by multiple routes,
such as ingestion [23], dermal exposure [24], or inhalation [4,25]. Phthalate metabolites have been
detected in children’s urine (281 ng/mL, median value) [26], blood (41 ng/mL, median value) [27],
and breast milk (143 ng/mL, median value) [28].

In the body, phthalate esters undergo rapid metabolism to the monoesters, and oxidized
metabolites are excreted into the urine either freely or conjugated as glucuronides [29,30]. Figure 1
shows the most common metabolites of diethyl phthalate (DEP) and DEHP. The metabolites of the
low-molecular-weight phthalate esters, such as DEP, usually undergo rapid deesterfication to the
monoesters, which are excreted quickly [23]. Phthalate esters with five or more carbons in the ester side
chain, such as DEHP, are first transformed to the monoester (e.g., MEHP), which can be further oxidized
(Figure 1). Therefore, human exposure to the low-molecular-weight phthalates can be adequately
assessed with urinary monoesters, but the oxidized metabolites need to be taken into account for
exposure to the high-molecular-weight phthalates.
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The aim of this human chamber exposure study was to investigate the uptake of two airborne
phthalate esters, the volatile DEP and the less volatile DEHP, after inhalation and/or dermal exposure



Int. J. Environ. Res. Public Health 2018, 15, 2514 3 of 14

directly from air [31]. To our knowledge, this is the first human exposure study investigating the uptake
of DEHP aerosol particles by inhalation and via the skin. Details on the technical set-up for the exposure,
as well as particle generation, has just been published by Andersen et al. [31], while the work presented,
here, describes the excretion of urinary metabolites. By analysing deuterium-labelled metabolites,
we could avoid interference from exposure to phthalate esters from other sources. Knowledge of the
uptake and excretion kinetics of these two phthalate esters is crucial to estimating our daily exposure
as well as for correct risk assessment in humans.

2. Materials and Methods

2.1. Chemicals and Reagents

D4-labelled DEP and DEHP, as well as the internal standards 13C6-D4-labelled DEP and DEHP,
D4-labelled MEP, MEHP, 5-OH-MEHP, 5-oxo-MEHP, 5-cx-MEPP, 2-cx-MMHP, and the internal
standards D9-MEP and D9-5cx-MEPP, were all purchased from Toronto Research Chemicals, Toronto,
ON, Canada.

2.2. Exposures and Set-Up

The study was approved by The Ethical Committee at Lund University (Dnr 2016/130) and
was performed in accordance with the Declaration of Helsinki, including obtaining informed written
consent from all subjects. The participants were all healthy and non-smokers, and none of the females
were pregnant. Before exposure, all the participants underwent a medical examination, and all
participants’ lung function values were classified as normal [31].

We exposed 16 individuals (9 females and 7 males) aged 19–47 using a 22 m3 stainless steel
chamber. The participants were exposed separately to the two deuterium-labelled phthalate esters,
D4-DEP and D4-DEHP, in four different exposure scenarios: (1) inhalation and dermal exposure
to D4-DEP; (2) inhalation and dermal exposure to D4-DEHP; (3) dermal exposure to D4-DEP only;
(4) dermal exposure to D4-DEHP only; see Andersen et al. [31]. For dermal exposures, the exposure
to the two phthalate esters by inhalation was eliminated by having the participants breathe clean air
through a hood that was sealed around the neck [31]. Air concentrations of phthalate esters in the
particle phase were monitored by SMPS (scanning mobility particle sizer) (in-house construction [31]),
HR-ToF-AMS (Aerodyne Inc., Billerica, MA, USA), and GC-MS/MS [31]. Each of the four exposure
scenarios was carried out with four persons sitting in the chamber for three hours, with an at least
seven days wash-out period between the different exposure scenarios. As we used deuterium-labelled
phthalate esters for exposure, no instructions were given in this study to avoid phthalate-containing
personal care products. However, participants had to directly shower before and after exposure with
phthalate-free soap [31].

2.3. Collection of Airborne Phthalate Esters

Airborne DEHP (in both the gas phase and the particle phase) was collected using Teflon
membrane particle filters (PTFE on Polypropylene Support, 37 mm, 0.45 µm, SKC, Eighty Four,
PA, USA) followed by sorbent Tenax tubes, Tenax TA OVS (No. 226-56: glass fibre filter, Scantec Nordic,
Sävedalen, Sweden). DEP was collected using only Tenax tubes. For each exposure, two triplicate
sets, each lasting 1.5 h (in triplicate), of particle filters and Tenax tubes were sampled. Particle filters
in Tenax tubes (particle phase) and Tenax layers (gas phase) were extracted individually with 1 mL
of toluene containing 10 µL (1 µg) of internal standard, according to OSHA protocol No. PV2076
(Occupational Health and Safety Administration, USA Department of Labor, May 2001). Samples were
sonicated for 30 min and centrifuged (10 min, 3000 rpm), and supernatants were transferred to HPLC
glass vials (Agilent Technologies, Waldbronn, Germany).
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2.4. GC-MS/MS Instrumentation and Conditions

The GC-MS/MS analysis method was adapted from Weiss et al. [32] and further modified.
Analysis was performed on a Shimadzu GC 2010-Plus chromatograph (Shimadzu Corporation, Kyoto,
Japan) coupled to a GC TQ8040 triple quadrupole mass spectrometer (Shimadzu Corporation). Extract
(1µL) was injected onto GC-MS/MS. The capillary column used was a HP-5MS-UI (15 m × 0.25 mm,
0.25 µm, Agilent Technologies, Waldbronn, Germany). Helium was the carrier gas at a flow rate of
1.5 mL/min, and argon was used as quenching gas at 2.25 mL/min. The temperature programme
was initial temperature 60 ◦C for 1.5 min; ramp at 20 ◦C/min to 220 ◦C and held for 1 min; ramp at
5 ◦C/min to 280 ◦C and held for 4 min; injection at oven temperature of 280 ◦C; and transfer line of
280 ◦C. Sample injection volume was 1 µL, and a splitless injection mode was used. Electron impact
ionisation was performed at 70 eV energy, and at a 280 ◦C ion source temperature. The quadrupole
temperature was 280 ◦C. The MS was operated in selected reaction mode (SRM). The determined
LOD ranged from 1.2 ng/mL (D4-DEP) to 5.5 (D4-DEHP) ng/mL. For more details see Supplementary
Information (Table S5).

