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Abstract

Background: The reduction in the cost of sequencing a human genome has led to the use of genotype sampling
strategies in order to impute and infer the presence of sequence variants that can then be tested for associations
with traits of interest. Low-coverage Whole Genome Sequencing (WGS) is a sampling strategy that overcomes
some of the deficiencies seen in fixed content SNP array studies. Linkage-disequilibrium (LD) aware variant callers,
such as the program Thunder, may provide a calling rate and accuracy that makes a low-coverage sequencing
strategy viable.

Results: We examined the performance of an LD-aware variant calling strategy in a population of 708
low-coverage whole genome sequences from a community sample of Native Americans. We assessed variant
calling through a comparison of the sequencing results to genotypes measured in 641 of the same subjects using
a fixed content first generation exome array. The comparison was made using the variant calling routines GATK
Unified Genotyper program and the LD-aware variant caller Thunder. Thunder was found to improve concordance
in a coverage dependent fashion, while correctly calling nearly all of the common variants as well as a high
percentage of the rare variants present in the sample.

Conclusions: Low-coverage WGS is a strategy that appears to collect genetic information intermediate in scope
between fixed content genotyping arrays and deep-coverage WGS. Our data suggests that low-coverage WGS is
a viable strategy with a greater chance of discovering novel variants and associations than fixed content arrays for
large sample association analyses.
Background
As compared to whole genome sequencing (WGS), at the
present time, genotype sampling is a more cost effective
strategy to identify variants associated with traits of inter-
est. Genome-wide association studies (GWAS) using fixed
content marker arrays represent a genotype sampling
strategy that has been successfully used in a number of
studies to identify SNPs significantly associated with
complex traits [1-3]. Additionally, by increasing the num-
ber of markers genotyped and using linkage disequilib-
rium to guide marker selection an increasing proportion
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of genomic variance can be interrogated during GWAS
[3]. The principal caveat of using fixed content arrays is
that there is a diminishing return on investment for
adding additional markers and a portion of the sequence
variation is expected to be poorly interrogated. Further,
variants that are specific to any population that are not
used to guide SNP selection, including variants that are
specific to a particular trait, are likely to be poorly in-
terrogated. Finally, trait-specific and rare variants may
be poorly imputed from the typed markers. Identifying
population-specific sequence variants and adding them to
the fixed content is a potential solution to this problem in
order to increase the effectiveness of GWAS. However, if
sequencing costs continue to decline, it will eventually
become more effective to employ sequencing techniques
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Figure 1 Sample depth of coverage. Histogram of the mean
sequencing read depth per sample for 641 samples. 88% of the samples
have mean depth less than 13, and 26% have depth less than 5.
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using the population of interest to find trait-associated
variants.
Even with exponential declines in the cost of next-

generation genomic sequencing, there are still difficulties
associated with using WGS to conduct association stud-
ies of complex traits because the moderate to small
effect sizes of variants typically involved in the etiology
of such traits requires large sample sizes. One approach
to increase the power of such studies without increasing
sequencing cost is to use whole-exome sequencing (WES),
in which only a small fraction of the genome is sequenced,
but at high coverage (i.e., high average number of se-
quence reads for a given base pair) [4,5]. A second
approach is to perform WGS, but reduce the overall
coverage. The success of this low-coverage strategy is
contingent upon the ability to locate variant sites and
accurately call genotypes when each site may only be
covered by a small number of reads (e.g., less than 5×
coverage). However, if variant calling in low-coverage
WGS is acceptable, the increased genomic landscape
sequenced relative to GWAS and WES allows for a greater
chance of discovering novel variants and associations.
The variant calling algorithms that are currently used

to measure genotypes from sequence data can be divided
into three groups, each using successively more informa-
tion. The simplest variant callers make use of the reads
collected at a single genomic position from a single sam-
ple, and apply a statistical model to determine the most
likely genotype at that position for that sample. The sec-
ond type of variant caller includes information from
multiple samples at a single site. In this case the multiple
samples provide a prior likelihood that the site is a vari-
ant, and the caller determines the most likely distribu-
tion of alleles given the data. Both of these methods are
implemented in the program GATK Unified Genotyper
[6,7]. The third type of caller uses multiple samples, but
also incorporates the observed correlation between nearby
variants, i.e. linkage-disequilibrium (LD), to improve calls.
The program Thunder, which is based on the MACH
imputation algorithm [8], uses a Hidden Markov Model to
identify genomic regions shared by different samples, and
uses this information in calling variants [9]. In [9], Li et al.
show that LD-based variant calling using Thunder
increases calling accuracy in low-coverage samples to the
point at which low-coverage approaches become viable.
Low-coverage WGS produces high quality genotype

calls for common polymorphisms (i.e., a minor allele
frequency > 5% in the population) where several of the
sequenced samples can be expected to have the minor al-
lele. The confidence with which rarer alleles are detected
depends on the quality of the sequence, the number of in-
dividuals in the sample, and the prior probability that the
allele exists. Low-coverage WGS detects more polymor-
phisms than can possibly be detected with existing fixed
content arrays but is not as good as deep WGS for
detecting with confidence rare alleles or alleles that
are specifically typed with fixed content arrays. The utility
of low-coverage WGS will be greatest for studying popula-
tions that have not been subjected to prior systematic
variant detection. Low-coverage WGS with ~4X coverage
currently costs between 1 and 6 fold more per sample
than fixed content genotyping arrays, depending on cover-
age. If the cost of WGS falls, the current relative economic
advantage of fixed content genotyping arrays is expected
to decline in favor of the more comprehensive WGS.
The current report is part of an ongoing family study to

