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Aim: We aim to study DNA methylation (DNAm) variations associated with childhood asthma. Methods:
Nasal DNAmM was compared between sibling pairs discordant for asthma, 29 sib pairs for genome-wide
association studies and 54 sib pairs for verification by pyrosequencing. Associations of methylation with
asthma symptoms, allergy and environmental exposures were evaluated. In vitro experiments and func-
tional genomic analyses were performed to explore biologic relevance. Results: Three CpGs were associ-
ated with asthma. cg14830002 was associated with allergies in nonasthmatics. cg23602092 was associated
with asthma symptoms. cg14830002 and cg23602092 were associated with traffic-related air pollution
exposure. Nearby genes were transcriptionally regulated by diesel exhaust, house dust mite and 5-aza-2’'-
deoxycytidine. Active chromatin marks and transcription factor binding were found around these sites.
Conclusion: We identified novel DNAm variations associated with childhood asthma and suggested new
disease-contributing epigenetic mechanisms.

First draft submitted: 3 October 2017; Accepted for publication: 19 January 2018; Published online:
25 April 2018

Keywords: air pollution e childhood asthma e DNA methylation e exposures e functional genomics analysis e histone
marks e sibling study e transcriptional factor

From 2001 to 2013, the prevalence of asthma in children aged 0-17 years was 8—10% on average [1]. Throughout
this time period, the adjusted prevalence among poor children was higher than near-poor and non-poor children.
Significant racial disparities still remain, and African—-American (AA) children have much higher asthma prevalence
than white children [1]. Common genetic variants only explain a small portion (~5%) of asthma heritability [2]. En-
vironmental exposures also play a role; traffic-related air pollution (TRAP) and secondhand smoke (SHS) have been
found to increase asthma prevalence and severity [3-5]. For example, 7% utero exposure to tobacco smoke is associated
with childhood asthma, and this exposure can modify gene expression through DNA methylation (DNAm) (6,7
During recent years, epigenetic marks have emerged as a potential mechanism explaining the non-Mendelian (8]
and parent of origin patterns of asthma [9,10]. In addition, epigenetic marks may also explain the short-term and
long-term (even transgenerational) effects of environmental exposures in asthma [11-13]. Epigenetic marks regulate
many processes of immune cells involved in asthma, particularly T lymphocytes (Ty1, T2 and regulatory T
cells) [13]. Several small-scale epigenome-wide association studies have successfully identified DNAm of particular
nucleotides as a biomarker for asthma, suggesting candidate pathways involved in asthma [14-20]. Four of these
studies were conducted in nasal epithelial cells, a proxy for the lower airway epithelium in gene expression and  Ftyre ™=
DNAm studies (17-20]. The airway epithelium plays a key role in asthma development due to its unique interface with  Medici né
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the environment and interaction with immune cells 21-23]. DNAm markers for particular asthma characteristics
and subgroups, such as serum IgE levels [24], eosinophilic/paucigranulocytic/neutrophilic asthma [25], asthma that
develops in childhood and persists into early adulthood [26] and markers for temporal asthma transition [27) have
also been identified in blood or saliva.

In the present study, we aimed to identify DNAm markers in the nasal epithelium that are differentially methylated
between AA siblings who were 5-18 years old and discordant for asthma. The usage of siblings allows us to better
control confounding environmental factors that may modify DNAm and contribute to asthma, including TRAP
and SHS, which may increase the likelihood of identifying markers with small effects that are related to childhood
asthma. Additionally, we examined the impact of exposure such as TRAP and SHS on asthma-associated DNAm
variation and studied whether these markers are also associated with allergy and asthma symptoms.

Methods

The online Supplementary Materials provide additional details on methods.

Study population

The Exposure Sibling Study (ESS) was approved by the Institutional Review Board at Cincinnati Children’s Hospital
Medical Center (CCHMC). Written informed consent was obtained from each participant or the participant’s
parent or legal guardian before study participation. ESS is a cross-sectional study consisting of AA siblings between
age 5 and 18 years. Eligible siblings were nontwins, discordant for asthma and born and raised in the same household
in the Cincinnati Metropolitan area. Asthma diagnosis was obtained from the parental report, and confirmed via the
electronic medical record that the diagnosis is current. Nasal samples were collected at the same visit for the siblings
as described below and height and weight were recorded. All nasal samples contained >90% epithelial cells similar
to our previous findings [28]. Electronic survey (Research electronic data capture [REDCap] software) [29] captured
information including asthma onset, diagnosis, symptoms, severity, quality of life, medication, environmental
exposures, social histories and residential address for the first year of life and for the past 5 years. To be cost-effective
and more focused on promising candidates, only the initial 29 sibling pairs with sufficient DNA were included for
genome-wide analysis. Sample size analysis using the array data showed that 51 sib pairs had 80% power to detect
the DNAm difference between control and asthmatics for the selected CpG sites. Therefore, the following available
25 sibling pairs were added for pyrosequencing (54 sib pairs in total). All samples are full siblings. Elemental carbon
attributable to traffic (ECAT; approximately 95% of which is diesel exhaust particles (DEP) (30}, herein referred
to as TRAP) was estimated using previously established methods (31]. Two estimates were generated: birth or early
exposure to TRAP was defined as exposure during the first year of life (birth ECAT); and current exposure was
derived using the current address (current ECAT). Children with >95th BMI percentiles (considering age and sex
based on the Centers for Disease Control and Prevention curves) were considered obese [32].

The Genomics of Secondhand smoke Exposure in Pediatric asthma study (GSEP) was also approved by the
Institutional Review Board at CCHMC. Written informed consent was obtained from each participant or the
participant’s parent or legal guardian before study participation. Asthmatic AA children aged 5-18 were screened
from the Allergy and Pulmonary Clinics at CCHMC. SHS exposure was determined by questionnaire and confirmed
by urine cotinine using TobacAlert™ and nasal samples were collected. In addition to GSEP participants, we also
collected nasal samples from five unrelated, nonasthmatic subjects from an underserved community; all were
exposed to SHS based on a coordinator-administered survey.

