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Abstract

Background: Linkage mapping is used to identify genomic regions affecting the expression of complex traits.
However, when experimental crosses such as F2 populations or backcrosses are used to map regions containing a
Quantitative Trait Locus (QTL), the size of the regions identified remains quite large, i.e. 10 or more Mb. Thus, other
experimental strategies are needed to refine the QTL locations. Advanced Intercross Lines (AIL) are produced by
repeated intercrossing of F2 animals and successive generations, which decrease linkage disequilibrium in a
controlled manner. Although this approach is seen as promising, both to replicate QTL analyses and fine-map QTL,
only a few AIL datasets, all originating from inbred founders, have been reported in the literature.

Methods: We have produced a nine-generation AIL pedigree (n = 1529) from two outbred chicken lines
divergently selected for body weight at eight weeks of age. All animals were weighed at eight weeks of age and
genotyped for SNP located in nine genomic regions where significant or suggestive QTL had previously been
detected in the F2 population. In parallel, we have developed a novel strategy to analyse the data that uses both
genotype and pedigree information of all AIL individuals to replicate the detection of and fine-map QTL affecting
juvenile body weight.

Results: Five of the nine QTL detected with the original F2 population were confirmed and fine-mapped with the
AIL, while for the remaining four, only suggestive evidence of their existence was obtained. All original QTL were
confirmed as a single locus, except for one, which split into two linked QTL.

Conclusions: Our results indicate that many of the QTL, which are genome-wide significant or suggestive in the
analyses of large intercross populations, are true effects that can be replicated and fine-mapped using AIL. Key
factors for success are the use of large populations and powerful statistical tools. Moreover, we believe that the
statistical methods we have developed to efficiently study outbred AIL populations will increase the number of
organisms for which in-depth complex traits can be analyzed.

Background
In domestic animal populations, F2 crosses between
divergently selected outbred lines are commonly used to
map QTL [1-3]. However, only one generation of recom-
bination occurs, in an F2 pedigree (gametes of the F1 gen-
eration) and linkage disequilibrium (LD) can be strong
along the chromosomes. This long-range LD can be used
to detect associations between QTL and markers even at
a low marker density, e.g. one marker per 10 or 20 centi-
Morgans (cM) [1,4]. However, because of the extensive

LD, using an F2 design results in large confidence inter-
vals for QTL locations [5] that potentially contain hun-
dreds of genes.
To map QTL with a higher resolution, it is necessary

to adopt a fine-mapping strategy that would ideally pro-
duce a QTL peak covering a chromosome region small
enough to contain only a few genes. Such a strategy
would facilitate identification of candidate mutations.
Precision of fine-mapping relies on the use of dense
SNP marker maps that provide genotypic information at
cM or sub-cM intervals. However, using a high or med-
ium high marker density in an F2 population provides
only a moderate improvement in the resolution because
the population has undergone only one generation of
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recombination [5]. In such a population, most of the
marker alleles are inherited together and share the same
genetic information i.e. they are Identical By Descent
(IBD) within the same haplotype block [6]. Reducing the
extensive linkage disequilibrium present in an F2 popu-
lation requires breeding additional filial generations by
repeated intercrossing, i.e. using F2 individuals to gener-
ate an F3 generation and so on, to form an Advanced
Intercross Line (AIL) pedigree [6-8]. Each generation of
breeding introduces new recombination events and
thereby decreases LD between markers and QTL. Thus,
an AIL makes it possible to re-analyze and fine-map
QTL originally detected in the F2 generation.
Here, we developed new methods to fine-map QTL

using data from an AIL produced from outbred lines.
We used a nine-generation AIL pedigree produced from
an intercross between two lines of chickens divergently
selected for body weight at 56 days of age [9]. All ani-
mals in the pedigree were genotyped using SNP markers
located at approximately 1 cM intervals in nine chromo-
somal regions where significant or suggestive QTL had
previously been identified in an independent F2 inter-
cross between the lines [10,11]. The nine regions were
screened for QTL influencing body weight at 56 days of
age (BW56), with the objective of replicating previous
results and reducing the size of the confidence intervals
containing the QTL.

Methods
Animals
To create the AIL used in this study, a large intercross
pedigree was set up by crossing individuals from two
divergent chicken lines, i.e. a High Weight Selected line
(HWS) and a Low Weight Selected line (LWS), which
were obtained as follows. A selection experiment
initiated in 1957 was designed to select two chicken
lines for high- and low-body weight from the same base
population, which consisted of crosses between seven
partly inbred lines of White Plymouth Rock chickens.
Then, individuals with a high-body weight at 56 days of
age (BW56) were selected as parents for the line HWS
and chickens with a low BW56 were selected as parents
for the line LWS [9].
The AIL was initiated with HWS and LWS individuals

from generation 40 [10-12] for which sex-averaged
mean body weights at the age of selection were1522 g
(SE: ± 36 g) for HWS and 181 g (SE: ± 5 g) for LWS
animals. The observed mean heterozygosity, H0, at all
autosomal loci, after 40 generations, was 0.146 in line
HWS and 0.156 in line LWS [13]. To create the AIL, 10
HWS males were mated with 22 LWS females and 8
LWS males were mated with 19 HWS females to pro-
duce 83 F1. The number of individuals produced in sub-
sequent generations varied (Table 1); about 100