identify sequence variants that predispose to substance
dependence in a community sample of American Indians
[10-14].
The specific aims of this report were to (1) validate the

low-coverage WGS approach by comparing different
variant calling approaches and the resulting variant calls
from low-coverage WGS (3-12X see Figure 1) to geno-
types for approximately 200,000 polymorphic variants
measured with a first generation Axiom Affymetrix Ex-
ome Chip array and (2) provide a preliminary demon-
stration of the utility of the called variant data obtained
from low-coverage WGS by investigating the kinship
structure and calculating founder allele frequencies for
this sample.

Results and discussion
Sample concordance
To evaluate the efficacy of variant calling methods the
results of each caller were compared to genotypes from
the fixed content exome SNP chip. Because the exome
chip is specifically constructed to contain low-frequency
markers, there is a subset of markers that have not been
validated by Affymetrix in known heterozygotes. An
initial comparison between exome chip genotypes and
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Thunder’s variant calls shows that for roughly 0.5% of
the non-monomorphic exome chip sites, concordance
is essentially zero, indicating a systematic failure of the
marker on the exome chip, with A and B alleles becoming
reversed. While this data could potentially be recovered
by reversing the A and B alleles in analysis, the chip
manufacturer recommends dropping this relatively small
number of markers. We therefore remove from consider-
ation any marker with a concordance less than 2% across
all samples (998 markers).
We define the concordance of sample S as CS =NS,m/

NS,v, where NS,v is the number of genotypes for sample S
that contain at least one non-reference allele on the
exome chip, and NS,m is the number of those genotypes
where the variant call matches the exome chip genotype.
For the purposes of this calculation, an explicit or impli-
cit missing genotype call from a given caller is interpre-
ted as a homozygous reference call.
These calculations revealed a number of notable trends

(see Figure 2a). First, increased information included in
the calling algorithm leads to an increased fidelity of
calling, with multi-sample calling outperforming single
(a)

(b)

Figure 2 Concordance with exome chip. Concordance between exome
positive rate (b). One point (at depth = 30.4, concordances between 96.7% an
is calculated only at the sites that are measured as non-monomorphic in the
sample calling, and LD-aware methods outperforming
both. The median concordance rates are 85.5% (single
sample), 90.4% (multi-sample), and 97.5% (LD-aware).
Second, the marked dependence on sample depth ob-
served with single sample and multi-sample calling is re-
duced for LD-aware calling. For samples with average
coverage less than two, single sample and multi-sample
callers fare poorly, with concordances dropping below 10
percent, whereas with Thunder calling, no sample has less
than 78.8% concordance. The median improvement of
LD-aware calling over the other methods is dependent on
depth; for samples with less than 5X coverage, the median
improvement is approximately 30%, decreasing to only 2%
for samples with greater than 10X coverage. Of note,
concordance rates for LD-aware calling were similar in
magnitude for variants inside and outside of coding
regions (data not shown).
In addition to overall concordance, we examined the

false positive rate for each sample and genotype caller,
defined as the fraction of variant sites for that sample
called with at least one non-reference allele by the geno-
type caller that are homozygous reference on the Exome
chip genotypes and genotypes from three variant callers (a) and false
d 98%) has been removed to expand the data region. The concordance
exome chip genotypes.
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Chip. As seen in Figure 2b, the overall false positive rate
for all callers is generally less than 0.03, with only a
slight dependence on depth. The median values across
sample are 0.02 for multi-sample calling, 0.01 for single-
sample calling, and 0.003 for LD-aware calling. Surpris-
ingly, in this low-coverage data, multi-sample calling
produces a higher false positive rate than the single sam-
ple approach, but both are outperformed by LD-aware
calling. Note that real false positive rates in a sequencing
experiment will likely be higher than those reported
here, since we are restricting the current data set to the
well-behaved variants that are part of a genotyping chip.

Site calling
Imputation uses correlations between nearby variants to
help call genotypes. Decreased variant frequency causes
uncertainty in these correlations and therefore lower
fidelity of calling. To investigate the role of variant
frequency, we examine the fraction of variant sites discov-
ered by Thunder as a function of frequency and compare
with the variant sites discovered by multi-sample Unified
Genotyper. We define a variant site as a site at which at
least one alternate allele is detected from among all
samples in the exome chip data. We consider that site to
be found by a variant caller if at least one alternate allele is
called at that position, regardless of whether or not any
genotypes match.
Figure 3 displays the fraction of sites discovered within