Nasal cell DNA processing and DNAm measurement by arrays and bisulfite pyrosequencing are described in
the Online Data Supplement. Array data are deposited to GEO (GSE109446). Primers used for pyrosequencing
and RT-qPCR are listed in Supplementary Tables 1 & 2.

Definition of allergy & asthma symptoms

Among the asthmatics, asthma severity was defined by symptom frequency using our previously validated respiratory
symptom score [33]. Via questionnaire, the parent(s) of the participants reported how many times per week over the
past 12 months the participant had cough without a cold, wheezing/high pitched sound in the chest, shortness of
breath or chest tightness/pain. The frequencies were reported (and scored) as: never (0); less than 1 (1), 1-2 (2),
3-5 (3) and 6-7 (4)-times per week. The maximum respiratory symptom score (maxRSS) was calculated by taking
the maximum score across the four symptom questions.
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Figure 1. Analysis flow chart.
ESS: Exposure Sibling Study; SHS: Secondhand smoke; SV: Surrogate variables.

Statistical analysis

The analyses were performed as outlined in Figure 1. Before analyses, data quality and distributions were examined.
To compare the demographics and characteristics between the asthmatic and nonasthmatic subjects, we used T,
Wilcoxon rank sum and Fisher’s exact tests according to the data distribution. To identify CpG sites that had
differential methylation levels between asthmatics and their nonasthmatic siblings, we analyzed the beta values
in the first set of 29 pairs of siblings. B values of each of the CpG sites were regressed against age, sex and
batch as two batches were observed using multidimensional scaling. Residuals were generated and then compared
between asthmatics and nonasthmatics using paired t-tests. To further correct for batch effects and bias caused
by unknown confounders such as cell composition, we performed surrogate variable analysis using the R package
‘surrogate variable analysis’. Three significant surrogate variables (SVs) were detected. Methylation levels of the
asthmatic and nonasthmatic siblings were compared again as described above, but with three SVs being included
in the regressions to get the residuals. Only CpG sites identified in both sets of analyses (p < 0.05) were selected
for further examination. Genome-wide false discovery rate was estimated using R package ‘q-value’. Association
between DNAm and asthma was validated for candidate sites using pyrosequencing. As control and asthmatic
siblings were from the same houschold, to account for the random family effect, a mixed model was used, in
which age and sex were controlled for. The effects of current and birth ECAT; and allergy and asthma severity were
also tested using the mixed models. Comparisons of expression between controls and 5-aza or DEP/house dust
mite (HDM) treated groups in human bronchial epithelial cells (HBECs) were compared by two-sided t-test in
GraphPad Prism (CA, USA).

Functional genomics studies
We collected genome-wide functional genomic datasets from a variety of sources, including ENCODE (34],
Cistrome [35], PAZAR [36], Re-Map [37] and NIH Roadmap Epigenomics [38]. All datasets were indexed by their

genomic coordinates, which were used to intersect with the genomic coordinates of methylation sites of interest.
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Table 1. Population characteristic of Exposure Sibling Study cohort.

Characteristic Asthmatics (n = 54) Nonasthmatics (n = 54) p-value
Age 12.01 (2.94) 11.35 (3.69) 0.31
Sex: 0.05

- Male 34 (63%) 23 (43%)

Race: 1.00

- Black 52 (96%) 52 (96%)

- White 0 (0%) 0 (0%)

- Biracial 2 (4%) 2 (4%)

BMI z score 0.81(1.27) 0.58 (1.38) 0.37
SHS: 1.00

- Yes 28 (52%) 28 (52%)

Current ECAT 0.35 (0.29-0.43) 0.35 (0.29-0.43) 1.00
Birth ECAT 0.42 (0.33-0.53) 0.45 (0.34-0.56) 0.57
Allergy: <0.001
- Yes 42 (78%) 22 (41%)

maxRSS 2(1-3) - -

Age and BMI z score were shown as mean (SD) and compared using t-test; current ECAT, birth ECAT and maxRSS were shown as median (interquartile range) and compared using Wilcoxon
rank sum tests; sex, race, SHS and allergy status were shown as frequencies (proportion) and compared using Fisher's exact tests. BMI z scores were calculated using CDC growth chart.
BMI: Body mass index; ECAT: Elemental carbon attributed to traffic; maxRSS: Maximum respiratory symptom score; SD: Standard deviation; SHS: Secondhand smoke.

Results

Population characteristics

The demographics and characteristics of the initial subjects consented to the ESS are shown in Table 1. All children
were AA. No statistically significant differences were detected between asthmatics and their nonasthmatic siblings
in age, sex, BMI z score or birth ECAT. As the sibling pairs were recruited from the same household, their race,
SHS and current ECAT did not differ. Among all the subjects, a subset of 29 pairs was assayed by microarrays for
discovery purposes. No significant differences were observed between the discovery set and the rest of the subjects
(data not shown) except for age; the discovery set was 1 year older (p = 0.038, t-test). As expected, there were
significantly more children with allergic symptoms among asthmatics (p < 0.001, Fisher’s exact test).

DNAm variation in the nasal epithelium is associated with asthma

To identify asthma-associated DNAm, we performed Infinium 450 K Beadchip analysis on
the nasal DNAs from 29 pairs of siblings discordant for asthma, as outined in Figure 1.
Genome-wide DNAm analysis identified six autosomal CpG sites whose methylation was nom-
inally associated with asthma status (p < 0.05, mean paired difference in f >10%)
(Table 2). None of these associations, however, reached genome-wide significance (g-values range 0.61-0.71).