individuals for generations F2, F4, F5, F6 and F7; 405
individuals for generation F8 because F8 animals have
accumulated the highest number of recombinations and
are expected to provide the best resolution for QTL
mapping; and 437 individuals for generation F3, which is
a suitable size to detect QTL in regions where genetic
polymorphism may have been lost by genetic drift dur-
ing the last generations of the intercross. Breeding con-
ditions differed for producing the F8 versus previous
generations, i.e. fewer sires and younger dams were used
to produce the F8, resulting in smaller egg size and ulti-
mately smaller animals (Table 1). This was accounted
for in our statistical model by correcting for a genera-
tion effect.

DNA extraction, marker selection and genotyping
Nine chromosome regions (see Table 2; segment names
follow the Jacobsson et al. [10] nomenclature) contain-
ing significant or suggestive QTL for body weight
detected in the original F2 population [10,11] were cho-
sen for this study. DNA was extracted from blood sam-
ples by AGOWA (Berlin, Germany). Fifteen individuals

Table 1 Descriptive statistics for the AIL pedigree

Generation Nb of
animals

Nb of males
contributing to

the next
generation

Average body
weight

at 56 days of age
(g) ± SE

F0 HWS 29 10 1522 ± 36

F0 LWS 30 8 181 ± 5.4

F1 83 8 NA

F2 90 32 663.9 ± 18.6

F3 437 65 696.7 ± 8.1

F4 128 58 594.6 ± 11.9

F5 128 51 656.1 ± 14.0

F6 100 35 770.1 ± 16.9

F7 107 10 661.8 ± 17.2

F8 405 NA 373.6 ± 6.3

Total 1529 NA 594.2 ± 5.7

Table 2 Chromosome segments selected for the
replication study

Chromosome QTL segment* Start (bp)** End (bp)**

1 Growth1 169,634,954 181,087,961

2 Growth2 47,929,675 65,460,002

2 Growth3 124,333,151 133,581,122

3 Growth4 24,029,841 68,029,533

4 Growth6 1,354,213 13,511,203

4 Growth7 85,459,943 88,832,107

5 Growth8 33,696,791 39,052,438

7 Growth9 10,916,819 35,491,706

20 Growth12 7,109,709 13,899,993

*Jacobsson et al. 2006 [10]; **position as in Chicken genome assembly of
May 2006.
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from each parental line were genotyped for approxi-
mately 13,000 genome-wide SNP markers, as described
by Wahlberg et al. [14]. A subset of 304 segregating
SNP was selected from the nine QTL regions to, in the
best possible way, discriminate between alleles inherited
from the HWS and LWS lines. For SNP markers that
are bi-allelic, a marker that discriminates between alleles
inherited from the HWS and LWS lines would have a
high frequency (p) of one allele in the LWS line, and a
high frequency (q) of the other allele in the HWS line.
In the ideal case, p(HWS) = q(LWS) = 1 (i.e. fixation
for alternative alleles in the two lines), the molecular
signature of the markers is sufficient to determine the
line of origin of any allele without uncertainty. As this
situation rarely occurred for the markers available in the
present study, markers were selected as follows: First,
differences in marker allele-frequencies between the
HWS and LWS lines were evaluated for all markers in
the QTL regions. Then, markers were selected based on
decreasing differences in marker allele frequencies
between the lines, and on their positions at regular
intervals on the chromosome segments. In the present
study, only 33% of the markers were considered highly
informative with allele frequencies p(HWS) ≥0.9, and q
(LWS) ≥0.7 or vice versa. All individuals in the AIL (n =
1529) were genotyped for these markers using the Gold-
enGate assay (Illumina, CA) at the SNP technology plat-
form in Uppsala (Sweden).

IBD estimation
When detecting QTL by the variance component
method, the covariance matrix (Π) of the random QTL
effect must be estimated as an IBD matrix i.e. a n*n
matrix that contains, at a given genomic position, the
expected number of alleles IBD between all pairs of
individuals in the studied population or pedigree [1].
Therefore, to perform a genome-scan for QTL using a
variance component based analysis, an IBD matrix is
needed for each tested genome position τ.
IBD matrices can be estimated using methods based

on descent tree likelihood [15], by Monte Carlo Marcov
Chain methods [16], or deterministically [17]. For the
present study, we used a deterministic IBD estimation
method that utilizes pedigree, genotype and haplotype
information to infer IBD probabilities based on the
approach described by Pong-Wong et al. [18]. The use
of haplotype information together with deterministic
IBD estimation is, in the present case, motivated by its
computational efficiency.
Most IBD estimation approaches [15-18] are based on

genotype and pedigree information only, whereas mar-
ker-phases (or related measurement of the alleles inheri-
tance pathway thorough the pedigree), which are needed

