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The genomic signature of trait-associated variants
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Abstract

Background: Genome-wide association studies have identified thousands of SNP variants associated with hundreds
of phenotypes. For most associations the causal variants and the molecular mechanisms underlying pathogenesis
remain unknown. Exploration of the underlying functional annotations of trait-associated loci has thrown some
light on their potential roles in pathogenesis. However, there are some shortcomings of the methods used to date,
which may undermine efforts to prioritize variants for further analyses. Here, we introduce and apply novel
methods to rigorously identify annotation classes showing enrichment or depletion of trait-associated variants
taking into account the underlying associations due to co-location of different functional annotations and linkage
disequilibrium.

Results: We assessed enrichment and depletion of variants in publicly available annotation classes such as genic
regions, regulatory features, measures of conservation, and patterns of histone modifications. We used logistic
regression to build a multivariate model that identified the most influential functional annotations for trait-association
status of genome-wide significant variants. SNPs associated with all of the enriched annotations were 8 times more
likely to be trait-associated variants than SNPs annotated with none of them. Annotations associated with chromatin
state together with prior knowledge of the existence of a local expression QTL (eQTL) were the most important factors
in the final logistic regression model. Surprisingly, despite the widespread use of evolutionary conservation to prioritize
variants for study we find only modest enrichment of trait-associated SNPs in conserved regions.

Conclusion: We established odds ratios of functional annotations that are more likely to contain significantly trait-
associated SNPs, for the purpose of prioritizing GWAS hits for further studies. Additionally, we estimated the relative
and combined influence of the different genomic annotations, which may facilitate future prioritization methods by
adding substantial information.
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Background
Genome-wide association studies (GWAS) have been suc-
cessful in discovering associated variants for a wide range
of common diseases and traits [1,2]. More than 8,000 trait
associations have been recorded to date (as of 11 Jan 2013).
They can be divided into significant associations passing the
generally accepted genome-wide threshold (P-value = 5 × 10-8)
[3], or suggestive associations with a decreased significance
threshold (P-value = 5 × 10-5 – 5 × 10-8). Larger association
studies and increasingly informative genotyping arrays to-
gether with high-throughput sequencing are expected to
confirm some of the associations currently considered as
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suggestive and identify many new associations [4]. For
confirmed associations, experiments identifying the causal
underlying biology are expensive in both time and money.
This causes a bottleneck in elucidating the molecular
processes and pathways underlying these associations
[5-8] and hence in gaining new biological knowledge.
There has therefore been much interest in computational
prioritization of candidate variants, both to accelerate the
search for causal variants, and to provide insights into the
biology underlying disease states.
Although confirmed trait-associated SNP will most

often not be the causal variants, the surrounding genomic
regions in linkage disequilibrium (LD) with associated
SNPs are expected to contain causal variants with bio-
logical function. While it is clear that trait-associated SNPs
are enriched in genic regions the majority of trait-
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associated variants are not within genes [7,9]. Two studies
have previously investigated trait-associated SNP enrich-
ment in a range of genomic features [8,10]. Hindorff et al.
(2009) investigated 20 genomic features for enrichment or
depletion of trait-associated SNPs [8]. They found non-
synonymous sites and 5 Kb regions upstream of transcrip-
tion start sites significantly enriched for trait-associated
SNPs, while intergenic regions were significantly depleted
[8]. Knight et al. (2011) [10] replicated the significant
enrichment results of Hindorff et al. [8] and additionally
found that cis expression quantitative trait loci (cis-eQTLs)
were enriched for associated variants. Studies focusing on
the epigenomic landscape, such as DNA methylation [11]
and histone modification patterns [12] surrounding the
variants have shown SNPs and DNA modifications jointly
influencing transcription of nearby genes. Recently, com-
binatorial patterns of histone modifications were found to
indicate regions with particular functions, ranging from ac-
tive promoters or enhancers to transcriptionally silenced
loci [13]. Ernst et al. [13] also showed that GWAS variants
associated with diseases showing lineage-specific pheno-
types were enriched in enhancer regions predicted using
chromatin data from similar cells, e.g. acute lymphoblastic
leukemia variants were enriched within strong enhancers
found in T cells.
Alternative approaches to functional enrichment ana-

lyses have the potential to provide additional insight into
the influence of genomic features on trait associations.
To study enrichment or depletion both Knight et al. [10]
and Hindorff et al. [8] compared the annotations of
associated variants to background sets of SNPs present
on the original GWAS genotyping platforms. Hindorff
et al. [8] generated 100 randomly sampled background
SNP sets, weighted to approximate the composition of
the genotyping platforms originally used to uncover the
associations. Knight et al. [10] calculated enrichments
based upon backgrounds composed of all SNPs from
two popular genotyping platforms (the Affymetrix 500 K
platform, the Illumina HumanHap 550 K platform, and
the union of these two platforms). These approaches
have important caveats. Firstly, the platform, or combin-
ation of platforms, used to detect an association is not
always recorded, as shown by the GWAS catalogue [5].
Secondly, the underlying distributions of functional gen-
omics features and SNPs are ignored, although it is
known that their distributions in the human genome are
often non-uniform and clustered [14]. Sampling ran-
domly selected SNPs implicitly assumes that SNPs occur
uniformly across the genome, which may result in
misleading conclusions. It is also unclear what level of
sampling is sufficient to produce an appropriate null dis-
tribution for a given set of variants. If we aim to assess
the significance of the co-occurrence of associated SNPs
and genomic features, an appropriate background SNP
set should reflect the degree to which SNPs and genomic
features are clustered and occur in the genome. Finally,
previous studies have failed to take account of the often
strong inter-dependencies between different genomic
features e.g. the associations between chromatin structure,
gene density and evolutionary divergence rates [15]. These
inter-dependencies make it difficult to disentangle the
relative importance of individual genomic features when
analyzed separately.
Here, we investigated the genomic signature of 1,909

significantly trait-associated SNPs (P-value < 5 × 10-8) by
analyzing the overlaps between regions annotated for 58
genomic features with the associated variants and their
LD SNP partners. We used a novel circular permutation
approach to assess the significance of the observed
results and to calculate enrichment or depletion scores
for each genomic feature. Our permutation approach
preserves the observed distribution of annotations and
SNPs around the genome, and establishes a robust null
distribution from which the significance of the observed
enrichments and depletions can be calculated. We
compared the permutation results with results obtained
by a sampling strategy based on Hindorff et al. [8],
which randomly samples genotyping platforms and SNPs
from the HapMap II project present in CEU (Caucasian
population). In addition to examining the annotations
investigated by Hindorff et al. [8] and Knight et al. [10],
we included 15 different annotations relating to chroma-
tin states associated with regulatory regions [13], eQTLs
[16], higher order chromatin structure [17] and regions
with identified evolutionary signatures [18]. Most of the
annotations we examined are correlated with at least
some of the others, prompting us to investigate their
combined effects. We applied stepwise logistic regression
in order to derive a minimum set of enriched or depleted
annotations that jointly influence trait-association status.
The logistic regression approach accounts for any redundant
information carried by individual variables, for example
due to co-location of different functional annotations.
Additional annotations are only included if they add in-
formation that is not explained by other annotations that
are already in the model resulting in a final model that
incorporates the most important variables only. All ana-
lyses performed took the underlying LD structure into ac-
count, as all analyzed SNPs – trait-associated and non-
associated – were investigated with their LD partners at
the chosen LD cut-off. The enrichment/depletion and lo-
gistic regression analyses were repeated with another SNP
set consisting of 2,410 suggestively trait-associated SNPs
(P-value between 5 × 10-5 and 5 × 10-8). The results shed
new light on the genomic architecture of trait-associated
SNPs and may be useful to aid prioritization of associated
variants for further study and as prior weighting for asso-
ciation studies.
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Results
Confirmation of functional enrichments by two
independent methods
Figures 1, 2, and 3 display the results obtained by circular
permutations and the sampling method for 54 annotations
and are summarized according to annotation class. Four
of the annotations were excluded from further analyses, as
their coverage by all analyzed SNPs was very low, and thus
not informative. Summary statistics for the analyzed
annotations including the number of observed sites, the
percentage of total nucleotides covered in the genome,
the percentage of SNPs covered in the genome, and the
average length of the annotated sites in base pairs were
calculated for all annotations (Additional file 1). Odds
ratios, which indicate enrichment/depletion of trait-
associated SNPs, were calculated for each annotation.
An odds ratio equal to unity indicated that trait-
associated SNPs were as likely to coincide with the
analyzed genomic feature as non-associated SNPs. An
odds ratio above unity indicated that the genomic fea-
ture was enriched for trait-associated SNPs, while odds
ratios below unity were evidence for depletion. Fold en-
richment and odds ratios were approximately equiva-
lent, (see Additional file 2 and Additional file 3). In
general, the odds ratios for a particular annotation were
very similar between the sampling and permutation
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Figure 1 Genic and regulatory features. Enrichment of trait-associated S
results are compared (□,◊) for a variety of genic features (see Methods for
from 1 (p≤ 0.05). Odds ratios below or above one show depletions or enri
approaches with odds ratios correlating strongly (r2 =
0.98, P-value = 1.01 × 10-51). However, two (vega
PseudoGenes and inactive/poised promoters) of 54
annotations obtained different significance using the
two different methods. The odds ratios associated with
these two annotations are almost identical, which means
that the differences are due to different confidence
intervals obtained by the two methods. Table 1 shows a
comparison of odds ratios and P-values obtained using the
permutation and sampling methods on the significantly
and suggestively trait-associated SNPs. Table 2 shows the
average of the CI widths for each of the three annotation
classes per method. Note that P-values from permutation
were truncated at <5.00 × 10-5 due to the number of
permutations performed (i.e. 20,000). A more extreme
threshold would not materially change the conclusions and
each order of magnitude decrease in the threshold requires
an order of magnitude increase in the number of
permutations and hence computation. The effect of the
annotation was declared significant if the observed
P-value passed the significance threshold set by the
Bonferroni correction for the number of annotations
studied (P-value ≤ 8.62 × 10-4).
The striking similarity of enrichment patterns seen over-

