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Abstract: We aimed to evaluate the types and concentrations of trace elements in tears of individuals
living in urban and rural environments using particle induced X-ray emission (PIXE) and the possible
association with exposure to air pollution and suggest a novel method for tear-based biomonitoring
studies. This cross-sectional pilot study comprised 42 healthy subjects, 28 living in a rural area
and 14 in an industrial city. Tears were collected with Schirmer paper and characterized by PIXE.
Trace element concentrations from both eyes were averaged together with environmental pollution
data. Main outcome measures were between-group differences in types and concentrations of trace
elements in tears and comparison to environmental data. The rural group included 12/28 men,
mean age 45.2 & 14.8 years. The urban group consisted of 11/14 men of mean age 27 + 5.9 years.
Six rural and all urban were active smokers. Air pollution data showed more toxic elements in
the rural environment. On PIXE analysis, chlorine, sodium, and potassium were found in similar
concentrations in all samples. Normalizing to chlorine yielded higher values of aluminum, iron,
copper, and titanium in the rural group; aluminum was found only in the rural group. The higher
levels of certain trace elements in the rural group may, in part, be a consequence of exposure to
specific environmental conditions. No direct association was found with air pollution data. PIXE is
useful to analyze trace elements in tears, which might serve as a marker for individual exposure to
environmental pollutants in biomonitoring studies.

Keywords: trace elements; tears; environmental pollution; urban vs. rural subjects; Schirmer test;
particle-induced X-ray emission (PIXE)

1. Introduction

Air pollution is the single largest environmental health risk, causing more preventable
disease and death than all other types of environmental pollution [1-3]. Air pollutants
can be hematotoxic, genotoxic, and carcinogenic to humans [3]. Specifically, exposure
to environmental pollution caused by emissions from indoor and outdoor sources has
been linked to serious chronic respiratory, cardiovascular, and nervous system diseases
(e.g., headache) [4,5], as well as skin and ocular irritation [6-8]. It affects populations in
both urban and rural areas [9,10], although the total fraction of emitted pollutant inhaled by
individuals residing in different environments may vary [1-3,11]. Particles with a diameter
of 10 microns can penetrate the lungs, and particles with a diameter of 2.5 microns can
enter the circulatory system. In a breakthrough study, data collected from 652 cities in
24 countries provided strong evidence of a link between level of inhalable particulate
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material and daily mortality [12]. Others have shown that exposure to small solid or liquid
particulate matter of 2.5 microns or less in diameter (PM 5) is responsible for more than
3.2 million deaths per year [13].

Trace elements play a significant role in maintaining the health of an organism [14],
and an imbalance in their homeostasis can lead to the development of disease. As trace
elements, heavy metals are essential for proper metabolism, but at higher concentrations,
they become toxic. Heavy metals may be absorbed in certain ecological conditions and as a
result of medical treatments [15].

The eye is vulnerable to the effects of air pollution. Studies have reported eye irritation,
subclinical ocular surface changes and alterations in the conjunctival mucosa in eyes ex-
posed to polluted air [6-8]. Tear fluid in the eye can reflect systemic concentrations of trace
elements in body fluids and organs [16-18], but little is known about the concentration and
variability of trace metals in the tear fluid itself [15] and the effect of air pollution on tear
concentration. New techniques to analyze tear samples are needed, to enable further inves-
tigation of a possible effect of air pollution, as collecting reliable representative samples is
technologically challenging [6,19-21]. Tear sample volume is limited, as total tear volume is
3.4 t0 10.7 uL [14]. Various metal ions have so far been identified in animal [22] and human
tears [23] by different methods, such as atomic-absorption spectrometry, atomic-emission
spectrometry with a direct-current or inductively-coupled plasma (ICP-MS), anodic strip-
ping voltammetry, neutron activation analysis, and gas chromatography, and linked to
nutrition [24] and diseases such as diabetic retinopathy [25] and glaucoma [26]. However,
these studies were of limited accuracy, and metallic trace elements in tear quantification
studies remain scarce.

Particle-induced X-ray emission (PIXE) analysis is used to determine the elemental
composition of various materials in a designated particle accelerator. It is performed
following bombardment with MeV protons and is based on the detection of characteristic
emitted photons in the X-ray region of the spectrum (1-30 keV) using an energy dispersive
detector. The elements present in the material are identified by the corresponding X-ray
energies, and their concentrations are deduced from the X-ray intensities. This well-known
technique is suitable for the determination of metals in biological materials because no
signals arise from the organic matrix, and it has been applied in this capacity since the
1970s [27,28]. Only minimal volumes are needed for sampling. With PIXE, in contrast to
ICP-MS, where the chemical state of the sample may affect the atom ionization [29], direct
elemental analysis of samples is possible [30].

The aims of the present pilot study were to implement PIXE to measure trace metal
concentrations in tears, to compare the composition of tears between subjects residing in
urban and rural environments, and suggest a novel non-invasive tear-based biomonitoring
method for environmental pollution. We found that the concentrations of sodium, chlorine,
and potassium did not differ significantly either between subjects living in rural or urban
areas or among subjects within each area. However, aluminum, iron, chromium, and
copper were present in higher concentrations in tears from the rural than the urban group;
aluminum was found solely in the rural group. Surprisingly, we found no correlation
between the level of air pollution and the concentration of trace elements detected in
the tears.