All of the six sites are non-SNP CpGs (no co-localization of SNP from dbSNP142 with minor allele frequency
(MAF) >1% at C or G), and four of them are located in promoters (within 1500bp of a gene transcription start
site). For example, a CpG site located with the OR2BI11 promoter (cg00112952) exhibited substantial differential
methylation between asthmatics and nonasthmatics. OR2B11 encodes an olfactory receptor responsible for the
recognition and G protein-mediated transduction of odorant signals, and its role in asthma and response to exposure
is unknown. Interestingly, cg14830002, a CpG site located 163 bp downstream of cg00112952, also showed
statistical significance, even though the difference in B was slightly lower than our cutoff (B (usthma—controly =-0.08).
cg14007090 is located within an intron of LAMAS5, which has been implicated in asthma development and lung
function [39-41]. ¢g20223677 is located within the promoter of DEF104A/ DEFB104B, which encodes B-defensin
104A/104B. In addition to their antimicrobial activity, B-defensins have multifaceted functions in innate and
adaptive immunity [42]. They are expressed in most epithelial cells and have been shown to have impaired function
in pulmonary inflammation (43,44]. ¢g26017880 is located within a CpG island in the ATP9B promoter. ATPIB
encodes a putative aminophospholipid translocase and may be involved in ion transportation [45]. ¢g23602092,
located in the promoter of TET1, has been shown to be associated with asthma in our previous study [17]. Since all
these genes have relevant functions in asthma, we set out to replicate them in two different cohorts.
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Table 3. Association of cg00112952, cg23602092 and cg14830002 with environmental exposures, allergy and asthma

symptoms.
Characteristic 914830002 cg00112952 €g23602092
Overall Controls Asthmatics Overall Controls Asthmatics Overall Controls Asthmatics
p-value p-value p-value p-value p-value p-value p-value p-value p-value
Current ECAT - 0.005 ns ns ns ns - <0.001 ns
Birth ECAT ns ns ns ns ns ns 0.040 ns ns
SHS ns ns ns ns ns ns ns ns ns
Allergy - 0.025 ns ns ns ns ns ns ns
Asthma - - ns - - ns - - 0.009
symptoms?

T Asthma symptom was tested in asthmatics only (see Methods).
When different effects were found in controls and asthmatics, respectively, the overall effects were not presented (labeled as -).
ECAT: Elemental carbon attributable to traffic; ns: Not significant; SHS: Secondhand smoke.

Replication & verification of ESS results

To confirm the association of asthma for these six CpG sites, we examined data from the GSEP study and the
published Inner City Asthma Consortium (ICAC) study [18], both of which had case—control designs consisting
of unrelated subjects. Supplementary Table 3 shows the demographics for the GSEP study, and the ICAC was
previously described [18]. In the GSEP study, asthma was significantly associated with lower methylation levels of
both cg14830002 (p = 0.021, Basthme_contol = -0.08) and cg00112952 (p = 0.006, B aschmaconcrol) =-0.21) (Table 2).
Since the five nonasthmatics were all SHS-exposed females, we performed analyses either stratified by sex or SHS
exposure, or including sex and SHS as co-variables in the modeling to rule out confounding effects. The results
showed that methylation of these two CpG sites were only associated with asthma status, but not sex or SHS
exposure. Indeed, when the analysis was restricted only to SHS exposed females and the sample size was reduced to
17, significant association between asthma and cg00112952 was still detected (p = 0.013, B (asthma—control) = -0.16).
In contrast, the association of asthma with ¢g06193597, cg14007090 and c¢g23602092 was not replicated in GSEP.
All the associations were also tested using M-values, with the conclusions remaining the same.

We further tested the associations detected by the ESS study using data from ICAC samples (Table 2) [18].
Upon controlling for random study site effects, the associations were significant for ¢g00112952 (p = 0.005,
B (asthma—control) = -0.10), and marginally significant for cg14830002 (p = 0.092, B (asthma—control) = -0.04). Interestingly,
the association between asthma and ¢g23602092 we previously published (17] was also replicated (p = 0.0342,
B (asthma—control) = -0.07). These conclusions were again supported by models based upon M-values. In total, the
associations of asthma with DNAm levels at cg00112952 and cg14830002 were detected in three different cohorts.

Using the extended ESS cohort of 54 sibling pairs, we verified cg00112952, cg14830002 and cg23602092 by
pyrosequencing. After adjusting for age, sex and other significant predictors, and accounting for random inter-family
effects, asthmatics showed lower DNAm level in all three sites (Table 2).

Relationship between asthma-associated DNAm variation with exposures, allergy & asthma
symptoms
In addition to asthma, we examined the association of DNAm at ¢g14830002, cg00112952 and ¢g23602092
with TRAP (measured by current ECAT 31]), birth ECAT and SHS (Table 3). Interaction terms were included to
test asthma status-specific ECAT effects on DNAm. The methylation level of cg14830002 significantly increased
with higher current TRAP exposure in controls (3% increase in methylation % with 0.1 unit increase in current
ECAT), but not in asthmatics. No association with birth ECAT was detected. In ¢g23602092, consistent with
our previous publication, the methylation level significantly increased when current TRAP exposure increases,
but only in controls (9% increase in methylation % with 0.1 unit increase in current ECAT). In ¢g23602092, a
marginal negative correlation with birth ECAT was detected. In contrast, no statistically significant association of
methylation in cg00112952 was detected with either TRAP exposures. No association with SHS was found for any
of the sites.

DNAm at cg00112952 and ¢g23602092 was not associated with allergic status (Table 3). cg14830002 was
associated with allergy only in nonasthmatic controls (p = 0.025, difference(ergic-nonallergicy = -3-85%). As allergy
and asthma status are highly correlated in our cohort (Table 1), to verify that the association between asthma and
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cg14830002 is not due to this correlation, we tested the association between asthma and cg14830002 with allergy
status stratified. A significant association was found in nonallergic (p = 0.023, difference(asthma-control) = -4.77%)
subjects, but not in allergic subjects. These results suggest that cg14830002 may play a role in both asthma and
allergy.

Among the asthmatics, we also tested the association of asthma symptom frequencies (maxRSS, definition in
Methods) with DNAm variation (Table 3). Though the methylation % of ¢g23602092 was comparable when
maxRSS was 3 and below (14.2, 14.7, 13.1 and 17.7% when maxRSS is 0, 1, 2 and 3, respectively), it became
significantly higher when maxRSS reached 4 (36.4%, p = 0.009).