2.5. Urinary Metabolites—Sample Preparation

Urine samples were collected right before each exposure, right after exposure, and an hour after
ended exposure. Participants were asked to collect all urine for 24 h at regular intervals, i.e., every
hour. Urine was collected for maximal 24 h. Pilot studies performed in our lab showed that excreted
levels of metabolites were below the detection limit already after 24 h after exposure. Urine was stored
at −20 ◦C prior to analysis. Creatinine and urine density were measured, and 0.2 mL of supernatants
was transferred to a glass insert (Teknolab Sorbent, Kungsbacka, Sweden) of a 96-well Rittner plate
(Teknolab Sorbent). β-Glucuronidase was used to hydrolyse possible glucuronide conjugates of the
metabolites. Therefore, 0.1 mL of ammonium acetate (pH 6.5) and 0.01 mL glucuronidase (Escherichia
coli) were added, and the solution was incubated at 37 ◦C for 30 min [33]. After addition of 0.025 mL of
a 50:50 (v/v) water/acetonitrile solution and 0.025 mL of D9-5cx-MEPP (internal standard), the plates
were centrifuged for 10 min at 3000 rpm, prior to injection onto LC-MS/MS.

2.6. LC-MS/MS Instrumentation and Conditions

Samples were analysed for the five main D4-DEHP metabolites: D4-lablled
mono-(2-ethyl-5-hydroxyhexyl) phthalate (5OH-MEHP), mono-(2-ethyl-5-oxohexyl)phthalate
(5oxo-MEHP), mono-(2-ethyl-5-carboxypentyl)phthalate (5cx-MEPP) and mono-[2-(carboxymethyl),
hexyl]phthalate (2cx-MMHP) [33]. Extract (1µL) was injected onto LC-MS/MS. A C18 column (2.1 mm
i.d. × 50 mm; Grace Genesis Lighting; Sunrise, FL, USA) was used before the injector to reduce the
interference of contaminants during the mobile phase. A C18 column (1.5 µm, 2.0 mm i.d. × 30 mm
VisionHT; Grace) was used, and the mobile phases were water and acetonitrile with 0.1% formic acid.
The samples were analysed on a Shimadzu UFLC system (Shimadzu Corporation, Kyoto, Japan)
coupled to a QTRAP5500 (triple quadrupole linear ion trap mass spectrometer) equipped with a
TurboIon Spray source (AB Sciex, Framingham, MA, USA). The samples were analysed in duplicates.
The determined LOD for all analysed metabolites were 0.5 ng/mL (D4-MEP), 0.9 ng/mL (D4-MEHP),
0.1 ng/mL (D4-5OH-MEHP), 0.2 ng/mL (D4-5oxo-MEHP), 0.1 ng/mL (D4-5cx-MEPP), and 0.1 ng/mL
(D4-2cx-MMHP). For more details, see Supplementary Information (Table S6).

2.7. Calculation of Total Excreted Dose

The total dose of phthalate ester available in the lungs was estimated individually for
each participant. With a tidal volume of 6 mL/kg bodyweight [34] and a breathing rate of
12 breaths/min [35], respiratory minute volumes were calculated, and these were between 4.32 and
6.26 L/min for women and between 4.90 and 9.50 L/min for men. These are lower in comparison
to respiratory minute volumes reported by the EPA exposure handbook that range for people in a
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sedentary state, from 6.5 L/min (age 30–60) to 6.7 L/min (age 18–30) in women, and from 8.3 L/min
(age 30–60) to 8.7 L/min (age 18–30) in men [35]. The individual respiratory minute volumes (in L/min)
was then multiplied by 180 min (length of exposure), and the air concentration of phthalate ester, in
order to estimate a total lung dose of phthalate esters (in nmol). Particle deposition in the airways is
dependent on size distribution and breathing frequency. It is, therefore, not correct to assume that
100% of the inhaled particles deposit in the airways [31]. The deposited fraction of DEHP particles
in the lungs after inhalation exposure was calculated using the MPPD model with the specific size
distributions that were measured during the exposures, resulting in 26% of particle deposition of
inhaled DEHP; see Andersen et al. [31].

2.8. Pharmacokinetic Evaluation

Pharmacokinetic evaluation was performed using Phoenix WinNonlin version 8 (Certara,
Princeton, NJ, USA). Non-compartmental analysis was performed using the following settings:
uniform weighting, plasma (200–202) model type, linear up log down calculation, dosing defined
(extravascular for dermal only and IV infusion (3 h) for dermal and inhalation).

3. Results and Discussion

3.1. Metabolites in Urine after Inhalation and Dermal Exposure to D4-DEP

D4-DEP is metabolised in the body to the monoester D4-MEP (Figure 1). The excretion
characteristics of D4-MEP were determined by analysing all urine samples from 16 volunteers after
combined inhalation and dermal exposure, or by dermal exposure only.

Figure 2A,B show the excretion curves of D4-MEP after combined inhalation and dermal, exposure
(Figure 2A), as well as after dermal exposure only (Figure 2B) to 1154–1759 nmol/m3 D4-DEP
(~300 µg/m3). Figure 2A,B demonstrate that D4-MEP was eliminated quickly in both exposure scenarios
and, 24 h after exposure, no metabolites could be detected. The metabolite was excreted in higher levels
and slightly faster after the combined inhalation and dermal exposure (Figure 2A), than after dermal
exposure only (Figure 2B). Table 1 presents the excretion characteristics as averages for all participants
after three hours of exposure, including the time points (Tmax) of the maximum concentration (Cmax) and
the excretion half-life (T1

2 ) of D4-MEP. The total excreted amount of metabolites is expressed as an area
under the excretion curve (AUC) in the units nmol·h/mmol creatinine. Excretion characteristics for all
individuals after three hours of exposure are presented in Table S1.Int. J. Environ. Res. Public Health 2018, 15, x FOR 6 of 14 
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Table 1. Average urinary metabolites after three hours of inhalation and/or dermal exposure to D4-DEP
and D4-DEHP, including the time points (Tmax) of the maximum concentration (Cmax) and the excretion
half-life (T 1

2 ) of the excreted metabolites, and AUC (area under the excretion curve). Presented values
are averages, min and max values in brackets, and coefficient of coefficient of variation (CV).

Exposure Tmax (h)
(Min–Max)

T 1
2 (h)

(Min–Max)

Cmax (nmol/mmol
Creatinine)
(Min–Max)

AUC (nmol·h/mmol
Creatinine)
(Min–Max)

D4-DEP
Dermal exposure 4.6 (3.4–10)

CV = 42%
2.7 (0.7–11)
CV = 105%

34 (7.30 to 109)
CV = 81%

157 (35.5–356)
CV = 67%

Inhalation and dermal exposure 3.3 (1.6–4.9)
CV = 22%

2.1 (0.9–4.2)
CV = 54%

513 (68.4 to 1423)
CV = 71%

1642 (257–3437)
CV = 63%

D4-DEHP
Dermal exposure n.d. n.d. n.d. n.d.

