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A maximum likelihood QTL analysis reveals
common genome regions controlling resistance
to Salmonella colonization and carrier-state
Tran Thanh-Son1, Beaumont Catherine1, Salmon Nigel2, Fife Mark2, Kaiser Pete3, Le Bihan-Duval Elisabeth1,
Vignal Alain4, Velge Philippe5 and Calenge Fanny1*
Abstract

Background: The serovars Enteritidis and Typhimurium of the Gram-negative bacterium Salmonella enterica are
significant causes of human food poisoning. Fowl carrying these bacteria often show no clinical disease, with
detection only established post-mortem. Increased resistance to the carrier state in commercial poultry could be a
way to improve food safety by reducing the spread of these bacteria in poultry flocks. Previous studies identified
QTLs for both resistance to carrier state and resistance to Salmonella colonization in the same White Leghorn inbred
lines. Until now, none of the QTLs identified was common to the two types of resistance. All these analyses were
performed using the F2 inbred or backcross option of the QTLExpress software based on linear regression. In the
present study, QTL analysis was achieved using Maximum Likelihood with QTLMap software, in order to test the
effect of the QTL analysis method on QTL detection. We analyzed the same phenotypic and genotypic data as
those used in previous studies, which were collected on 378 animals genotyped with 480 genome-wide SNP
markers. To enrich these data, we added eleven SNP markers located within QTLs controlling resistance to
colonization and we looked for potential candidate genes co-localizing with QTLs.

Results: In our case the QTL analysis method had an important impact on QTL detection. We were able to identify
new genomic regions controlling resistance to carrier-state, in particular by testing the existence of two segregating
QTLs. But some of the previously identified QTLs were not confirmed. Interestingly, two QTLs were detected on
chromosomes 2 and 3, close to the locations of the major QTLs controlling resistance to colonization and to
candidate genes involved in the immune response identified in other, independent studies.

Conclusions: Due to the lack of stability of the QTLs detected, we suggest that interesting regions for further studies
are those that were identified in several independent studies, which is the case of the QTL regions on chromosomes
2 and 3, involved in resistance to both Salmonella colonization and carrier state. These observations provide evidence
of common genes controlling S. Typhimurium colonization and S. Enteritidis carrier-state in chickens.
Background
Bacteria belonging to the Salmonella enterica species
are responsible for diseases in several animal
species and in humans. Salmonella enterica serotypes
Enteritidis and Typhimurium are two of the main
sources of human food poisoning. One of the most
important factors is that poultry can carry these
bacteria without any clinical symptoms, and thus the
carriage of disease goes unnoticed prior to culling.
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Selection and breeding of chickens more resistant to
Salmonella carrier state, i.e. able to rapidly clear
Salmonella, could reduce the spread of these bacteria in
poultry stocks and hence improve food safety. Selection
for resistance to carrier-state requires the use of genetic
markers in poultry breeding programs. Identification of
such markers by several authors has been done using
different approaches. These include candidate gene
analyses, genome scans with single marker analyses,
quantitative trait loci (QTLs) detection studies by inter-
val mapping with microsatellites and more recently SNP
markers (reviewed in [1]).
. This is an Open Access article distributed under the terms of the Creative
ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly cited.
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Several QTLs involved in the genetic control of resist-
ance to Salmonella carrier state have been identified in
experimental inbred lines derived from White Leghorn
laying hens. A first study was undertaken using a
selective genotyping approach (i.e. animals with extreme
phenotypes were chosen) with only partial genome
coverage [2]. Several QTLs for resistance to carrier-state
were identified in two crosses between the experimental
inbred lines N and 61: one genome-wide significant QTL
on chromosome 2 and five chromosome-wide significant
QTLs on chromosomes 1 (2 QTLs), 5, 11 and 16. Two
of these QTLs, on chromosomes 2 and 16, were
confirmed in a subsequent analysis including all animals,
while those on chromosomes 1 and 16 were replicated in
an independent population of a commercial line of laying
hens [3]. More recently a new, more powerful QTL
analysis was carried out [4], using a higher number of
animals genotyped with a higher number of markers
(480 SNPs). Using this approach, we were able to
perform a more extended genome scan which resulted in
the identification of novel QTLs on several microchro-
mosomes, not previously covered in other analyses.
Among them, one QTL on microchromosome 14 was
significant at the genome-wide level. However, although
half of the phenotypic data used were the same as in
previous analyses, several of the QTLs previously observed
were not detected in the new analysis, including the
genome-wide significant QTL on chromosome 2 [2,3].