to obtain the final IBD probabilities, are estimated
alongside the IBD by the algorithm. Deterministic meth-
ods [17,18] only use informative markers (where marker
phase can be inferred without uncertainty) and therefore
only uses part of the available information, whereas
iterative methods [15,16] provide better precision in IBD
estimation, but also higher computational demand.
However, if haplotypes are estimated by an independent
routine, and included in the input data, it can increase
the amount of information available for the determinis-
tic algorithm. Here, we use an algorithm that first esti-
mates haplotypes using a Genetic Algorithm based
method [19], and subsequently includes this haplotype
information to improve the accuracy of the determinis-
tic IBD estimation. Because the present study involves
analysing several times the same genomic region to test
different hypotheses about the population structure, sev-
eral versions of an IBD matrix are computed for the
same locus. This is thus more efficient to isolate the
computationally demanding part of the analysis (recur-
sive haplotype estimation) in a preliminary step that
only needs do be done once for each genomic region,
and then to adopt a fast deterministic IBD estimation
algorithm for the second step that is repeated several
times for each locus.
Due to the recursive approach, the deterministic IBD

estimation algorithm [18] is also flexible. IBD probabil-
ities are computed recursively from the first (F0) to the
last (F8) generation, which makes it possible to include
a genetic covariance structure among the founder indivi-
duals of the pedigree. This covariance can be computed
independently based on population history [20], or
based on genetic data [21]. The algorithm simply reads
the matrix of covariance between founders of the pedi-
gree as input data, and computes the IBD relationship
of the last generations as a function of the given founder
population structure.
Here, we estimated IBD probabilities recursively in the

AIL pedigree as in [18], taking the covariance among
the founders into account [21]. Haplotypes were used as
input if they were deemed robust [19] but individual
marker genotypes were used when haplotype estimates
were uncertain. The estimated IBD matrices at each
tested location, τ, were then used as input in the var-
iance component (VC) QTL analysis.

Variance component QTL analysis
VC model
The classical VC approach to map QTL assumes that
QTL alleles in the founder population are uncorrelated
[22,23]. Since the VC approach makes no distinction
between the line origin of the alleles, this approach is
not suitable to analyse outbred crosses between
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divergent lines [2,21]. Therefore we used a VC approach
[21] that accounts for correlation among QTL alleles
within the founder lines.
Consider the variance component model with uncor-

related founder allele effects:

y X v e= + + (1)

where y is the vector of individual phenotypes, b the
vector of fixed effects, X the design matrix of fixed
effects, v a vector of random QTL effects, and e the vec-
tor of residual effects. The variance of y is then given by

V v e( )y I= +Π 2 2

where Π is the genotype IBD matrix calculated at

chromosome position τ,  v
2 is the genetic variance due

to the QTL, I is the identity matrix, and  e
2 is the resi-

dual variance.
An alternative, and equivalent, presentation of model

(1) is [24,21]:

y X Zv e= + + * (2)

where v* is the vector of the effects of m independent
and identically distributed (iid) base generation QTL
alleles, assumed normally distributed with variance

m
2
, m

2
is the number of individuals in the base genera-

tion, Z is an incidence matrix of size n × m that relates
individuals with the QTL alleles in the base generation,

and e is the residual vector with variance  e
2 .

The assumption of uncorrelated QTL allele effects in
the base generation, implies that in model (2): V(v*) =

1
2

2 v mI where Im is an identity matrix of size m × m.

Equivalently in model (1), the sub-matrix corresponding

to the first m
2

rows and the first m
2

columns of Π (i.e.

IBD relationships between the founders at locus τ ) is an
identity matrix.
In crosses between divergent lines, QTL allele effects

should be correlated with the origin of the base genera-
tion line. This is the underlying assumption of common
linear regression based methods used for QTL mapping
in outbred crosses [25,26]. To consider the correlation
of the alleles in the founder lines when mapping QTL,
under the assumption that QTL are not fixed within the
founder lines, we introduce rA and rB as the correla-
tions between the effects of founder QTL alleles from

lines A and B, respectively. Then, the covariance struc-

ture of v* is not 1
2

2 v mI any longer as in model (2), but

instead:
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where rA and rB are estimated as in [21]. When QTL
alleles are fixed in the founder lines, as assumed in lin-
ear regression based QTL mapping [25,26], rA = rB = 1.
The example given here illustrates a case where the

founder population includes one individual from line A
and three individuals from line B. The AIL population
studied in the present article was obtained by crossing
30 LW with 29 HW animals. Since average body
weights can vary considerably between generations
(Table 1) and sexes, we fitted a mixed linear model with
generation and sex as fixed effects.
QTL detection scan
We computed the score statistic at each marker as in
[21] to test for QTL in the nine chromosome regions.
Markers were assigned to their genomic locations using
the dense consensus chicken genetic map [27,28].
First, we computed the score statistic at 1 cM intervals

in the genome, using model A:

y X v e= + +

without including a polygenic effect in the model.
Second, we calculated the score statistic at each mar-

ker, using model B:

y X v e= + + + a

which differs from model A by including a random
polygenic effect (a) in the model. The polygenic effects
were calculated based upon the additive genetic relation-
ship matrix between all animals in the pedigree.
Estimation of QTL allele fixation within lines
When a significant QTL was detected in the chromo-
some segment scanned with either of the two alternative
hypotheses (A or B), we tested whether the level of fixa-
tion within lines (r) was significantly different from zero
(i.e. H0: r = 0). For simplicity, the correlation between
effects of founder QTL alleles was assumed to be the
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same in both lines. Therefore, the same value of r was
considered for the LWS and HWS lines. A likelihood
ratio test was used to compare three alternative models
that were defined based on assuming i) independence of
alleles (r = 0), ii) fixation of alleles (r = 1), and iii) segre-
gation of alleles (0 <r < 1). When model iii) was declared
most likely (0 <r < 1), correlations within the LWS and
HWS lines (rA and rB) were estimated separately follow-
ing the same approach as in the Flexible Intercross Ana-
lysis (FIA) described by Rönnegård et al. (2008) [21].
Significance thresholds
Significance thresholds for the scans were derived using
randomization testing. Residuals estimated from the null
model y = Xb + e (model A) or y = Xb + a + e (model
B) were permuted. One thousand replicates of the phe-

notypic data were simulated with y X= + 
  , (or

y X= + + 
 ã for model B) where  is the vector of

permuted residuals,  and ã are the estimated fixed and

random effects obtained from the null model. For each
replicate, the score statistic was calculated at every
tested position in the selected region. As in Valdar et al.
[29], the maximum score value from each replicate was
then fitted to a generalized extreme value distribution
using the evd library in R [30,31]. 5% and 1% signifi-
cance thresholds were then estimated respectively by the
95% and 99% quantiles of the fitted distribution.

Results
QTL detection scan
In scans using model A (without a polygenic effect), all
nine QTL regions identified with the original F2 popula-
tion [10,11] also contained significant QTL with the AIL
pedigree. A QTL profile including all chromosome seg-
ments is in Figure 1A. The QTL on chromosome 7

(Growth9) was split into multiple peaks that together
covered most of the selected chromosome segment,
whereas the other segments Growth1, Growth2,
Growth3, Growth4, Growth6, Growth7, Growth8 and
Growth12 contained a single QTL peak. In the scans
using model B (with a random polygenic effect), only
Growth1, Growth2, Growth4, Growth9 and Growth12
contained significant QTL (Figure 1B).
Estimates of locations and genetic effects for all the

QTL are summarized in Table 3. QTL positions
reported in Table 3 are the maximum point (mode) of
the curve. As model B provided the strongest statistical
support for the QTL, the allele effects reported in Table
3 were measured at the location supported by model B
when the peaks for both models did not coincide.
Growth1 and Growth9.1 mapped to the same position

in scans with model A or B. Growth4 was located within
the same large interval (24 to 38 Mb) as previously, with
a 4 Mb difference between estimates from scans using
models A and B. Similarly, for Growth2 the same loca-
tion was found with a 4 Mb difference between esti-
mates from scans using models A (60 Mb) and B (64
Mb). For Growth12, two peaks were detected at 9 and
11 Mb with both models but the peak at 9 Mb was
more significant in the scan with model B. Average
effects of QTL alleles at Growth1, Growth2, Growth4,
Growth6, Growth8, Growth9 and Growth12 were as
expected: negative for the LWS alleles and positive for
the HWS alleles. Effects of QTL alleles at Growth3 and
Growth7 were cryptic, contrary to the original observa-
tion [10], with a positive effect for LWS alleles and a
negative effect for HWS alleles.

QTL fine-mapping
Since QTL-mapping with AIL increases resolution com-
pared to F2 designs, it is possible to test whether the
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Figure 1 QTL scan in a nine generation AIL pedigree with model A (A) and model B (B). The score statistic is plotted against the position
in Mb for each of the nine analyzed chromosome segments; the 5% experiment-wise significance threshold is given as a horizontal dashed line.
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studied segments contain one or several regions that con-
tribute to the QTL effect. The QTL profiles initially
obtained (Figure 1) suggested that several segments might
contain more than a single signal. Therefore, a second
scan was performed for the segments for which the detec-
tion of a QTL was replicated with model A. In this case,
only the phenotypes of individuals from the last generation
(F8, n = 400), with the lowest linkage disequilibrium, were
included. IBD between these individuals were, however,
computed using the genotypes from all individuals in the
pedigree to obtain the best possible QTL genotype esti-
mates. In this scan, a two-QTL model was fitted to evalu-
ate the evidence for multiple linked QTL in these regions.
In these analyses, the genetic variance of one of the two

QTL in the region was included in the null model of the
VC analysis while that of the other was included as a main
effect. These analyses showed that there were two inde-
pendent effects in the Growth9 region at approximately 20
Mb and 35 Mb and these were named Growth9.1 and
Growth9.2, respectively. The two regions Growth9.1 and
Growth9.2 are considered as different QTL in the rest of
the manuscript (Table 3).
For several QTL segments, the peak obtained with the

AIL was narrower than with the original F2 population,
which illustrates the higher resolution of QTL mapping
using AIL. Figure 2 compares QTL peaks obtained with
the F2 population and with the AIL for Growth1 on
chromosome 1 and Growth9 on chromosome 7. The