a set of frequency ranges. For variant frequencies greater
than 0.01, both multi-sample Unified Genotyper and
Thunder perform well, finding greater than 97% of the
Figure 3 Frequency dependence of site finding. The fraction of
variant sites found is dependent on both the frequency range of the
variant, and the method used to call variants. The GATK Unified
Genotyper in multisample mode finds more variants at all frequency
ranges, but the disparity is most pronounced at the lowest frequencies,
where the Unified Genotyper finds approximately 50% more variant
sites than THUNDER. Single-sample Unified Genotyper calls follow a
model that assumes a constant probability of finding any site in a
single sample.
variant sites, with slightly more variants being discov-
ered by Unified Genotyper. As the frequency decreases,
both methods degrade in performance, however, Thunder
degrades more quickly. At the lowest frequencies, where
the minor allele count in the exome chip data is 1, Unified
Genotyper identifies approximately 57% of the variant sites,
while Thunder identifies only 41%. Note that there is
no contradiction between higher concordance rates for
Thunder and better variant finding with Unified Genotyper,
because LD-based methods are less adept at finding
variants with a lower minor allele frequency. When a site
is not noted as variant by Thunder, this is equivalent to a
reference call for all samples. Because these variants have
preferentially low frequencies, most of these reference
calls will be correct, and the concordance is largely
unaffected.
When Unified Genotyper is run in single-sample

mode, the probability of finding each variant in a given
sample is independent of the frequency of that variant in
other samples. The overall probability of finding a site,
then, will be increased for higher frequency sites since
each sample with the variant provides an independent
chance of finding the site. Assuming that the probability
of finding any given site in a single sample is p, and that
the frequency of the variant site is f, the probability of
finding the site in the cohort is given by 1-(1-p) f. A
curve of this form is shown in Figure 3, and the single-
sample results follow its general shape.

Confounding effect of kinship
To provide preliminary evaluations of the utility of the
called variant data obtained from low-coverage WGS,
we attempted to estimate kinship coefficients between
all pairs of individuals in the present sample using the
called variant data and to generate allele frequencies for
the identified loci.
The ability of LD aware genotype calling methods to

reliably impute genotypes will be affected by the presence
of closely related relatives and the effective population
size. This study has both closely related and cryptically
related individuals from a Native American tribe as well as
population admixture with individuals of known European
ancestry. Inclusion of close relatives should improve the
ability of LD aware imputation algorithms to call geno-
types on specific haplotypes. In contrast, we would expect
that the level of admixture present in the study population
would effectively reduce the ability of LD aware algo-
rithms to call genotypes. Thus, there is the potential
that the results from the present study may not be gene-
ralizable to other populations. Because correlations be-
tween array generated genotypes and imputed genotypes
from sequence data appear to be stable as a function of
coverage, the confounding inclusion of relatives and
admixture do not appear to be a significant factor. An
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analysis of a nearly-unrelated subset of the data would not
be directly comparable to our original results, because of
the large number of samples that must be removed even
to limit relations to cousin-level.
During the process of confirming the relationships

between subjects and their self-reported familial rela-
tionships, we observed a trend that suggests a possible
impact of including subjects with different degrees of
relatedness. Figure 4 shows the distribution of kinship
coefficients calculated from imputed genotypes using
PREST [15] for groups that are expected to have the
same kinship coefficient. There is a trend that the mea-
sured kinship coefficient is less than expected for closely
related individual and greater than expected for distantly
related and unrelated individuals. This suggests an uncor-
rected bias in how genotypes are imputed and/or that
individuals have cryptic relationships. A comparison with
kinship coefficients calculated from genotypes for a set of
Figure 4 Empirical kinship coefficents. Histograms of empirical
kinship coefficients calculated from THUNDER genotypes. Each row
contains all pairwise values that have the noted value for the pedigree-
defined kinship coefficient. Thus, the lowest histogram ( φped = 0.25)
contains all full sibling and parent–child relations, the next row up
contains grandparent-grandchild, avuncular, and half-sibling relations,
and so on.
common variants contained on the exome chip exhibited
greater than expected IBD sharing for all relative pairs
suggesting an influence of cryptic relationships (data not
shown). The greater than expected IBD sharing for close
relative pairs seen in the exome chip genotypes also sug-
gests the possibility of bias in how genotypes are imputed,
but this could also be the result of differences in content
between the selected set of variants from the WGS dataset
and the variants contained on the exome chip that were
used to estimate kinship. In either circumstance, the high
concordance rates between the WGS and exome chip data
indicates this bias has a minimal impact on individual
genotype calls.

Corrected allele frequencies
To estimate allele frequencies for this population, it is
necessary to correct for family structure. Simply counting
prevalence of alleles will result in an upward bias due to
inclusion of alleles that are identical by descent. One solu-
tion is measuring the prevalence in a subset of the samples
chosen with all pairs having a kinship coefficient calcu-
lated from the pedigree structure below a specified thresh-
old. Using a subset of less related individuals, however,
will increase error due to sampling from a smaller popu-
lation. A more powerful solution involves the use of
the Best Linear Unbiased Estimate (BLUE) of the allele
frequencies based on the observed alleles, and kinship
coefficients based on the pedigree structure [16]. Allele
frequencies were estimated using this method as imple-
mented in the package MQLS [17]. In the current data
set, MQLS-calculated corrections to the simple prevalence
frequencies are small, with a root-mean-squared correc-
tion across all variants of less than 1%. These corrections
are of similar direction and magnitude to those calculated
in a simple allele prevalence on a less related subset of the
cohort (kinship coefficient less than 0.1). The deviation
between these frequencies and the whole sample uncor-
rected frequencies correlates with the MQLS corrections
at r =0.65 indicating that MQLS approach is performing
as expected. This also provides further evidence that any
bias in genotype as suggested by the underestimation of
IBD sharing among closely related individuals using WGS
data is likely to have a minimal impact on genotype calls.
Figure 5a displays a two-dimensional histogram com-