Similar (and in some cases the same) White Leghorn
inbred lines have also been used to identify genome
regions controlling resistance to acute salmonellosis. The
major QTL SAL1 was originally identified in a backcross
between lines 61 and 15I on chromosome 5 [5]. Its loca-
tion has recently been refined in a further analysis [6]. In
addition, four QTLs controlling resistance to Salmonella
colonization have been detected in a (61xN)xN backcross
on chromosomes 2, 3, 12 and 25 [7]. Until now, none of
the QTLs controlling carrier-state has been identified close
to those QTLs for resistance to colonization or systemic
salmonellosis. This is why it was hypothesized that the
genetic controls of Salmonella carriage and colonization
were independent [2-4]. Nevertheless, in our last genome
scan performed with QTLExpress, an effect nearing
significance could be observed on chromosome 3. In
addition, our earliest QTL analyses identified a QTL on
chromosome 2 [2,3], although it was not confirmed in our
last SNP genome scan [4].
These apparently inconsistent results may be partly

dependent on the method of QTL analysis. All were
performed using the F2 inbred option of the QTLExpress
software [8]. This option relies on the hypothesis that all
F1 fathers are heterozygous and share a common QTL
effect, which is only partially true in this case. The aim
of the present study was therefore to perform QTL
analysis using Maximum Likelihood with the QTLMap
software, which does not require any assumption about
fixation of the QTL alleles in the founder lines. With this
software it was also possible to evaluate different QTL
effects between sire families, to test the co-existence of
two QTLs and to analyze discrete data. For these ana-
lyses we used the same data as previously described [4],
i.e. 480 SNP genotypes for 378 animals already pheno-
typed. This dataset was enriched with eleven SNP
markers flanking the QTLs controlling Salmonella
colonization identified by Fife et al. [7] on chromosomes
2, 3, 12 and 25 [7]. We were thus able to observe the
impact on QTL detection of two different statistical
approaches using the same set of data, whilst interro-
gating any overlap in the carrier state/colonization QTLs
using increased marker density in the QTL regions
controlling Salmonella colonization.

Methods
Animals
Briefly, as described previously [4], two progenies were
considered. Both were F2 crosses between the experi-
mental inbred White Leghorn lines N and 61, each from
different parents. The first one (called P1) comprised
185 F2 animals reared and phenotyped in 2005 and the
second (P2) 193 F2 animals reared and phenotyped in
2007. Animals were reared at the PEAT unit (Pôle d’Ex-
périmentation Avicole de Tours).

SNP genotyping and mapping
As described previously [4], a set of 480 fully informative
SNP markers was used to genotype the F2 animals and
their parents and a genetic map was produced using the
Cri-Map program. In addition, animals belonging to P2
were typed for 11 SNP markers flanking the four QTLs
identified on chromosomes 2, 3, 12 and 25 in a (61xN)
xN backcross progeny [7]. The conformity of marker
segregation with Mendelian inheritance rules was
checked by Chi-square tests. New genetic maps of
chromosomes 2, 3, 12 and 25 were built with Cri-Map
using only the genotypes obtained from P2.

Salmonella challenges
As previously described, experimental infections of both
F2 progeny were performed at the PFIE (Plateforme d’In-
fectiologie Expérimentale) [9]. One-week-old birds were
orally inoculated with 5x104 bacteria from the S. Enteriti-
dis phage type 4 (PT 4) strain 1009, which is a spontan-
eous nalidixic acid (NA) and streptomycin (SM) resistant
mutant strain. Within each experiment all chicks were
hatched on the same day. In P1, two cloacal swabs were
taken 4 and 5 weeks p.i. and results expressed as log10
colony-forming units (cfu) and thereafter called CSW4
(cloacal swab week 4) and CSW5. Results were also