2. Materials and Methods

A cross-sectional study design was used. The study cohort consisted of 42 subjects,
28 residing in a rural community and 14 residing in an urban community. The rural
group was recruited in the communal dining room on a specific day, and the urban group
was recruited at the entrance to the medical center, serving a catchment area in a central
industrial city over two consecutive days. Subjects were approached at random and
asked to participate after receiving an oral explanation of the purpose and procedure
of the study. Those who voluntarily agreed and signed an informed consent form were
enrolled. A detailed medical, surgical, and environmental history was taken from all
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subjects. Individuals with systemic or acute ocular disease were excluded. The groups
were not matched for any parameters.

The study design adhered to the tenets of the Declaration of Helsinki and was ap-
proved by the local Institutional Review Board, Bnai Zion Medical Center, Haifa, Israel
(No.: 0117-19).

Eyes were anesthetized with oxybuprocaine hydrochloride 4% drops (Localin) for
1 min, and tears were collected by holding a Schirmer filter paper strip (ColorBar Schirmer
Tear Test Eagle Vision, Memphis, TN, USA) at the temporal lower fornix for 60 s. An
unused Schirmer strip with and without anesthesia was used as a negative control. As
only small sample volumes were available for analysis, we assume that a similar volume
was absorbed on the substrate during the same collection time. The homogeneity of the
adsorption area was approved by measurements of three different points.

The National Air Monitoring Network of the Israel Ministry of Environmental Protec-
tion (MANA) (https://www.svivaaqgm.net/Default.rtl.aspx) operates stations throughout
the country for purposes of analyzing ambient air quality on a continual basis. For the
present study, average PM; 5 particle concentrations measured on the day of sampling
(22 August 2018 for the urban group, and 30 November 2018 for the rural group) and
during the preceding week at the air monitoring stations located closest to the study sites
(16 km from the rural community, and 1.5 km from the medical center) were collected from
the electronic MANA database.

We developed and optimized a PIXE method for the analysis of tear samples. Pa-
rameters of interest were sample preparation, homogeneity of the samples, quantification
strategies, and elemental menu for sample characterization. Analyses were performed
using the 1.7 MV Pelletron accelerator (National Electrostatics Corporation, Middleton, WI,
USA) located at the Bar Ilan Institute of Nanotechnology and Advanced Materials (BINA),
Israel. All measurements were done using 2.013 = 0.001 MeV proton beam collimated to
a diameter of 1.5 mm. The samples were irradiated with a beam current of ~7 nA. The
integrated charge (Q) of 3 uC was used for all measurements. One electron suppressor was
inserted between the beam entrance and the sample holder, biased at —100 V vs. ground,
and a second one, connected before the sample, was biased at —1000 V. The normal incident
beam was used in all measurements.

PIXE data were acquired with a Fast X123 SDD70 (C2) detector (Amptek, Bedford,
MA, USA) with nominal surface area 30 mm?, Si crystal thickness 500 um, and minimal
thick Si3Ng window (40 nm). The energy resolution of the detector is 135 eV FWHM
measured at the Ko transition energy of manganese, 5.9 keV. The detector was positioned
at 45° to the beam normal (IBM geometry). A funny filter (FF) consisting of 100 mm
Kapton film with a 1.5% effective area hole was used for all measurements. To determine
the instrumental factor H, a set of pure metal foils (silicon, aluminum, titanium, nickel,
coppet, tin, antimony, indium, tantalum, and tungsten), standard alloy (BCS/SS-CRM350,
Bureau of Analyzed Samples, Spectroscopic Standard Certified Reference Materials), and
glass (NIST610, National Institute of Standards and Technology) were analyzed. At least
3 measurements were carried out for each sample in different areas. The sample was
mounted on the holder with double-sided, self-adhesive carbon tape. The pressure inside
the chamber was in the order of 10~7 Torr.

PIXE spectra were processed with the GUPIX package [31] on the assumption that
targets were thick and homogeneous and that all elements were in non-oxide form. GUPIX
software fits the X-ray spectrum according to the trace elements selected by the user,
yielding values for the areas of the X-ray peaks and the corresponding concentration (parts
per million, ppm). Measured concentrations are based on 3 replicates for each sample. In
the urban group, metal concentrations from both eyes of each subject were averaged and
treated as a single observation (for a total of 14 observations).

Data are presented as mean and standard deviation or number and percent. Continu-
ous variables were compared between groups with Student’s ¢-test. Statistical significance
was set at p < 0.05.
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3. Results

The rural group included 12 men and 16 women of mean age 45.2 £ 14.8 years (range,
31-86 years). Most (n = 20) worked within the living area, at the local print factory, at the
kindergarten and school, or at offices and eight worked outside, in factories and offices.
The majority of subjects (71.4%) commuted by foot and the rest by private car. The average
commute time was 19.28 min/day (range 0-90 min/day). Six subjects were active smokers.
Two subjects had dry eye syndrome, and one had glaucoma (the latter subject was asked to
withhold treatment for 24 h before tear sampling). The use of cosmetics was documented
(see Table 1).