Table 3 Genomic location and genetic effect of the replicated QTL

QTL Chromos Position (bp)*
Model A

Position (bp)*
Model B

Average allele
effect LWS
alleles

Average allele
effect HWS

alleles

Growth1 1 173,709,609 173,709,609 -30.4 ± 6.7 36.4 ± 6.5

Growth2 2 60,710,066 64,098,899 -0.32 ± 7.3 13.9 ± 7.2

Growth3 2 130,113,120 NA 22.4 ± 6.6 -14.6 ± 6.8

Growth4 3 37,345,273 33,882,778 -7.2 ± 6.5 16.8 ± 6.7

Growth6 4 12,635,648*** NA -11.2 ± 10.3 44.0 ± 12.4

Growth7 4 87,824,674*** NA 2.7 ± 7.129 -4.5 ± 7.0

Growth8 5 35,422,843*** NA -16.6 ± 6.9 20.8 ± 6.9

Growth9.1 7 21,585,687 21,585,687 -15.2 ± 6.6 16.6 ± 6.7

Growth9.2 7 32,701,577*** NA -5.4 ± 6.7 11.5 ± 6.7

Growth12 20 11,137,932 9,100,162 -11.5 ± 6.4 19.8 ± 6.2

***position as in Chicken genome assembly of May 2006.
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Figure 2 Comparison of the QTL profiles for Growth9 (A) and Growth1 (B) in the original F2 pedigree and the nine generation AIL
pedigree.
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peak width of Growth1 with the AIL was about 1/3 of
the peak with the F2 design (Figure 2B). The single QTL
(Growth9) on chromosome 7 identified with the F2 pedi-
gree could be separated into two narrow QTL with the
AIL (Figure 2A). Due to recombinations accumulated in
successive generations, the size of the QTL region was
also considerably smaller in the scan carried out with
the AIL than that with the F2 design for Growth2,
Growth4 and Growth12 QTL, whereas the peaks for
Growth3, Growth6, Growth7 and Growth8 still covered
the entire genotyped segment (Figure 1).

Estimation of allele correlation within lines
A preliminary analysis indicated that independence of
the alleles was common in the present pedigree. We
hereafter considered allele independence as the null
hypothesis and then tested for possible fixation or segre-
gation within the lines. When comparing the likelihood
of these two alternative hypotheses of fixation (r = 1) or
segregation (0 < r <1) of QTL alleles within founder
lines, segregation was identified for Growth1 (P < 0.02)
and for one (Growth9.1) of the two QTL on chromo-
some 7 (P < 0.05). For the other QTL, the model
assuming independence (r = 0) of the alleles could not
be rejected.
At Growth1, the estimated correlation of the allelic

effects was 0.14 in the LWS line and 0.74 in the HWS
line. For Growth9.1, the within-line correlation was 0.61
for LWS and 0.88 for HWS. For these two regions, the
FIA model [21] indicates a higher level of fixation within
the HWS line than within the LWS line.
For each base generation allele at Growth1 that was

transmitted to at least seven descendants, the substitu-
tion effect was calculated (see Figure 3A). Alleles from
both HWS and LWS lines had both positive and nega-
tive effects on body weight, with more dispersion of the
effects in the LWS line (Figures 3B and 3C), where alle-
lic effects varied from-105 g to +103 g (mean = -21 g).
Alleles from the HWS line had mostly positive effects,
ranging from -75 g to +90 g (mean = 22 g)

Discussion
Analysis of data obtained with an advanced intercross
line originating from inbred founders is straightforward
because alternative alleles of the markers are fixed in
each founder line. In such designs, it is sufficient to col-
lect the data from later generations in the pedigree and
then use standard QTL mapping software developed for
inbred intercross populations for the analysis. The
major difference between the F2 and the following gen-
erations of the AIL is the increase in recombination
events. However, QTL analysis with an AIL originating
from outbred founders is not trivial because fixation of
neither markers nor QTL can be assumed in the original

lines. In order to maximize the power to replicate QTL
detection and fine-mapping using an AIL produced
from outbred founders, we propose that the genotypes
and phenotypes of all the individuals in the pedigree
and not just of those from later generations should be
collected and analysed. In our work, we have applied
this strategy to an experimental chicken dataset and
analyzed the data for nine genomic regions for which
significant or suggestive QTL had been previously iden-
tified with an F2 design between the same chicken lines
[10,11]. Two alternative models were used for QTL
detection: (1) a model (A) without a random polygenic
effect, which detected significant QTL in all nine regions
and (2) a more stringent model (B) that included a ran-
dom polygenic effect, which reduced the number of sig-
nificant QTL to five regions. This difference in number
of QTL detected is due to the fact that the covariance
matrix of the polygenic effect included in model B is by
definition very similar to the covariance matrix of the
QTL effect when marker information is poor. The infor-
mation content estimated from the IBD coefficients [32]
appeared indeed to be lower in some regions where
QTL was detected in model A but not in model B
(Growth 3 Growth 7 Growth 8). However, one of the
low information content regions (Growth 9.1) was
nevertheless detected in both models. This makes it dif-
ficult to determine whether the loss of QTL with model
B is due to false positive signals obtained with model A,
or to the fact that marker information content is simply
too low to distinguish between a QTL effect and a poly-
genic effect in a multigenerational intercross pedigree.
Based on our results, it can be concluded that Growth1,
Growth2, Growth4, Growth9.1 and Growth12 contain
QTL that are strongly supported by both models. The
allelic effects in these regions are positive for the HWS
allele and negative for the LWS allele, as expected in an
AIL resulting from a cross between two divergently
selected lines. In addition to these five significant QTL
regions detected with both models, the remaining
regions (Growth3, Growth6, Growth7, Growth8, and
Growth 9.2) are likely to contain QTL based on the ana-
lyses using model A. This may be resolved by further
analyses with more informative markers.
Eight QTL acted in the same direction in both the F2