Table 1 Quality data about the SNP markers flanking QTL
for Salmonella colonization [7] added to the original SNP
data set [4]

Marker Chr1 Position (bp) N2 Inf3 SD4 pSD
5

IAH-2B 2 19,869,778 182 23/23 NS 0.052

IAH-2 C 22,726,015 182 23/23 S* 0.010

IAH-2D 24,308,758 179 22/23 NS 0.130

IAH-3A 3 92,315,616 152 20/23 S*** 0.000

IAH-3B 95,968,986 182 23/23 S*** 0.001

IAH-3 C 110,245,601 184 23/23 NS 0.378

IAH-12B 12 14,781,290 181 23/23 NS 0.597

IAH-12 C 17,496,361 181 23/23 NS 0.704

IAH-12D 18,927,306 162 1/23 S*** 0.000

IAH-25A 25 875,498 92 17/23 NS 0.093

IAH-25B 1,843,484 184 23/23 NS 0.556
1Chromosome.
2Number of genotypes available in the F2 Nx61 progeny P2.
3Informativity: number of heterozygous F1 parents on the total number of F1
parents.
4Significance level of the segregation distorsion evaluated with a Chi-square test:
NS non-significant; * significant with p< 0.05 ; *** significant with p< 0.001.
5Probabilities associated with a Chi-square test between genotypic frequencies
expected according to Mendelian rules and observed frequencies.
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expressed as a discrete trait for CSW4: 0 when no bac-
teria were found and 1 for positive results for the CSW4
trait (CSW4d). For both P1 and P2, chicks were sacri-
ficed 5 weeks p.i. and the number of Salmonella cfu
counted in the caeca. Caecal bacterial counts were
expressed as log (cfu) per gram of caeca (CAEC). In
brief, traits measured in P1 were CAEC, CSW4 and
CSW5 while in P2 only CAEC was measured.

QTL analysis software and significance thresholds
QTLs were identified in P1 and P2 separately using the
QTLMAP software [10,11], which performs interval
mapping based on maximum likelihood calculations
[12]. Initially, single-QTL analysis was performed using
the ratio of likelihoods under the hypothesis of one (H1)
vs no QTL (H0). When no QTL was detected, this was
followed by analysis for complex QTLs by comparing
maximum likelihood under the hypothesis of two QTLs
segregating (H2) versus that of the absence of QTL (H0).
The model used for all analyses took into account the
population mean. Likelihood was completely linearized
as described in [10]. For the analysis of CSW4d, the
model took into account the discrete distribution of the
trait.
For each trait on each chromosome, the significance

threshold at the chromosome-wide level was calculated
from the results of 1,000 permutations performed
under the null hypothesis of no QTL segregating. The
genome-wide probability was further derived from the
chromosome-wide probability using an approximate
Bonferroni correction:

Pgenome� wide ¼ 1 � 1 � Pchromosome� wideð Þ1=r

in which r was obtained by dividing the length of a specific
chromosome by the length of the genome considered for
QTL detection (3,3918 cM), as in [2]. Confidence intervals
for QTLs (95 %) were calculated by using the one-LOD
drop-off method following Lander and Botstein [12].

Candidate gene identification
For all QTLs detected using the one-QTL analysis, can-
didate genes were identified by the software AnnotQTL
[13], available at http://annotqtl.genouest.org. This tool
was designed to assist the characterization of genes in a
QTL region as a step towards selecting the best candi-
date genes. It localizes the genes to a specific region
using NCBI and Ensembl data and adds the functional
annotations available from other databases (Gene Ontol-
ogy, Mammalian Phenotype, HGNC and Pubmed). To
limit the number of genes considered, for each QTL the
interval considered was defined by the two SNP markers
flanking the QTL peak.
Results
Additional SNP genotyping and mapping
The list of additional SNP markers and quality data
describing them are detailed in Table 1. Marker IAH-12D
was non-informative in our progeny. Marker IAH-2 C on
chromosome 2 was in moderate distortion (p< 0.05) while
markers IAH-3A, IAH-3B and IAH-12D were in very
strong segregation distortion (p< 0.001). These markers
must be considered with caution. New, enriched maps of
chromosomes 2, 3, 12 and 25 were constructed based on
the SNP genotypes collected from P2, excluding IAH-12D.