Since cg14830002 was associated with current ECAT and allergy in controls, we acutely (0-24 h) exposed
HBEC cells to various doses of HDM or DEPs, the major particulate matter in TRAP). Strikingly, two genes
located close to cg14830002, OR2B11 and NLRP3, both showed time- and dose-dependent expression changes to
DEP exposure, but not to HDM (Figure 2A & B & Supplementary Figure 1A &1B). Specifically, at a relatively
low dose of DEP the expression levels of OR2BI1 and NLRP3 were significantly increased at the 24 h time point,
while at a higher dose their expression was reduced at the same time point. This suggest that in response to DED,
the expression of OR2B11 and NLRP3 increases first and then decreases at a later time point; a higher dose of DEP
causes this to occur earlier. However, no significant DNAm changes in ¢g00112952 or cg14830002 were observed
in the exposed cells compared with controls (Supplementary Figure 2). In support of our previous finding [17],
exposure to DEP and HDM significantly increased the expression of 7ET1 at a very early time point (Figure 2C &
Supplementary Figure 1C), which correlated with changes in ¢g23602092 methylation (Supplementary Figure 2).

Functional genomics analysis

We next sought to identify the functional impact of the DNAm variation we have identified. First, we examined
the effect of the asthma-associated CpG sites on gene expression. Previously we demonstrated the regulation of
TETI expression by cg23602092 [17]. We assayed the mRNA levels of OR2B11 and NLRP3, which are in close
proximity to cg14830002 and cg00112952, and correlated expression with the methylation levels in human samples
and in HBECs (46]. In human samples, we did not detect significant correlation. We then exposed HBECs with
5-aza-2'-deoxycytidine, a DNAm inhibitor for 24, 48 and 72 h. We found that the expression of both OR2B11 and
NLRP3 were significantly upregulated at 24 h (p < 0.05) (Figure 3) and a simultaneous reduction of methylation
level at cg00112952, supporting the regulation of OR2B11 and NLRP3 expression by DNAm.

To gain insight into possible molecular mechanisms through which asthma-associated DNAm variation may
regulate gene expression, we next examined the overlap between our verified asthma-associated CpG sites with
experimental data monitoring the presence of open chromatin, histone marks and transcription factor binding
events. Chromatic marks characteristic of enhancers (H3K4mel and H3K27ac) and promoters (H3K27me3) were
found at the cg00112952 and cg14830002 loci in multiple tissues/cell types including fetal lung. cg00112952 is
also located in a region sensitive to DNase I treatment (indicating open chromatin) in multiple cell types, including
the A549 lung derived cell line. Both sites also overlap binding sites for particular transcription factors. Specially,
cg00112952 overlaps with ChIP-seq peaks for RAD21 and SOX2, while cg14830002 overlaps with peaks for
RAD21, EP300, HNF4, GATA2, SMAD1, STAT3, C/EBPB, MYC and MAX. Among these proteins, RAD21
and EP300 are chromatin regulators (47,48); SOX2, GATA2, SMAD1, STAT3, C/EBPB and MYC/MAX have
all been implicated in lung development [49] and asthma pathogenesis [50-53], mostly through interaction with
histone modifiers (54-59). The TETI-associated CpG site cg23602092 overlaps with ChIP-seq peaks for RUNX1,
FOXD2, REX1, ZBTB7B, CDX2, C/EBP-a, MDB4 and MAX. In A549, a lung epithelial carcinoma cell line,
cg23602092 is located within a region sensitive to DNase I treatment, and associated with active histone marks
including H3K4mel/2/3 and H3K9ac, and H2A.Z (marks enhancer activity (60,611). Collectively, these results
support regulatory roles for cg00112952, cg14830002 and cg23602092 in gene expression.

Discussion
Here, we report asthma-associated DNAm variation in nasal DNA obtained from 29 child sibling pairs discordant
for asthma in the ESS study. After accounting for known and unknown possible confounding factors, we identified
six CpG sites whose methylation is nominally associated with childhood asthma. Three of these sites were replicated
in independent cohorts and verified in 54 sibling pairs from the ESS study.

In addition to a site located in the 7E71 promoter we previously identified (17, two non-SNP CpG sites
(cg00112952 and cg14830002) were identified within the promoter region of OR2B11. Both sites are also located
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Figure 2. Dose- and time-specific response of OR2B11, NLRP3 and TET1 expression to diesel exhaust particle and
house dust mite exposures in human bronchial epithelial cells. HBECs were exposed to indicated amount of DEP (5,
10 and 20 pg/cm?) and HDM (25, 50 and 100 ug/ml), and expression of individual genes (OR2B171 (A), NLRP3 (B) and
TET1 (C)) were measured by RT-gPCR and normalized to GAPDH at 24 h postexposure. Mean values from three
biological replicates are represented as the mean + SD. Groups were compared using student’s t-test.

*p < 0.05; **p < 0.01; ***p < 0.001.

DEP: Diesel exhaust particle; HBEC: Human bronchial epithelial cell; HDM: House dust mite; n.s.: Nonsignificant;

SD: Standard deviation.

approximately 4000 bp downstream the transcription end site of NLRP3, which encodes a protein that is part of
the NALP3 inflammasome complex. This NALP3 complex functions as an upstream activator of NF-kB signaling,
and plays a role in the regulation of inflammation, the immune response and apoptosis. It is required for asthma
phenotypes in murine models [62], has elevated expression in neutrophilic asthma compared with controls and other
asthma subtypes [63], and was recently reported to be a transcriptional regulator of Th2 differentiation (s4]. NLRP3
was also activated by DEPs in ex vivo lung tissue explants [65] and in bronchoalveolar lavage fluid cells from mice (c6].
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Figure 3. 5-aza treatment altered the expression of OR2B11, NLRP3 and methylation of cg00112952. (A) Expression of OR2B11 and
NLRP3 in HBEC treated with 1 uM 5-aza for 24 h. (B) DNAm levels of cg14830002 and cg00112952 in HBEC treated with 1 uM 5-aza for 24
h. Data represent two technical duplicates of three biological replicates and are shown as mean =+ SD.

*p < 0.05; **p < 0.01; ***p < 0.001.

DNAm: DNA methylation; HBEC: Human bronchial epithelial cell; n.s.: Nonsignificant; SD: Standard deviation.