Table 1. Characteristics of subjects evaluated for tear film trace metals.

Characteristics Urban Group Rural Group p Value
No. patients 14 28
No. eyes evaluated 28 28
Sex (male:female) 11:3 12:16 0.028
Age (years), mean £ SD 27 £59 452 +14.8 <0.0001
Means of commuting, n (%)
Bus 10 (71.4%) 0
Private car 4 (28.6%) 8 (28.6%) NS
Bicycle/foot 0 20 (71.4%)
Commute time (vehicle) (min), mean + SD 64.28 4+ 24.98 19.28 4+ 33.2 <0.0001
Occupation, n (%)
Industry 0 15 (53.5%)
Student/Office 10 (71.4%) 7 (25.0%) <0.0031
Education/Therapy 3(21.4%) 6 (21.4%) NS
Security 1(7.1%) 0
Working hours per day, mean £ SD 72+14 7.6 £26 NS
. o 14 (100%) 6 (21.4%) cigarettes/
Active smoker, n (%) cigarettes/subject/day subject }8 day <0.00001
Regular face cream use, n (%) 2 (14.3%) 14 (50.0%) 0.024
Regular make-up use 2 (14.3%) 2 (7.1%) NS

* Two eyes of each patient. Values were averaged per patient for a total of 14 evaluations.

The urban group consisted of 11 men and three women of mean age 27 £ 5.9 years
(range 2043 years). Eight were students, two were office workers, three were therapists,
and one worked as a security guard. The majority (71.4%) commuted by bus and the remain-
der by private car. The average commute time was 64.28 min/day (range 30-90 min/day).
All were active smokers. None had an ocular condition.

The background demographic and clinical characteristics of the two groups are shown
in Table 1. Significant between-group differences were found in mean age, sex distribution,
the proportion of smokers, commute time to work, and the number of subjects doing
office work.

A significantly higher PM; 5 concentration was measured in the urban monitoring
station than the rural monitoring station both on the date of tear collection and in the week
preceding it (Table 2).

Table 2. PM,; 5 particle concentration data (National Air Monitoring Program, Israel Ministry of
Environmental Protection).

Group Monitoring No. of Samples Mean PM; 5, ug/m3 (Range) SD
Day of tear sampling 288 22.3 (6.4-47.6) 79
Urban area (Haifa)
One week prior to tear sampling 2016 20.3 (—4-77.7) 9.2
Day of tear sampling 288 16 (—11-45.9) 10.8

Rural area (Sderot)

One week prior to tear sampling 1901 13 (—19.4-43.6) 10.3
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The different concentrations of various elements in the tears were analyzed by PIXE.
The limit of detection per element is presented in Table 3, and the absolute values of
elemental concentrations is provided as supplementary material (Tables S1 and S2) to
the manuscript.

Table 3. Limit of detection for elements analyzed by PIXE in the study.

LOD, ppm SD, ppm
Na 78 6
Al 112 4
CIK 73 7
KK 23 3
TiK 8 2
Crk 6 2
FeK 8 2
CuK 11 5
ZnK 11 3

Figure 1 demonstrates the representative PIXE spectra samples from one subject in
each group (urban vs. rural). Chlorine and sodium were found in similar concentrations in
all subjects in both groups. Other trace elements detected included potassium, titanium,
copper, chromium, iron, zinc, and aluminum. Figure 1a shows high levels of copper and
chromium in the tears of the subject from the rural area (SS). Moreover, aluminum was
detected only in the rural group, in all subjects. The differences were also measured in iron
levels, which were significantly increased in the rural group. The measured concentrations
of each element were normalized to chlorine concentration. Assuming that Cl is a known
major element of tear composition and not different significantly from sample to sample,
the concentration ratios of metal/chlorine for each metal were compared between the
groups. The difference in sample volume should be taken into account in future studies.
The box and whisker plots demonstrate the distribution of the results (Figure 2). The results
confirmed the relatively high levels of copper, chromium, and iron in the rural group and
the presence of aluminum only in the rural group.

1000 5 =
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1000 §

(b)

100
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X-ray Energy, keV

Figure 1. PIXE representative spectra of tears from (a) a subject from a rural area, (b) a subject from
an urban area (both smokers).
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Figure 2. Box plots with overlapped data points for different trace elements in tears in (a) rural
group (28 evaluations), (b) urban group (14 evaluations) normalized to chlorine. Quantification of
the absolute values of the metal concentrations was based on PIXE data.

4. Discussion

The aim of this research was to evaluate the presence and concentrations of different
trace elements in tears of healthy subjects according to place of residence using PIXE
analysis, and suggest a novel biomonitoring method for future studies. The results showed
that concentrations of sodium, chlorine, and potassium did not differ significantly either
between subjects living in rural or urban areas or among subjects within each area, and
they seem to be an established part of the tear composition. However, considerable
between-group differences were noted in the concentrations of the other elements identified.
Aluminum, iron, chromium, and copper were present in higher concentrations in tears
from the rural than the urban group; aluminum was found solely in the rural group.