QTL analyses
QTLs identified in this study are detailed in Table 2 and
Figure 1 for one-QTL analyses and in Table 3 for two-
QTL analyses. One-QTL analyses led to the identification
of five QTLs in P1, on four chromosomes. One QTL was
significant at the genome-wide level on chromosome 2
(for CAEC). The four other QTLs were significant at the
chromosome-wide level and mapped on chromosome 19
(CAEC), 21 (CSW4), and 23 (CAEC, CSW4d). In P2, two
QTLs significant at the chromosome-wide level were
identified on chromosomes 3 and 26 for CAEC. The
former was significant at p< 0.01 at the chromosome-
wide level. Interestingly, with the enriched map of
chromosome 3 the significance of this QTL was higher
(p= 0.005). Using the other enriched maps did not lead to
the detection of QTL on chromosomes 2, 12 and 25.
Two-QTLs analyses led to significant QTLs on six

chromosomes in P1, specifically chromosomes 5 (CSW4),

http://annotqtl.genouest.org


Table 2 Parameters associated with the QTLs identified in progeny 1 (P1) and progeny (P2) using a one-QTL test

Chr1 Progeny Trait QTL position
(cM)

C.I.2 (cM) LRT3 Flanking
markers 4 (Mb)

P-value 5

(Chr)
S.L.6

2 P1 CAEC 86 80-92 66.83 31.8-38.3 <0.005 ***

3 P2 CAEC 236 234-241 30.29 94.25-98.25 <0.01 **

19 P1 CAEC 21 17-29 56.01 2.71-3.80 <0.01 **

21 P1 CSW4 3 0-6 21.48 0.40-1.22 <0.05 *

23 P1 CAEC 10 7-15 50.25 1.32-2.74 <0.005 *

23 P1 CSW4d 1 0-6 46.83 0.72-1.32 <0.05 *

26 P2 CAEC 29 21-37 49.30 2.60-3.31 <0.05 *
1Chromosome number.
21-LOD-drop confidence interval (cM).
3Likelihood Ratio Test.
4Positions of the two markers flanking the QTL peak.
5P-values obtained by 1000 chromosome-wide permutations.
6Significance level: *significant at P< 0.05 at the chromosome-wide level, ** significant at P< 0.01 at the chromosome-wide level, *** significant at P< 0.05 at the
genome-wide level.
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9 (CAEC, CSW5), 15 (CAEC, CSW4), 22 (CAEC, CSW5)
and 24 (CAEC, CSW4). In P2, no QTL was detected with
the two-QTLs analysis.
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Figure 1 Maximum likelihood ratio for trait CAEC on chromosome 2,
close to a QTL for resistance to Salmonella colonisation, progeny P2 (
significance; - - -, 5 % chromosome-wide significant.
Positional candidate genes
Positional candidate genes identified using the software
AnnotQTL [13] are listed in Table 4. A high number of
e 2 - Progeny 1

ition cM

e 3 - progeny 2

80 210 240 270 300 330 360
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ition cM

progeny P1 (a) and chromosome 3 enriched with three markers
b). Results obtained from QTLMap software. − − −, 5 % genome-wide



Table 3 Parameters associated with the QTLs identified in progeny 1 (P1) with a two-QTL test

Chr1 Progeny Trait First QTL
(cM)2

Second QTL
(cM)3

LRT4 Flanking markers
Q15 (Mb)

Flanking markers
Q26 (Mb)