Inhalation and dermal exposure 4.7 (1.5–14)
CV = 69%

4.8 (0.6–11)
CV = 73%

27.4 (2.5–141)
CV = 126%

121 (43.4–340)
CV = 72%

For the combined inhalation and dermal, exposure to D4-DEP, Tmax for D4-MEP was calculated
as 3.3 h and T 1

2 as 2.1 h (average over all participants). The maximum metabolite concentration (Cmax)
was measured as 513 nmol/mmol creatinine of excreted metabolite in urine per mmol creatinine (AUC
of 1642 nmol·h/mmol creatinine) (Table 1).

Dermal uptake only was assessed by participants wearing hoods that supplied fresh air [31], as
described in the method section. Participants wore loosely fitting hospital cotton clothes, leaving hands
free for exposure, thereby creating a realistic exposure scenario with clothing acting as a barrier. After
the dermal exposure, D4-MEP was excreted, on average, at Tmax of 4.6 h, with a T 1

2 of 2.7 h (Table 1).
Excretion times were thus marginally longer after dermal exposure only, than after combined inhalation
and dermal exposure (Tmax 3.3 h). The excretion half-life (T 1

2 ) was similar in both exposure scenarios.
After dermal exposure to D4-DEP, Cmax was calculated as an average of 34 nmol/mmol creatinine
(AUC of 157 nmol·h/mmol creatinine), which is 15-fold (Cmax) or 10-fold (AUC) lower compared to
the combined inhalation and dermal exposure of D4-DEP. The Cmax and AUC for the inhalation only
exposure was achieved by subtracting the values for Cmax and AUC for the dermal exposure from the
values obtained after the combined inhalation and dermal exposure. Cmax for inhalation exposure was
calculated as 446 nmol/mmol creatinine, with a total AUC of 1342 nmol·h/mmol creatinine (average of
all participants), which accounts for 82% (Cmax) and 87% (AUC) of the combined exposure (inhalation
and dermal).

Table 1 and Table S1 demonstrate that the excretion characteristics differed greatly between the
individuals. For the combined inhalation and dermal exposure to D4-DEP, Cmax ranged from 68.4 to
1423 nmol/mmol creatinine, with a coefficient of variation (CV) of 71% reflecting inter-individual
differences while, after dermal exposure to D4-DEP, excreted levels ranged from 7.30 to 109 nmol/mmol
creatinine (CV = 81%). Values for excreted metabolites after inhalation only were achieved by
subtracting levels after dermal exposure only from the levels after the combined inhalation and dermal
exposure. This resulted in total excreted metabolite levels ranging from 48.1 to 1375 nmol/mmol
creatinine after inhalation exposure to D4-DEP only. The inter-individual variety makes it difficult to
calculate significant differences. However, on average over all participants, combined inhalation and
dermal exposure accounted for 15-fold higher metabolite levels (Cmax) compared to dermal exposure
only. Calculated Cmax levels after inhalation exposure only were 13-fold higher than levels after dermal
exposure only.

3.2. Metabolites in Urine after Inhalation and Dermal Exposure to D4-DEHP

D4-DEHP is transformed in the body into five main metabolites (Figure 1). Their excretion
characteristics were determined by analysing all urine samples from 16 volunteers after inhalation and
dermal exposure, or by dermal exposure only.
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Metabolite levels were below detection limit after dermal exposure of D4-DEHP. Figure 3A–F and
Table 1 show that, after the combined inhalation and dermal exposure of D4-DEHP, metabolites were
excreted rapidly, and 24 h after exposure, no urinary metabolites could be detected.
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Figure 3 presents the excretion curves of the five urinary metabolites after three hours of
combined inhalation and dermal exposure of 223–367 (nmol/m3) D4-DEHP (~100 D4-DEHP µg/m3).
Detailed excretion characteristics are described in Table S2, including Cmax, Tmax, and T 1

2 of all
five analysed metabolites after the combined inhalation and dermal exposure to D4-DEHP. Of
the five metabolites analysed, D4-MEHP was excreted most rapidly at 4.1 h (Tmax), and at the
highest Cmax levels, with 8.2 nmol/mmol creatinine (average over all participants). The secondary
metabolites D4-5OH-MEHP, D4-5oxo-MEHP, and D4-5cx-MEPP were excreted after 4.9 h–5.2 h (Tmax),
with an average Cmax of 7.3 nmol/mmol creatinine (D4-5OH-MEHP), 6.3 nmol/mmol creatinine
(D4-5oxo-MEHP), and 3.1 nmol/mmol creatinine (D4-5cx-MEPP). The last metabolite excreted at 6.4 h
(Tmax) was D4-2cx-MMHP at average Cmax levels of only 0.8 nmol/mmol creatinine.

Average levels over all participants are presented in Table 1. The Cmax of the sum of all five
metabolites was excreted on average, after a Tmax of 4.7 h, with a T 1

2 of 4.8 h. Tmax, as well as T 1
2 , was

thus longer compared to combined exposure of D4-DEP (Tmax 3.3 h; T 1
2 = 2.1 h). Cmax of all metabolites

was calculated, on average, as 27.4 nmol/mmol creatinine (AUC of 121 nmol·h/mmol creatinine).
Compared to the combined exposure of D4-DEP, exposure of D4-DEHP led to 19-fold lower Cmax

levels and 14-times lower AUC. The delayed excretion, as well as lower levels of metabolites, could
be explained by a delayed uptake of the particle phase D4-DEHP compared to the uptake of the gas
phase D4-DEP. However, direct comparison of the excreted dose between DEHP and DEP are difficult,
due to the different levels of phthalate concentrations in the air. While DEP could be generated at
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levels of 300 µg/m3, DEHP aerosols could be only generated in concentrations of 100 µg/m3; see
Andersen et al. [31].

To our knowledge, no human exposure study on inhalation or dermal exposure to airborne
particle phase DEHP has been performed. Other human biomonitoring studies on oral intake of DEHP
measured T 1

2 for urinary DEHP metabolites as 4–8 h [36] and 2–10 h [23], depending on the metabolite.
Half-lives reported in our study were in a similar range (T 1

2 4.7 h). In our study (see above), Tmax of
the five DEHP metabolites were found at 4.1 h (MEHP), 4.9–5.2 h (D4-5OH-MEHP, D4-5oxo-MEHP
and D4-5cx-MEPP), and 6.4 h (D4-5cx-MHHP). Koch et al. reported similar values for Tmax as 2 h
(MEHP), 4 h (5OH-MEHP, 5cx-MEPP and 5oxo-MEHP), and 8–10 h (2cx-MMHP) [23]. Compared to
the values reported by Koch et al. [23], Tmax was, in our study, similar for most compounds, except
MEHP (longer in our study) and 2cx-MMHP (marginally shorter in our study). This might be due
to a slower uptake from the intestine after oral exposure, or individual variation, as the study from
Koch et al. presents data from one person only [23].