In agreement with these findings, we showed that in human bronchial epithelial cells exposed to various doses of
DEP, mRNA levels of NLRP3 were significantly altered within 24 h (Figure 2). This supports the involvement of
epithelial NLRP3 in response to asthma-related environmental exposure and in asthma development. Inhibition of
DNAm using 5-aza-2'-deoxycytidine in airway epithelial cells resulted in increased expression of OR2B11, NLRP3
and TET1 (Figure 3 and (17)). Further experiments are needed to examine how methylation levels of ¢g00112952,
cg14830002 and cg23602092 may alter gene expression through interactions with histone modifications and
transcription factor binding.

One limitation of our discovery cohort was the small sample size. No sites were identified that reached the
genome-wide significance though various methods to control family-wise error rate or FDR (false discovert rate)
were attempted. To enhance power, nominal p-value at 0.05 was used as the p-value cutoff to identify candidate
CpG sites. To reduce the risk of inflated type I errors, effect size was considered (difference in f >0.1), as well
as biological relevance. Aiming to identify the effects rather than accurately estimate them, the first genome-wide
association studies often overestimate the effects and therefore need to be validated and replicated [67]. To further
validate selected candidate CpG sites, an expended ESS cohort, and two other independent cohorts were also
examined. We are able to replicate three CpG sites in two independent studies out of the six sites discovered from
arrays. This highlights the usefulness of replication in compensation for potential inflated type I errors due to
multiple testing. For the four sites that were not replicated, it could be due to a variety of factors, including false
positives due to small sample size, different phenotype definitions used for both the controls and asthma (allergic
vs nonallergic), different study designs (siblings vs unrelated cases and controls) or different analytical methods
and cutoff. Using nasal mucosa samples from the ICAC study, Yang ez a/. identified 118 CpG sites solely based
on p-values obtained from tests comparing DNAm between unrelated nonallergic healthy controls and allergic
asthma [18). For these 118 sites, four sites had p-value < 0.05 in our ESS study, but none were selected as significant
candidates, as the largest difference in DNAm between control and asthma was 5.3% (located within the promoter
of CYP2EI) and did not reach our effect size cutoff. In addition, when atopic asthmatics were compared with
controls that were all nonallergic, the differences in DNAm could be due to both allergy and asthma. To specifically
identify asthma-related genes, we included both allergic and nonallergic controls in our study. We also performed
post hoc examination on association with allergy and asthma of identified sites (Table 3).

Similar to genetic studies, family and sibling-based study designs in epigenome-wide association studies have
several advantages over studies using unrelated individuals [68]. First, sibling studies are robust in controlling for
effects of population stratification. Second, genetic background and known or unknown environmental factors
that may modify the epigenome (TRAP, SHS, diet, etc.) are controlled to a certain degree between cases and
controls, which is difficult to achieve in studies using unrelated individuals. Behaviors related to age might affect
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TRAP exposures and two siblings in the same household may have different TRAP exposures. Therefore, accurate
assessment of personal exposure is desirable in future studies.

Conclusion

In summary, we identified three novel CpG sites (cg00112952, cg14830002 and cg23602092) whose DNAm
levels were associated with childhood asthma. Of the three, cg14830002 was associated with both asthma and
allergy, while the other two were not associated with allergy. Moreover, cg23602092 was associated with asthma
symptom frequency among asthmatics. Two of three sites were also associated with current exposure to TRAP in
nonasthmatics, and the expression of genes located near these sites were responsive to exposure of DEP and HDM
in cultured airway cells and can be regulated by inhibition of DNAm. Additionally, these CpG sites are located
at regions with active histone marks and open chromatin in many cell types, including airway epithelial cells. We
conclude that these three CpG sites and their associated genes OR2B11/NLRP3 and TET may be novel candidates
contributing to asthma pathogenesis and response to traffic pollution. Further, our results suggest that they could
also be useful biomarkers to monitor asthma severity and exposure to traffic-related air pollution in children.

Summary points

e Methylation levels of cg00112952, cg14830002 and cg23602092 in nasal epithelial cells were associated with
childhood asthma.

e Methylation levels of cg14830002 in nasal epithelial cells were associated with allergic symptoms in nonasthmatic
controls.

e Methylation levels of cg23602092 were associated with asthma symptom frequency among asthmatics.

e Methylation levels of cg14830002 and cg23602092 were associated with current exposure to traffic-related air
pollution in nonasthmatics.

e Exposure to diesel exhaust particle and house dust mite in cultured human bronchial epithelial cells altered the
expression of OR2B11, NLRP3 and TET1, genes located close to cg00112952, cg14830002 and cg23602092.

e Inhibition of DNA methylation altered the expression of OR2B11, NLRP3 and TET1, genes located close to
cg00112952, cg14830002 and cg23602092.

e Genomic locations near cg00112952, cg14830002 and cg23602092 are enriched in open chromatin, active histone
marks and transcription factor binding sites.

e Collectively, our data identified DNA methylation variations associated with asthma and asthma-related
environmental exposures and suggested possible mechanisms through which they may impact gene expression
and contribute to disease.

Supplementary data
To view the supplementary data that accompany this paper please visit the journal website at:
www.futuremedicine.com/doi/suppl/10.2217/epi-2017-0127

Authors’ contributions

H Ji conceived and designed the experiments in discussion with X Zhang and JM Biagini Myers, performed pathway analysis;
X Zhang performed lllumina bead array analysis and statistical analysis in discussion with H Ji; JD Burleson processed samples,
performed locus-specific bisulfite pyrosequencing to measure DNAm and RT-gPCR to measure gene expression; JD Burleson, A
Ulm and KS Bryan recruited children under the supervision of H Ji and JM Biagini Myers, managed Redcap database and performed
sample processing; X Chen and MT Weirauch performed SNP annotation for 450K arrays and functional genomics analyses; MS
Butsch Kovacic supported early study design and recruitment of unrelated, nonasthmatics in an underserved community; TA Baker
supported recruitment of unrelated study participants from the underserved community; H Ji prepared the manuscript with the
assistance of X Zhang, JM Biagini Myers, MT Weirauch and MS Butsch Kovacic. All authors read and approved the final version of
manuscript before submission.

