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Abstract

Air pollution exposures are linked to cognitive and olfaction deficits, oxidative stress,
neuroinflammation and neurodegeneration including frontal hyperphosphorilated tau and diffuse
amyloid plaques in Mexico City children and young adults. Mexico City residents are chronically
exposed to fine particulate matter (PM, 5) concentrations (containing toxic combustion and
industrial metals) above the annual standard (15 Lg/m3) and to contaminated water and soil. Here,
we sought to address the brain-region-specific effects of metals and key neuroinflammatory and
DNA repair responses in two air pollution targets: frontal lobe and olfactory bulb from 12 controls
v 47 Mexico City children and young adults average age 33.06 + 4.8 SE years. Inductively
coupled plasma mass spectrometry (metal analysis) and real time PCR (for COX2, IL1p and DNA
repair genes) in target tissues. Mexico City residents had higher concentrations of metals
associated with PM: manganese (p=0.003), nickel and chromium (p=0.02) along with higher
frontal COX2 mRNA (p=0.008) and IL1p (p=0.0002) and COX2 (p=0.005) olfactory bulb
indicating neuroinflammation. Frontal metals correlated with olfactory bulb DNA repair genes and
with frontal and hippocampal inflammatory genes. Frontal manganese, cobalt and selenium
increased with age in exposed subjects.

Together, these findings suggest PM-metal neurotoxicity causes brain damage in young urbanites,
the olfactory bulb is a target of air pollution and participates in the neuroinflammatory response
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and since metal concentrations vary significantly in Mexico City urban sub-areas, place of
residency has to be integrated with the risk for CNS detrimental effects particularly in children.
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olfactory bulb; fine particulate matter PM, 5

Introduction

Air pollution is a complex mixture of particulate matter (PM), gases, organic and inorganic
compounds present in outdoor and indoor air. Children living in Mexico City (MC) exhibit
evidence of chronic inflammation of the upper and lower respiratory tracts, accumulation of
ultrafine PM in nasal respiratory epithelium, breakdown of the nasal respiratory epithelial
barrier, systemic inflammation, immunodysregulation, brain inflammation, cognitive and
olfaction deficits, and brain magnetic resonance imaging (MRI) structural abnormalities
(Calderon-Garciduefias et al. 2001a,b, 2003a,b, 2004, 2007, 2008a,b,c, 2009, 2010,2011a,c;
Block and Calderdn-Garciduefias 2009). Children and adults exhibit up-regulation of
inflammation-associated genes including cyclooxygenase-2 (COX2), interleukin 1 beta
(IL-1pB), and the key innate immunity receptor CD14 in their olfactory bulbs, frontal cortex,
substantia nigra and vagus nerve (Calderon-Garciduefias et al. 2004, 2008b). The frontal
cortex of 40% of children and young adults age 18.37 +6.9 years resident in Mexico City
exhibited tau hyperphosphorylation with pre-tangle material and 51% had Ap diffuse
plaques compared with 0% in controls (21.8 £10.8 years) (Calderon-Garciduefias et al.
2011b). Data from the same cohorts showed a significant up-regulation of gene network
clusters including IL1, NF-x B, TNF, IFN and TLRs, along with a 15 fold frontal down-
regulation of the cellular prion protein (PrPC) in MC subjects (Calderén-Garciduefias et al.
2011b). Our findings suggest that chronic exposure to severe urban air pollution causes a
significant imbalance in genes essential for cell proliferation, apoptosis, oxidative stress,
inflammation, innate and adaptive immune responses and early Alzheimer's disease-related
pathological processes leading to neurofibrillary tangle formation start early in childhood or
in early young adulthood. Moreover, clinically healthy Mexico City children performed
more poorly across a variety of cognitive tests and had significant differences in white
matter volumes compared to children from low polluted areas (Calderon-Garciduefias et al.
2011c). Thus, exposures to urban pollution also perturb the trajectory of cerebral
development (Calderdn-Garciduefias et al. 2011c).

Air pollution in Mexico City is severe and metals are an important component of urban
particulate matter (Bravo-Alvarez and Torres-Jardén 2002; Chow et al. 2002; Molina and
Molina 2004; Molina et al. 2007; Moreno et al. 2008; Rauch et al. 2006;Moffet et al.
2008;Querol et al. 2008;Guzman-Morales et al. 2011). There is a significant heterogeneity in
particle mass, composition and toxicity in PM1q (particulate matter < 10 wm in diameter)
samples collected in Mexico City (Rosas-Pérez et al. 2007). Further, the biological effects of
PM 1 using /n vitrotests vary according to the regions within the city from where they were
collected (Alfaro-Moreno et al. 2002, 2007).