Furthermore, oral exposure of DEHP, described by Koch et al., led to excretion of the metabolites
in two different phases, after absorption and distribution [23], which could not be detected in our
study. No second excretion phase was detected for the DEHP metabolites in our study, which could
be explained by differences in metabolism after inhalation versus oral uptake. Possibly, two-phase
excretion could not be monitored, because levels of urinary metabolites for some individuals in our
experiments were very close to the detection limit (0.1–0.9 ng/mL, see Supplementary Information).
In our study, oxidised metabolites were excreted at equally high urinary levels compared to the
monoester, but with slightly delayed excretion times. Thus, these secondary metabolites, namely
5-OH-MEHP, 5-oxo-MEHP, and 5cx-MEPP, could serve as good exposure biomarkers for human
exposure to phthalate esters, which has been already suggested in earlier studies [23,36]. Furthermore,
these oxidized metabolites are more specific biomarkers than their monoesters, as phthalate monoesters
are considered environmental contaminants on their own [32].

3.3. Total Excretion in Relation to Estimated Uptake: Inhalation of DEP vs. DEHP

Due to the presence of D4-DEHP in the particle phase, deposition of particles in the respiratory
tract should be taken into account. DEHP particles that deposit in the alveolar region might enter
the bloodstream, while particles that deposit in the tracheobronchial and extrathoracic regions might
be moved up to the respiratory tract, swallowed, and ingested via the stomach, where they could
undergo a similar metabolism as an oral dose of phthalates [31].

The deposited (and thus bioavailable) fraction of the inhaled D4-DEHP particles was calculated as
26% on a mass basis; for further details, see Andersen et al. [31]. We normalised the total (cumulative)
amount of urinary metabolites (in nmol) to the estimated total dose of phthalate esters available in
the lung during the three hours of exposure (Table S3). The total amount of phthalate esters in the
lung was estimated using the individual breathing volume, and the air concentration of the phthalate
ester of each individual’s exposure (see Materials and Methods). Results are given in total amounts of
metabolites (in nmol) per total available dose of D4-DEHP in the lung (in nmol).

As no uptake could be detected after dermal exposure to D4-DEHP, we assumed that uptake
of combined inhalation and dermal exposure to D4-DEHP consisted of uptake by inhalation only.
Inhalation of D4-DEHP resulted in an average excretion of 81 nmol of metabolites (sum of all
five metabolites). Normalisation to the total bioavailable dose in the lung led to average levels
of 0.995 nmol/nmol available phthalate ester in the lung, suggesting that individuals excreted 99.5%
of the estimated D4-DEHP lung dose (Table S3).

For comparison, we also estimated the total bioavailable amount in the lungs after inhalation
only of D4-DEP. Therefore, we subtracted the amount of metabolites after dermal exposure form the
amount of metabolites found after the combined dermal and inhalation exposure (Table S3). Assuming
100% of D4-DEP to be available in the lungs due to its presence in the gas phase [4], we calculated
average excretion of 84% (0.840 nmol/nmol lung dose) of the estimated dose of D4-DEP. Thus, the
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excreted dose after inhalation of D4-DEP is slightly lower than after inhalation of D4-DEHP (84% versus
99.5%, respectively) once the bioavailable dose in the lung is taken into account. Andersen et al. [31]
calculated the excreted dose of DEHP in this experiment to slightly lower levels of only 69%, using
estimated breathing volumes of 7.5 L/min as an average of all participants [37]. In this study however,
breathing volumes were calculated individually, according to the individual’s bodyweight [34]. There
is no unified approach among scientists regarding the use of breathing volumes in different studies.
While Davis et al. [34] offers an individual approach based on bodyweight, others consider these
values to be underestimated, as they are based on mechanical respirator flows which have their own
restrictions when applied to healthy individuals. This is an area where a unified approach would
benefit further studies.

While the metabolism of DEHP is different after inhalation and ingestion [4], metabolites
will—independently of their uptake mechanism—be mainly excreted via urine, and to 10% via
faeces [38]. There are—to our knowledge—no human exposure studies on inhalation of airborne
DEHP. Human biomonitoring studies on oral intake of DEHP reported that, up to 24 h after dosing
of D4-DEHP, 67% of the dose was excreted as one of the five D4-DEHP metabolites determined in
urine [23]. However, this study by Koch et al. was limited to one person, and another study by
Anderson et al. with 20 test subjects reported an average of 45% of the dose being excreted 24 h after
oral exposure to DEHP [36]. In our study, the excreted dose after inhalation of D4-DEHP was higher,
ranging from 69% (calculated with average breathing rates of 7.5 L/min) [31] to 99.5% (calculated with
individual breathing rates).

3.4. Total Urinary Excreted Dose: Inhalation versus Dermal Exposure

To form a basis for comparing the different exposure scenarios, we calculated the total excreted
urinary dose, expressed as the total (cumulative) amount of urinary metabolites (in nmol) normalised
to the air concentration (nmol/m3) of phthalate ester (Figure 4A,B, Tables S3 and S4).
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Figure 4. Total excreted dose after combined inhalation and dermal exposure to D4-DEP (A) and
dermal exposure to D4-DEP only (B) as well as inhalation and dermal exposure of D4-DEHP (C).
Cumulative excreted metabolite levels (in nmol) were normalised to air concentration of phthalate
esters (in nmol/m3 air volume). The y-axis is presented on a logarithmic scale, and time points are
given in mid-time (mid time point of collection interval).

The combined inhalation and dermal exposure of D4-DEP led to a total excreted urinary amount
of 1243 nmol D4-MEP (average of all participants). Normalized to air concentrations, this reflects
an average excreted dose of 0.890 nmol metabolites per nmol/m3 (Table S4). Dermal exposure
only led to lower levels of 119 nmol of excreted D4-MEP, which results in an average excreted dose
of 0.094 nmol/nmol/m3 after normalization to air concentrations. Excreted metabolite levels, for
inhalation exposure only, were obtained by subtracting excreted levels of D4-MEP after dermal
exposure from excreted D4-MEP levels after combined inhalation and dermal exposure. Inhalation of
D4-DEP thus resulted in an excreted dose of 0.790 nmol/nmol/m3.
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Our data demonstrated that excretion of D4-MEP was, on average, nine times higher after
combined inhalation and dermal exposure than after dermal only exposure to D4-DEP. Comparing
only inhalation exposure to dermal exposure, the average excretion of D4-DEP after inhalation only
was eight times higher than after dermal exposure. However, inter-individual variety of the excreted
dose was wide, with values of CV between 74% and 83% (Table S4).