all between two independent methods provides strong
evidence for the co-occurrence of trait-associated SNPs
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Figure 2 Regions with conserved and evolutionary signatures. Enrichment of trait-associated SNPs in selected evolutionary signatures.
Sampling and permutation results (□,◊) are compared for regions identified as unusually conserved or divergent by a variety of measures
(see Methods for full details); solid symbols indicate odds ratios significantly different from 1 (p ≤ 0.05). Odds ratios below or above one show
depletions or enrichments respectively.
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and genomic regions annotated with specific functional
annotations. Of the 21 analyzed classes of annotation
associated with genic features only intergenic regions
showed depletion. All other genomic features associated
with genes were enriched to various degrees for trait-
associated SNPs (Figure 1). The odds ratio for the eQTLs
(4.42 [3.52-5.54]) was the highest significant odds ratio
obtained for the random sampling approach. There is
growing evidence in the scientific community that eQTLs
influence complex traits by measurably changing expres-
sion levels of genes [16]. The differences in significance of
the odds ratios in two of the genomic features between
the two methods are most likely caused by the differences
of theoretical versus empirical confidence intervals (see
Discussion, which highlights the value of the empirical
method (circular permutations)).

Chromatin states are a stronger predictor of trait
association than sequence conservation
All of the 13 annotation classes associated with conser-
vation and other evolutionary signatures were only mod-
estly enriched using either method, showing odds ratios
of less than two (Figure 2). Three of the annotations
(evofold, vista enhancers and exapted repeats) failed to
reach [19] significance. The negative set (Figure 2) is
intended as an approximation to a negative control for
the evolutionary signatures annotation class, and was
composed of intergenic SNP data lacking any other
genic or conserved/evolutionary annotations irrespective
of the chromatin states present. However, almost half of
trait-associated SNPs or their LD partners were found to be
within this negative set (see Discussion), which could explain
the modest depletion seen in that class. The relatively weak
performance of evolutionary measures is a surprising result
given the ubiquitous use of evolutionary conservation in
computational variant prioritization approaches [20-24].
The results for 19 genomic annotations corresponding to

distinct chromatin states are shown in Figure 3. Regions
associated with a variety of states implicated in gene activa-
tion as identified by histone modifications were enriched
for trait-associated SNPs. Strong enhancers of proximal
genes (OR = 3.93 [2.88-5.58]) followed by open chromatin
(OR = 3.51 [2.84-4.30]) and transcriptional transition
(OR = 2.88 [2.08-4.24]) were the three most significantly
enriched features identified by their distinct chromatin
states for the permutation based approach. Almost three-
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Figure 3 Chromatin states. Enrichment of trait-associated SNPs in selected chromatin features. Sampling and permutation based results are
compared (□,◊) for regions associated with chromatin states with varying functions (see Methods for full details); solid symbols indicate odds
ratios significantly different from 1 (p≤ 0.05). Odds ratios below or above one show depletions or enrichments respectively.
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quarters of trait-associated SNPs or their LD partners were
located in regions annotated as exhibiting a relatively
‘open’, de-condensed higher order chromatin structure
(Additional file 1). Strong enhancers regulating distal genes
(Figure 3) were also enriched for trait-associated SNPs, al-
beit less so than strong enhancers which regulate proximal
genes (Figure 3). Conserved distal regulatory enhancers are
frequently found at loci containing developmental genes
[25,26]. The results presented here may therefore reflect
the depletion of variants in such enhancers due to their
detrimental effects upon developmental processes. Both
the relatively repressive, ‘closed’ higher order chromatin
domains and heterochromatin features show depletions.
Repetitive/CNV regions obtained odds ratios close to one
and therefore were not significantly enriched or depleted.
Analyses were repeated using a more liberal LD cut-off

point of r2 > 0.7 to determine LD partners. The results
obtained from these data were similar to the ones
obtained using r2 > 0.9 with only a few annotations be-
coming significant (Additional file 4, Additional file 5 and
Additional file 6).

Similar enrichment trends for significantly and
suggestively associated SNPs
There has been substantial interest in the roles of GWAS
variants showing ‘suggestive’ levels of significance (i.e.
SNPs with P-values = 5 × 10-5 – 5 × 10-8), as they are
believed to contain many true positives with modest effect
sizes [27]. If that is correct, we might expect similarities in
the functional enrichment patterns of these two classes of
variants. Figure 4 highlights the 14 significant enrichment/
depletion results of the suggestively associated SNPs in
the annotations, nine of which are from the genic annota-
tion category. The trends are similar to those observed for
genome-wide significant SNPs, but with lower odds ratios
(see Additional file 7). Additional file 8 shows the results
of analyses of significantly and suggestively trait-associated
SNPs for all annotations.
Table 3 presents the β-coefficient (the ratio of the

estimated effect to its standard error) from the logistic
regression models for the significantly and suggestively
trait-associated SNPs in the final models. The significant
β-coefficients are plotted in Figure 5. The annotations
were ordered in terms of significance and effect size in
the logistic regression for the significant trait-associated
SNPs. Negative values implied that trait-associated SNPs
were depleted in those regions, once the effects of the
previously added annotations were taken into account.
The final model for the significant SNPs included 25
annotations, 17 of which were significant. The OMIM
morbid regions and OMIM genes were excluded from
the analysis, as they were trait-associated by definition



Table 1 Odds ratios of sampling and permutations for two datasets

Sampling Permutations

Significantly associated SNPs Significantly associated SNPs Suggestively associated SNPs

OR [95% CI] P-value OR [95% CI] P-value OR [95% CI] P-value

Genic and regulatory features

TSS 1 kb upstream 3.23 [2.42-4.31] 3.25 × 10 -17 2.86 [2.10-3.97] <5.00 × 10 -05 1.25 [1.01-1.60] 1.94 × 10 -02

TSS 5 kb upstream 3.24 [2.69-3.91] 1.56 × 10 -38 3.01 [2.41-3.76] <5.00 × 10 -05 1.24 [1.08-1.44] 9.00 × 10 -04

CpG Islands 3.69 [2.49-5.47] 2.09 × 10 -12 3.03 [2.10-4.70] <5.00 × 10 -05 1.05 [0.79-1.49] 4.05 × 10 -01

ORegAnno 2.69 [1.85-3.90] 6.24 × 10 -08 2.58 [1.86-3.85] <5.00 × 10 -05 1.37 [1.05-1.91] 8.40 × 10 -03

vega Genes 2.08 [1.83-2.37] 1.84 × 10 -29 1.98 [1.70-2.31] <5.00 × 10 -05 1.17 [1.08-1.28] 5.00 × 10 -05

OMIM Genes 2.62 [2.30-2.98] 1.35 × 10 -48 2.51 [2.13-2.97] <5.00 × 10 -05 1.24 [1.13-1.35] <5.00 × 10 -05

OMIM Morbid Regions 4.33 [3.57-5.25] 5.95 × 10 -58 4.24 [3.20-5.75] <5.00 × 10 -05 1.38 [1.18-1.62] <5.00 × 10 -05

Exons 4.09 [3.34-5.01] 5.35 × 10 -49 3.67 [2.94-4.62] <5.00 × 10 -05 1.39 [1.20-1.65] <5.00 × 10 -05

Intronic SNPs 2.02 [1.78-2.30] 1.92 × 10 -27 1.92 [1.63-2.25] <5.00 × 10 -05 1.15 [1.06-1.26] 3.00 × 10 -05

Non-Syn. SNPs 4.26 [3.26-5.57] 2.24 × 10 -31 3.78 [2.90-5.17] <5.00 × 10 -05 1.37 [1.12-1.70] 7.00 × 10 -04