Financial & competing interests disclosure

This work was supported by NIH/NIAID Grant R21AI119236 (H Ji), NIH/NIAID Grant R21AI101375 (H Ji), NIH/NIEHS under Grant
P30-ES006096 (H Ji), ALA/AAAAI Respiratory Diseases Research Award 515708 (H Ji), Cincinnati Children’s Hospital ‘Center for
Pediatric Genomics’ pilot study award (H Ji), NIEHS award P30ES006096 (H Ji and M Butsch Kovacic), CCHMC SFDA award (JM

638

Epigenomics (2018) 10(5) future science group



Childhood asthma associated DNA methylation variation

Biagini Myers), CCHMC CReFF Award (JM Biagini Myers), NIH/NINDS Grant ROTNS099068 (MT Weirauch) and NIH/NHGRI Grant
R21HG008186 (MT Weirauch). REDCap was hosted at Cincinnati Children’s and supported by the Center for Clinical and Trans-
lational Science and Training grant UL1-RR026314-01 NCRR/NIH. Patient recruitment and sample processing was supported in
part by the National Center for Advancing Translational Sciences of the NIH Grant UL1 TRO01425. Accoring to NIH policy, the
manuscript will be deposited on the NIHMS system/PMC. The authors have no other relevant affiliations or financial involvement
with any organization or entity with a financial interest in or financial conflict with the subject matter or materials discussed in the
manuscript apart from those disclosed.
No writing assistance was utilized in the production of this manuscript.

Acknowledgements

We thank the participating families and staff from the ESS and SHS studies, as well as the Genomics, Epigenomics and Sequencing
Core at the University of Cincinnati for array processing and the Cincinnati Children’s Pyrosequencing Core Laboratory for Genomic
and Epigenomic Research for assistance in pyrosequencing. We also thank the Cincinnati Children’s Clinical and Translational
Research Center for assistance in patient recruitment and sample collection. Finally, we thank the Seven Hills Neighborhood Houses
Community Center in Cincinnati’s West End neighborhood for partnering with us to recruit unrelated, nonasthmatic pediatric
participants for our study.

Ethical conduct of research
Studies included in this manuscript were approved by the Institutional Review Board at Cincinnati Children’s Hospital Medical
Center (CCHMC).

References

Papers of special note have been highlighted as: e of interest; e of considerable interest

1. Akinbami L], Simon AE, Rossen LM. Changing trends in asthma prevalence among
children. Pediatrics 137(1), doi:10.1542/peds.2015-2354 (2016).

2. Lockett GA, Holloway JW. Genome-wide association studies in asthma; perhaps, the end of the beginning. Curr. Opin. Allergy Clin.
Immunol. 13(5), 463-469 (2013).

3. Merianos AL, Dixon CA, Mahabee-Gittens EM. Secondhand smoke exposure, illness severity and resource utilization in pediatric
emergency department patients with respiratory illnesses. /. Asthma 54(8), 798-806 (2016).

4. Puranik S, Forno E, Bush A, Celedon JC. Predicting severe asthma exacerbations in children. Am. J. Respir. Crit. Care Med. 195(7),
854-859 (2016).

5. Khreis H, Kelly C, Tate J, Parslow R, Lucas K, Nieuwenhuijsen M. Exposure to traffic-related air pollution and risk of development of
childhood asthma: a systematic review and meta-analysis. Environ. Int. 100, 1-31 (2016).

6. Digel W, Lubbert M. DNA methylation disturbances as novel therapeutic target in lung cancer: preclinical and clinical results. Crit. Rev.
Oncol. Hematol. 55(1), 1-11 (2005).

7. Breton CV, Byun HM, Wenten M, Pan F, Yang A, Gilliland FD. Prenatal tobacco smoke exposure affects global and gene-specific DNA
methylation. Am. J. Respir. Crit. Care Med. 180(5), 462—467 (2009).

8. Kaminsky Z, Wang SC, Petronis A. Complex disease, gender and epigenetics. Ann. Med. 38(8), 530-544 (20006).

9. Moffatt MF, Cookson WO. The genetics of asthma. Maternal effects in atopic disease. Clin. Exp. Allergy 28(Suppl. 1), 56-61; discussion
65-56 (1998).

10.  Fuertes E, Standl M, Von Berg A ¢t al. Parental allergic disease before and after child birth poses similar risk for childhood allergies.
Allergy 70(7), 873-876 (2015).

11. JiH, Biagini Myers JM, Brandt EB, Brokamp C, Ryan PH, Khurana Hershey GK. Air pollution, epigenetics, and asthma. Allergy Asthma
Clin. Immunol. 12,51 (2016).

12. Harb H, Alashkar Alhamwe B, Garn H, Renz H, Potaczek DP. Recent developments in epigenetics of pediatric asthma. Curr. Opin.
Pediatr. 28(6), 754-763 (2016).

13. Begin P, Nadeau KC. Epigenetic regulation of asthma and allergic disease. Allergy Asthma Clin. Immunol. 10(1), 27 (2014).

14. Rastogi D, Suzuki M, Greally JM. Differential epigenome-wide DNA methylation patterns in childhood obesity-associated asthma. Scz.
Rep. 3, 2164 (2013).

15. Nicodemus-Johnson J, Naughton KA, Sudi J e 2. Genome-wide methylation study identifies an IL-13 induced epigenetic signature in
asthmatic airways. Am. J. Respir. Crit. Care Med. 193(4), 376-385 (2015).

16. Yang IV, Pedersen BS, Liu A ¢z a/. DNA methylation and childhood asthma in the inner city. J. Allergy Clin. Immunol. 136(1), 6980
(2015).

Research Article

future science group www.futuremedicine.com

639



Research Article

Zhang, Myers, Burleson et al.

20.

21.
22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.
35.
36.

37.

38.
39.
40.

Somineni HK, Zhang X, Biagini Myers JM ez al. Ten—eleven translocation 1 (TET1) methylation is associated with childhood asthma
and traffic-related air pollution. J. Allergy Clin. Immunol. 137(3), 797-805, €795 (2016).