There is an extensive literature associating health effects with ambient particulate matter and
its components (Aschner et al. 2007; Maier et al. 2008;Happo et al. 2008; Chen et al. 2009),
and studies addressing mechanisms that mediate PM metals toxicology (Ayres et al. 2008;
Kodavanti et al. 2008; Nong et al. 2008; Tang et al. 2009; Frick et al. 2011). Accumulation
of metal ions in the brain contributes to heightened oxidative stress and neuronal damage
(Zatta et al. 2008; Bolognin et al. 2009).
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The goals of the present study were as follows: First, we set out to determine, using
inductively coupled plasma mass spectrometry (ICP-MS), the content of metals associated
with anthropogenic activities as well as essential metals and trace minerals related to normal
brain function (V, Ni, Mn, Pb, Cr, Fe, Zn, Se, Cu, Co) in frontal cortex and in the lungs from
subjects residing in high- versus low-pollution areas. A second goal was to investigate if
there was an association between the metal content in the frontal cortex and the lungs and
gene expression of two inflammatory genes: COX2 and IL1 that have proven to be good
markers of exposure to urban air pollution (Calderén-Garciduefias et al. 2003b, 2004, 2008a,
2011b; Villarreal-Calderon et al. 2010). Thirdly, since the olfactory bulb (OB) is a target and
a portal of entry of air pollution components (Ali et al., 2010),we explored the relationship
between frontal cortex metal concentrations and OB inflammatory and DNA repair gene
responses. Finally, we assessed whether age is related to frontal cortex metal accumulation.
Oxidative stress, neuroinflammation, and neurodegeneration are present early in life upon
exposure to polluted megacities and environmental exposure to metals could play a critical
role for the induction of inflammatory and DNA repair responses in the brain.

Materials and Methods

Study cities and air quality data

We selected a polluted megacity and two control cities. Mexico City (MC) was the selected
megacity, while Tlaxcala and Veracruz were the low polluted cities. Mexico City represents
an extreme of urban growth and environmental pollution (Bravo-Alvarez and Torres-Jardén
2002; Molina et al. 2007). The Mexico City Metropolitan Area lies in an elevated basin at an
altitude of 2240 meters above mean sea level and its urbanized area covers around 2000
km2. The basin is surrounded by high mountain ridges on the east, south, and west but with
a broad opening to the north and a gap to the south-southwest. The surrounding mountains
combined with the frequent morning thermal inversions contribute to the trapping and
accumulation of air pollutants inside the basin. In this geographical setting, 20 million
residents, nearly 4 million vehicles, and over 40 000 industries consume more than 40
million liters of petroleum fuels per day emitting significant concentrations of primary air
pollutants (Molina et al. 2007). The high altitude and tropical climate of the region is highly
conducive to fast photochemistry forming secondary pollutants such as 0zone (O3) and fine
particulate matter (PM5 5).

Control Cities—Tlaxcala and Veracruz were selected as the control cities due to their
smaller size, low emission sources from industry and cars, and good ventilation conditions.
Three additional factors for the selection of the control cities included: i. altitude above sea
level similar to Mexico City (i.e., Tlaxcala), ii. dog pathology studies from these cities have
shown minimal pathology in lungs and hearts (Calderén-Garciduefias et al. 2001a), and
iii.clinical studies in these cities that have shown healthy children with no evidence of air
pollution-associated pathology (Calderén-Garciduefias et al. 2003a).

Autopsy population selection

The study protocol was approved by the Institutional Review Boards for Human Studies at
the involved Institutions. We studied 59 subjects from 2 cohorts of children and adults, ages
2-87 years, with an average age of 33.06 + 4.8 y. The control cohort included subjects from
low polluted cities (n: 12), and the exposed cohort (n: 47) from MC. The 59 subjects had
complete autopsies and neuropathology examinations, and were included in the real time
polymerase chain reaction (RT-PCR) and the inductively coupled plasma mass spectrometry
(ICP-MS) studies. All subjects were clinically healthy, had died suddenly in accidents, were
dead on arrival and had full autopsies. Autopsy subjects had a negative toxicology screening
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panel, including drug alkaline and acid/neutral screen, amphetamines, benzodiazepines,
cocaine/opiates, alcohol, volatiles and cannabinoids.