Coding SNPs 3.94 [3.15-4.92] 1.73 × 10 -38 3.52 [2.78-4.55] <5.00 × 10 -05 1.37 [1.16-1.63] 5.00 × 10 -05

Syn. SNPs 3.15 [2.32-4.28] 6.45 × 10 -15 2.81 [2.10-3.94] <5.00 × 10 -05 1.24 [1.00-1.59] 3.09 × 10 -02

Gained Stops 8.42 [1.17-60.53] 1.04 × 10 -02 8.17 [2.26-Infinity] 9.50 × 10 -04 4.74 [1.50-Infinity] 2.10 × 10 -03

3′UTR 3.24 [2.46-4.26] 2.69 × 10 -19 2.92 [2.26-3.92] <5.00 × 10 -05 1.29 [1.07-1.61] 4.75 × 10 -03

5′UTR 2.97 [1.70-5.19] 5.08 × 10 -05 2.45 [1.56-4.90] 5.00 × 10 -05 1.37 [0.97-2.30] 5.71 × 10 -02

RNA Genes 1.74 [0.52-5.85] 3.80 × 10 -01 1.46 [0.64-7.02] 2.25 × 10 -01 0.50 [0.27-1.50] 6.21 × 10 -02

ncRNA 1.62 [0.86-3.04] 1.57 × 10 -01 1.49 [0.80-3.61] 1.08 × 10 -01 1.38 [0.93-2.35] 6.73 × 10 -02

tSmiRNA 8.46 [0.44-164.37] 5.83 × 10 -02 7.13 [1.33-Infinity] 9.95 × 10 -03 0.00 [0.00-Infinity] <5.00 × 10 -05

eQTLs 4.42 [3.52-5.54] 7.12 × 10 -45 4.67 [3.35-6.39] <5.00 × 10 -05 1.94 [1.61-2.40] <5.00 × 10 -05

vega PseudoGenes 2.07 [1.35-3.19] 8.09 × 10 -04 1.76 [1.11-3.07] 1.16 × 10 -02 1.10 [0.82-1.58] 2.85 × 10 -01

Intergenic SNPs 0.89 [0.78-1.01] 7.19 × 10 -02 0.83 [0.71-0.98] 1.11 × 10 -02 0.94 [0.86-1.03] 8.68 × 10 -02

Conserved regions and evolutionary signatures

Evofold 2.14 [0.63-7.20] 2.59 × 10 -01 1.99 [0.89-Infinity] 7.47 × 10 -02 0.79 [0.40-4.00] 2.60 × 10 -01

Pos. Sel. Genes 1.96 [1.71-2.24] 2.05 × 10 -23 1.88 [1.60-2.23] <5.00 × 10 -05 1.12 [1.03-1.23] 6.65 × 10 -03

Enhancers 2.01 [0.76-5.32] 1.60 × 10 -01 1.97 [0.92-12.07] 5.17 × 10 -02 1.02 [0.57-2.67] 4.72 × 10 -01

Exapted Repeats 1.62 [0.57-4.60] 4.47 × 10 -01 1.67 [0.82-9.04] 1.23 × 10 -01 0.88 [0.46-3.00] 3.25 × 10 -01

PREMOD 1.63 [1.35-1.97] 4.22 × 10 -07 1.64 [1.38-1.97] <5.00 × 10 -05 1.07 [0.94-1.22] 1.78 × 10 -01

tfbsConsSites 1.74 [1.41-2.14] 1.64 × 10 -07 1.69 [1.41-2.05] <5.00 × 10 -05 1.02 [0.89-1.18] 4.23 × 10 -01

InDels 1.80 [1.58-2.05] 3.61 × 10 -19 1.85 [1.66-2.08] <5.00 × 10 -05 1.11 [1.02-1.21] 7.15 × 10 -03

MCS17way 1.75 [1.52-2.03] 1.61 × 10 -14 1.72 [1.51-1.97] <5.00 × 10 -05 1.01 [0.91-1.11] 4.62 × 10 -01

MCS28wayPlacMammal 1.96 [1.68-2.28] 6.51 × 10 -18 1.92 [1.67-2.22] <5.00 × 10 -05 1.03 [0.93-1.15] 3.05 × 10 -01

MCS28way 1.93 [1.67-2.24] 6.32 × 10 -19 1.87 [1.65-2.15] <5.00 × 10 -05 1.00 [0.91-1.11] 4.99 × 10 -01

MCS44way 2.01 [1.74-2.33] 2.10 × 10 -21 1.96 [1.72-2.24] <5.00 × 10 -05 1.02 [0.93-1.13] 3.33 × 10 -01

MCS44wayPlacental 1.93 [1.66-2.24] 5.26 × 10 -18 1.89 [1.65-2.17] <5.00 × 10 -05 1.01 [0.92-1.13] 4.10 × 10 -01

MCS44wayPrimates 2.00 [1.72-2.33] 1.42 × 10 -19 1.98 [1.73-2.30] <5.00 × 10 -05 1.00 [0.91-1.12] 4.69 × 10 -01

Sequence annotation negative 0.84 [0.74-0.95] 6.34 × 10 -03 0.81 [0.71-0.94] 1.95 × 10 -03 0.91 [0.84-0.99] 1.53 × 10 -02

Chromatin signatures

Open Chromatin 3.65 [3.18-4.18] 2.73 × 10 -80 3.51 [2.84-4.30] <5.00 × 10 -05 1.31 [1.19-1.44] <5.00 × 10 -05

Closed Chromatin 0.36 [0.31-0.41] 1.22 × 10 -51 0.30 [0.25-0.38] <5.00 × 10 -05 0.77 [0.70-0.84] <5.00 × 10 -05

Active promoter 3.22 [2.34-4.43] 2.27 × 10 -14 2.76 [1.99-4.03] <5.00 × 10 -05 1.15 [0.92-1.50] 1.28 × 10 -01

Weak promoter 3.14 [2.31-4.27] 7.60 × 10 -15 2.82 [2.09-3.98] <5.00 × 10 -05 1.21 [0.98-1.58] 4.64 × 10 -02
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Table 1 Odds ratios of sampling and permutations for two datasets (Continued)

Inactive/poised promoter 4.24 [1.84-9.77] 2.47 × 10 -04 3.65 [1.76-14.19] 9.50 × 10 -04 0.68 [0.40-2.00] 1.35 × 10 -01

Strong enhancer (proximal) 4.18 [3.14-5.56] 6.58 × 10 -27 3.93 [2.88-5.58] <5.00 × 10 -05 1.48 [1.19-1.89] 1.50 × 10 -04

Strong enhancer (distal) 2.84 [2.13-3.78] 8.19 × 10 -14 2.71 [2.03-3.78] <5.00 × 10 -05 1.29 [1.05-1.66] 6.35 × 10 -03

Weak/poised enhancer (proximal) 2.61 [2.01-3.40] 7.69 × 10 -14 2.47 [1.92-3.29] <5.00 × 10 -05 1.08 [0.89-1.32] 2.32 × 10 -01

Weak/poised enhancer (distal) 2.65 [2.18-3.23] 1.14 × 10 -23 2.57 [2.09-3.20] <5.00 × 10 -05 1.22 [1.06-1.42] 3.25 × 10 -03

Insulator 1.76 [1.28-2.40] 4.35 × 10 -04 1.69 [1.29-2.32] 1.50 × 10 -04 1.06 [0.86-1.36] 3.05 × 10 -01

Transcriptional transition 3.22 [2.31-4.48] 2.50 × 10 -13 2.88 [2.08-4.24] <5.00 × 10 -05 1.26 [1.00-1.65] 3.25 × 10 -02

Transcriptional elongation 2.45 [2.01-2.97] 1.46 × 10 -20 2.13 [1.71-2.69] <5.00 × 10 -05 1.14 [1.00-1.31] 3.25 × 10 -02

Weak transcribed 2.52 [2.16-2.94] 7.00 × 10 -34 2.33 [1.96-2.80] <5.00 × 10 -05 1.18 [1.06-1.33] 8.50 × 10 -04

Polycomb repressed 2.06 [1.67-2.52] 2.85 × 10 -12 2.14 [1.66-2.78] <5.00 × 10 -05 1.31 [1.13-1.54] 1.00 × 10 -04

Heterochrom; low signal 0.56 [0.48-0.64] 2.85 × 10 -15 0.54 [0.45-0.64] <5.00 × 10 -05 0.94 [0.85-1.05] 1.39 × 10 -01

Repetitive/CNV (proximal) 1.85 [0.49-7.04] 3.36 × 10 -01 1.27 [0.54-6.02] 6.65 × 10 -01 0.33 [0.18-1.00] 1.86 × 10 -02

Repetitive/CNV (distal) 0.32 [0.03-2.98] 6.25 × 10 -01 0.25 [0.11-Infinity] 3.02 × 10 -02 0.63 [0.33-3.00] 1.46 × 10 -01