The first study that performed epigenome-wide DNA methylation studies in nasal cells and identified the association of TET1
methylation with childhood asthma and air pollution.

Yang IV, Pedersen BS, Liu AH ez 4l. The nasal methylome and childhood atopic asthma. /. Allergy Clin. Immunol. 139(5), 1478-1488
(2016).

Yang IV, Richards A, Davidson EJ ez a/. The nasal methylome: a key to understanding allergic asthma. Am. /. Respir. Crit. Care

Med. 195(6), 829-831 (2017).

Compares genome-wide DNA methylation in nasal epithelial cells with bronchial epithelial cells and provided evidence
supporting the use of nasal epithelial cells as a proxy to lower airway epithelial cells in epigenomic studies on asthma and airway
responses to environmental exposures.

Nicodemus-Johnson J, Myers RA, Sakabe NJ ez 2. DNA methylation in lung cells is associated with asthma endotypes and genetic risk.
JCI Insight 1(20), €90151 (2016).

Provides evidence supporting the interactions between genetic and epigenetic mechanisms in asthma pathogenesis and identifies
asthma endotypes using nasal methylome.

Holgate ST. The sentinel role of the airway epithelium in asthma pathogenesis. /mmunol. Rev. 242(1), 205-219 (2011).

Lambrecht BN, Hammad H. Allergens and the airway epithelium response: gateway to allergic sensitization. J. Allergy Clin.
Immunol. 134(3), 499-507 (2014).

This review article comprehensively discusses the role of airway epithelium in allergic responses.

Gras D, Chanez P, Vachier I, Petit A, Bourdin A. Bronchial epithelium as a target for innovative treatments in asthma. Pharmacol.

Ther. 140(3), 290-305 (2013).

Liang L, Willis-Owen SA, Laprise C ez a/. An epigenome-wide association study of total serum immunoglobulin E concentration.

Nature 520(7549), 670-674 (2015).
The first to link epigenome with specific, well quantified clinical phenotypes of asthma.

Gunawardhana LP, Gibson PG, Simpson JL, Benton MC, Lea RA, Baines K]J. Characteristic DNA methylation profiles in peripheral
blood monocytes are associated with inflammatory phenotypes of asthma. Epigenetics 9(9), 1302-1316 (2014).

Murphy TM, Wong CC, Arseneault L ez al. Methylomic markers of persistent childhood asthma: a longitudinal study of
asthma-discordant monozygotic twins. Clin. Epigenetics 7, 130 (2015).

Zhang H, Tong X, Holloway JW ez a/. The interplay of DNA methylation over time with Th2 pathway genetic variants on asthma risk
and temporal asthma transition. Clin. Epigenetics 6(1), 8 (2014).

Guajardo JR, Schleifer KW, Daines MO et 4/. Altered gene expression profiles in nasal respiratory epithelium reflect stable versus acute
childhood asthma. J. Allergy Clin. Immunol. 115(2), 243-251 (2005).

Harris PA, Taylor R, Thielke R, Payne J, Gonzalez N, Conde JG. Research electronic data capture (REDCap) — a metadata-driven
methodology and workflow process for providing translational research informatics support. /. Biomed. Inform. 42(2), 377-381 (2009).

Sahu M, Hu S, Ryan PH ez /. Chemical compositions and source identification of PM,_s5 aerosols for estimation of a diesel source
surrogate. Sci. Total Environ. 409(13), 2642-2651 (2011).

Ryan PH, Lemasters GK, Biswas P ez al. A comparison of proximity and land use regression traffic exposures and wheezing in infants.
Environ. Health Perspect. 115(2), 278-284 (2007).

Barlow SE, Expert C. Expert committee recommendations regarding the prevention, assessment, and treatment of child and adolescent
overweight and obesity: summary report. Pediatrics 120(Suppl. 4), S164-S192 (2007).

Butsch Kovacic M, Biagini Myers JM, Lindsey M ez al. The greater Cincinnati pediatric clinic repository: a novel framework for

childhood asthma and allergy research. Pediatr. Allergy Immunol. Pulmonol. 25(2), 104-113 (2012).
ENCODE Project Consortium. An integrated encyclopedia of DNA elements in the human genome. Nazure 489(7414), 57-74 (2012).
Liu T, Ortiz JA, Taing L ¢# a/. Cistrome: an integrative platform for transcriptional regulation studies. Genome Biol. 12(8), R83 (2011).

Portales-Casamar E, Arenillas D, Lim ] ez al. The PAZAR database of gene regulatory information coupled to the ORCA toolkit for the
study of regulatory sequences. Nucleic Acids Res. 37 (Database issue), D54-D60 (2009).

Griffon A, Barbier QQ, Dalino J, Van Helden J, Spicuglia S, Ballester B. Integrative analysis of public ChIP-seq experiments reveals a
complex multi-cell regulatory landscape. Nucleic Acids Res. 43(4), €27 (2015).

Chadwick LH. The NIH Roadmap Epigenomics Program data resource. Epigenomics 4(3), 317-324 (2012).
Nguyen NM, Senior RM. Laminin isoforms and lung development: all isoforms are not equal. Dev. Biol. 294(2), 271-279 (20006).

Saotome A, Kanai N, Nagai T, Yashiro T, Tokudome S. Immunohistochemical classification of the localization of laminin in the
thickened bronchial epithelial basement membrane of deceased bronchial asthma patients. Respir. Med. 97(6), 688—694 (2003).

640

Epigenomics (2018) 10(5) future science group .

fsg



41.

42.
43.
44.

45.

46.

47.

48.

49.

50.

51.

52.
53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

60.

67.
68.

Childhood asthma associated DNA methylation variation

Nguyen NM, Kelley DG, Schlueter JA, Meyer MJ, Senior RM, Miner JH. Epithelial laminin alpha5 is necessary for distal epithelial cell
maturation, VEGF production, and alveolization in the developing murine lung. Dev. Biol. 282(1), 111-125 (2005).