Surprisingly, however, we found no correlation between the level of air pollution
measured by the MANA air pollution monitoring network and the concentration of trace
elements detected in the tears. According to the MANA database, the urban area had a
two-fold higher mean PM, 5 concentration on the day of sampling and during the previous
week than the rural area (Table 2). Nevertheless, tears from the rural group had higher
concentrations of aluminum, copper, chromium, and iron. There are several explanations
for this finding. First, the air monitoring station was located 16 km from the kibbutz (rural),
such that the data may not have accurately reflected the specific environment to which the
rural group was exposed [2,3]. Second, the high levels of aluminum in the rural group may
have been due to exposure in the surrounding fields following pest control [32]. Third, at
the time of tear collection, the area of the kibbutz was subject to a series of (intentional)
forest fires [33-38]. Fourth, a higher proportion of the rural group were employed in
factories and industry compared to the urban group [39,40]. Fifth, high iron levels have
been associated with Alzheimer disease [41-43], and, as fact, the rural population was
significantly older than the urban population (p < 0.00005). Future studies in larger cohorts
and additional living areas are needed.

The lack of a direct correlation of the tear element profile with air pollution on the
group and the individual levels may also point to the important role of personal habits,
lifestyle, and other environmental pollutants in the trace metal composition of tears [44].
For example, the high level of aluminum in the rural group may be a consequence of the
exclusive use of aluminum pots in the communal dining room of the kibbutz. Further
investigation of the food and water composition is needed to clarify this point.
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Interestingly, a high amount of titanium was detected in the tears of a participant who
worked with pesticides. Titanium is also found, for example, in male and female face cream.
Another potential contributing factor is atmospheric deposition of copper, zinc, and other
metals in the soil which has been found to subsequently end up in the food chain.

In an earlier study, Semeraro et al. [45] compared concentrations of trace metals in tears
between rural and urban groups using ICP-MS. The samples were collected by Schirmer
test, as well. They reported a relatively high level of arsenic in tears of subjects living
and working in rural areas and relatively high levels of barium and lead in subjects from
urban areas. They explained these findings by the emission of heavy metals into the urban
atmosphere from anthropogenic sources such as road components, traffic, power plants,
industries, and residential heating. Our study did not show any traces of these elements
(arsenic, barium, and lead) in the two groups.

Tears play a key role in the normal maintenance and functioning of the anterior
segment of the eye and protect the ocular surface cells against physical, chemical, and
biological factors. The tear film is composed of 98% water and 2% electrolytes, mainly
sodium (144-146 mEq/L) and chlorine (128-144 mEq/L), and also proteins, including
albumin, metal-carrying immunoglobulins IgA and IgG, and beta and gamma globulins
(ceruloplasmin, transferrin, lactoferrin, and mucin) [46]. However, data on their trace
element composition, and particularly trace metals, is sparse [47]. Studies using proteomic
technologies have linked tear fluid proteins to specific diseases [48], suggesting that tears,
along with cerebrospinal fluid, may be a source of potential biomarkers [49]. This may also
be relevant to medical treatments and environmental exposure [44,50-52]. Owing to the
lack of consolidating data on the correlation between specific environmental factors and the
composition of metallic elements in human tears, we cannot compare our findings to other
studies. To the best of our knowledge, this pilot study is the first to use PIXE to analyze
trace metallic elements in tears. This method makes it possible to define the composition of
a minimal volume with high specificity and sensitivity without standard solutions.

Study limitations include possible sources of pollution from indoor activities [53,54].
However, this confounding factor is limited by similar working hours of the two groups;
tears were collected from both groups in the summertime, so heating either with fireplace,
gas, or electric heater was not used; the participants in the rural group of the kibbutz dine
in a shared, public dining room three times a day and minimal cooking is done indoors
in private houses; the students in the urban group mainly eat at the campus. It should
be noted that indoor conditions as well as outdoor conditions may have been affected by
frequent forest fires which occurred surrounding the kibbutz. Additionally, we did not
determine elemental concentration of trace metals in particulate matter samples.

5. Conclusions

Further studies are needed to corroborate the selectivity and sensitivity of PIXE for the
detection of trace metals in tears and to determine if tear analysis is a reliable method for
predicting pollution-related morbidities. By including larger and more diverse populations,
researchers could evaluate the absolute and relative effects of specific parameters on
trace metal concentrations and compare findings with blood and other biological fluids.
A prospective design could further clarify the association between air pollutants and
indoor/outdoor occupations in order to close the gaps in our understanding of exposure
patterns, tear contamination, and morbidity. Larger cohorts studied with PIXE’s unique
sensitivity for tear sampling may provide a basis for population-wide screening programs
for the early detection of environmental pollutants.

PIXE might also be incorporated into personalized medicine to establish individual-
ized trace element profiles based on tear analysis [53]. This may enable earlier detection and
monitoring of ocular and systemic illnesses and personalized adjustment of drug dosages
in chronic treatments.
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Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390 /jpm12101633/s1, Table S1: Absolute values of elemental con-
centrations for the rural group; Table S2: Absolute values of elemental concentrations (ppm) for the
urban group.