Data available for all subjects included age, gender, place of residency, cause of death, and
time between death and autopsy. Cause of death was considered for all subjects to rule out
the possibility that infection, inflammatory events, drug exposure, brain ischemia and
hypoxia might impact the mRNA levels of the inflammatory markers measured in the study.

Autopsy and tissue preparation

Autopsies were performed 3.9 £+ 1.1 h after death. The postmortem period was similar for
controls and exposed. The skull was opened and the olfactory bulbs and the brain removed.
Selected areas from alternating right and left superior frontal gyri (prefrontal lobe) were
dissected and kept at -80°C for the inductively coupled plasma mass spectrometry (ICP-
MS). Frozen tissue for the RT-PCR were taken from the cortex and the white matter in the
same regions as the samples for ICP-MS. Sections from the right lung (anterior basal lower
right lobe) were also taken for both ICP-MS and RT-PCR.

Inductively coupled plasma mass spectrometry (ICP-MS)

Frozen tissue was used for ICP-MS analysis using a Perkin-Elmer Sciex ELAN DRCI|I
Inductively coupled plasma mass spectrometer housed in a HEPA filtered metal free
laboratory. Each sample was dried, weighed and microwave digested in a closed vessel with
nitric acid. The resulting solutions were analyzed directly for their \V/, Ni, Co, Pb, Fe, Zn, As,
Cr, Mn, Se and Cu content following EPA 6020 modified protocol (USEPA 1994).
Calibration standards were matrix matched to sample digests and calibration verification
standards were analyzed following every 10 samples. Reagent blanks, spiked samples and
certified standard tissues (Dog fish liver and Dog fish muscle reference materials for trace
metals National Research Council Canada and 1577 bovine liver US National Bureau for
Standards) were carried through the digestion process with the samples and evaluated for
quality assurance. Background represented by blank samples was measured at least 10
times, assuring adequate signal above baseline noise. The recovery of added metals in the
tissue matrix spikes was monitored and evaluation of these parameters for each digestion
batch ensured comparability, precision and accuracy.

Estimation of mRNA abundance by real-time RT-PCR

Statistics

Total RNA was extracted from frozen lungs and frontal cortex using Trizol Reagent
(Invitrogen Corp, Carlsbad CA) according to the manufacturer instructions. Random-primed
first-strand cDNAs were generated as described (Calderon-Garciduefias et al. 2008b). RNA
integrity, concentration, and purity were determined by spectrophotometry using the
NanoDrop ND-1000, keeping only samples with the OD A260/A280 and the OD A260/
A230 ratios close to 2.0. Relative abundances of mMRNAS encoding COX2, interleukin-1
beta (IL-1B), 8-oxoguanine DNA glycosylase (OGG1), DNA ligase | (L1G1) and DNA
repair protein complementing XP-A cells (XPA) were estimated by quantitative fluorogenic
5’ nuclease (TagMan) assay of the first strand cDNASs as described (Calderdn-Garciduefias
et al. 2008b). Primers and fluorophore-labeled TagMan probes of the target genes were
designed using Primer Designer software (Scientific and Educational Software, Durham,
NC) based upon sequence information in GenBank.

Statistical analyses were performed using SAS Statistical software 9.2 version. We consider
a simple linear regression model. This model contains only one explanatory variable (e.g.,
age or gene expressions) and one response variable (e.g., metal concentrations). Before the
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Results

analysis, we use Cook's D statistic to identify all the potentially unusual or influential points
and then fit simple linear model by removing the influential points. The regression analysis
was performed for the combination of each of ten metals and each of gene expressions or the
combination of each of ten metals and age. In the first case, the metals were considered as
the independent variable whereas in the second case, the metals were considered as the
dependent variable. We also applied the Wilcoxon rank sum test with continuity correction
to compare the differences in the metal concentrations in controls versus exposed subjects.
Significance was assumed at p<0.05. Data are expressed as mean values + SD, except the
average age of the subjects that was expressed as standard error (SE).