paring MQLS-calculated allele frequencies versus the fre-
quencies from 1000 genomes for samples with European
ancestry [18]. Figure 5b shows a histogram of the fre-
quency differences between the two populations. In each
case, the frequencies displayed are those of the non-
reference allele rather than the minor allele. In each figure,
similar features can be observed. First, the distribution is
strongly peaked, mostly at very lopsided allele frequencies,
where the European and Native American samples agree
closely. Second, the distribution has wide tails of highly-



(a)

(b)

Figure 5 Allele frequencies in the NA Cohort. a). A two
dimensional histogram comparing allele frequencies in the Native
American cohort with those in European ancestry samples from
1000 genomes. The variants shown are the union of the two sets.
Color scales logarithmically with the number of variants as in the
colorbar above the image. b). One dimensional histogram of the
difference in allele frequency for the same variants as shown in (a).
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variant allele frequencies. Third, there is asymmetry
between the two populations with a greater number of var-
iants having a higher frequency in the European-ancestry
cohort than in the Native American group, reflecting the
admixture of the current Native American data set.

Conclusions
Low-coverage WGS represents a genotype sampling strat-
egy between fixed content SNP arrays and deep WGS, but
there are economic and coverage trade-offs between each
of these approaches. Because fixed content SNP arrays be-
came economically viable before either of the sequencing
approaches, much has been written about the proportion
of common sequence variants that can be imputed with
commonly used, fixed content SNP arrays (e.g. [19]). Cur-
rently, however, there is substantial interest in studying
increasingly rare variants in association studies of complex
traits, which has led to increased focus on WGS approa-
ches. Assuming that this is likely to continue and the costs
associated with WGS will continue to drop, WGS will
eventually prevail as the analysis method of choice leading
to the question of whether to pursue low-coverage or deep
WGS strategies.
Depth of coverage and calling technology are not

chosen independently when designing a sequencing
experiment. Rather, an experimenter with a fixed budget
must choose between fewer samples with higher coverage
and more samples with lower coverage. The ability of LD-
based calling makes the latter option viable, but previous
studies do not explicitly show it to be preferable.
To make clear the viability of low-coverage sequen-

cing, the present study evaluated variant calls from
low-coverage sequence data using the LD-aware calling
software Thunder and the single- and multi-sample calling
options in Unified Genotyper. The results demonstrated
increased fidelity of variants calls made using the LD-
aware Thunder relative to calls made using multi-sample
GATK to genotypes generated from a fixed content SNP
microarray. Nonetheless, this increased fidelity came at
the cost of failing to identify a number of very low
frequency variants (i.e., <0.5%). Despite this trade-off, we
conclude that low-coverage sequencing still presents spe-
cific advantages over deep sequencing when economic
conditions are fixed. These advantages are best illustrated
using a hypothetical example in which we assume that
equivalent genotype concordance could be achieved with
LD-aware calling at 5x coverage and multi-sample calling
at 15x coverage as suggested by Figure 2. In such a case,
as seen in Figure 3, the call rate of the lowest frequency
variants will be approximately 40%. However, for a fixed
cost, three times more samples can be sequenced at low
coverage than at high coverage. Even assuming, in a worst
case, that the LD-aware call rate will still be 40%, and
further assuming that multi-sample variant calling at 15×
coverage results in 100% call rate for the lowest-frequency
variants, the total number of low-frequency variants dis-
covered will still be greater in the lower coverage sample.
This advantage becomes even more apparent if the
higher-coverage sample is sequenced at a depth of 30× or
greater.
Furthermore, the net effect of the ability to find rare

variants is unlikely to be felt in single-variant associ-
ation tests, where it is uncommon for sample sizes to



Bizon et al. BMC Genomics 2014, 15:85 Page 7 of 10
http://www.biomedcentral.com/1471-2164/15/85
be sufficient to detect a significant association. Rather,
burden tests, in which attempt to identify genes or path-
ways where more deleterious mutations are observed in
cases than controls (e.g. [20,21]) are expected to benefit
from the greater discover of rare variants.
In the present study, we have not attempted to com-

pare these variant callers across a full range of cohort
sizes and depths, and cannot therefore generalize that
any set of parameters will produce similar results using
LD-aware calling. However, the performance of LD-
aware calling as a function of these parameters has
been addressed via extensive simulations in [9], revealing
several trends. First, genotype concordance is roughly
independent of sample size (above 30) for coverage above
6X. Second, as coverage decreases, the concordance de-
creases for smaller cohorts; at 2X coverage, 200 samples
are required to produce concordance equivalent to the 6X
case. Finally, the SNP discovery rate is far more sensitive
to cohort size than concordance.
To provide a preliminary demonstration of the utility