Author Contributions: Conceptualization, O.G., D.F,, and N.G.-C.; methodology, O.G., D.F, A.Z,,
and N.G.-C.; formal analysis, O.G., N.C.-S., A.Z,, Y.V,, and N.G.-C.; investigation, O.G., N.C.-S.,
and N.G.-C.; resources, O.G., D.F,, and N.G.-C.; data curation, N.C.-S.; writing—original draft
preparation and review and editing, O.G., N.C.-S., A.Z,, Y.V,, D.E, and N.G.-C.; supervision, O.G. and
N.G.-C,; funding acquisition, N.G.-C. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was partially supported by grants from the ZANVYL AND ISABELLE
KRIEGER FUND, Baltimore, Maryland, USA; Grant 2509/21 from the Israel Science Foundation
(NG-O).

Institutional Review Board Statement: The study was conducted in accordance with the Declaration
of Helsinki, and approved by the local Institutional Review Board of BNAI ZION MEDICAL CENTER,
Haifa, Israel (protocol code 0117-19).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: All data generated or analyzed during this study are included in this
published article (data transparency).

Conflicts of Interest: The funders had no role in the design of the study; in the collection, analyses,
or interpretation of data; in the writing of the manuscript; or in the decision to publish the results.

References

1. Lai, A.CK,; Thatcher, T.L.; Nazaroff, W.W.; Nazaroff, W.W. Inhalation transfer factors for air pollution health risk assessment.
J. Air Waste Manag. Assoc. 2000, 50, 1688-1699. [CrossRef] [PubMed]

2. Vallero, D.A. Air pollution risk calculations. In Air Pollution Risk Calculations: Quantifying Pollutant Formation, Transport, Transfor-
mation, Fate and Risks; Vallero, D.A., Ed.; Elsevier: Amsterdam, The Netherlands, 2019; pp. 335-375. [CrossRef]

3. Cocheo, C.; Sacco, P; Zaratin, L. Assessment of human exposure to air pollution. In Encyclopedia of Environmental Health, 2nd ed.;
Nriagu, J., Ed.; Elsevier: Cambridge, MA, USA, 2019; pp. 199-206.

4. Atkinson, RW.; Anderson, H.R.; Sunyer, J.; Ayres, J.; Baccini, M.; Vonk, ].M.; Boumghar, A.; Forastiere, F.; Forsberg, B.;
Touloumi, G.; et al. Acute effects of particulate air pollution on respiratory admissions: Results from APHEA 2 project. Air
pollution and health: A European approach. Am. . Respir. Crit. Care Med. 2001, 164, 1860-1866. [CrossRef] [PubMed]

5.  Atkinson, RW.; Anderson, H.R.; Strachan, D.P,; Bland, ].M.; Bremner, S.A.; Ponce De Leon, A. Short-term associations between
outdoor air pollution and visits to accident and emergency departments in London for respiratory complaints. Eur. Respir. |. 1999,
13, 257-265. [CrossRef] [PubMed]

6. Saxena, R.; Srivastava, S.; Trivedi, D.; Anand, E.; Joshi, S.; Gupta, S.K. Impact of environmental pollution on the eye. Acta
Ophthalmol. Scand. 2003, 81, 491-494. [CrossRef] [PubMed]

7. Novaes, P; Saldiva, PH.; Matsuda, M.; Macchione, M.; Rangel, M.P.; Kara-José, N.; Berra, A. The effects of chronic exposure to
traffic derived air pollution on the ocular surface. Environ. Res. 2010, 110, 372-374. [CrossRef]

8. Novaes, P.; do Nascimento Saldiva, P.H.; Kara-José, N.; Macchione, M.; Matsuda, M.; Racca, L.; Berra, A. Ambient levels of
air pollution induce goblet-cell hyperplasia in human conjunctival epithelium. Environ. Health Perspect. 2007, 115, 1753-1756.
[CrossRef]

9.  Duan, X,; Wang, B.; Zhao, X; Shen, G.; Xia, Z.; Huang, N.; Jiang, Q.; Lu, B.; Xu, D.; Fang, ].; et al. Personal inhalation exposure to
polycyclic aromatic hydrocarbons in urban and rural residents in a typical northern city in China. Indoor Air 2014, 24, 464-473.
[CrossRef]

10. Qi, M,; Du, W.; Zhu, X.; Wang, W.; Lu, C.; Chen, Y,; Shen, G.; Cheng, H.; Zeng, E.Y.; Tao, S. Fluctuation in time-resolved PM2.5
from rural households with solid fuel-associated internal emission sources. Environ. Pollut. 2019, 244, 304-313. [CrossRef]

11. Chalabi, Z.; Fletcher, T. Health impact assessment of urban pollution. In Sustainable Development in Practice: Case Studies for
Engineers and Scientists, 2nd ed.; Azapagic, A., Perdan, S., Eds.; Wiley: Hoboken, NJ, USA, 2010; Chapter 16; pp. 467-482.