Air Quality Data

MC residents are continuously exposed year-round to air pollutant concentrations above the
United States’ current National Air Ambient Quality Standards (NAAQS). High
concentrations of fine particulate matter (PM> ) are present in MC air. Figure 1 shows the
trend of 24-hr PM, 5 average concentrations from 2004 to 2010 in the Mexico City
Metropolitan Area according to data from the official air quality monitoring network. The
upper levels typically correspond to the northern areas and the lower concentrations to the
southern part of the city. Long term PM, 5 levels and thus chronic exposures have been
consistently high regardless of the location within the metropolitan area. PM5 5
concentrations in Mexico City tend to peak during the mid-to-afternoon hours coinciding
with children's school and outdoor activities (Villarreal-Calderon et al. 2002; Salcedo et al.
2006).

Study population

The average age for the study cohorts of 12 controls (30.4+6.5y SE) and 47 highly exposed
(35.7+ 3.1y SE) subjects was 33.06 + 4.8 SE years (p= 0.44). The cohorts included 14
children ages 2-17 years, n: 5 in the control and n: 9 in the MC group, average age
15.4+1.1SE and 13.2+1.4 SE respectively (p=0.25). None of the subjects had occupational
exposures to metals (Supplemental Table 1).

Lung and frontal cortex metal concentrations

Metal concentrations were expressed as pg/gr of dry tissue. We found no significant
differences in lung metal concentrations between control (CTL) and MC subjects (Table 1).
Frontal cortex concentrations of Mn (p=0.003), Ni (p=0.02) and Cr (p=0.02) were higher in
Mexico City subjects than in CTL (Table 1).

Real-time PCR mRNA analysis of COX2, IL18, OGG1, L1G1 and XPA

RT-PCR analysis of the target genes in lungs and frontal cortex from 59 subjects indicated
that the corresponding mMRNA was present in each of the samples analyzed. Table 2
summarizes the results and statistical analysis. COX2 expression in the lung was
significantly elevated in the high exposure group vs. CTL, p=0.01. No differences among
cohorts were seen with IL1p. There were no significant correlations between lung metal
concentrations and COX2 or IL1p lung expression. COX2 in the frontal cortex was
significantly elevated in Mexico City subjects vs. CTL, p=0.008. Exposed subjects also had
higher IL1p expression in the frontal cortex, £=0.0002. COX2 in olfactory bulb was
significantly elevated vs. CTL, p=0.005. Frontal cortex and olfactory bulb showed no
significant differences between groups in the DNA repair genes OGG1, L1G1 and XPA
(Table 2).
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Table 3 summarizes the regression analysis results between frontal cortex metal
concentrations and expression of the selected genes in frontal and olfactory bulb samples for
Mexico City residents. Similar analysis for CTL yielded no statistical significant
correlations.

In highly exposed subjects, there were four significant negative correlations: Mn and frontal
IL1pB (p=0.00001), Cu and XPA frontal (p=0.0053), Zn and frontal IL1p (p=0.01) and Se
and olfactory bulb COX2 (p=0.04). Increased frontal concentrations of Co correlated with
decreases of OGG1- that encodes the enzyme responsible for the excision of 8-oxoguanine-
in olfactory bulb. Both Co and Cu correlated negatively with L1G1- encoding DNA ligase |
with functions in DNA replication and the base excision repair (BER) process- in olfactory
bulb. While high frontal Ni correlated with high IL1 in olfactory bulb. Higher
concentrations of frontal cobalt correlated with lower expression of frontal COX2
(p=0.0024).Olfactory bulb higher XPA expression correlated with higher frontal Cr, Zn, and
As concentrations and higher hippocampus COX2 expression correlated positively with Mn
and Cu frontal concentrations (p<0.001).

Age and frontal cortex metal concentrations

We did not observe any statistically significant age effects in frontal cortex metal
concentrations in the control cohort. Table 4 summarizes the relationship between age and
concentrations of different metals in the frontal lobe in Mexico City residents. Frontal
concentrations of Co, Mn and Se (p values 0.008, 0.01 and 0.007, respectively) increased as
Mexico City residents aged.

Discussion

Three major findings are seen in this work, the first one is that children and adults living in a
highly polluted megacity have increased frontal cortex concentrations of road-traffic,
combustion and industry-associated metals including Mn, Cr and Ni when compared with
residents from lower air pollution cities. The second one, is a finding we have reported
before in similar Mexico City cohorts v controls (Calderon-Garciduefias et al.,2004, 2008b,
2011b): the presence of neuroinflammation in highly exposed young urbanites as established
by the significant frontal and olfactory bulb up-regulation of two key inflammatory
mediators: interleukin-1p and COX2. The third one is that lung COX2 expression is a good
marker of inflammation in exposed individuals,

We also confirmed our previous observations (Calderén-Garciduefias et al., 2002,2003b,
2004,2010) that the olfactory bulb-exposed directly to the outside environment through the
olfactory sensory neurons making their first synapse at the glomerular level (Kalinke et al.,
2011)- get the direct impact of environmental matters as evidenced by the COX2 up-
regulation. Of particular interest are the significant correlations between frontal metals and
MRNA expression of targeted inflammatory and DNA repair genes and the potential role of
metals in the multiple levels of regulation of brain cytokine production, activity and cellular
release (Allan et al., 2005).