population and the AIL i.e. the effect of their HWS
alleles were additive and led to higher BW56 as in [10],
while two QTL acted in opposite directions. This differ-
ence can be explained by the lack of fixation of QTL
alleles within the founder lines (as illustrated by the
range of estimated allelic effects in Figure 3), where
alleles with positive and negative effects were present in
both the HWS and LWS lines. Since multiple alleles
exist in both lines, the estimated difference between the
average effects of alleles inherited from HWS and LWS
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animals is a mixture of high and low effect alleles. Thus,
when analyzing a particular generation in a population,
the results will depend on the actual set of alleles
sampled from a limited number of ancestors. As the
number of founders for each generation is rather small,
genetic drift will have an influence on the results. It is

worth noting that several of the QTL confirmed in our
study were not detectable using methods that assume
allelic fixation in the founder lines. Their detection
relied on the use of a variance component approach
that does not assume fixation. Another potential expla-
nation for the difference in observed effects is epistasis,
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which is known to be strong among QTL in this pedi-
gree [33]. Therefore, the size of the genomic region con-
taining the QTL and the direction of its effect depend
on the genetic background at other loci. Differences in
allele frequencies at interacting loci might influence the
marginal effects of QTL and even lead to genetic effects
that change direction depending on the allele frequency
at the loci with which it interacts. Although an in-depth
study of epistasis is beyond the scope of this paper, pre-
liminary tests provide some strong evidence for epistasis
in this pedigree, with, e.g., the LWS allele of Growth3
having a positive effect when combined with the HWS
allele of Growth12 but a negative effect when combined
with the LWS allele. A third possibility is that recombi-
nation in subsequent generations has disrupted linkage
disequilibrium between linked QTL so that the QTL
effect at the position tested in the current study deviates
significantly from the one observed in the F2 generation.
The nine selected chromosome segments were first

scanned for single QTL using a variance component
approach. The assumption of a single QTL in each seg-
ment appears valid for all regions but Growth9. When
including all phenotype data from the F2-F8 generations,
the segment containing Growth9 had a complex QTL
profile indicating multiple independent genetic effects.
A two-QTL analysis was then performed including only
the phenotypic data from the F8 generation. Since link-
age disequilibrium is lower in this last generation, reso-
lution should be higher when using this smaller dataset.
In this analysis, the QTL region splits into two signifi-
cant QTL at 20 and 35 Mb (Figure 2A). The peak
observed between the two peaks at 30 Mb in the single-
QTL scan is not significant, indicating that it is most
likely a false “ghost” signal due to linkage with the two
neighbouring regions.
Our scan permits the detection of QTL that segregate

within the parental lines. Thus, it is a powerful approach
to detect QTL in crosses produced from divergent
outbred lines. It identified ten QTL in nine distinct
chromosome regions. Two regions (Growth1 and
Growth9.1) showed significant (p < 0.05) within-line cor-
relations between allele effects. The estimated correla-
tion of the within-line allele effects, calculated from the
FIA model, was higher within the HWS line (0.74) then
within the LWS line (0.14) for Growth1. This was con-
sistent with the variability among allele substitution
effects shown in Figure 3, which is larger among LWS
alleles than among HWS alleles. For the remaining eight
QTL, we could not reject the null-hypothesis of inde-
pendent allelic effects (even within-line). Since the par-
ental lines had been divergently selected and display
highly divergent phenotypes, a stronger correlation of
allelic effects in the founder lines was expected.

However, segregation within lines is not unlikely,
because the lines were not inbred, the QTL effects were
rather small and the time of divergence between the
lines was relatively short. This finding could, however,
also be explained by a lack of power in the segregation
analyses in this pedigree since it contains a large num-
ber of founder alleles with rather few observations for
each inherited allele.

Conclusions
Here, we have produced, genotyped and analyzed a large
AIL obtained from outbred parents. Most of the QTL
originally detected in the F2 population were confirmed,
which indicates that appropriately sized replication popu-
lations and powerful statistical tools are crucial to refine
original QTL findings and dissect the genetics underlying
complex phenotypes. Replicating the detection of the
QTL and fine-mapping their location with an AIL
strengthen the original findings, and validate AIL as a
valuable tool to explore the genetic basis of complex
traits. We also believe that the methods available now to
analyze outbred intercross populations can be useful for
in-depth genetic studies of a wider range of organisms
and can provide answers to research questions that are
not approachable using inbred model organisms.