To calculate the inhalation exposure of D4-DEHP, the total excreted amount of all five measured
urinary metabolites was added together, and this cumulative amount of metabolites (in nmol) was
normalized to the air concentration of D4-DEHP (Figure 4C and Table S3). On average, 317 nmol was
excreted as metabolites, which equates to an average excreted dose of 0.266 nmol/nmol/m3, and levels
were thus three times lower compared to inhalation of D4-DEP (0.790 nmol/nmol/m3), as well as
combined exposure to D4-DEP (0.890 nmol/nmol/m3).

Uptake via inhalation or via the dermal pathways follows different mechanisms. Uptake by
inhalation depends largely on the concentration, on the inhaled (and exhaled) volume, and on diffusion
and solubility in the tissue, while dermal uptake depends on the deposition of the molecules on the
skin, the lipid composition of the skin, the diffusion through the boundary layer of the skin and
transport from the skin surface to the blood [10].

DEHP has been shown to barely penetrate human skin when applied purely and directly [39], but
not much is known about dermal uptake from airborne particle phase concentrations of DEHP. The
higher uptake of D4-DEP by combined exposure compared to dermal exposure only was expected, as
clothing was acting as a barrier. In our study, only hands were exposed to airborne DEHP during skin
exposure, and the observed differences might, therefore, be partly explained by the clothing acting as
a barrier for air-to-skin transfer.

Higher levels of urinary metabolites have been reported earlier, when DEP was applied directly
on the skin [40–42], suggesting increased exposure after direct topical application to the skin, compared
to dermal absorption from airborne phthalates. In an exposure study with 26 participants, Janjua
and coworkers showed that direct topical application of a cream containing 2% of DEP resulted in
5.79% of DEP being excreted, with a Tmax of 8–12 h [42]. Only recently, dermal absorption from
airborne compounds has been investigated [4,41,43]. Weschler et al. performed experiments with
bare-skin participants who were exposed to DEP via inhalation and skin, with similar air concentrations
compared to our study (300 µg/m3), and similar excretion times of MEP (4–8 h) [40]. Equal levels
of excreted metabolites were found by Weschler et al. after inhalation (3.8 µg/µg/m3) and dermal
exposure (4.0 µg/µg/m3), showing the strong influence of the amount of bare skin exposed [40].
In addition, Morrison et al. demonstrated that previously exposed clothing might play a crucial role in
dermal uptake, showing higher uptake of DEP in participants wearing pre-exposed cotton clothing
than bare-skin participants [41].

Our study group (n = 16) included volunteers aged 19–47, both women (n = 9) and men (n = 7).
Due to the small number of participants, it is not possible to draw firm conclusions concerning age and
gender. The observed differences in the excreted dose might not only depend on different breathing
rates, but could possibly be explained by gender-specific differences in metabolic enzyme activities, or
differences in lung physiology allowing faster permeability in the lungs. Phthalate metabolism might
depend on different factors, such as age or sex [44]. Influence of age or gender on phthalate metabolism
has been described by Koch et al., detecting higher levels of oxidised metabolites in children than
in adults [45]. Gender-specific changes in girls and boys have been reported regarding phthalate
metabolites and thyroid hormones [46], and markers of peripubertal metabolic homeostasis [47],
respectively. Slight differences were observed in our study between women and men, however, these
were not statistically significant and, therefore, are not discussed further.

4. Conclusions

This study has demonstrated that human participants excreted higher levels of urinary metabolites
following combined inhalation and dermal exposure, compared to only dermal exposure, to airborne
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D4-DEP and D4-DEHP. The average excreted levels of metabolites after the combined inhalation and
dermal exposure to D4-DEP were three times higher than after the combined exposure to D4-DEHP,
and nine times higher than after only the dermal exposure to D4-DEP. No metabolites could be detected
after the dermal exposure to airborne D4-DEHP.

In this study, we determined individual differences in metabolite excretion in a group of
16 volunteers during exposures to gas and particle phase phthalates, dermal exposure with clean
clothes acting as a barrier, and in combined inhalation and dermal exposures. This was possible due to
the use of novel approaches, i.e., use of labelled phthalate esters to avoid the background concentration,
as well as innovative technique of phthalate generation, both in the particle and the gas phase.

Supplementary Materials: The following are available online at http://www.mdpi.com/1660-4601/15/11/2514/
s1. Table S1: Excretion kinetics of D4-DEP metabolites, Table S2: Excretion kinetics of D4-DEHP metabolites,
Table S3: Total excreted dose after inhalation exposure to D4-DEP and D4-DEHP, Table S4: Total excreted dose after
combined inhalation and dermal and dermal exposure to D4-DEP, Table S5: Analytical details for quantification
of phthalate esters using GC-MS/MS, Table S6: Analytical details for quantification of phthalate metabolites using
LC-MS/MS.
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Abbreviations

DEP diethyl phthalate
MEP monoethyl phthalate
DEHP bis(2-ethylhexyl) phthalate
MEHP mono(2-ethylhexyl)phthalate
5OH-MEHP mono-(2-ethyl-5-hydroxyhexyl) phthalate
5oxo-MEHP mono-(2-ethyl-5-oxo-hexyl) phthalate
5cx-MEPP mono-(2-ethyl-5-carboxypentyl) phthalate
-cx-MMHP mono-[2-(carboxymethyl) hexyl] phthalate
SMPS scanning mobility particle sizer
HR-ToF-AMS high-resolution time-of-flight aerosol mass spectrometer
GC-MS/MS gas chromatography tandem mass spectrometry
LC-MS/MS liquid chromatography tandem mass spectrometry
Tmax excretion time
Cmax the maximum concentration
T 1

2 excretion half-life
AUC area under the excretion curve
LOD limit of detection
LOQ limit of quantification

References

1. Straif, K.; Cohen, A.; Samet, J. Air Pollution and Cancer; IARC Scientific Publication: Lyon, France, 2013.
2. Weschler, C.J.; Nazaroff, W.W. Semivolatile organic compounds in indoor environments. Atmos. Environ.