The presence in the urbanites’ brain of metals clearly associated with PM in Mexico City
(Querol et al. 2008) and present in a plant biomonitor Ficus benjamina (the total metal
leaves concentration reflecting airborne metals)(Guzman-Morales et al. 2011) confirms one
major source of metals (i.e., airborne) capable of accessing the CNS in humans. A key point
in the work from researchers measuring atmospheric metal pollution in Mexico City being
“metal concentrations strongly depend on the specific urban sub-area” (Guzméan-Morales et
al. 2011) a statement that also has a profound impact on children's health and pediatrician
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awareness that place of residency within Mexico City has to be integrated with the risk for
CNS detrimental effects.

Particulate matter is indeed an effective vehicle for brain access (Calder6n-Garciduefias et
al., 2001b, 2002,2003b, 2004, 2010; Terzano et al., 2010; Nakane 2011; Morgan et al.,
2011) and evidence that the nasal-brain connection pathway is important, is the fact that
metals such as Ni and V are present in a gradient from olfactory mucosa > olfactory bulb >
frontal cortex in Mexico City residents (Calderén-Garciduefias et al., 2003b)

Our interest in DNA repair genes rest in the evidence that their expression is a good
indicator of oxidative stress (Powel et al. 2005) and metals have well known oxidative,
neurotoxic, neurodevelopmental and neurobehavioral effects (Barth et al. 2002; Colin-
Barenque et al. 2008; Afeseh-Ngwa et al. 2011; Todorich et al. 2011; Winneke 2011;Yen et
al. 2011;Martinez et al. 2011). Repair enzymes recognize and remove DNA adducts, correct
the DNA sequence and rejoin strand breaks. DNA damage as a result of oxidative stress is
considered the most common insult affecting the genome (Kawanishi et al. 2001).

Frontal chromium and arsenic concentrations correlated positively with the expression of
XPA in the olfactory bulb. XPA, a nucleotide-excision repair (NER) system enzyme is
capable of recognizing and repairing a large variety of DNA helix-distorting lesions,
including DNA intra-strand cross-links (Zhang et al. 2009). The significant correlation
between frontal Cr and OB XPA is important given that Cr is the most potent inducer of
DNA-protein cross links (DPC) and XPA is a key factor of the human nucleotide excision
repair system (Reynolds et al. 2004; O'Brien et al. 2005; Kang et al. 2011).

The positive association between frontal As and olfactory bulb XPA is interesting because
the finding reflects the diverse environmental pollution sources impacting the brain. Sources
of arsenic in Mexico City include anthropogenic sources associated with PM (Querol et al.
2008), contaminated drinking water (Jiménez et al. 2004) and volcanic sediments
(Nordstrom 2002). Groundwater in Mexico City is vulnerable to contaminants from waste
dumps and industrial sites and waste water sludge contains arsenic and nickel (Jiménez et al.
2004).

The negative associations between frontal IL1p and the concentrations of Mn, Cu and Zn are
intriguing and a recent paper by Matousek et al., could shed some light in the issue
(Matousek et al., 2011). The authors argue for a neuroprotective role of IL1p
overexpression. In a mouse model of Alzheimer's disease (APP/PS1-IL1B%AT) IL1B results
in decrease 6E10 (an antibody reactive to the amino acid residue 1-16 of beta amyloid)
immunoreactive plaque pathology regardless of age and duration (Matousek et al., 2011).
Thus, in our scenario of sustained exposures to significant concentrations of PM, the
negative correlation between metals and mRNA IL1 requires comparing mRNA expression
to protein abundance. The issue is very relevant because 51% of children and young adults
Mexico City residents with sudden accidental deaths exhibit amyloid-p (Ap) diffuse plaques
compared with 0% in controls (Calderén-Garciduefias et al., 2011b).