Acknowledgements
OC was supported by grants from the Swedish Foundation for Strategic
Research, the Swedish Research Council, the Swedish Research Council for
Environment, Agricultural Sciences and Spatial Planning and the European
Science Foundation (EURYI). LA was supported by grants from the Swedish
Foundation for Strategic Research and the Swedish Research Council for
Environment, Agricultural Sciences and Spatial Planning. The SNP technology
platform in Uppsala was supported by the Knut and Alice Wallenberg
Foundation (via Wallenberg Consortium North). We thank Tomas Axelsson
and Kristina Larsson for assistance with genotyping in Uppsala. Genotyping
was performed by the SNP&SEQ Technology platform in Uppsala, which is
supported by Uppsala University and Uppsala University Hospital.

Author details
1Department of Animal Breeding and Genetics, Swedish University of
Agricultural Sciences, Uppsala, Sweden. 2Department of Medical
Biochemistry and Microbiology, Uppsala University, Uppsala, Sweden.
3Statistics Unit, Dalarna University, Borlänge, Sweden. 4Virginia Polytechnic
Institute and State University, Department of Animal and Poultry Sciences,
Blacksburg, VA 24061-0306, USA. 5Linnaeus Centre for Bioinformatics,
Uppsala University, SE-75124 Uppsala, Sweden.

Authors’ contributions
FB analyzed the data, OC, PBS and LA designed the experiment, PBS was
responsible for animal experiments, PBS and PW performed the
phenotyping, WE, PW and OC were responsible for marker selection and
genotyping, FB, WE, OC and LR designed and contributed to the statistical
analysis. FB and OC wrote the first draft of the manuscript and all co-authors
contributed to the final version.

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

Received: 11 August 2010 Accepted: 17 January 2011
Published: 17 January 2011

Besnier et al. Genetics Selection Evolution 2011, 43:3
http://www.gsejournal.org/content/43/1/3

Page 9 of 10



References
1. Lynch M, Walsh B: Genetics and analysis of quantitative traits Sinauer

Associates Inc., Sunderland, UK; 1998.
2. Perez-Enciso M, Fernando RL, Bidanel JP, Le Roy P: Quantitative trait locus

analysis in crosses between outbred lines with dominance and
inbreeding. Genetics 2001, 159:413-422.

3. Andersson L, Haley CS, Hellegren H, Knott SA, Johansson M, Andersson K,
Andersson-Eklund L, Edfords-Lilja I, Fredholm M, Hansson I: Genetic
mapping of quantitative trait loci for growth and fatness in pigs. Science
1993, 263:1771-1774.

4. Jensen J: Estimation of recombination parameters between a
quantitative trait locus (QTL) and two marker gene loci. Theor Appl Genet
1989, 78:613-618.

5. Darvasi A, Weinreb A, Minke V, Weller JI, Soller M: Detecting marker-QTL
linkage and estimating QTL gene effect and map location using a
saturated genetic map. Genetics 1993, 134:943-951.

6. Darvasi A, Soller M: Advanced Intercross Lines, an experimental
population for fine genetic mapping. Genetics 1995, 141:1199-1207.

7. Yu X, Bauer K, Wernhoff P, Ibrahim SM: Using an advanced intercross line
to identify quantitative trait loci controlling immune response during
collagen-induced arthritis. Genes Immun 2007, 8:296-301.

8. Behnke JM, Iraqi FA, Mugambi JM, Clifford S, Nagda S, Wakelin D, Kemp SJ,
Baker RL, Gibson JP: High resolution mapping of chromosomal regions
controlling resistance to gastrointestinal nematode infections in an
advanced intercross line of mice. Mamm Genome 2006, 17:584-597.

9. Dunnington EA, Siegel PB: Long-term divergent selection for eight-week
body weight in White Plymouth rock chickens. Poult Sci 1996,
75:1168-1179.

10. Jacobsson L, Park HB, Wahlberg P, Fredriksson R, Perez-Enciso M, Siegel PB,
Andersson L: Many QTLs with minor additive effects are associated with
a large difference in growth between two selection lines in chickens.
Genet Res 2005, 86:115-125.

11. Wahlberg P, Carlborg O, Foglio M, Tortoir X, Syvänen AC, Lathrop M, Gut IG,
Siegel PB, Andersson L: Genetic analysis of an F(2) intercross between
two chicken lines divergently selected for body-weight. BMC Genomics
2009, 10:248.

12. Park HB, Jacobsson L, Wahlberg P, Siegel PB, Andersson L: QTL analysis of
body composition and metabolic traits in an intercross between chicken
lines divergently selected for growth. Physiol Genomics 2006, 25:216-223.

13. Johansson AM, Pettersson ME, Siegel PB, Carlborg O: Genome-wide effects
of long-term divergent selection. PLOS Genetics 2010, 6(11):e1001188.

14. Wahlberg P, Strömstedt L, Tordoir X, Foglio M, Heath S, Lechner D,
Hellström AR, Tixier-Boichard M, Lathrop M, Gut GI, Andersson L: A
highresolution linkage map for the Z chromosome in chicken reveals
hot spots for recombination. Cytogenet Genome Res 2007, 117:22-29.

15. Abecasis GR, Cherny SS, Cookson WO, Cardon LR: Merlin-rapid analysis of
dense genetic maps using sparse gene flow trees. Nat Genet 2002,
30:97-101.