of the called variant data obtained from low-coverage
WGS, we used these data to confirm the kinship struc-
ture of the study pedigrees, and compared calculated
founder allele frequencies for this sample to those repor-
ted in the 1000 genomes project for European ancestry
participants. Though this would represent only a very
preliminary use of low-coverage WGS data in a gene-
finding expedition, this illustration suggests that these
data are appropriate for further analysis in linkage and
associations studies.
Though secondary to scientific concerns, the costs of

storage and computation must also be considered when
choosing sequencing and variant calling strategies. Stor-
age costs do not actively influence the choice of high or
low coverage WGS because the storage scales with total
number of reads, while the choice between high and low
coverage is whether those reads will be distributed
across few or many samples. The aligned sequence read
data for this project with 708 samples with an average
read depth of 7.9 was 21 terabytes. In a high-coverage
sequencing project with the same sequencing budget,
the storage would be approximately the same, but fewer
samples would be covered. The storage of variant data
that is used by each approach for association analysis is
roughly proportional to the product of the sample size
and number of variants typed or imputed, and it is typic-
ally negligible compared to the read data. In this data set
the compressed VCF files with 708 samples and 21.7 M
variants require 65 gigabytes or 4.23 bytes per genotype,
while the exome chip data in binary plink format for 730
samples for 225115 SNPs require 46 megabytes or 0.28
bytes per genotype. The main difference between the
per-genotype size of the data files is the amount of
stored supporting information and compression.
There is also a substantial greater cost required for the
infrastructure required by both low-coverage and deep
WGS analysis than fixed content genotype array analysis.
The infrastructure for imputation with low-coverage
WGS adds substantially to the cost. In this experiment
the average cpu time for producing all-site single sample
GATK Unified genotyper calls was 32 hours using 4
cores of a single node in a linux cluster with 122 blade
servers, each with 8-core 2.80 GHz Intel processors,
2×4 M L2 cache (Model X5560) and 48 GB of shared
memory. The same cluster used approximately 25000
CPU hours to run Thunder on all 708 samples. More
than 300 Terabytes of disk space would have been used
had metafiles generated during processing not been
regularly deleted.
Two aspects of Thunder may limit its use in some

situations. First, Thunder only operates on SNPs, and
does not call indels. Second, Thunder only works on
autosomal chromosomes. Neither of these limitations is
fundamental in nature, but overcoming each will require
further development. Because of the advantages of low-
coverage WGS described above it is likely that it will
increasingly be used because of its economic advantages
over deep WGS.
The present report demonstrates the viability of low-

coverage WGS for identifying variants associated with
complex traits and describes specific advantages this
approach might possess over deep WGS. Notably, add-
itional improvements in variant calling routines are likely
to occur, which could further improve data generated
from low-coverage WGS. For example, while LD-based
calling improves the overall call quality of low-coverage
sequencing, low-coverage does not preclude the use of
multi-sample techniques to discover low-frequency vari-
ant sites. Though we have not explored this possibility, an
approach merging multi-sample results at low frequency
with LD-based results at a higher frequency may be better
than either method alone. Because LD-aware calling relies
on correlations of nearby variants, its performance may be
enhanced in a data set with many related samples, as in
the current study. However, the performance of LD-based
calling in settings with unrelated data [9] suggests that this
effect is not vital to the conclusions presented here.

Methods
Participants
The protocol for the study was approved by the Scripps
Institutional Internal Review board and Indian Health
Council, a tribal review group overseeing health issues for
the reservations where recruitments took place. Written
informed consent was obtained from each participant
after study procedures had been fully explained. Partici-
pants were compensated for their time spent in the study.
Participants who were of Native American Heritage were
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targeted for study and recruited from eight geographically
contiguous reservations with a total population of
about 3,000 individuals. Participants who were mobile
and between the ages of 18–82 years were recruited
using a combination of a venue-based method for sampling
hard-to-reach populations [22,23] and a respondent-driven
procedure [24], as reported previously [25]. Demographic
characteristics of this Native American population have
been reported previously [25].

Exome chip genotyping
Previously isolated DNA samples were measured for
quality control and concentration using a Nanodrop spec-
trophotometer. Quality control metrics suggested by the
Affymetrix Axiom 2.0 Assay Manual Workflow documen-
tation were adopted and applied. Samples were expected
to achieve an A260/280 between 1.8 and 2.2, an A260/230
greater than 1.5, and a measured concentration 50 ng/μl
or greater. Samples that passed these quality control met-
rics were randomly assigned to 96-well plate positions and
diluted to 50 ng/μl; each plate included an Affymetrix-
provided internal control gDNA sample at this same con-
centration. All plates were stored at −20°C until submitted
for fragmentation, hybridization, labeling, and scanning.
The Axiom 2.0 Assay Automated Workflow User Guide
was followed to prepare all DNA samples for geno-
typing. The Beckman Coulter Biomek FXP Automated
Laboratory Workstation and Affymetrix GeneTitan MC
Instrument were used for all sample preparation, hybri-
dization, ligation, washing, staining and scanning of the
samples. Briefly, 200 ng of gDNA is amplified for 23 hours
at 37°C using Module 1 of the Axiom 2.0 Reagent Kit.
After amplification, the samples are fragmented using
Module 2 of the Axiom Reagent Kit. The fragmented
DNA is precipitated overnight at −20°C. The precipitated
DNA is centrifuged for 40 min at 4°C at 3200 × g (4000
RPM) in an Eppendorf 5810R centrifuge. Re-suspension
and hybridization preparation of the sample is carried out
using Module 2 of the Axiom Reagent Kit. Following
preparation of the hybridization plate, the samples are
denatured and transferred to a GeneTitan hybridization
tray. The Axiom array plate and hybridization tray are
then loaded onto the GeneTitan MC Instrument. The
samples hybridize on the GeneTitan for 23.5 hours. Fol-
lowing hybridization, ligation and stain trays are prepared
and loaded onto the GeneTitan MC Instrument. Ligation,
washing, staining and scanning of the array is carried out
on GeneTitan MC Instrument. Initial sample and array
quality is assessed using the Affymetrix Genotyping Con-
sole Software. Variants are initially subjected to Affymetrix
quality control as described by Affymetrix [26]. A control
sample was included on all plates. Additionally, we ran 56
samples in duplicate; any variant with discordant results
across more than three of these pairs was also removed.
Hardy-Weinberg p-values were calculated using plink
[27,28] on a subset of 239 unrelated samples, and those
variants with a p < 10-10 were removed. Finally, three
samples were removed that had an apparent discordance
between reported gender and gender as calculated
using plink.