P-value7 SL8

5 P1 CSW4 2 104 48.10 1.32-4.46 31.57-41.62 <0.05 *

9 P1 CAEC 46 56 118.85 6.35-8.848 14.00-16.64 <0.0001 ***

9 P1 CSW5 45 52 58.07 6.35 11.64-14.01 <0.0001 ***

15 P1 CAEC 8 29 112.14 4.23-5.16 7.46-8.85 <0.005 **

15 P1 CSW4 20 33 48.40 6.15-6.94 7.46-8.85 <0.01 *

22 P1 CAEC 0 28 84.75 1.17 1.53-2.63 <0.05 *

22 P1 CSW5 29 42 59.70 2.63 2.63-3.19 <0.0001 ***

24 P1 CAEC 23 51 87.78 3.56 5.13-6.13 <0.05 *

24 P1 CSW4 44 51 38.59 5.13 5.13-6.13 <0.0001 ***
1Chromosome number.
2Location of the first QTL.
3Location of the second QTL.
4Likelihood Ratio Test.
5Positions of the two markers flanking the first QTL peak.
6Positions of the two markers flanking the second QTL peak.
7P-values of the H0 vs H2 test obtained by 1000 chromosome-wide permutations.
8 H0 vs H2 significance level: *significant at P< 0.05 at the chromosome-wide level, ** significant at P< 0.01 at the chromosome-wide level, *** significant at
P< 0.05 at the genome-wide level.
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genes were identified in each interval. We chose to focus
only on genes known to be involved in the immune
response, including those controlling signaling pathways.
MiRNAs which have the potential to play a role in
immune mediation were also included. Genes listed can
therefore be considered as both positional and functional
candidate genes. No additional evidence for the involve-
ment of these candidate genes in Salmonella carrier state
or colonization has currently been documented.

Discussion
Results of QTL detection are dependent, amongst other
parameters, on the statistical method used for analysis.
In this study, we used maximum likelihood analyses with
the QTLMap software [10] [11], whereas regression
analysis with the QTLExpress software [8] was used in
our previous studies [3,4]. The two approaches were
expected to give partially different results. Although we
used the same data as previously described [4], genotypes
were enriched with eleven SNP markers flanking QTLs
for resistance to Salmonella colonization.

Numerous QTLs identified using QTLMap
QTLExpress assumes the F0 lines to be inbred, particularly
with the F2 inbred option of QTLExpress used previously
[4]. This contrasts to QTLMap which takes into account
the alleles segregating within the lines, both between and
within sire families. This is of particular importance since
the N and 61 lines are highly but not totally inbred,
possibly accounting for the reason why more genome-
wide QTLs were found in this study than previously
observed [4]. Nadaf et al. achieved a similar result with the
same two software packages [14]. They analyzed a F2 cross
between lines largely divergent for a phenotype of growth,
but not fixed for the QTL alleles. They obtained similar
results: with QTLMap, they found 5 genome-wide and 4
chromosome-wide significant QTLs, while with QTLEx-
press there were only 3 and 2 respectively. Two of the
QTLs found to be of chromosome-wide significance with
QTLExpress were estimated as genome-wide significant
with QTLMap. As suggested by the authors, these differ-
ences probably originate from the allele segregation within
each line. In our case, although segregation was expected
to be less frequent since the lines were partly inbred,
QTLMap allowed identification of more QTLs with higher
significance.
Numerous QTLs were detected with the none vs two

QTLs analysis. The latter deals with the possibility that
two linked QTL located within a very short interval
could not be detected because they are exerting antag-
onistic effects. Except for CSW4 on GGA5, for the
other traits and chromosomes the distance between the
two QTLs was rather short and ranged from 7 to
28 cM. Moreover, on several chromosomes, QTLs con-
trolling different traits were observed in close proxim-
ity, which supports the reliability of our results. For
instance, on chromosome 9, both QTLs controlling
CAEC (46 cM; 56 cM) were very close to those
involved in the control of CSW5 (45 cM; 52 cM). On
microchromosome 22, two pairs of QTLs were identi-
fied for CAEC (0 cM; 28 cM) and for CSW5 (29 cM;
42 cM). On chromosome 24, one of the QTLs con-
trolling CAEC and one of the QTLs controlling
CSW4 co-localized at 51 cM. All these co-localisations
suggest that these regions may indeed have an impact on
the control of Salmonella carrier-state.