16. Heath SC: Markov chain Monte Carlo segregation and linkage analysis
for oligogenic models. Am J Hum Genet 1997, 61:748-760.

17. Wang T, Fernando RL, Van der Beek S, Grossman M, Van Arendonk JAM:
Covariance between relatives for a marked quantitative trait locus. Genet
Sel Evol 1995, 27:251-274.

18. Pong-Wong R, George AW, Woolliams JA, Haley CS: A simple and rapid
method for calculating identity-by-descent matrices using multiple
markers. Genet Sel Evol 2001, 33:453-471.

19. Besnier F, Carlborg O: A genetic algorithm based method for stringent
haplotyping of family data. BMC Genet 2009, 10:57.

20. Meuwissen THE, Goddard ME: Fine mapping of quantitative trait loci
using linkage disequilibria with closely linked marker loci. Genetics 2000,
155:421-430.

21. Rönnegård L, Besnier F, Carlborg O: An improved method for quantitative
trait loci detection and identification of within-line segregation in F2
intercross designs. Genetics 2008, 178:2315-2326.

22. Fernando RL, Grossman M: Marker-assisted selection using best linear
unbiased prediction. Genet Sel Evol 1989, 21:467-477.

23. Goldgar DE: Multipoint analysis of human quantitative genetic variation.
Am J Hum Genet 1990, 47:957-967.

24. Rönnegård L, Carlborg O: Separation of base allele and sampling term
effects gives new insights in variance component QTL analysis. BMC
Genet 2007, 8:1.

25. Martinez O, Curnow RN: Estimating the locations and the sizes of the
effects of quantitative trait loci using flanking markers. Theor Appl Genet
1992, 85:480-488.

26. Haley CS, Knott SA: A simple regression method for mapping
quantitative trait loci in line crosses using flanking markers. Heredity
1992, 69:315-324.

27. Groenen M, Wahlberg P, Foglio M, Cheng H, Megens H, Crooijmans R,
Besnier F, Lathrop M, Muir W, Wong G, Gut I, Andersson L: A high-density
SNP based linkage map of the chicken genome reveals sequence
features correlated with recombination rate. Genome Res 2009,
19:510-519.

28. International Chicken Polymorphism Map Consortium: A genetic variation
map for chicken with 2.8 million single-nucleotide polymorphisms.
Nature 2004, 432:717-722.

29. Valdar W, Flint J, Mott R: Simulating the Collaborative Cross: Power of
Quantitative Trait Loci Detection and Mapping Resolution in Large Sets
of Recombinant Inbred Strains of Mice. Genetics 2006, 172:1783-1797.

30. R Development Core Team: R: a language and environment for statistical
computing. R Foundation for Statistical Computing. Vienna, Austria; [http://
www.R-project.org], ISBN 3-900051-07-0.

31. Stephenson A: evd: extreme value distributions. R News 2003, 2:31-32.
32. Albert FW, Carlborg O, Plyusnina I, Besnier F, Hedwig D, Lautenschlager S,

Lorenz D, McIntosh J, Neumann C, Richter H, Zeising C, Kozhemyakina R,
Shchepina O, Kratzsch J, Trut L, Teupser D, Thiery J, Schoneberg T,
Andersson L, Paabo S: Genetic Architecture of Tameness in a Rat Model
of Animal Domestication. Genetics 2009, 182:541-554.

33. Carlborg O, Jacobsson L, Ahgren P, Siegel PB, Andersson L: Epistasis and
the release of genetic variation during long-term selection. Nat Genet
2006, 38:418-420.

doi:10.1186/1297-9686-43-3
Cite this article as: Besnier et al.: Fine mapping and replication of QTL
in outbred chicken advanced intercross lines. Genetics Selection Evolution
2011 43:3.

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

Besnier et al. Genetics Selection Evolution 2011, 43:3
http://www.gsejournal.org/content/43/1/3

Page 10 of 10

http://www.ncbi.nlm.nih.gov/pubmed/11560915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11560915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11560915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8349116?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8349116?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8349116?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8582624?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8582624?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17361202?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17361202?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17361202?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16783640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16783640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16783640?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8893291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8893291?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16356285?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16356285?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19473501?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19473501?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16390876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16390876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16390876?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21079680?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21079680?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17675841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17675841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17675841?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11731797?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11731797?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9326339?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9326339?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11712969?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11712969?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11712969?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19761594?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19761594?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10790414?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10790414?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18430952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18430952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18430952?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2239972?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17210073?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17210073?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16718932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16718932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19088305?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19088305?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19088305?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15592405?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15592405?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16361245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16361245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16361245?dopt=Abstract
http://www.R-project.org
http://www.R-project.org
http://www.ncbi.nlm.nih.gov/pubmed/19363126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19363126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16532011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16532011?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Animals
	DNA extraction, marker selection and genotyping
	IBD estimation
	Variance component QTL analysis
	VC model
	QTL detection scan
	Estimation of QTL allele fixation within lines
	Significance thresholds


	Results
	QTL detection scan
	QTL fine-mapping
	Estimation of allele correlation within lines

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize 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 /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /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 <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