Whole genome sequencing
The DNA libraries were prepared according to Illumina
TruSeq™DNA Sample Prep protocol. Total cellular DNA
was sheared to sizes between 200 and 800 base pairs by
using a Covaris S2 sonicator according to the Illumina
TruSeq DNA protocol and then libraries were prepared
using the Illumina TruSeq™DNA Sample Prep Kit on
Tecan Freedom EVO 200 Automated Liquid Handling
System. Libraries were size selected for insert fragments
around 300 base pairs using Pippin Prep automatic
DNA size selection system (Sage Science). Libraries were
analyzed and quantified using a LabChip GX automated
electrophoresis system (Caliper) and diluted to 15 nM
concentration. The paired-end sequencing (2 × 100 cycles)
was performed on HiSeq2000 sequencers (Illumina). Ini-
tially each library was sequenced on a single lane of a flow
cell. The measured concentration of DNA in a library is
an unreliable predictor of the optimal amount of DNA
that should be loaded on a flow cell. During the course of
this experiment we converted to a strategy where 24
samples were pooled and run on multiple lanes of a flow
cell such that the optimal amount of DNA could be
determined to enable collection of the greatest amount of
quality sequence per lane.

Sequencing metrics
We define depth of coverage in WGS as the number of
mapped bases divided by the total length of the reference
genome; Figure 1 displays the distribution of sample
coverage. The central 80% of the samples are appro-
ximately evenly distributed between coverage of 3X and
12X. As basic quality control metrics, we examine the per-
cent of reads that map to the genome (median 91.925%),
and the percent that are correctly paired (median 88.325%).

Variant calling
Reads from whole genome sequencing were aligned
using BWA version 0.5.8c (each of the two fastq files is
used to create a sai file using bwa aln –t 4, then these
files are combined with bwa sampe –p illumina). Picard
1.48 was used to de-duplicate and sort the resulting
BAM files. GATK v1.0.5777 was used to realign near
indels (−et NO_ET –dt NONE). Following Picard Fix-
MateInformation, GATK was used to recalibrate BAM
quality scores using the –standard_covs argument to
CountCovariates (so that the bam is reclibrated on Read-
Gropu, QualityScore, Cycle, and Dinuc). For samples that
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ran on more than one lane, we performed these calcu-
lations on each lane individually. We calculated variant
calls independently for each BAM file using GATK
Unified Genotyper and following the best-practices for
low-coverage samples [7,29]. To guard against sample
misidentification, we compared these initial variant calls
to the results of the exome chip genotyping. Given an
arbitrary sample’s exome chip results, and another sam-
ple’s WGS variant calling, we define a quantity M

M≡
Y

markers

L Df jGTECg
f GT

where L{D|GTEC }, the likelihood of the sequencing data
given the exome chip genotype is calculated by the
Unified Genotyper, and recorded in its PL annotation,
and fGT is the frequency of the exome chip genotype, as
estimated from the exome chip data. This quantity will
be maximized when the two samples are identical. We
calculate M for each pair of samples. Cases in which M
was maximized for an apparent mismatch were further
investigated using calculated kinship coefficients com-
pared to the known pedigree structure. In cases where
apparent mismatches could not be resolved, samples
were removed from analysis. For the samples that ran on
more than a single lane, BAM files were combined to
produce a single BAM file for each sample. This set of
files was used to perform three types of variant calling.
First, single sample variant calls were made using Unified
Genotyper v2.1-8 with low-coverage parameters (−stand_-
call_conf 4 –stand_emit_conf 0 –dcov 250). Second,
multi-sample variant calling across all samples, using
Unified Genotyper with the same parameters as the
single-sample call. Third, LD-aware variant calls were
calculated in a multi-stage process that initially creates
genotype-likelihood files (GLF) for single samples using
samtools-hybrid [30,31], creates initial haplotypes with
BEAGLE [32], and then runs Thunder using the BEAGLE
haplotypes as input. Specifically, samtools-hybrid is used
to create single-sample GLFs. This call is parallelized by
calling each region of 5 million base pairs separately. The
glfMultiples tool combines all of the sample GLFs for one
region into a single VCF. The regions are combined into
per-chromsome multi-sample VCFs, and variants are fil-
tered to include only passing variants using a combination
of infoCollctor and vcfCooker. Each single-chromosome
multi-sample VCF is split into groups of 10000 variants,
with an overlap of 1000 variants. These groups are each
run through BEAGLE for 50 iterations, and then re-
attached to chromosomal VCFs using ligateVCF. Again,
the chromosomal VCFs are split into groups of 10000
variants with an overlap of 1000. Each of these VCFs
(containing all samples) is used as input to thunder,
and the resulting phased VCF files are again joined at
the chromosome scale using ligateVCF. This pipeline
is run with a version of UMAKE [33] that has been
modified to fit the local computing environment. The
distribution of UMAKE also contains the intermediary
scripts mentioned above, such as vcfCooker, and liga-
teVCF. At no time in the process is pedigree informa-
tion of the samples taken into account.
This variant calling activity was performed on 708 sam-