2008, 42, 9018–9040. [CrossRef]
3. Morawska, L.; Afshari, A.; Bae, G.N.; Buonanno, G.; Chao, C.Y.; Hänninen, O.; Hofmann, W.; Isaxon, C.;

Jayaratne, E.R.; Pasanen, P.; et al. Indoor aerosols: From personal exposure to risk assessment. Indoor Air
2013, 6, 462–487. [CrossRef] [PubMed]

http://www.mdpi.com/1660-4601/15/11/2514/s1
http://www.mdpi.com/1660-4601/15/11/2514/s1
http://dx.doi.org/10.1016/j.atmosenv.2008.09.052
http://dx.doi.org/10.1111/ina.12044
http://www.ncbi.nlm.nih.gov/pubmed/23574389


Int. J. Environ. Res. Public Health 2018, 15, 2514 12 of 14

4. Bekö, G.; Weschler, C.J.; Langer, S.; Callesen, M.; Toftum, J.; Clausen, G. Children’s Phthalate Intakes and
Resultant Cumulative Exposures Estimated from Urine Compared with Estimates from Dust Ingestion,
Inhalation and Dermal Absorption in Their Homes and Daycare Centers. PLoS ONE 2013, 8, e62442.
[CrossRef] [PubMed]

5. Dodson, R.E.; Nishioka, M.; Standley, L.J.; Perovich, L.J.; Brody, J.G.; Rudel, R.A. Endocrine disruptors and
asthma-associated chemicals in consumer products. Environ. Health Perspect. 2012, 120, 935–943. [CrossRef]
[PubMed]

6. Bornehag, C.G.; Lundgren, B.; Weschler, C.J.; Sigsgaard, T.; Hagerhed-Engman, L.; Sundell, J. Phthalates in
indoor dust and their association with building characteristics. Environ. Health Perspect. 2005, 11, 1399–1404.
[CrossRef] [PubMed]

7. Gao, D.W.; Wen, Z.D. Phthalate esters in the environment: A critical review of their occurrence,
biodegradation, and removal during wastewater treatment processes. Sci. Total Environ. 2016, 15, 986–1001.
[CrossRef] [PubMed]

8. Bergh, C.; Torgrip, R.; Emenius, G.; Ostman, C. Organophosphate and phthalate esters in air and settled
dust—A multi-location indoor study. Indoor Air 2012, 21, 67–76. [CrossRef] [PubMed]

9. Shi, W.; Hu, X.; Zhang, F.; Hu, G.; Hao, Y.; Zhang, X.; Liu, H.; Wei, S.; Wang, X.; Giesy, J.P.; et al. Occurrence of
thyroid hormone activities in drinking water from eastern China: Contributions of phthalate esters. Environ.
Sci. Technol. 2012, 46, 1811–1818. [CrossRef] [PubMed]

10. Weschler, C.J.; Nazaroff, W.W. SVOC exposure indoors: Fresh look at dermal pathways. Indoor Air 2012, 22,
356–377. [CrossRef] [PubMed]

11. Weschler, C.J.; Nazaroff, W.W. Dermal uptake of organic vapors commonly found in indoor air. Environ. Sci.
Technol. 2014, 48, 1230–1237. [CrossRef] [PubMed]

12. Gong, M.; Zhang, Y.; Weschler, C.J. Predicting dermal absorption of gas-phase chemicals: Transient model
development, evaluation, and application. Indoor Air 2014, 24, 292–306. [CrossRef] [PubMed]

13. Substances Restricted under REACH. Available online: https://echa.europa.eu/substances-restricted-under-
reach (accessed on 8 November 2018).

14. Candidate List of Substances of Very High Concern for Authorisation. Available online: https://echa.europa.
eu/candidate-list-table (accessed on 8 November 2018).

15. Jeng, H.A. Exposure to Endocrine Disrupting Chemicals and Male Reproductive Health. Front. Public Health
2014, 2, 55. [CrossRef] [PubMed]

16. Hsu, N.Y.; Lee, C.C.; Wang, J.Y.; Li, Y.C.; Chang, H.W.; Chen, C.Y.; Bornehag, C.G.; Wu, P.C.; Sundell, J.;
Su, H.J. Predicted risk of childhood allergy, asthma, and reported symptoms using measured phthalate
exposure in dust and urine. Indoor Air 2012, 22, 186–199. [CrossRef] [PubMed]

17. Jaakkola, J.J.; Knight, T.L. The role of exposure to phthalates from polyvinyl chloride products in the
development of asthma and allergies: A systematic review and meta-analysis. Environ. Health Perspect. 2008,
116, 845–853. [CrossRef] [PubMed]

18. Bekö, G.; Callesen, M.; Weschler, C.J.; Toftum, J.; Langer, S.; Sigsgaard, T.; Høst, A.; Kold Jensen, T.; Clausen, G.
Phthalate exposure through different pathways and allergic sensitization in preschool children with asthma,
allergic rhinoconjunctivitis and atopic dermatitis. Environ. Res. 2015, 137, 432–439. [CrossRef] [PubMed]

19. Bornehag, C.G.; Nanberg, E. Phthalate exposure and asthma in children. Int. J. Androl. 2010, 33, 333–345.
[CrossRef] [PubMed]

20. Singh, S.; Li, S.S.-L. Phthalates: Toxicogenomics and inferred human diseases. Genomics 2011, 97, 148–157.
[CrossRef] [PubMed]

21. Wittassek, M.; Angerer, J. Phthalates: Metabolism and exposure. Int. J. Androl. 2008, 31, 131–138. [CrossRef]
[PubMed]

22. Ventrice, P.; Ventrice, D.; Russo, E.; De Sarro, G. Phthalates: European regulation, chemistry, pharmacokinetic
and related toxicity. Environ. Toxicol. Pharmacol. 2013, 36, 88–96. [CrossRef] [PubMed]

23. Koch, H.M.; Preuss, R.; Angerer, J. Di(2-ethylhexyl)phthalate (DEHP): Human metabolism and internal
exposure—An update and latest results. Int. J. Androl. 2006, 29, 155–165. [CrossRef] [PubMed]

24. Janjua, N.R.; Mortensen, G.K.; Andersson, A.M.; Kongshoj, B.; Skakkebaek, N.E.; Wulf, H.C. Systemic uptake
of diethyl phthalate, dibutyl phthalate, and butyl paraben following whole-body topical application and
reproductive and thyroid hormone levels in humans. Environ. Sci. Technol. 2007, 41, 5564–5570. [CrossRef]
[PubMed]