DNase Clusters 2.60 [2.28-2.96] 7.63 × 10 -48 2.64 [2.36-2.97] <5.00 × 10 -05 1.15 [1.06-1.26] 3.00 × 10 -04

Human Insulators 2.14 [1.63-2.82] 2.19 × 10 -08 1.94 [1.50-2.61] <5.00 × 10 -05 0.99 [0.83-1.23] 4.61 × 10 -01
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and we wanted to show the most influential annotations
for trait-association status without influencing the model
a priori. The estimated effects of the annotations ranged
between −1.41 and 1.15 and the β-coefficient (see
Methods) ranged between −6.69 and 13.31. The most
significant annotations enriched for trait-associated
SNPs were open higher order chromatin domains,
eQTLs, DNase clusters, and exonic regions. Annotations
depleted of trait-associated SNPs included the regions
associated with heterochromatin and low expression sig-
nal. The high and significant enrichment signals in the
open chromatin regions, eQTLs and strong enhancers
(proximal) observed in the enrichment/depletion ana-
lyses were replicated in the logistic regression. Four of
the annotations (transcriptional elongation, synonymous
SNPs, active promoters and 50UTRs) were significantly
depleted in the logistic regression analysis, but showed sig-
nificant enrichment when analyzed individually. Many
annotations significant in the enrichment/depletion analysis
when analyzed individually were not included in the final
model suggesting that they have little explanatory power
additional to annotations already included in the model.
Annotations included in the model, such as transcriptional
elongation, could have been overlooked in the enrichment/
Table 2 Average of confidence interval width of
sampling and permutations

Permutation Sampling

Genic and Regulatory
Features

2.08 1.90

Conserved Elements 1.92 1.12

Chromatin States 2.13 1.89
depletion analysis since their odds ratios were very similar
to the rest of the annotations. However, the influence of the
transcriptional elongation, when compared to the strong
enhancers (proximal) in the logistic regression, is nearly
equivalent in magnitude, although the direction of
the weights is opposite as judged by the value of the
β - coefficient. These differences highlight the importance
of jointly analyzing all the genomic features.
Six annotations were found to have significant (P-value

≤ 0.05) effects on trait-association status of suggestive
SNPs: eQTLs, open chromatin, exons, gained stop codons,
vegaGenes, and strong enhancers (proximal). The annota-
tions included in the model for suggestive SNPs had
reduced β-coefficients when compared with their value in
the logistic regression model for significantly associated
SNPs, consistent with the weaker enrichments seen for
the suggestive class and the mixture of true and false
positives in this SNP set.
The results from logistic regression demonstrate the

value of a comprehensive modeling approach that helps
identify annotations providing independent information
on the trait-association status of SNPs. Some of the indi-
vidual annotations have highly significant effects in both
the logistic regression and the enrichment analyses.
Nonetheless, the overall explanatory power of the final
model as evidenced from the pseudo-r2 values (Table 4)
is relatively limited. One might imagine that the power
of predictive modeling might be enhanced by the inclu-
sion of quantitative variables rather than the essentially
binary variables used here. This was borne out by an
examination of models including a quantitative estimate
of the upstream proximity of GWAS hits to TSSs. Add-
itional file 9 shows two histograms of A) the upstream
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distance to TSS in both, significant and suggestive trait-
associated SNPs, with a clear change in frequency at
distances greater than 20 Kb away from the TSS and B)
a closer look at the <20 Kb region. Distance to TSS was
included after optimization in spite of the inclusion of
other TSS associated categorical variables, such as 5 Kb
upstream TSS regions. The effect of distance to TSS is
negative with a β-coefficient of −12.18, implying that
a larger distance away from the TSS results in a de-
crease in the likelihood that a particular SNP is sig-
nificantly trait-associated. Additional file 10 shows the
β-coefficients of the logistic regression incorporating the
distance to TSS effect. A table of all coefficients is shown
in Additional file 11. The pseudo-r2 value of the final
model improved to 42% (McKelvey and Zavoina’s), relative
to models lacking this variable (Table 4). Additional file 12
shows the effect of including distance to TSS for six rep-
resentative genomic annotations for the significantly
trait-associated SNPs. The importance of a number of
other annotations declined correspondingly, with the
odds ratios for strong enhancers (proximal), eQTLs and
active promoters reduced the most. The reduction of
the odds ratio of eQTLs confirms previous results that
eQTLs are usually found close to the transcription start
site of genes [28].

Discussion
We analyzed the enrichment and depletion of signifi-
cantly and suggestively trait-associated SNPs in genomic
regions annotated for 58 different functional genomics
features. For the significantly trait-associated SNPs we
observed significant enrichment in genic annotations
and several features associated with particular chromatin
states. The enrichment in genic annotations has been
well documented in previous studies [8,10], while there
has been modest evidence for enrichment of trait-
associated SNPs in regions with distinct chromatin
structures [13]. However, the greatest insight is provided
by logistic regression analysis, which evaluates the gen-
omic features in terms of their influence on trait-
association status in the context of the complete model
for prediction of trait association status for SNPs.
Annotation classes associated with genes (Figure 1)

showed enrichments and depletions comparable to previ-
ous studies. The highest significant enrichment was
observed in gained stop codons obtained by the



Table 3 Comparing significant vs. suggestive logistic regression results

Significantly associated SNPs Suggestively associated SNPs

Annotation Estimated effect Std. error β-coefficient P-value Estimated effect Std. error β-coefficient P-value

Open Chromatin 0.79 0.06 13.31 2.00 × 10-40 0.15 0.04 3.43 5.94 × 10-04

eQTLs 0.72 0.07 10.7 1.01 × 10-26 0.39 0.08 5.06 4.10 × 10-07

DNase Clusters 0.46 0.05 8.52 1.58 × 10-17 NA NA NA NA

Heterochrom; low signal −0.37 0.05 −6.69 2.26 × 10-11 NA NA NA NA

Exons 0.58 0.09 6.52 6.94 × 10-11 0.17 0.07 2.35 1.85 × 10-02

Strong enhancer (A) 0.47 0.08 5.98 2.29 × 10-09 0.21 0.1 2.12 3.37 × 10-02

Transcriptional elongation −0.43 0.07 −5.87 4.26 × 10-09 NA NA NA NA

TSS 5 kb upstream 0.36 0.07 5.53 3.26 × 10-08 NA NA NA NA

vega Genes 0.27 0.05 5.51 3.59 × 10-08 0.09 0.04 2.17 2.98 × 10-02

Polycomb repressed 0.24 0.07 3.6 3.19 × 10-04 0.13 0.07 1.86 6.32 × 10-02

Gained Stops 1.15 0.35 3.32 8.95 × 10-04 1.49 0.42 3.58 3.44 × 10-04

Syn. SNPs −0.32 0.1 −3.12 1.83 × 10-03 NA NA NA NA

Non-Syn. SNPs 0.23 0.09 2.56 1.06 × 10-02 NA NA NA NA

Active promoter −0.25 0.1 −2.47 1.37 × 10-02 NA NA NA NA

MCS44wayPrimates 0.17 0.07 2.33 2.00 × 10-02 NA NA NA NA

MCS44way 0.24 0.11 2.31 2.07 × 10-02 NA NA NA NA

5UTR −0.31 0.16 −2.01 4.50 × 10-02 NA NA NA NA

Inactive/poised promoter 0.37 0.2 1.87 6.14 × 10-02 −0.59 0.41 −1.43 1.54 × 10-01

MCS44wayPlacental −0.2 0.11 −1.8 7.14 × 10-02 NA NA NA NA

Enhancers 0.53 0.29 1.8 7.22 × 10-02 NA NA NA NA

Insulator −0.18 0.1 −1.8 7.24 × 10-02 NA NA NA NA

InDels 0.11 0.06 1.76 7.79 × 10-02 NA NA NA NA

tSmiRNA 0.83 0.51 1.61 1.08 × 10-01 −9.42 66.4 −0.14 8.87 × 10-01

Weak/poised enhancer (B) 0.1 0.06 1.52 1.28 × 10-01 NA NA NA NA

Repetitive/CNV (B) −1.41 1 −1.41 1.58 × 10-01 NA NA NA NA

Repetitive/CNV (A) NA NA NA NA −0.9 0.71 −1.27 2.05 × 10-01

RNA Genes NA NA NA NA −0.73 0.58 −1.26 2.08 × 10-01
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permutation method, but not the sampling method. This,
and other sparsely annotated genomic features (i.e. with a
low percentage of the genome covered; Additional file 1),
resulted in large confidence intervals on the estimated
odds ratio by either method. The observed differences in
significance are due to the theoretically determined
P-values, which were a widely used asymptotic approxi-
mation (see Methods), employed in the sampling method
versus those determined empirically in the circular
permutations method (see Methods). Theoretical values
were used for the computationally intensive sampling
method since they were necessarily based on a limited
number of random samples, and such limitations do not
apply to the permutation approach. The confidence
intervals derived by permutation are generally slightly
more conservative (i.e. larger) than those from the sam-
pling approach. This is consistent with the permutation
approach taking appropriate account of non-random
distributions of annotations and SNP locations. As ex-
pected among the genomic features enriched for signifi-
cantly trait-associated SNPs were the OMIM morbid
regions, identified as regions associated with traits in
GWAS and linkage studies [29]; these regions may ap-
proximate a positive control.
Conserved elements and regions with other evolutionary