ples. However, only a subset of the samples had measured
genotypes using the Axiom Exome Chip, so the final
comparisons were carried out using the 641 samples
in common.

Confounding effects of kinship and allele frequency
correction
Kinship coefficients for all pairwise individuals were
generated from exome chip genotypes and sequence
data were estimated using PREST-plus v4.09 [15].
For calculation of the allele frequencies given the pedi-

gree information, initially KinInbcoef v1.1 is used to create
kinship coefficients from the known pedigree structure in
the proper format for MQLS. Then MQLS v1.5 is used
with option 1, and all samples with unknown phenotype.
With MQLS option 1, the unphenoytped samples are used
in the estimate of the allele frequency.

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

Authors’ contributions
CE and KW designed the research program. CE collected all DNA samples
and pedigree/admixture information. SC carried out exome chip data
collection. EM and PM performed the WGS. Data was analyzed by XW, JS,
MS, IG, and CB. YL provided expertise on variant calling. CB, IG, KW, and CE
were involved in manuscript preparation. All authors read and approve the
final manuscript.

Acknowledgements
These studies were supported by NIAAA grant number AA10201 and NIDA
grant number DA030976.

Author details
1Renaissance Computing Institute, University of North Carolina at Chapel Hill,
Chapel Hill, USA. 2Department of Genetics, University of North Carolina at
Chapel Hill, Chapel Hill, USA. 3Department of Psychological Sciences,
University of Missouri-Columbia, Columbia, USA. 4UNC High Throughput
Sequencing Facility, Chapel Hill, USA. 5Department of Molecular and Cellular
Neuroscience, The Scripps Research Institute, La Jolla, USA.

Received: 26 July 2013 Accepted: 24 January 2014
Published: 30 January 2014

References
1. The Wellcome Trust Case Control Consortium: Genome-wide association

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

2. 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 USA 2009, 106:9362–9367.

3. Visscher PM, Brown MA, McCarthy MI, Yang J: Five years of GWAS
discovery. Am J Hum Genet 2012, 90:7–24.



Bizon et al. BMC Genomics 2014, 15:85 Page 10 of 10
http://www.biomedcentral.com/1471-2164/15/85
4. Ng SB, Buckingham KJ, Lee C, Bigham AW, Tabor HK, Dent KM, Huff CD,
Shannon PT, Jabs EW, Nickerson DA, Shendure J, Bamshad MJ: Exome
sequencing identifies the cause of a mendelian disorder. Nat Genet 2010,
42:30–35.

5. Tennessen JA, Bigham AW, O’Connor TD, Fu W, Kenny EE, Gravel S,
McGee S, Do R, Liu X, Jun G, Kang HM, Jordan D, Leal SM, Gabriel S,
Rieder MJ, Abecasis G, Altshuler D, Nickerson DA, Boerwinkle E, Sunyaev S,
Bustamante CD, Bamshad MJ, Akey JM: Evolution and functional impact
of rare coding variation from deep sequencing of human exomes.
Science 2012, 80:64–69.

6. McKenna A, Hanna M, Banks E, Sivachenko A, Cibulskis K, Kernytsky A,
Garimella K, Altshuler D, Gabriel S, Daly M, DePristo MA: The genome
analysis toolkit: a MapReduce framework for analyzing next-generation
DNA sequencing data. Genome Res 2010, 20:1297–1303.

7. DePristo MA, Banks E, Poplin R, Garimella KV, Maguire JR, Hartl C, Philippakis
AA, del Angel G, Rivas MA, Hanna M, McKenna A, Fennell TJ, Kernytsky AM,
Sivachenko AY, Cibulskis K, Gabriel SB, Altshuler D, Daly MJ: A framework
for variation discovery and genotyping using next-generation DNA
sequencing data. Nat Genet 2011, 43:491–498.

8. Li Y, Willer CJ, Ding J, Scheet P, Abecasis GR: MaCH: using sequence and
genotype data to estimate haplotypes and unobserved genotypes.
Genet Epidemiol 2010, 34:816–834.

9. Li Y, Sidore C, Kang HM, Boehnke M, Abecasis GR: Low-coverage
sequencing: implications for design of complex trait association studies.
Genome Res 2011, 21:940–951.