http://dx.doi.org/10.1371/journal.pone.0062442
http://www.ncbi.nlm.nih.gov/pubmed/23626820
http://dx.doi.org/10.1289/ehp.1104052
http://www.ncbi.nlm.nih.gov/pubmed/22398195
http://dx.doi.org/10.1289/ehp.7809
http://www.ncbi.nlm.nih.gov/pubmed/16203254
http://dx.doi.org/10.1016/j.scitotenv.2015.09.148
http://www.ncbi.nlm.nih.gov/pubmed/26473701
http://dx.doi.org/10.1111/j.1600-0668.2010.00684.x
http://www.ncbi.nlm.nih.gov/pubmed/21054550
http://dx.doi.org/10.1021/es202625r
http://www.ncbi.nlm.nih.gov/pubmed/22191625
http://dx.doi.org/10.1111/j.1600-0668.2012.00772.x
http://www.ncbi.nlm.nih.gov/pubmed/22313149
http://dx.doi.org/10.1021/es405490a
http://www.ncbi.nlm.nih.gov/pubmed/24328315
http://dx.doi.org/10.1111/ina.12079
http://www.ncbi.nlm.nih.gov/pubmed/24245588
https://echa.europa.eu/substances-restricted-under-reach
https://echa.europa.eu/substances-restricted-under-reach
https://echa.europa.eu/candidate-list-table
https://echa.europa.eu/candidate-list-table
http://dx.doi.org/10.3389/fpubh.2014.00055
http://www.ncbi.nlm.nih.gov/pubmed/24926476
http://dx.doi.org/10.1111/j.1600-0668.2011.00753.x
http://www.ncbi.nlm.nih.gov/pubmed/21995786
http://dx.doi.org/10.1289/ehp.10846
http://www.ncbi.nlm.nih.gov/pubmed/18629304
http://dx.doi.org/10.1016/j.envres.2015.01.012
http://www.ncbi.nlm.nih.gov/pubmed/25625823
http://dx.doi.org/10.1111/j.1365-2605.2009.01023.x
http://www.ncbi.nlm.nih.gov/pubmed/20059582
http://dx.doi.org/10.1016/j.ygeno.2010.11.008
http://www.ncbi.nlm.nih.gov/pubmed/21156202
http://dx.doi.org/10.1111/j.1365-2605.2007.00837.x
http://www.ncbi.nlm.nih.gov/pubmed/18070048
http://dx.doi.org/10.1016/j.etap.2013.03.014
http://www.ncbi.nlm.nih.gov/pubmed/23603460
http://dx.doi.org/10.1111/j.1365-2605.2005.00607.x
http://www.ncbi.nlm.nih.gov/pubmed/16466535
http://dx.doi.org/10.1021/es0628755
http://www.ncbi.nlm.nih.gov/pubmed/17822133


Int. J. Environ. Res. Public Health 2018, 15, 2514 13 of 14

25. Koch, H.M.; Lorber, M.; Christensen, K.L.; Pälmke, C.; Koslitz, S.; Brüning, T. Identifying sources of phthalate
exposure with human biomonitoring: Results of a 48h fasting study with urine collection and personal
activity patterns. Int. J. Hyg. Environ. Health 2013, 216, 672–681. [CrossRef] [PubMed]

26. Langer, S.; Bekö, G.; Weschler, C.J.; Brive, L.M.; Toftum, J.; Callesen, M.; Clausen, G. Phthalate metabolites in
urine samples from Danish children and correlations with phthalates in dust samples from their homes and
daycare centers. Int. J. Hyg. Environ. Health 2014, 217, 78–87. [CrossRef] [PubMed]

27. Wan, H.T.; Leung, P.Y.; Zhao, Y.G.; Wei, X.; Wong, M.H.; Wong, C.K. Blood plasma concentrations of
endocrine disrupting chemicals in Hong Kong populations. J. Hazard. Mater. 2013, 261, 763–769. [CrossRef]
[PubMed]

28. Fromme, H.; Gruber, L.; Seckin, E.; Raab, U.; Zimmermann, S.; Kiranoglu, M.; Schlummer, M.; Schwegler, U.;
Smolic, S.; Völkel, W.; et al. Phthalates and their metabolites in breast milk–results from the Bavarian
Monitoring of Breast Milk (BAMBI). Environ. Int. 2011, 37, 715–722. [CrossRef] [PubMed]

29. Kato, K.; Silva, M.J.; Reidy, J.A.; Hurtz, D., III; Malek, N.A.; Needham, L.L.; Nakazawa, H.; Barr, D.B.;
Calafat, A.M. Mono(2-ethyl-5-hydroxyhexyl) phthalate and mono-(2-ethyl-5-oxohexyl) phthalate as
biomarkers for human exposure assessment to di-(2-ethylhexyl) phthalate. Environ. Health Perspect. 2004,
112, 327–330. [CrossRef] [PubMed]

30. Frederiksen, H.; Kranich, S.K.; Jørgensen, N.; Taboureau, O.; Petersen, J.H.; Andersson, A.M. Temporal
variability in urinary phthalate metabolite excretion based on spot, morning, and 24-h urine samples:
Considerations for epidemiological studies. Environ. Sci. Technol. 2013, 47, 958–967. [CrossRef] [PubMed]

31. Andersen, C.; Krais, A.; Eriksson, A.C.; Jakobsson, J.; Löndahl, J.; Nielsen, J.; Lindh, C.H.; Pagels, J.;
Gudmundsson, A.; Wierzbicka, A. Inhalation and Dermal Uptake of Particle and Gas-phase Phthalates—A
Human Exposure Study. J. Environ. Sci. Technol. 2018. [CrossRef] [PubMed]

32. Weiss, J.M.; Gustafsson, Å.; Gerde, P.; Bergman, Å.; Lindh, C.H.; Krais, A.M. Daily intake of phthalates,
MEHP, and DINCH by ingestion and inhalation. Chemosphere 2018, 208, 40–49. [CrossRef] [PubMed]

33. Bornehag, C.G.; Carlstedt, F.; Jönsson, B.A.; Lindh, C.H.; Jensen, T.K.; Bodin, A.; Jonsson, C.; Janson, S.;
Swan, S.H. Prenatal phthalate exposures and anogenital distance in Swedish boys. Environ. Health Perspect.
2015, 123, 101–107. [CrossRef] [PubMed]

34. Davies, J.D.; Senussi, M.H.; Mireles-Cabodevila, E. Should A Tidal Volume of 6 mL/kg Be Used in All
Patients? Respir. Care 2016, 61, 774–790. [CrossRef] [PubMed]

35. U.S. EPA. Exposure Factors Handbook—Chapter 6: Inhalation Rates and Chapter 7: Dermal Exposure; Report No.:
EPA/600/R-09/052F; Environmental Protection Agency, National Center for Environmental Assessment:
Washington, DC, USA, 2011.