Table 4 List of genes involved in the immune response identified between the markers flanking the peaks of the QTL
detected

Chicken chr.1 QTL position
FM2 position

Human
chr.3

Start
(pb)

Gene
ID4

Symbol Description Ensembl ID5

2 38.06 Mb/ 86 cM
31.78-38.35 Mb

7 32,053,542 777943 MIR148A microRNA mir-148a ENSGALG00000018281

7 32,326,549 420629 SKAP2 src kinase associated
phosphoprotein 2

ENSGALG00000011051

7 32,584,271 - gga-mir-1732 microRNA-mir-1732 ENSGALG00000025254

7 32,586,148 777944 MIR196-2 microRNA mir-196-2 ENSGALG00000018282

7 32,879,740 395490 TAX1BP1 Tax1 (human T-cell leukemia
virus type I) binding protein 1

ENSGALG00000011123

7 33,469,922 428436 TRIL TLR4 interactor with
leucine-rich repeats

-

7 33,567,743 428437 CHN2 chimerin (chimaerin) 2,
involved in Rac signalling

ENSGALG00000011164

3 33,985,086 420640 ANKRD28 ankyrin repeat domain 28
(promotes cell migration)

ENSGALG00000011226

3 34,275,134 395109 RFTN1 raftlin, lipid raft linker 1
(B cell-specific major lipid raft
protein)

ENSGALG00000011241

3 34,473,226 420645 PLCL2 phospholipase C-like 2,
involved in MAPK pathway
and PI3K signalling

ENSGALG00000011248

3 35,783,173 420649 RAB5A RAB5A, member RAS
oncogene family,
involve in endocytosis

ENSGALG00000011272

3 37,167,138 420654 NKIRAS1 NFKB inhibitor interacting
Ras-like 1

ENSGALG00000011289

19 3.38 Mb/ 21 cM
2.71- 3.80 Mb

1 2,823,176 417489 LAT2/
NTAL_CHICK

Linker for activation of
T cells family, member 2

ENSGALG00000001305

17 3,408,203 395930 RABEP1/
RABAPTIN1

rabaptin, RAB GTPase
binding effector protein 1

ENSGALG00000001737

23 0.84 Mb/ 1 cM
0.72- 1.32

1 843,249 428208 HIVEP3 Human immunodeficiency
virus type I enhancer
binding protein 3

ENSGALG00000000635

26 2.95 Mb/ 29 cM
2.60-3.31 Mb

2,896,047 - gga-mir-205a microRNA-mir-205a ENSGALG00000018312

1 2,976,923 419862 TRAF3IP3 TRAF3 interacting protein 3,
TNF-receptor associated
interacting protein

ENSGALG00000001373

1 2,989,458 419863 IRF6 Interferon regulatory
factor 6

ENSGALG00000001405

1 Chicken chromosome.
2 Flanking markers.
3 Human chromosome.
4 Gene identification in NCBI database.
5 Identification of gene in Ensembl database.
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QTLMap software makes it possible to test binary data,
such as the presence/absence of bacteria. The distribution
of such traits is far from being Gaussian, while normality is
assumed for most methods of QTL research. In this study,
this question was of special interest for cloacal swabs at 4
and 5 weeks p.i., for which only 41.6 % and 33 % of animals
respectively were positive for the presence of bacteria.
When analyzing the binary trait CSW4d, with the model
dedicated to discrete data, only one significant QTL was
found on chromosome 23 at 1 cM, close to the QTL
detected for CAEC at 10 cM. This QTL, although highly
significant at the chromosome-wide level, was not signifi-
cant at the genome-wide level. Another QTL was detected
on chromosome 21 with CSW4d after deleting the three sire
families which had the lowest likelihood ratio. It was only
significant at the chromosome-wide level, most probably
because of a lack of power due to the loss of information
when categorizing the data. Since this QTL co-localizes
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with QTL identified for CSW4 with the one-QTL analysis,
it is probably not a statistical artefact.