The brain cytokine interplay is the context of air pollution is poorly understood and their
involvement during multiple physiological and pathological processes might change under
sustained neurotoxic stimuli (Allan et al 2005; Dinarello 2011). Interleukin-1 beta activity
for example, is tightly controlled and endogenous and exogenous stimulants induce the
synthesis of the inactive IL-1p precursor or the specific inhibitor IL-1 receptor antagonist
(Dinarello 2011). The multiple levels of regulation of IL-1p production, activity and cellular
release (Allan et al., 2005) and the impact of metals affecting these processes in the brain
and leading to changes in IL-1 expression at the mRNA level and/or the protein level needs
to be understood in order to define the extent of the metal neurotoxicity.

Exp Toxicol Pathol. Author manuscript; available in PMC 2014 July 01.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Calderon-Garciduefias et al. Page 8

Critical to this air pollution scenario and the targeted olfactory bulb, is the fact that
neuroblasts from the subventricular zone (SVZ) migrate along the rostral migratory stream
(RMS) into the olfactory bulb, where they differentiate into interneurons (Whitman and
Greer 2009). Once reaching the core of the olfactory bulb, immature neurons detach from
the RMS and migrate radially toward glomeruli where they differentiate into different
subtypes of interneurons (Ming and Song 2011). Metal-related toxic effects could damage
these immature neurons and could have a negative impact on adult neurogenesis.

Smell disturbances have been described in workers exposed to Cr even in the absence of
nasal lesions (Kitamura et al., 2003) and the intranasal application of ZnSO4 to mice
produces a brief but total disruption of functional connections from the olfactory epithelium
to the main olfactory bulb and a transient anosmia (MacBride 2003). The ultimate effects of
DNA damage and inflammation in the olfactory bulb will be reflected in significant
apurinic/ apyrimidinic sites, olfactory function deficits and neurodegeneration already seen
in Mexico City young residents (Calderon-Garciduefias et al. 2003b, 2008b, 2010, 2011b).

In the context of PM exposure (Chow et al. 2002; Querol et al. 2008; Guzman-Morales et al.
2011) a key observation in this relatively young cohort is the frontal increase in Mn, Ni and
Cr concentrations compared to controls. The increasing and sustained accumulation of Mn
in frontal cortex tissue is critical and occurs despite homeostatic mechanisms that tightly
restrict Mn absorption and regulate Mn excretion to maintain stable tissue levels (Schroeter
et al. 2011). Inhalation is the exposure route of most concern for our pediatric populations
because inhaled Mn particles that deposit on lung epithelium bypass uptake control in the GI
tract and liver and directly enter the systemic circulation (Schroeter et al. 2011). Children in
Mexico City spend a considerable amount of time outdoors and their respiratory rate is
higher than adults, both factors potentially contributing to an increased nasal and lung
deposition (Villarreal-Calderon et al. 2002). Further, these children already have significant
nasal pathology with a breakdown of the nasal and olfactory barriers that could facilitate
particulate matter to penetrate the brain via the olfactory bulb and the systemic circulation
(Calderén-Garciduefias et al. 2001, 2010).

Manganese is an essential trace element and several studies have shown distinct pathways
contributing to Mn influx into the brain and Mn neurotoxicity (Aschner et al. 2007; Frick et
al. 2011; Dorman et al. 2008; Erikson et al. 2007, 2008; Rao et al. 2010; Chtourou et al.
2011; Schmitt et al. 2011; Fitsnakis et al. 2011). An active transport at the blood-CSF barrier
allows for a unidirectional Mn transport across the choroid plexus, a pathway of special
importance in developing animals (Schmitt et al. 2011). Oxidative stress and a redox state
imbalance are critical factors in Mn toxicity (Frick et al. 2011; Dorman et al. 2008; Erikson
et al. 2008; Chtourou et al. 2011).