Lehrer RI. Immunology: peptide gets in shape for self-defence. Nature 469(7330), 309-310 (2011).
Beisswenger C, Bals R. Antimicrobial peptides in lung inflammation. Chem. Immunol. Allergy 86, 55-71 (2005).

Herr C, Shaykhiev R, Bals R. The role of cathelicidin and defensins in pulmonary inflammatory diseases. Expert. Opin. Biol. Ther. 7(9),
1449-1461 (2007).

Takatsu H, Baba K, Shima T ez 2. ATP9B, a P4-ATPase (a putative aminophospholipid translocase), localizes to the trans-Golgi network
in a CDC50 protein-independent manner. /. Biol. Chem. 286(44), 38159-38167 (2011).

Ramirez RD, Sheridan S, Girard L ez 2/ Immortalization of human bronchial epithelial cells in the absence of viral oncoproteins. Cancer

Res. 64(24), 9027-9034 (2004).

Tark-Dame M, Jerabek H, Manders EM, Van Der Wateren IM, Heermann DW, Van Driel R. Depletion of the chromatin looping
proteins CTCF and cohesin causes chromatin compaction: insight into chromatin folding by polymer .ling. PLoS Computational
Biol. 10(10), 1003877 (2014).

Visel A, Blow MJ, Li Z ¢t al. ChIP-seq accurately predicts tissue-specific activity of enhancers. Nazure 457(7231), 854-858 (2009).

Tompkins DH, Besnard V, Lange AW ¢f al. Sox2 is required for maintenance and differentiation of bronchiolar Clara, ciliated, and
goblet cells. PLoS ONE 4(12), ¢8248 (2009).

Kocwin M, Jonakowski M, Przemecka M, Ziolo J, Panek M, Kuna P. The role of the TGF-SMAD signalling pathway in the
etiopathogenesis of severe asthma. Preumonol. Alergol. Pol. 84(5), 290-301 (2016).

Stritesky GL, Muthukrishnan R, Sehra S e /. The transcription factor STAT?3 is required for T helper 2 cell development.
Immunity 34(1), 39-49 (2011).

Miglino N, Roth M, Tamm M, Borger P. Asthma and COPD - the C/EBP connection. Open Respir. Med. J. 6, 1-13 (2012).

Troy NM, Hollams EM, Holt PG, Bosco A. Differential gene network analysis for the identification of asthma-associated therapeutic
targets in allergen-specific T-helper memory responses. BMC Med. Genomics 9, 9 (2016).

Amador-Arjona A, Cimadamore F, Huang CT er a/. SOX2 primes the epigenetic landscape in neural precursors enabling proper gene
activation during hippocampal neurogenesis. Proc. Natl Acad. Sci. USA 112(15), e1936—¢1945 (2015).

Guo Y, Fu X, Huo B ez al. GATA2 regulates GATA1 expression through LSD1-mediated histone modification. Am. J. Transl. Res. 8(5),
2265-2274 (2016).

Gokhman D, Livyatan I, Sailaja BS, Melcer S, Meshorer E. Multilayered chromatin analysis reveals E2f, Smad and Zfx as transcriptional
regulators of histones. Naz. Struct. Mol. Biol. 20(1), 119-126 (2013).

Ura H, Usuda M, Kinoshita K ez 2/. STAT3 and Oct-3/4 control histone modification through induction of Eed in embryonic stem
cells. /. Biol. Chem. 283(15), 9713-9723 (2008).

Guo L, Li X, Huang JX ez /. Histone demethylase Kdm4b functions as a co-factor of C/EBPbeta to promote mitotic clonal expansion
during differentiation of 3T3-L1 preadipocytes. Cell Death Differ. 19(12), 1917-1927 (2012).

Martinato F, Cesaroni M, Amati B, Guccione E. Analysis of Myc-induced histone modifications on target chromatin. PLoS ONE 3(11),
3650 (2008).

Brunelle M, Nordell Markovits A, Rodrigue S, Lupien M, Jacques PE, Gevry N. The histone variant H2A.Z is an important regulator of
enhancer activity. Nucleic Acids Res. 43(20), 9742-9756 (2015).

Dalvai M, Bellucci L, Fleury L, Lavigne AC, Moutahir F, Bystricky K. H2A.Z-dependent crosstalk between enhancer and promoter
regulates cyclin D1 expression. Oncogene 32(36), 4243-4251 (2013).

Besnard AG, Guillou N, Tschopp ] ¢z a/. NLRP3 inflammasome is required in murine asthma in the absence of aluminum adjuvant.
Allergy 66(8), 1047-1057 (2011).

Simpson JL, Phipps S, Baines KJ, Oreo KM, Gunawardhana L, Gibson PG. Elevated expression of the NLRP3 inflammasome in
neutrophilic asthma. Eur. Respir. . 43(4), 1067-1076 (2014).

Bruchard M, Rebe C, Derangere V ez al. The receptor NLRP3 is a transcriptional regulator of TH2 differentiation. Naz. Immunol. 16(8),
859-870 (2015).

Uh ST, Koo SM, Kim Y ¢ al. The activation of NLRP3-inflammsome by stimulation of diesel exhaust particles in lung tissues from
emphysema model and RAW 264.7 cell line. Korean J. Intern. Med. 32(5), 865-874 (2017).

Provoost S, Maes T, Pauwels NS et a/. NLRP3/caspase-1-independent IL-1beta production mediates diesel exhaust particle-induced
pulmonary inflammation. /. Immunol. 187(6), 3331-3337 (2011).

Konig IR. Validation in genetic association studies. Brief Bioinform. 12(3), 253-258 (2011).
Borecki IB, Province MA. Genetic and genomic discovery using family studies. Circulation 118(10), 1057-1063 (2008).

Research Article

future science group www.futuremedicine.com

641







<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 400
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 400
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'PPG Indesign CS4_5_5.5'] [Based on 'PPG Indesign CS3 PDF Export'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo false
      /AddRegMarks true
      /BleedOffset [
        8.503940
        8.503940
        8.503940
        8.503940
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions false
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 600
        /LineArtTextResolution 2400
        /PresetName (Pureprint flattener)
        /PresetSelector /UseName
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 8.835590
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