10. Ehlers CL, Wall TL, Betancourt M, Gilder DA: The clinical course of
alcoholism in 243 Mission Indians. Am J Psychiatry 2004, 161:1204–1210.

11. Ehlers CL, Wilhelmsen KC: Genomic screen for substance dependence and
body mass index in southwest California Indians. Genes Brain Behav 2007,
6:184–191.

12. Ehlers CL, Gilder DA, Wall TL, Phillips E, Feiler H, Wilhelmsen KC: Genomic
screen for loci associated with alcohol dependence in mission Indians.
Am J Med Genet B Neuropsychiatr Genet 2004, 129:110–115.

13. Ehlers CL, Gilder DA, Slutske WS, Lind PA, Wilhelmsen KC: Externalizing
disorders in American Indians: comorbidity and a genome wide linkage
analysis. Am J Med Genet Part B Neuropsychiatr Genet Off Publ Int Soc
Psychiatr Genet 2008, 147B:690–698.

14. Ehlers CL, Gizer IR, Gilder DA, Wilhelmsen KC: Linkage analyses of
stimulant dependence, craving, and heavy use in American Indians.
Am J Med Genet Part B Neuropsychiatr Genet Off Publ Int Soc Psychiatr Genet
2011, 156:772–780.

15. Sun L, Wilder K, McPeek MS: Enhanced pedigree error detection.
Hum Hered 2002, 54:99–110.

16. McPeek MS, Wu X, Ober C: Best linear unbiased allele-frequency
estimation in complex pedigrees. Biometrics 2004, 60:359–367.

17. Thornton T, McPeek MS: Case–control association testing with related
individuals: a more powerful quasi-likelihood score test. Am J Hum Genet
2007, 81:321–337.

18. The 1000 Genomes Project Consortium, Abecasis GR, Auton A, Brooks LD,
DePristo MA, Durbin RM, Handsaker RE, Kang HM, Marth GT, McVean GA:
An integrated map of genetic variation from 1,092 human genomes.
Nature 2012, 491:56–65.

19. Spencer CCA, Su Z, Donnelly P, Marchini J: Designing genome-wide
association studies: sample size, power, imputation, and the choice of
genotyping chip. PLoS Genet 2009, 5:13.

20. Li B, Leal SM: Methods for detecting associations with rare variants for
common diseases: application to analysis of sequence data. Am J Hum
Genet 2008, 83:311–321.

21. Lin D-Y, Tang Z-Z: A general framework for detecting disease associations
with rare variants in sequencing studies. Am J Hum Genet 2011,
89:354–367.

22. Kalton G, Anderson DW: Sampling rare populations. J R Stat Soc Ser A
1986, 149:65–82.

23. Muhib FB, Lin LS, Stueve A, Miller RL, Ford WL, Johnson WD, Smith PJ:
A venue-based method for sampling hard-to-reach populations.
Public Health Rep 2001, 116:216–222.

24. Heckathorn DD: Respondent-driven sampling: a New approach to the
study of hidden populations. Soc Probl 1997, 44:174–199.

25. Ehlers CL: The clinical course of alcoholism in 243 mission indians.
Am J Psychiatry 2004, 161:1204–1210.
26. Affymetrix: Best Practice Supplement to Axiom ® Genotyping Solution Data
Analysis User Guide Rev 1. 1st edition. :1–33.

27. Purcell S: PLINK v 1.07. In [Software Package].
28. Purcell S, Neale B, Todd-Brown K, Thomas L, Ferreira MAR, Bender D,

Maller J, Sklar P, de Bakker PIW, Daly MJ, Sham PC: PLINK: a tool Set for
whole-genome association and population-based linkage analyses.
Am J Hum Genet 2007, 81:559–575.

29. GATK | Best practices. http://www.broadinstitute.org/gatk/guide/topic?
name=best-practices.

30. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, Marth G,
Abecasis G, Durbin R: The sequence alignment/Map format and SAMtools.
Bioinformatics 2009, 25:2078–2079.

31. Samtools-hybrid - genome analysis wiki. http://genome.sph.umich.edu/
wiki/Samtools-hybrid.

32. Browning SR, Browning BL: Rapid and accurate haplotype phasing and
missing-data inference for whole-genome association studies by use
of localized haplotype clustering. Am J Hum Genet 2007, 81:1084–1097.

33. UMAKE - genome analysis wiki. http://genome.sph.umich.edu/wiki/UMAKE.

doi:10.1186/1471-2164-15-85
Cite this article as: Bizon et al.: Variant calling in low-coverage whole
genome sequencing of a Native American population sample. BMC
Genomics 2014 15:85.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://www.broadinstitute.org/gatk/guide/topic?name=best-practices
http://www.broadinstitute.org/gatk/guide/topic?name=best-practices
http://genome.sph.umich.edu/wiki/Samtools-hybrid
http://genome.sph.umich.edu/wiki/Samtools-hybrid
http://genome.sph.umich.edu/wiki/UMAKE

	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	Sample concordance
	Site calling
	Confounding effect of kinship
	Corrected allele frequencies

	Conclusions
	Methods
	Participants
	Exome chip genotyping
	Whole genome sequencing
	Sequencing metrics
	Variant calling
	Confounding effects of kinship and allele frequency correction

	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	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 0.1000
  /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