Studies in non-primates have provided invaluable insights into the CNS effects of Mn
(Guilarte 2010; Burton and Guilarte 2009; Schneider et al. 2009). Chronic Mn exposures in
macaques produce subtle deficits in cognition and motor function and metabolic changes
using magnetic resonance imaging of the brain (Burton and Guilarte 2009). Moreover, up-
regulation of the amyloid beta precursor-like protein 1 gene along with Mn inducible frontal
regulation of gene expression are also present (Guilarte 2010). Diffuse amyloid plaques and
a synuclein aggregation in the frontal cortex complete the Mn responses observed in
juvenile animals (Guilarte 2010). A spectrum of cognitive deficits have also been described
in children exposed to Mn in drinking water, living in the proximity of a ferro-manganese
alloy plant and in occupationally exposed workers (Mergler et al. 1994; Lucchini et al. 1995;
Wasserman et al. 2006; Bouchard et al. 2007, 2008; Menezes-Filho et al. 2011). Our
observation of a positive association between hippocampal COX2 expression and frontal Mn
is interesting in view of the memory deficits seen in our pediatric populations (Calderdn-
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Garciduefias et al. 2008c, 2011c) and the cognition deficits involving memory in
occupational settings, and in children living in close proximity to ferro-manganese alloy
plants (Mergler et al. 1994; Lucchini et al. 1995; Wasserman et al. 2006; Bouchard et al.
2007, 2008; Menezes-Filho et al. 2011). Although we have no evidence in our children's
clinical cohorts of any MRI or MRS changes affecting those areas targeted by Mn in
nonhuman primates i.e., striatum and thalamus (Burton and Guilarte 2009), studies are
underway to define the presence of Mn exposure biomarkers in our populations (Marreilha-
DosSantos et al. 2011; Zheng et al. 2011; Kim et al. 2011).

Residents in Mexico City also increased their frontal lobe concentrations of cobalt and
selenium with age. Cobalt, a component of Vitamin By, (Banerjee and Ragsdale 2003) is an
essential nutrient, however increases in Co ions can directly induce DNA damage, interfere
with DNA repair, and lead to DNA—protein cross linking and sister chromatid exchange
(Leonard et al. 1998; Hengstler et al. 2003). Selenium, on the other hand, participates in
antioxidant responses as a component of glutathione peroxidases and Se transporting
proteins. Se prevents free-radical formation by enhancing antioxidant activity and their role
in neurodegenerative diseases such as Alzheimer has been extensively studied (Loef et al.,
2011). Two recent reports point to the protective effects of Selenium, with van Eersel, et al.
demonstrating that sodium selenate reduced tau phosphorylation both /n vitro and in vivoin
tau transgenic mouse strains with neurofibrillary tangle pathology (van Eersel et al. 2010).
Se treatment improved contextual memory and motor performance, and prevented
neurodegeneration in tau transgenic mice carrying a K3691 mutation in neurons. van Eersel
et al concluded that sodium selenate stabilizes the serine/threonine-specific protein
phosphatase 2A (PP2A)-tau complex and mitigates tau pathology in several AD models (van
Eersel et al. 2010). In the work of Ralston and Raymond, dietary Se protected against
methylmercury toxicity (Ralston and Raymond 2010). Thus, the brain increases of Se with
age is an intriguing finding that could only be defined clearly if measurement of key
selenoproteins are done in parallel with total Se concentrations in several brain anatomical
regions (Loef et al., 2011).

The issue of metals and brain pathology has not been extensively researched in pediatric
populations exposed to urban pollution, but it is clear that for redox-active transition metals,
their ability to generate reactive oxygen species (Ali et al. 1995; Bleackley and
MacGillivray, 2011) ought to be a critical factor for injury to the developing brain (Yoon et
al. 2011).

The significant down regulation of the prion cellular protein (PrPC) in the frontal cortex of
Mexico City children and young adults versus controls (Calderén-Garciduefias et al. 2011b)
could be added to factors altering metal homeostasis in air pollution exposed young
populations The prion protein interferes with divalent metal Mn uptake and protects against
Mn-induced oxidative stress and apoptotic cell death (Choi et al. 2007). Divalent metal
manganese can alter the stability of prion proteins and Choi et al., work suggest that
manganese-induced stabilization of the prion protein may play a role in prion protein
misfolding and prion disease (Choi et al. 2010).

In summary, children and adults with lifelong exposures to a polluted urban environment
accumulate road-traffic, combustion and industrial-associated metals in their frontal lobes
and there is significant neuroinflammation as supported by the up-regulation of frontal
interleukin-1p and COX2. This work supports our previous observations that the olfactory
bulb is a target of air pollution and participates in the neuroinflammatory response. The
significant correlation between well known PM-associated toxic metals (i.e., Mn) and gene
expression of inflammatory genes and DNA repair genes points to the critical issue of the
impact of metal neurotoxicity in exposed residents, particularly children and our concern for

Exp Toxicol Pathol. Author manuscript; available in PMC 2014 July 01.
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long-term neural effects. Pohl et al. made a critical point pertinent to our studies, especially
regarding the neurotoxicity impact on our pediatric populations “interactions or “joint toxic
actions” may occur in populations exposed to mixtures of metals or to mixtures of metals
with other chemicals” (Pohl et al. 2011).