12.  Liu, C,; Chen, R;; Sera, E,; Vicedo-Cabrera, A.M.; Guo, Y.; Tong, S.; Coelho, M.5.Z.S,; Saldiva, PH.N.; Lavigne, E.; Matus, P; et al.
Ambient particulate air pollution and daily mortality in 652 cities. N. Engl. J. Med. 2019, 381, 705-715. [CrossRef]

13.  Jerrett, M. Atmospheric science: The death toll from air-pollution sources. Nature 2015, 525, 330-331. [CrossRef]

14. Brouwers, E.E.M.; Tibben, M.; Rosing, H.; Schellen, ].H.M.; Beijnen, J.H. The application of inductively coupled plasma mass

spectrometry in clinical pharmacological oncology research. Mass Spectrom. Rev. 2008, 27, 67-100. [CrossRef] [PubMed]


https://www.mdpi.com/article/10.3390/jpm12101633/s1
https://www.mdpi.com/article/10.3390/jpm12101633/s1
http://doi.org/10.1080/10473289.2000.10464196
http://www.ncbi.nlm.nih.gov/pubmed/11055166
http://doi.org/10.1016/B978-0-12-814934-8.00012-0
http://doi.org/10.1164/ajrccm.164.10.2010138
http://www.ncbi.nlm.nih.gov/pubmed/11734437
http://doi.org/10.1183/09031936.99.13225799
http://www.ncbi.nlm.nih.gov/pubmed/10065665
http://doi.org/10.1034/j.1600-0420.2003.00119.x
http://www.ncbi.nlm.nih.gov/pubmed/14510797
http://doi.org/10.1016/j.envres.2010.03.003
http://doi.org/10.1289/ehp.10363
http://doi.org/10.1111/ina.12099
http://doi.org/10.1016/j.envpol.2018.10.041
http://doi.org/10.1056/NEJMoa1817364
http://doi.org/10.1038/525330a
http://doi.org/10.1002/mas.20159
http://www.ncbi.nlm.nih.gov/pubmed/18231971

J. Pers. Med. 2022, 12, 1633 90of 10

15.

16.

17.
18.

19.

20.

21.

22.

23.

24.
25.

26.

27.

28.

29.
30.

31.

32.
33.

34.

35.

36.

37.

38.

39.
40.

41.

42.

43.

44.

Das, A.K.; Chakraborty, R.; Luisa Cervera, M.; de la Guardia, M. Metal speciation in biological fluids—A review. Microchim. Acta
1996, 122, 209-246. [CrossRef]

Esmaeli, B.; Ahmadi, M.A.; Rivera, E.; Valero, V.; Hutto, T.; Jackson, D.M.; Newman, R.A. Docetaxel secretion in tears: Association
with lacrimal drainage obstruction. Arch Ophthalmol. 2002, 120, 1180-1182. [CrossRef] [PubMed]

Singh, P; Singh, A. Ocular adverse effects of anti-cancer chemotherapy. J. Cancer Ther. Res. 2012, 1, 5. [CrossRef]

Schoster, ].V.; Stuhr, C.; Kiorpes, A. Tear copper and its association with liver copper concentrations in six adult ewes. Can. J. Vet.
Res. 1995, 59, 129-134.

Scherz, W.; Doane, M.G.; Dohlman, C.H. Tear volume in normal eyes and keratoconjunctivitis sicca. Albr. von Graefes Arch. fiir
Klin. und Exp. Ophthalmol. 1974, 192, 141-150. [CrossRef]

Molhave, L.; Kjeergaard, S.K.; Attermann, J. Effects in the eyes caused by exposure to office dust. Indoor Air 2002, 12, 165-174.
[CrossRef]

Podlekareva, D.; Pan, Z.; Kjrgaard, S.; Mlhave, L. Irritation of the human eye mucous membrane caused by airborne pollutants.
Int. Arch. Occup. Environ. Health 2002, 75, 359-364. [CrossRef]

Wagemann, R.; Armstrong, F.AJ. Trace metal determination in animal tissues: An interlaboratory comparison. Talanta 1988, 35,
545-551. [CrossRef]

Matysik, EM.; Werner, G. Trace metal determination in tears by anodic stripping voltammetry in a capillary flow injection system.
Analyst 1993, 118, 1523-1526. [CrossRef]

Saatci, A.O.; Irkeg, M.; Ozgi'me@, H. Zinc in tears. Ophthalmic. Res. 1991, 23, 31-32. [CrossRef] [PubMed]

Cancarini, A.; Fostinelli, J.; Napoli, L.; Gilberti, M.E.; Apostoli, P; Semeraro, F. Trace elements and diabetes: Assessment of levels
in tears and serum. Exp. Eye Res. 2017, 154, 47-52. [CrossRef] [PubMed]

Vinetskaia, M.I,; Iomdina, E.N. Study of lacrimal fluid trace elements in several eye diseases. Vestn. Oftalmol. 1994, 110, 24-26. (In
Russian) [PubMed]

Johansson, S.A.E.; Campbell, ].L.; Adams, F. PIXE: A novel technique for elemental analysis. Anal. Chim. Acta 1989, 223, 469-470.
[CrossRef]

Moretto, P.; Llabador, Y.; Ortega, R.; Simonoff, M.; Razafindrabe, L. PIXE microanalysis in human cells: Physiology and
pharmacology. Nucl. Instrum. Methods Phys. Res. B 1993, 75, 511-517. [CrossRef]