signatures (Figure 2) usually exhibited significant though
modest enrichment with odds ratios ranging from 1.64 to
1.97. Odds ratios for evofold, VISTA enhancers and
exapted repeats were found to be not significant, but other
conserved regions and evolutionary signatures showed
odds ratios comparable to each other. The PREMOD [30]
annotation is the only annotation obtained from a predict-
ive algorithm that shows significant enrichment (OR = 1.64
[1.38-1.97]). It is, unlike other algorithms, not restricted to
modules located proximal to genes, but mostly contains
distal predicted cis-regulated module predictions [30]. This
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has implications for follow-up studies, as trait-associated
SNPs in conserved regions tend to be prioritized for
further studies [31] either manually or via algorithms
[20,21,23,32]. Conserved regions have also been shown to
add little information to the prediction of nucleotides
acting as eQTLs, with no significant odds ratios of enrich-
ment observed for conserved phastCons elements [33]. It
is likely that many of the most conserved sites (‘MCS’,
obtained through phastCons) are shared among the sets of
sites identified using different alignments with a varying
number of investigated species (Figure 2).
We detected enrichment for trait-associated SNPs in

various chromatin states (Figure 3) associated with a var-
iety of regulatory functions. The proximal and distal sets
of the chromatin states influence expression of proximal
Table 4 Pseudo-r2 values for logistic regressions for significan

Genotyping arrays only

McFadden McKelvey &

Significant 1 (no TSS) 0.07 0.1

Significant 2 (with TSS) 0.07 0.1

Significant 2 (without TSS) 0.07 0.1

Suggestive 1 (no TSS) 0.09 0.1

Suggestive 2 (with TSS) 0.09 0.1

Suggestive 2 (without TSS) 0.09 0.1
and rather more distant distal genes, respectively [13].
The significant enrichment signal in the enhancer annota-
tion is consistent with the results of Ernst et al. [13], who
investigated GWAS results for immune and blood related
phenotypes in chromatin data from the GM12878 lym-
phoblastic cell line. The authors reported a two-fold en-
richment for a combination of the proximal and distal
strong enhancers for SNPs associated with leukemia,
rheumatoid arthritis, and systemic lupus erythematosus
[13]. We are able to confirm their observed enrichment of
trait-associated SNPs and also observe enrichment signals
with larger odds ratios in the strong enhancer sets of
proximal genes than for the strong enhancer set of distal
genes. A third of the significantly trait-associated SNPs
used here are associated to immunity-related traits, so a
tly and suggestively associated SNPs

Genotyping arrays and annotations

Zavoina’s McFadden McKelvey & Zavoina’s

4 0.11 0.28

4 0.12 0.42

4 0.11 0.28

6 0.09 0.18

6 0.09 0.18

6 0.09 0.18
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strong signal in the enhancer regions of a lymphoblastic
cell line is intuitively reasonable. A clear difference is seen
between open and closed domains of higher order chro-
matin. This was expected as closed chromatin is known to
contain a somewhat higher density of SNPs [15], but is also
likely to contain fewer trait-associated SNPs due to low
gene density [17]. Open chromatin, however, is present at
gene and regulatory feature dense areas [17] and is there-
fore more likely to harbor trait-associated variants.
The suggestively trait-associated SNPs showed similar

results to the significantly associated SNPs, but with more
moderate odds ratios. This result is consistent with sug-
gestively associated SNPs containing both false positives
(which we would expect to have no bias towards particu-
lar annotations) and true associations, whose effects were
not of sufficient magnitude to show genome wide signifi-
cance. These true positives would be expected to have the
same bias towards particular genomic features as trait-
associated SNPs of genome wide significance [10].
While significantly trait-associated SNPs are consistently

documented, suggestive associations often remain unre-
ported, since they are assumed to contribute less to our
understanding of the underlying biology. Additionally, the
NHGRI GWAS catalog only incorporates SNPs with asso-
ciation levels starting at 5 × 10-5, where the more com-
monly accepted level for suggestively associated SNPs
starts at 5 × 10-4 [5,7]. This means that the significantly
associated SNP set is likely to be a more comprehensive
and complete SNP set, despite containing a smaller num-
ber of SNPs. The similarity of enrichment trends between
the significant and suggestive sets are encouraging and
may be of use to aid further research into areas of the
human genome surrounding suggestively trait-associated
variants on exonic variants, which may introduce bias to-
wards certain genomic features, such as genic regions,
which may affect the results for the suggestively associated
SNPs more than the significantly associated SNPs, as there
are more of the latter. However, the enrichment trends
between the two sets suggest that this is not a major prob-
lem. The results are therefore encouraging and may be of
use to aid further research into areas of the human gen-
ome surrounding suggestively trait-associated variants.
A combination of the two full logistic regression models

identified six annotations that significantly influenced
trait-association status for both significantly and suggest-
ively associated SNPs. These annotations were open
chromatin, eQTLs, exons, strong enhancers (proximal) of
proximal genes, vegaGenes, and gained stop codons.
These results are biologically reasonable, as the disruption
of coding regions of genes gives rise to different phe-
notypes. Open chromatin is, as mentioned before, densely
populated by genes and regulatory features, while recent
literature indicates that eQTLs are highly influential in
causing phenotypic variation by regulating gene
expression [16,28,34-37]. In the significantly trait-
associated model, the conserved regions included were
the most conserved elements identified in the primate
lineage, followed by all conserved sites identified between
44 vertebrates. This suggests that these two levels of con-
servation are sufficiently different from each other to be
separately included in the model. The previously observed
trend of more moderate effects in the suggestively trait-
associated SNP dataset was confirmed in all genome
annotations, with the exception of the gained stop codons,
which had a stronger effect on suggestively associated
SNPs.
The majority of significantly trait-associated SNPs and

their LD partners (55%) overlap in regions identified as
containing genes listed in the vega database [29,38]. This
percentage can be increased to 70% by adding the re-
maining 7 genic annotations found to influence significant
trait-association status: eQTLs, exons, TSS 5 Kb upstream,
gained stops, synonymous SNPs, non-synonymous SNPs
and 50UTR. One or more of the conserved region
annotations overlap with 72% of significantly trait-
associated SNPs, which is reduced to 48% if the genomic
features overlapping with the highest number of SNPs,
positively selected genes and regions showing constraint in
the accumulation of indels, are excluded from that analysis.
These latter two genomic features contained the highest
number of trait-associated SNPs in regions with evolution-
ary signatures. Most widely used prediction algorithms
[20,32] already make use of conserved sites to predict trait-
associated SNPs, but could possibly be improved if
conserved indels were included into their predictive
methods. The negative set was overlapping with 47% of the
trait-associated SNPs. It is, for example, possible that a SNP
overlapping with conserved sites has LD partners, which
overlap with the negative sequence annotation.
The variables identified as informative in the logistic re-

gression do indeed harbor many trait-associated SNPs on
closer inspection. Some (4%) significantly trait-associated
SNPs or their LD partners overlapped with none of the
genomic features with a positive influence on trait-
association status. In contrast, 23% of background SNPs
were not overlapping any of those genomic features
(Additional file 13). The odds ratio, which was calculated
for the observed distribution of significantly associated
SNPs and their LD partners that are overlapping with the
12 identified annotations with a positive β-coefficient, was
7.70 [6.09-9.73] and a P-value of 6.19 × 10-126. The 4.2% of
the trait-associated SNPs that are not explained by those
12 annotations overlap mainly with heterochromatin and
intergenic regions. The chromatin states defined by Ernst
et al. [13] cover the entire genome, so that all trait-
associated SNPs co-occur with at least one of the states.
Table 4 shows the McFadden’s and McKelvey and

Zavoina pseudo-r2 values for the empty and full models
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with and without distance to TSS for suggestively and sig-
nificantly trait-associated SNPs. The logistic regression
model without the distance to TSS for the significantly
associated SNPs explained 11-25% of the observed vari-
ance, which was an increase of 4-11% when compared to
the empty model, which only included the effects of the
genotyping arrays. An ANOVA test, using a chi-squared
test, showed the difference between the two models to be
significant (Deviance = 1501.00, P-value = 3.13 × 10-309).
The difference between the two models for the suggest-
ively associated SNPs was also significant, albeit less so
(Deviance = 113.06, P-value = 1.49 × 10-18). The pseudo-r2

values for the model including the distance to TSS range
from 12-42% depending on the method to calculate the
value. Although the full model without the Distance to
TSS variable is a substantial improvement on the empty
model, the pseudo-r2 suggests much variance remains un-
explained. This is hardly surprising when it is considered
that the data contains millions of SNPs which are func-
tionally annotated, either directly or through LD partners,
but which are not known to be trait-associated. This
indicates that there is quite some way to go before one
can use annotation information to predict trait-association
status with any confidence. Improvements in the accuracy
and precision of annotation will undoubtedly help – for
example the resolution of conserved regions or chromatin
states can be expected to improve over time. Such im-
provement combined with better information on SNP trait
association status such as effect size or size and power of
individual studies might further speed progress towards
models that are better able to predict functionally relevant
SNPs, either for focused functional studies, or for inclusion
in health prediction algorithms. Additionally, the investiga-
tion using distance to TSS highlights the importance of
quantitative variables, which may be a future avenue to
take, once these annotations become available.