Metal neurotoxicity might put young urban populations at considerable risk for brain
damage and since metal concentrations vary significantly in Mexico City urban sub-areas,
place of residency has to be integrated with the risk for CNS detrimental effects particularly
in children.

The oxidative damage to frontal lobes in this young urbanite cohort poses a significant cause
for concern in terms of developmental and cognitive effects (Barth et al. 2002; Burton and
Guilarte 2009; Guilarte 2010; Martinez et al. 2011;Todorich et al. 2011;Winneke 2011).

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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Figure 1. Twenty-four hour particulate matter (2.5um in diameter or smaller) PM, 5 average
concentrationstrend from 2004 to 2010 in the Mexico City Metropolitan Area

Metropolitan Mexico City residents are exposed to concentrations of PM, 5 above the
current standards regardless of location of their residency. Most metals in Mexico City are
contained in the PM 5 fraction.
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Table 1
Metal concentrations (Meanz SD) in control and exposed lungs and frontal lobe samples expressed as j£g/g
dry tissue
Metals CTL Lungs MC Lungs CTL Frontal MC Frontal
Y 180426 214+32 80432 118+14
Ni 145+30 275142 42411 124+29 *
*H
Mn 609487 845+86 689+119 1026447
Pb 456+169 374+126 28+11 67.8+20
cr 1368+179 25242581 527+85 910563
As 94+18 7949 78420 127+13
Zn 69429+7273 617812983 4174145869  46878+2202
Se 2227+402 2376+149 641+312 1111+148
Cu 49224280 5207+232 1574542209 17058746
Co 206+123 158+35 1542 17+2
Fe 1.073e+006+100200  1.050e+006+851239  120764+82519 17500175976
*
p=0.02
Hk
£=0.003
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RT-PCR results from Control v MC lung and CNS selected tissues

Table 2

Page 18

Anatomical region and target gene

LUNG COX2
FRONTAL COX2
FRONTAL IL1B
OB COX2

OB IL1B
FRONTAL L1G1
FRONTAL 0GG1
FRONTAL XPA
OB L1G1

0B 0GG1

OB XPA

Controls

15.9 + 6.7 x 108
2.6+0.4x10°
0.6+0.2 x 104
6.3+ 1.4 x 10*
2.5+0.95 x 10*
0.18 £ 0.16
1.91+1.22x 103
1.872 +1.365 x 10°3
3.285 + 1.316 x 102
5.547 + 1.986 x 1073
3.411+1.919 x 103

Mexico City
42.3+7.4x 106
5.0+0.7 x 10°
6.2+ 1.3 x 10
7.9+87 % 10°
4.08+123x10°
24+77

1.297 + 4.459

3.611 + 9.847 x 102
0.5557 + 1.357
2.789 +4.771 x 102
2.868 + 1.460 x 103

p value
p=0.01
p=0.008
p=0.0002
p=0.005
p=0.08
p=0.06
p=0.06
p=0.22
p=0.34
p=0.61
p=0.42

Abbreviations: OB, olfactory bulb; RT-PCR, real-time polymerase chain reaction. The amount of COX2, IL-1p, L1G1, OGG1, and XPA cDNA in
each sample was normalized to the amount of GAPDH cDNA, yielding an index (molecules per attomol GAPDH rRNA) proportional to the
relative abundance of each mRNA in each sample. Values are expressed as molecules/attomol GAPDH. Values are mean + SD
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Regression analysis between Age and Metal Frontal Lobe Concentrations in Mexico City residents

Metal
As
Co
Cr
Cu
Mn
Ni
Pb
Se
\Y
Zn

Estimate
3.36E-01
1.90E-01
3.34E+00
5.10E+01
2.83E+00
-6.63E-02
4.01E-01
1.76E+01
7.73E-01
1.22E+02

Std Err

4.68E-01
6.77E-02
2.72E+00
4.19E+01
1.07E+00
3.17E-01
8.01E-01
6.28E+00
4.87E-01
9.45E+01

t Value
0.72
2.80
1.23
1.22
2.65
-0.21
0.50
2.81
1.59
1.29

Probt
0.4785
0.0080
0.2258
0.2303
0.0114
0.8353
0.6192
0.0078
0.1202
0.2037
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