36. Anderson, W.A.; Castle, L.; Hird, S.; Jeffery, J.; Scotter, M.J. A twenty-volunteer study using deuterium
labelling to determine the kinetics and fractional excretion of primary and secondary urinary metabolites
of di-2-ethylhexylphthalate and di-iso-nonylphthalate. Food Chem. Toxicol. 2011, 49, 2022–2029. [CrossRef]
[PubMed]

37. Zapletal, A.; Samanek, M.; Paul, T. Lung Function in Children and Adolescents; Karger: Basel, Switzerland,
1987.

38. Peck, C.C.; Albro, P.W. Toxic potential of the plasticizer Di(2-ethylhexyl) phthalate in the context of its
disposition and metabolism in primates and man. Environ. Health Perspect. 1982, 45, 11–17. [CrossRef]
[PubMed]

39. Hopf, N.B.; Berthet, A.; Vernez, D.; Langard, E.; Spring, P.; Gaudin, R. Skin permeation and metabolism of
di(2-ethylhexyl) phthalate (DEHP). Toxicol. Lett. 2014, 224, 47–53. [CrossRef] [PubMed]

40. Weschler, C.J.; Bekö, G.; Koch, H.M.; Salthammer, T.; Schripp, T.; Toftum, J.; Clausen, G. Transdermal Uptake
of Diethyl Phthalate and Di(n-butyl) Phthalate Directly from Air: Experimental Verification. Environ. Health
Perspect. 2015, 123, 928–934. [CrossRef] [PubMed]

41. Morrison, G.C.; Weschler, C.J.; Bekö, G.; Koch, H.M.; Salthammer, T.; Schripp, T.; Toftum, J.; Clausen, G. Role
of clothing in both accelerating and impeding dermal absorption of airborne SVOCs. J. Expo. Sci. Environ.
Epidemiol. 2016, 26, 113–118. [CrossRef] [PubMed]

42. Janjua, N.R.; Frederiksen, H.; Skakkebaek, N.E.; Wulf, H.C.; Andersson, A.M. Urinary excretion of phthalates
and paraben after repeated whole-body topical application in humans. Int. J. Androl. 2008, 31, 118–130.
[CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.ijheh.2012.12.002
http://www.ncbi.nlm.nih.gov/pubmed/23333758
http://dx.doi.org/10.1016/j.ijheh.2013.03.014
http://www.ncbi.nlm.nih.gov/pubmed/23623597
http://dx.doi.org/10.1016/j.jhazmat.2013.01.034
http://www.ncbi.nlm.nih.gov/pubmed/23411151
http://dx.doi.org/10.1016/j.envint.2011.02.008
http://www.ncbi.nlm.nih.gov/pubmed/21406311
http://dx.doi.org/10.1289/ehp.6663
http://www.ncbi.nlm.nih.gov/pubmed/14998748
http://dx.doi.org/10.1021/es303640b
http://www.ncbi.nlm.nih.gov/pubmed/23234290
http://dx.doi.org/10.1021/acs.est.8b03761
http://www.ncbi.nlm.nih.gov/pubmed/30264993
http://dx.doi.org/10.1016/j.chemosphere.2018.05.094
http://www.ncbi.nlm.nih.gov/pubmed/29860143
http://dx.doi.org/10.1289/ehp.1408163
http://www.ncbi.nlm.nih.gov/pubmed/25353625
http://dx.doi.org/10.4187/respcare.04651
http://www.ncbi.nlm.nih.gov/pubmed/27235313
http://dx.doi.org/10.1016/j.fct.2011.05.013
http://www.ncbi.nlm.nih.gov/pubmed/21609750
http://dx.doi.org/10.1289/ehp.824511
http://www.ncbi.nlm.nih.gov/pubmed/7140682
http://dx.doi.org/10.1016/j.toxlet.2013.10.004
http://www.ncbi.nlm.nih.gov/pubmed/24140552
http://dx.doi.org/10.1289/ehp.1409151
http://www.ncbi.nlm.nih.gov/pubmed/25850107
http://dx.doi.org/10.1038/jes.2015.42
http://www.ncbi.nlm.nih.gov/pubmed/26058800
http://dx.doi.org/10.1111/j.1365-2605.2007.00841.x
http://www.ncbi.nlm.nih.gov/pubmed/18194284


Int. J. Environ. Res. Public Health 2018, 15, 2514 14 of 14

43. Gaspar, F.W.; Castorina, R.; Maddalena, R.L.; Nishioka, M.G.; McKone, T.E.; Bradman, A. Phthalate exposure
and risk assessment in California child care facilities. Environ. Sci. Technol. 2014, 48, 7593–7601. [CrossRef]
[PubMed]

44. Huang, T.; Saxena, A.R.; Isganaitis, E.; James-Todd, T. Gender and racial/ethnic differences in the associations
of urinary phthalate metabolites with markers of diabetes risk: National Health and Nutrition Examination
Survey 2001–2008. Environ. Health 2014, 13, 6. [CrossRef] [PubMed]

45. Koch, H.M.; Preuss, R.; Drexler, H.; Angerer, J. Exposure of nursery school children and their parents and
teachers to di-n-butylphthalate and butylbenzylphthalate. Int. Arch. Occup. Environ. Health 2005, 78, 223–229.
[CrossRef] [PubMed]

46. Weng, T.I.; Chen, M.H.; Lien, G.W.; Chen, P.S.; Lin, J.C.; Fang, C.C.; Chen, P.C. Effects of Gender on the
Association of Urinary Phthalate Metabolites with Thyroid Hormones in Children: A Prospective Cohort
Study in Taiwan. Int. J. Environ. Res. Public Health 2017, 14, 123. [CrossRef] [PubMed]

47. Watkins, D.J.; Peterson, K.E.; Ferguson, K.K.; Mercado-García, A.; Tamayo y Ortiz, M.; Cantoral, A.;
Meeker, J.D.; Téllez-Rojo, M.M. Relating Phthalate and BPA Exposure to Metabolism in Peripubescence: The
Role of Exposure Timing, Sex, and Puberty. J. Clin. Endocrinol. Metab. 2016, 101, 79–88. [CrossRef] [PubMed]

© 2018 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1021/es501189t
http://www.ncbi.nlm.nih.gov/pubmed/24870214
http://dx.doi.org/10.1186/1476-069X-13-6
http://www.ncbi.nlm.nih.gov/pubmed/24499162
http://dx.doi.org/10.1007/s00420-004-0570-x
http://www.ncbi.nlm.nih.gov/pubmed/15776263
http://dx.doi.org/10.3390/ijerph14020123
http://www.ncbi.nlm.nih.gov/pubmed/28146055
http://dx.doi.org/10.1210/jc.2015-2706
http://www.ncbi.nlm.nih.gov/pubmed/26529628
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Chemicals and Reagents 
	Exposures and Set-Up 
	Collection of Airborne Phthalate Esters 
	GC-MS/MS Instrumentation and Conditions 
	Urinary Metabolites—Sample Preparation 
	LC-MS/MS Instrumentation and Conditions 
	Calculation of Total Excreted Dose 
	Pharmacokinetic Evaluation 

	Results and Discussion 
	Metabolites in Urine after Inhalation and Dermal Exposure to D4-DEP 
	Metabolites in Urine after Inhalation and Dermal Exposure to D4-DEHP 
	Total Excretion in Relation to Estimated Uptake: Inhalation of DEP vs. DEHP 
	Total Urinary Excreted Dose: Inhalation versus Dermal Exposure 

	Conclusions 
	References