Johansson, S.A.E. PIXE: A novel technique for elemental analysis. Endeavour 1989, 13, 48-53. [CrossRef]

Haraguchi, H.; Itoh, A.; Takeuchi, A.; Fujimori, E.; Hayashi, T.; Hirose, A.; Sawatari, H. Multielement profiling analysis of
geochemical and environmental samples by inductively coupled plasma-atomic emission spectroscopy (ICP-AES) and inductively
coupled plasma-mass spectrometry (ICP-MS). In Proceedings of the Conference Proceedings—10th Anniversary of IMTC 1994:
Advanced Technologies in I & M.; 1994 IEEE Instrumentation and Measurement Technology Conference, Hamamatsu, Japan,
10-12 May 1994; pp. 1-6. [CrossRef]

Shariff, A.; Biilow, K.; Elfman, M.; Kristiansson, P.; Malmgqvist, K.; Pallon, ]. Calibration of a new chamber using GUPIX software
package for PIXE analysis. Nucl. Instrum. Methods Phys. Res. B 2002, 189, 131-137. [CrossRef]

Irving, G.W.,, Jr. Agricultural pest control and the environment. Science 1970, 168, 1419-1424. [CrossRef]

Lazaridis, M.; Latos, M.; Aleksandropoulou, V.; Hov, O.; Papayannis, A.; Terseth, K. Contribution of forest fire emissions to
atmospheric pollution in Greece. Air Qual. Atmos. Health 2008, 1, 143-158. [CrossRef]

Divya, T.L.; Vijayalakshmi, M.N. Envisagation and analysis of air pollution caused by forest fire using machine learning algorithm.
Int. Res. ]. Eng. Technol. 2015, 2, 282-286.

Sung, G.B.; Lye, K.H,; Ismail, A.LM. Modeling air pollution due to forest fire. J. Eng. Sci. 2005, 1, 81-96.

Miranda, A.L; Borrego, C.; Martins, H.; Martins, V.; Amorim, ].H.; Valente, ].; Carvalho, A. Forest fire emissions and air pollution in
southern Europe. In Earth Observation of Wildland Fires in Mediterranean Ecosystems; Chuvieco, E., Ed.; Springer: Berlin/Heidelberg,
Germany, 2009; pp. 171-187.

Syaufina, L.; Darojat, S.N.; Sitanggang, 1.S. Apriliantono. Forest fire as a threat for biodiversity and urban pollution. IOP Conf. Ser.
Earth Environ. Sci. 2018, 203, 012015. [CrossRef]

Sukanya, J.; Blanka, G.; Tein, N.; Jalbert, I. A doubling in the occurrence of dry eye symptoms during extreme smoke from
wildfires surrounding Sydney, Australia. Invest. Ophthalmol. Vis. Sci. 2021, 62, 1219.

Lee, R.E,, Jr.; Lehmden, D.J. Trace metal pollution in the environment. J. Air Pollut. Control Assoc. 1973, 23, 853-857. [CrossRef]
He, J.; Chen, K.; Xu, J. Urban air pollution and control. In Encyclopedia of Sustainable Technologies; Abraham, M.A., Ed.; Elsevier:
New York, NY, USA, 2017; pp. 243-257. [CrossRef]

Casadesus, G.; Smith, M.A.; Zhu, X.; Aliev, G.; Cash, A.D.; Honda, K ; Petersen, R.B.; Perry, G. Alzheimer disease: Evidence for a
central pathogenic role of iron-mediated reactive oxygen species. J. Alzheimers. Dis. 2004, 6, 165-169. [CrossRef] [PubMed]

Liu, G.; Men, P; Harris, P.L.; Rolston, R.K.; Perry, G.; Smith, M.A. Nanoparticle iron chelators: A new therapeutic approach
in Alzheimer disease and other neurologic disorders associated with trace metal imbalance. Neurosci. Lett. 2006, 406, 189-193.
[CrossRef]

Rolston, R.K,; Perry, G.; Zhu, X.; Castellani, R.]J.; Dwyer, B.E.; Lee, H.G.; Petersen, R.B.; Smith, M. A. Iron: A pathological mediator
of Alzheimer disease? Agro Food Ind. Hi-Tech 2009, 19, 33-36.

Shubhrica, P. Ophthalmology effect of environment on eyes: A review. Indian J. Clin. Pract. 2013, 24, 381-384.