Conclusion
We have identified genomic features which are significantly
enriched or depleted for both significantly and suggestively
trait-associated SNPs. Additionally, we were successful in
assigning weights to 17 genomic features, which indicate
their relative influence on trait-association status of GWAS
hits significant at the genome-wide level. These weights
could be used to further prioritize GWAS hits as candidates
for potential follow-up studies. The most informative and
influential genomic features for significant trait-association
status were regions associated with particular chromatin
states, as identified using logistic regression. Conserved
elements and regions with other evolutionary signatures
were shown to have relatively weaker influence than either
chromatin states or genic region annotations, once all other
included genomic features were taken into account. Distance
to transcription start site (TSS) was identified as an
influential factor, where SNPs further away from the TSS
were less likely to be significantly trait-associated. We have
also identified four genomic features – synonymous SNPs,
transcriptional elongation, 50UTRs and active promoters –
that are enriched for significantly trait-associated SNPs in
both the circular permutations and sampling method, but
show relative depletion in the logistic regression model,
which looks at relative influences across the analyzed gen-
omic features. This stresses the value of studying combined
influences of the genomic features relative to each other, ra-
ther than separately. With the data in place, we can now in-
vestigate different trait-subsets and other co-occurrences
within the genome.

Methods
Trait-associated SNPs
The significantly and suggestively trait-associated SNP sets
were derived from the NHGRI GWAS catalogue; accessed
25 Aug 2011 [5]. This dataset reported 4,520 SNPs with at
least one associated trait (5,800 reported associations in
total) from 764 studies. A unique SNP is the “rs” number of
a SNP that is associated to at least one trait. The common
genome-wide level significance threshold (p < 5 × 10-8) was
used to define 1,909 significantly trait-associated SNPs from
586 studies. The suggestively trait-associated SNPs set
was defined as SNPs with association P-values between
5 × 10-8 and 5 × 10-5. SNPs that were located on either the
Y-chromosome or unassigned chromosomes were removed
from all analyses. SNPs in the suggestively associated SNPs
set found to be in LD (r2 > 0.9) with significant SNPs were
removed from the dataset, resulting in 2,410 unique rs
numbers from 412 studies.

Total number of analyzed SNPs
A list of 3,840,944 SNPs incorporated all SNPs that were
included on different genotyping arrays and also those that
are part of the HapMap CEU II data. The latter was
included to account for SNPs that were identified as trait-
associated SNPs through imputation in meta-analyses. The
list included information on linkage disequilibrium (LD)
partners of all SNPs (see below), the location of SNPs in the
genome and the observed co-occurrences with annotations
for the selected genomic features (see below). Autosomes
and the X chromosome were analyzed in this study.

LD partners
The HapMap CEU II data was used to define LD partners
of all SNPs. LD partners were defined as SNPs from the total
set in LD (r2 > 0.9) with the analyzed SNPs [39,40]. The dis-
tance between LD partners was up to 250Kb on either side
of the SNP. The maximum distance between two LD
partners for any particular SNP was therefore up to 500 Kb.
This r2 was chosen since the effect of SNPs in LD of that
value are said to be equivalent in trait-association studies [8].
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Genomic features
This study analyzed three main categories of annotations:
genic and regulatory features, regions with conserved or
evolutionary signatures, and chromatin states. Additional
file 14 provides further details of the annotations and their
sources. All annotations were downloaded in hg18, where
available. If they were not available, the UCSC liftOver
tool was used to transfer the annotated regions into hg18
[41]. A SNP was annotated as overlapping within a par-
ticular genomic feature if it or any of its LD partners was
located within the annotation. Trait-associated SNPs with-
out LD partners were analyzed on their own. We also
included a derived annotation as an approximation for a
negative control: From the intergenic dataset we excluded
sites overlapping with any form of evolutionary, regulatory
or genic annotation examined here, so that it is negative
for sequence annotation irrespective of epigenetic state.

Odds ratios
For a particular genomic feature, one overlap was counted,
if a trait-associated SNP or any of its LD partners co-
occurred in a region annotated for that genomic feature.
Non-overlaps were defined as the lack of co-occurrences
between a trait-associated SNP or its LD partners and an
annotation. Odds ratios were calculated to enable com-
parisons with previous studies [8], where an odds ratio
was defined as the product of the overlaps of the real data
and the non-overlaps of the sample data divided by the
product of the non-overlaps of the real data and the
overlaps of the sample data, i.e.: [(Overlaps Real Data)*
(Non-Overlaps Sample Data)]/[(Non-Overlaps Real Data)*
(Overlaps Sample Data)].
Odds ratios of enrichment/depletion were calculated by

comparing overlaps between genomic features and real
trait-associated data with overlaps of SNPs determined by
chance alone. The ‘epitools’ package [42] of the statistical
program R version 2.12.1 [43] was used for the cal-
culations. Odds ratio P-values were significant when
below the Bonferroni-corrected significance threshold,
which in our case was calculated for 58 independent
variables (P ≤ 8.62 × 10-4). These annotations were not in-
dependent from each other, which means that the
Bonferroni corrected P-value is conservative. Fold enrich-
ment, a ratio of hits in the associated data over the hits in
the permuted data, was calculated for the significant SNP
set to compare it to the calculated odds ratio to aid the in-
terpretation of results.

Sampling genotyping SNP platforms
The sampling method was based on Hindorff et al. [8]
and aimed to obtain sample sets of SNPs of equal size to
the set of trait-associated SNPs represented on genotyp-
ing platforms. We used weighted groups based on the
manufacturer(s) of the SNP platform(s) to draw the samples,
rather than on individual genotyping arrays, as that informa-
tion was often unavailable. The numbers of SNPs drawn
from each manufacturer group were proportional to the
number of SNPs observed in the real data. The HapMap
CEU II SNPs were included to account for the trait-
associated SNPs obtained from GWAS using imputed
genotypes. The LD partners were ascertained as for the
trait-associated SNPs. Odds ratios, confidence intervals and
P-values indicating the significance of the observed results
were calculated using the oddsratio.wald() function from the
‘epitools’ R package. This function calculated the odds ratios
by comparing unconditional maximum likelihoods of the
observed value compared with the mean number of hits of
the 100 samples.
Chromosome-bound circular permutations
A novel permutation approach was applied, which
preserved the internal structure of the datasets in terms
of relative distance between SNPs, the observed clus-
tering of annotations, and the LD structure around
SNPs. GWAS hit status (appears in NHGRI GWAS cata-
logue with required p-value or not) was established for a
list of a total of 3,840,944 known HapMap CEU II SNPs
in autosomes and the X chromosome with information
on LD (r2 > 0.9) SNP partners for each SNP appearing
on the list. For each permutation a randomly generated
number, drawn from a uniform distribution between one
and the number of SNPs per analyzed chromosome, was
used to shift the trait-association status of all SNPs
within a chromosome. Permutations were circular within
chromosomes: where a shift of status exceeded the SNPs
available before the end of the chromosome it resumed
at the beginning of the chromosome. This produced a
population of 20,000 permuted genomes containing the
same number of trait-associated SNPs and showing the
same degree of genomic clustering as observed in the
original SNP datasets. Overlaps between the permuted
trait-associated variants and the annotations were
counted. The odds ratios were calculated by comparing
the mean number of overlaps of permuted SNPs and the
observed results for the associated SNPs for each anno-
tation. The 95% confidence intervals were obtained by
calculating odds ratios for the 5th and 95th largest
values of the permuted hits. The P-value of the odds
ratios obtained by the permutations was calculated from
the proportion of permuted datasets that were more ex-
treme than the observations in the real trait-associated SNP
set. Hence the lower bound of the P-value was 5 × 10-5

when results from the real data were more extreme than
any of the 20,000 permutations.
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Logistic regression to establish relative importance of
annotations
Logistic regression was applied in order to model
annotations as variables that influenced trait-association
status of SNPs. The trait-association status was modeled
as a binary variable, where trait-associated SNPs were
coded as one and non-associated SNPs were coded as
zero. The analysis used the established SNP set with
3,840,944 SNPs and regressed the explanatory variables
(co-occurs with annotation or not) onto the trait-
association status at the chosen significance threshold.
The genotyping SNP platforms and HapMap CEU II
SNPs were included as explanatory variables in the
starting or empty model, as presence on a SNP genotyp-
ing array was significant in explaining trait-association
status in previous analyses. A stepwise logistic regression
determined the ex- or inclusion of annotations in the
model based on a reduction of the Akaike’s Information
Criterion (AIC) to (‘MASS’ package [44] for R). The
process halted, when the AIC increased rather than
decreased with additional variables. An estimated effect on
trait-association status, its standard error and P-value were
extracted for each included variable from the summary of
the final model. A β-coefficient, the ratio of estimated ef-
fect and its standard error, was calculated. The magnitude
of the β-coefficients indicates the trend and magnitude of
the effect of a variable, here of an annotation. The P-value
associated to the β-coefficients indicates the significance of
the annotation within the model.
Calculations of pseudo-r2 values
One interpretation of the r2 goodness-of-fit parameter
derived from linear regression is as the proportion of the
data variation that the model explains. Logistic regression
models do not generate an r2 value as such. However, a
pseudo r2 can be estimated in a variety of ways. Here, we
chose the McFadden’s pseudo-r2 as well as McKelvey and
Zavoina’s pseudo-r2. McFadden’s pseudo-r2 is calculated
by the ratio of the log likelihoods from empty and full
models [45]. McKelvey & Zavoina’s pseudo-r2 is calculated
using predicted values of the dependent variable [45]. The
R package ‘descr’ (function LogRegR2) [46] was used to
calculate the pseudo-r2 values.
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Additional file 1: Statistics of genomic features. Containing
distribution statistics of the analyzed genomic features including number
of sites, percentages of nucleotides covered, percentages of SNPs
covered and the average length of the annotated nucleotide sites.

Additional file 2: Fold Enrichment for significantly trait-associated
SNPs. Comparing odds ratios obtained by permutations, fold enrichment
and obtained percentages for observed and permuted significantly trait-
associated SNPs.
Additional file 3: Fold enrichment and odds ratios. Showing that
Odds ratios and fold enrichment are strongly correlated with each other
(r2 = 0.96). The correlation is highly significant (P-value = 7.8 × 10-40)
indicating that odds ratios can be interpreted as fold enrichment.

Additional file 4: Different r2 threshold comparisons in genic
regions. Showing the comparison between two different r2 thresholds
for the genic regions. Overall the odds ratios do not show significant
differences.

Additional file 5: Different r2 threshold comparisons in regions of
conserved and evolutionary signatures. Showing the comparison
between two different r2 thresholds for the conserved regions. Overall
the odds ratios do not show significant differences.

Additional file 6: Different r2 threshold comparisons in regions
associated with different chromatin states. Showing the comparison
between two different r2 thresholds for the different chromatin states.
Overall the odds ratios do not show significant differences.

Additional file 7: Correlation between ratio of odds ratios and CI
width for significantly and suggestively trait-associated SNPs.
Between the ratios of odds ratio and confidence interval width of
significant and suggestive SNPs (r2 = 0.89; P-value = 1.60 × 10-26). The ratio
can be a lot higher for suggestive SNPs, indicating that the confidence
intervals are shorter. However, this may be due to a difference in the
number of analyzed SNPs between the two datasets.

Additional file 8: Comparison of permutation results of significantly
and suggestively trait-associated SNPs. That compares all permutation
results for significantly and suggestively trait-associated SNPs.

Additional file 9: Histogram of distance to TSS for significantly
trait-associated SNPs. Showing the distribution of distance to TSS
across all significant and suggestive trait-associated SNPs and a close up
of the <20 Kb region.

Additional file 10: Distance to TSS logistic regression graph.
Showing the new β-coefficients of the genomic annotations in the
logistic regression analysis.

Additional file 11: Table of distance to TSS log reg. Showing the
estimated effect, standard error of the estimated effect, β-coefficient and
the P-value of the genomic annotation included in the optimized model
incorporating the distance to TSS variable.

Additional file 12: Table of changing odds ratios of select
annotations before and after taking distance to TSS into account.
Showing the changes in odds ratios of six different annotations before
and after distance to TSS was included into a logistic regression model.

Additional file 13: Histogram of annotation overlaps for SNPs.
Representing the percentage of SNPs (y-axis) overlapping with different
numbers of annotations (x-axis) in all SNPs (grey) and the significantly
trait-associated SNPs (black). A) Histogram of annotations identified to
have a positive β-coefficient. For all SNPs: Mean: 1.89, Standard Deviation:
1.83. Trait-associated SNPs: Mean: 3.60, Standard Deviation: 2.26. B)
Histogram of annotations identified to have a negative β-coefficient. For
all SNPs: Mean: 0.54, Standard Deviation: 0.98. Trait-associated SNPs:
Mean: 1.07, Standard Deviation: 0.78.

Additional file 14: Sources and description of genomic features.
Containing a full description of all analyzed genomic features and their
online sources.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
ASK carried out the statistical analyses and drafted the manuscript. PN, CAMS
and CSH conceived of the study, supervised analyses and helped draft the
manuscript. All authors read and approved the final manuscript.

Acknowledgements
The authors would like to thank Martin Taylor and Paul McKeigue for
discussions and comments. This work benefited from the financial support of
the MRC.

http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S1.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S2.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S4.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S5.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S6.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S7.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S8.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S9.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S10.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S11.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S12.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S13.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-108-S14.xls


Kindt et al. BMC Genomics 2013, 14:108 Page 15 of 15
http://www.biomedcentral.com/1471-2164/14/108
Received: 12 July 2012 Accepted: 11 February 2013
Published: 18 February 2013
References
1. Hakonarson H, Grant SF: Planning a genome-wide association study:

Points to consider. Ann Med 2011, 43(6):451–460.
2. Moore JH, Asselbergs FW, Williams SM: Bioinformatics challenges for

genome-wide association studies. Bioinformatics 2010, 26(4):445–455.
3. Wellcome Trust Case Control Consortium: Genome-wide association study

of 14,000 cases of seven common diseases and 3,000 shared controls.
Nature 2007, 447(7145):661–678.

4. Montgomery SB, Sammeth M, Gutierrez-Arcelus M, Lach RP, Ingle C, Nisbett J,
Guigo R, Dermitzakis ET: Transcriptome genetics using second generation
sequencing in a caucasian population. Nature 2010, 464(7289):773–777.

5. A Catalog of Published Genome-Wide Association Studies. http://www.
genome.gov/gwastudies/.

6. Hakonarson H, Grant SFA: Genome-wide association studies (GWAS):
impact on elucidating the aetiology of diabetes. Diabetes Metab Res Rev
2011, 27(7):685–696.

7. Manolio TA, Collins FS, Cox NJ, Goldstein DB, Hindorff LA, Hunter DJ,
McCarthy MI, Ramos EM, Cardon LR, Chakravarti A, Cho JH, Guttmacher AE,
Kong A, Kruglyak L, Mardis E, Rotimi CN, Slatkin M, Valle D, Whittemore AS,
Boehnke M, Clark AG, Eichler EE, Gibson G, Haines JL, Mackay TF, McCarroll
SA, Visscher PM: Finding the missing heritability of complex diseases.
Nature 2009, 461(7265):747–753.

8. Hindorff LA, Sethupathy P, Junkins HA, Ramos EM, Mehta JP, Collins FS,
Manolio TA: Potential etiologic and functional implications of genome-
wide association loci for human diseases and traits. Proc Natl Acad Sci
U S A 2009, 106(23):9362–9367.

9. Juran BD, Lazaridis KN: Genomics in the post-GWAS era. Semin Liver Dis
2011, 31(2):215–222.

10. Knight J, Barnes MR, Breen G, Weale M: Using functional annotation for
the empirical determination of bayes factors for genome-wide
association study analysis. PLoS One 2011, 6(4):8.

11. Zhang D, Cheng L, Badner JA, Chen C, Chen Q, Luo W, Craig DW, Redman M,
Gershon ES, Liu C: Genetic control of individual differences in gene-specific
methylation in human brain. Am J Hum Genet 2010, 86(3):411–419.

12. Bhandare R, Schug J, Le Lay J, Fox A, Smirnova O, Liu C, Naji A, Kaestner KH:
Genome-wide analysis of histone modifications in human pancreatic
islets. Genome Res 2010, 20(4):428–433.

13. Ernst J, Kheradpour P, Mikkelsen TS, Shoresh N, Ward LD, Epstein CB, Zhang
X, Wang L, Issner R, Coyne M, Ku M, Durham T, Kellis M, Bernstein BE:
Mapping and analysis of chromatin state dynamics in nine human cell
types. Nature 2011, 473(7345):43–49.