http://doi.org/10.1007/BF01245784
http://doi.org/10.1001/archopht.120.9.1180
http://www.ncbi.nlm.nih.gov/pubmed/12215091
http://doi.org/10.7243/2049-7962-1-5
http://doi.org/10.1007/BF00410700
http://doi.org/10.1034/j.1600-0668.2002.01105.x
http://doi.org/10.1007/s00420-001-0308-y
http://doi.org/10.1016/0039-9140(88)80129-2
http://doi.org/10.1039/an9931801523
http://doi.org/10.1159/000267084
http://www.ncbi.nlm.nih.gov/pubmed/1870838
http://doi.org/10.1016/j.exer.2016.10.020
http://www.ncbi.nlm.nih.gov/pubmed/27984016
http://www.ncbi.nlm.nih.gov/pubmed/7871647
http://doi.org/10.1016/S0003-2670(00)84112-4
http://doi.org/10.1016/0168-583X(93)95705-A
http://doi.org/10.1016/0160-9327(89)90002-1
http://doi.org/10.1109/IMTC.1994
http://doi.org/10.1016/S0168-583X(01)01018-7
http://doi.org/10.1126/science.168.3938.1419
http://doi.org/10.1007/s11869-008-0020-0
http://doi.org/10.1088/1755-1315/203/1/012015
http://doi.org/10.1080/00022470.1973.10469854
http://doi.org/10.1016/B978-0-12-409548-9.10182-4
http://doi.org/10.3233/JAD-2004-6208
http://www.ncbi.nlm.nih.gov/pubmed/15096700
http://doi.org/10.1016/j.neulet.2006.07.020

J. Pers. Med. 2022, 12, 1633 10 of 10

45.

46.

47.

48.

49.

50.

51.

52.

53.
54.

Semeraro, F.; Costagliola, C.; Cancarini, A.; Gilberti, E.; Tosco, E.; Apostoli, P. Defining reference values of trace elements in the
tear film: Diagnostic methods and possible applications. Ecotoxicol. Environ. Saf. 2012, 80, 190-194. [CrossRef]

Cicalini, I; Rossi, C.; Pieragostino, D.; Agnifili, L.; Mastropasqua, L.; di Ioia, M.; De Luca, G.; Onofrj, M.; Federici, L.; Del Boccio, P.
Integrated lipidomics and metabolomics analysis of tears in multiple sclerosis: An insight into diagnostic potential of lacrimal
fluid. Int. J. Mol. Sci. 2019, 20, 1265. [CrossRef]

Tarhan, D.; Ulgen, S.; Ates Alkan, F,; Olgun Erdikmen, D.; Parkan Yaramis, C.; Or, M.E.; Barutcu, U.B. Evaluation of tear and
serum trace elements (copper, selenium, and cobalt) in sheep. Turk. J. Vet. Anim. Sci. 2016, 40, 34-39. [CrossRef]

von Thun Und Hohenstein-Blaul, N.; Funke, S.; Grus, EH. Tears as a source of biomarkers for ocular and systemic diseases. Exp.
Eye Res. 2013, 117, 126-137. [CrossRef] [PubMed]

Raposo, A.C.; Lebrilla, C.B.; Portela, R.W.; Goonatilleke, E.; Neto, FA.D.; Orid, A.P. The proteomics of roadside hawk (Rupornis
magnirostris), broad-snouted caiman (Caiman latirostris) and loggerhead sea turtle (Caretta caretta) tears. BVIC Vet. Res. 2020, 16,
276. [CrossRef] [PubMed]

Kim, N.; Park, C.; Park, D.J.; Kim, HH.; Kim, S.; Kim, Y.J.; Kim, ].H.; Lee, ].S.; Bang, Y.J.; Khwarg, S.I; et al. Lacrimal drainage
obstruction in gastric cancer patients receiving S-1 chemotherapy. Ann. Oncol. 2012, 23, 2065-2071. [CrossRef] [PubMed]
Higuchi, A.; Ito, K.; Dogru, M.; Kitamura, M.; Mitani, F.; Kawakita, T.; Ogawa, Y.; Tsubota, K. Corneal damage and lacrimal gland
dysfunction in a smoking rat model. Free Radic. Biol. Med. 2011, 51, 2210-2216. [CrossRef]

Satici, A.; Bitiren, M.; Ozardali, I.; Vural, H.; Kilic, A.; Guzey, M. The effects of chronic smoking on the ocular surface and tear
characteristics: A clinical, histological and biochemical study. Acta Ophthalmol. Scand. 2003, 81, 583-587. [CrossRef]

Cincinelli, A.; Martellini, T. Indoor air quality and health. Int. J. Environ. Res. Public Health 2017, 14, 1286. [CrossRef]

Indoor Environmental Quality. In Handbook of Green Building Design and Construction: LEED, BREEAM, and Green Globes, 2nd ed.;
Kubba, S., Ed.; Butterworth-Heinemann (Elsevier): Amsterdam, The Netherlands, 2017; p. 353412.


http://doi.org/10.1016/j.ecoenv.2012.02.021
http://doi.org/10.3390/ijms20061265
http://doi.org/10.3906/vet-1501-98
http://doi.org/10.1016/j.exer.2013.07.015
http://www.ncbi.nlm.nih.gov/pubmed/23880526
http://doi.org/10.1186/s12917-020-02495-0
http://www.ncbi.nlm.nih.gov/pubmed/32767984
http://doi.org/10.1093/annonc/mds106
http://www.ncbi.nlm.nih.gov/pubmed/22589332
http://doi.org/10.1016/j.freeradbiomed.2011.09.025
http://doi.org/10.1111/j.1395-3907.2003.00158.x
http://doi.org/10.3390/ijerph14111286

	Introduction 
	Materials and Methods 
	Results 
	Discussion 
	Conclusions 
	References