14. Yip KY, Cheng C, Bhardwaj N, Brown JB, Leng J, Kundaje A, Rozowsky J,
Birney E, Bickel P, Snyder M, Gerstein M: Classification of human genomic
regions based on experimentally determined binding sites of more than
100 transcription factors. Genome Biol 2012, 13(9):R48.

15. Prendergast JG, Campbell H, Gilbert N, Dunlop MG, Bickmore WA, Semple
CA: Chromatin structure and evolution in the human genome. BMC Evol
Biol 2007, 7:72.

16. Gilad Y, Rifkin SA, Pritchard JK: Revealing the architecture of gene
regulation: the promise of eQTL studies. Trends Genet 2008, 24(8):408–415.

17. Lieberman-Aiden E, van Berkum NL, Williams L, Imakaev M, Ragoczy T, Telling
A, Amit I, Lajoie BR, Sabo PJ, Dorschner MO, Sandstrom R, Bernstein B, Bender
MA, Groudine M, Gnirke A, Stamatoyannopoulos J, Mirny LA, Lander ES, Dekker
J: Comprehensive mapping of long-range interactions reveals folding
principles of the human genome. Science 2009, 326(5950):289–293.

18. Siepel A, Bejerano G, Pedersen JS, Hinrichs AS, Hou M, Rosenbloom K, Clawson
H, Spieth J, Hillier LW, Richards S, Weinstock GM, Wilson RK, Gibbs RA, Kent WJ,
Miller W, Haussler D: Evolutionarily conserved elements in vertebrate, insect,
worm, and yeast genomes. Genome Res 2005, 15(8):1034–1050.

19. Kent WJ, Sugnet CW, Furey TS, Roskin KM, Pringle TH, Zahler AM, Haussler D:
The human genome browser at UCSC. Genome Res 2002, 12(6):996–1006.

20. Ng PC, Henikoff S: SIFT: Predicting amino acid changes that affect protein
function. Nucleic Acids Res 2003, 31(13):3812–3814.

21. Cooper GM, Shendure J: Needles in stacks of needles: finding disease-causal
variants in a wealth of genomic data. Nat Rev Genet 2011, 12(9):628–640.

22. Sethumadhavan R, Doss CG, Rajasekaran R: In silico searching for disease-
associated functional DNA variants. Methods Mol Biol 2011, 760:239–250.
23. Tiffin N, Okpechi I, Perez-Iratxeta C, Andrade-Navarro MA, Ramesar R:
Prioritization of candidate disease genes for metabolic syndrome by
computational analysis of its defining phenotypes. Physiol Genomics 2008,
35(1):55–64.

24. Kumar S, Dudley JT, Filipski A, Liu L: Phylomedicine: an evolutionary
telescope to explore and diagnose the universe of disease mutations.
Trends Genet 2011, 27(9):377–386.

25. Kranz AL, Eils R, Konig R: Enhancers regulate progression of development
in mammalian cells. Nucleic Acids Res 2011, 39(20):8689–8702.

26. Wieczorek D, Pawlik B, Li Y, Akarsu NA, Caliebe A, May KJ, Schweiger B,
Vargas FR, Balci S, Gillessen-Kaesbach G, Wollnik B: A specific mutation in
the distant sonic hedgehog (SHH) cis-regulator (ZRS) causes werner
mesomelic syndrome (WMS) while complete ZRS duplications underlie
haas type polysyndactyly and preaxial polydactyly (PPD) with or without
triphalangeal thumb. Hum Mutat 2010, 31(1):81–89.

27. Stahl EA, Wegmann D, Trynka G, Gutierrez-Achury J, Do R, Voight BF, Kraft P,
Chen R, Kallberg HJ, Kurreeman FA, Kathiresan S, Wijmenga C, Gregersen PK,
Alfredsson L, Siminovitch KA, Worthington J, de Bakker PI, Raychaudhuri S,
Plenge RM: Bayesian inference analyses of the polygenic architecture of
rheumatoid arthritis. Nat Genet 2012, 44(5):483–489.

28. Veyrieras JB, Kudaravalli S, Kim SY, Dermitzakis ET, Gilad Y, Stephens M,
Pritchard JK: High-resolution mapping of expression-QTLs yields insight
into human gene regulation. PLoS Genet 2008, 4(10):e1000214.

29. Hamosh A, Scott AF, Amberger J, Valle D, McKusick VA: Online mendelian
inheritance in Man (OMIM). Hum Mutat 2000, 15(1):57–61.

30. Ferretti V, Poitras C, Bergeron D, Coulombe B, Robert F, Blanchette M:
PReMod: a database of genome-wide mammalian cis-regulatory module
predictions. Nucleic Acids Res 2007, 35(Database issue):D122–D126.

31. Loots GG, Ovcharenko I: Human variation in short regions predisposed to
deep evolutionary conservation. Mol Biol Evol 2010, 27(6):1279–1288.

32. Ramensky V, Bork P, Sunyaev S: Human non-synonymous SNPs: server and
survey. Nucleic Acids Res 2002, 30(17):3894–3900.

33. Gaffney DJ, Veyrieras JB, Degner JF, Roger PR, Pai AA, Crawford GE,
Stephens M, Gilad Y, Pritchard JK: Dissecting the regulatory architecture of
gene expression QTLs. Genome Biol 2012, 13(1):R7.

34. Kudaravalli S, Veyrieras JB, Stranger BE, Dermitzakis ET, Pritchard JK: Gene
expression levels are a target of recent natural selection in the human
genome. Mol Biol Evol 2009, 26(3):649–658.

35. Pickrell JK, Marioni JC, Pai AA, Degner JF, Engelhardt BE, Nkadori E, Veyrieras
JB, Stephens M, Gilad Y, Pritchard JK: Understanding mechanisms
underlying human gene expression variation with RNA sequencing.
Nature 2010, 464(7289):768–772.

36. Nicolae DL, Gamazon E, Zhang W, Duan S, Dolan ME, Cox NJ: Trait-
associated SNPs are more likely to be eQTLs: annotation to enhance
discovery from GWAS. PLoS Genet 2010, 6(4):e1000888.

37. Hrdlickova B, Westra HJ, Franke L, Wijmenga C: Celiac disease: moving from
genetic associations to causal variants. Clin Genet 2011, 80(3):203–213.

38. Wilming LG, Gilbert JG, Howe K, Trevanion S, Hubbard T, Harrow JL: The
vertebrate genome annotation (Vega) database. Nucleic Acids Res 2008,
36(Database issue):D753–D760.

39. Project IH: The international HapMap project. Nature 2003, 426(6968):789–796.
40. Project IH: A haplotype map of the human genome. Nature 2005,

437(7063):1299–1320.
41. UCSC Genome Browser Utilities: Batch Coordinate Conversion (liftOver).

http://genome.ucsc.edu/cgi-bin/hgLiftOver.
42. Epitools: Epidemiology Tools. http://cran.r-project.org/web/packages/

epitools/index.html.
43. Team RDC: A language and environment for statistical computing. Vienna:

Austria; 2010.
44. Venables WN, Ripley BD: Modern applied statistics with S. Fourthth edition.

New York: Springer; 2002.
45. Introduction to SAS. UCLA: Academic Technology Services, Statistical

Consulting Group. http://www.ats.ucla.edu/stat/mult_pkg/faq/general/
Psuedo_RSquareds.htm.

46. descr: Descriptive statistics. http://cran.r-project.org/web/packages/descr/
index.html.

doi:10.1186/1471-2164-14-108
Cite this article as: Kindt et al.: The genomic signature of trait-associated
variants. BMC Genomics 2013 14:108.

http://www.genome.gov/gwastudies/
http://www.genome.gov/gwastudies/
http://genome.ucsc.edu/cgi-bin/hgLiftOver
http://cran.r-project.org/web/packages/epitools/index.html
http://cran.r-project.org/web/packages/epitools/index.html
http://www.ats.ucla.edu/stat/mult_pkg/faq/general/Psuedo_RSquareds.htm
http://www.ats.ucla.edu/stat/mult_pkg/faq/general/Psuedo_RSquareds.htm
http://cran.r-project.org/web/packages/descr/index.html
http://cran.r-project.org/web/packages/descr/index.html

	Abstract
	Background
	Results
	Conclusion

	Background
	Results
	Confirmation of functional enrichments by two independent methods
	Chromatin states are a stronger predictor of trait association than sequence conservation
	Similar enrichment trends for significantly and suggestively associated SNPs

	Discussion
	Conclusion
	Methods
	Trait-associated SNPs
	Total number of analyzed SNPs
	LD partners
	Genomic features
	Odds ratios
	Sampling genotyping SNP platforms
	Chromosome-bound circular permutations
	Logistic regression to establish relative importance of annotations
	Calculations of pseudo-r2 values

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /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 true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /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 true
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (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 false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