Comparison with previous results obtained with
QTLExpress
Although a high number of QTLs were identified
with each of the software packages, only one QTL
on chromosome 22 was identified with both of them.
On this chromosome, the QTL for CSW5 identified
at 29 cM by the two-QTLs analysis is located at the
same position as the QTL found by [4]. We could
not identify the dominant QTLs observed by [4] with
QTLExpress, since QTLMap does not take domin-
ance effects into account. In particular, for the most
significant QTL detected on chromosome 14 for
CAEC, dominance effects were very high (d = 0.90)
while additive effects were very low (a = −0.11), with
a ratio d/2a equal to −4.25. This is probably why it
could not be detected by the additive model with
QTLMap. Moreover, some of these dominant QTLs
could also be false positives as observed by [15].
When analyzing, with a large set of methods, a set
of simulated data with only additive QTLs, several
dominant QTLs were observed [16]. Conversely,
using QTLMap we detected a QTL on chromosome
2 at 86 cM, which was not observed previously [4]
using the same set of SNP markers with QTLExpress
(except the 3 additional markers close to QTLs
observed by Fife et al. [7]). However, a QTL for
CSW4 was previously detected at 87 cM using
microsatellites [2,3]. The lack of detection of this
QTL in the previous QTLExpress analysis [4] could
be due to the poor information content of several
sire families at markers surrounding the QTL region,
which is best taken into account by the QTLMap
software. The map density and the information con-
tent of markers are lower in this region of chromo-
some 2 than in other regions. For all other QTLs, it
must be assumed that either they are statistical arte-
facts or they display effects so weak that they are
significant with only one of the two methods of ana-
lysis tested.
Similarly to Calenge et al. [4], we identified a very

low number of QTL in P2. This may be as a result of
the lower number of traits measured (one versus
three). However, even when considering only the trait
CAEC measured in P2, there were fewer QTLs
detected in P2 than in P1. This might be related to
the phenotypic distributions, which are highly differ-
ent in P1 and P2. In P1 most animals were free of
Salmonella (76.2 %), while in P2 most animals were
infected (92.3 %). Despite the fact that, in both P1
and P2, the logarithm of numbers of colony forming
units was measured, the biological meaning of both
traits differs. The former trait is related to capacity
for bacterial clearance: more resistant animals are free
from bacteria while the susceptible individuals remain
infected. The latter refers to the level of infection: the
more resistant animals can maintain the infection at a
lower level. Mechanisms underlying both traits may
thus be quite different and the same holds for the
genes controlling them [16].

Are Salmonella carrier-state and colonization controlled
by common loci?
Although most QTLs identified in the present study
were not identified in the previous QTLExpress analysis,
some of them co-localize with QTLs or candidate genes
identified in other, independent studies, which strength-
ens their interest and reliability.
The QTL on chromosome 3 is of particular interest.

Although it was not significant at the genome-wide level,
it was the more significant of the two QTLs detected in
P2. In addition, it co-localizes with a QTL for resistance
to Salmonella colonization identified at 96 Mb (vs
94.5 Mb) for the same measure (caecal bacterial count)
assessed after infection with another Salmonella serotype
at an earlier interval post-inoculation (5 days p.i.) [7].
Interestingly, when SNP markers surrounding the QTLs
for resistance to colonization were added to the genetic
map, the significance of the QTL for resistance to
carrier-state reaches the genome-wide significance level.
This might be due to the additional information brought
by these markers, one of which may be close to the
causal gene for the QTL. Nevertheless, two of the three
additional SNP markers were in strong segregation
distortion, and it therefore cannot be excluded that
skewed segregations cause an artificial increase of the
QTL significance. Indeed, one of the distorted markers
was mapped at an incorrect position when considering
physical positions of markers (inversion with an adjacent
marker). However, this result is coherent with the co-lo-
calisation of this QTL and several candidate genes
involved in innate immunity like the avian beta-defensins
AvBD1 to AvBD14 between 110.20 Mb and 110.27 Mb.
Moreover, polymorphisms in four genes within the beta-
defensin cluster (AvBD3, 11, 12 and 13) were associated
with caecal bacterial load in chickens orally infected with
S. Enteritidis, while AvBD5 was associated with spleen
bacterial load [17,18]. Other genes like the interleukins
IL-17A and IL-17 F are also located in close proximity to
the QTL (at 110.36 Mb and 110.37 Mb respectively) and
were associated with caecal and spleen bacterial loads, as
well as antibody response to Salmonella Enteritidis vac-
cine [17,18]. The role of this immune pathway in resist-
ance to salmonellosis is strengthened by the detection in
chromosome 2 of RFTN1, which modulates T cell recep-
tor signals and which is necessary for the fine-tuning of
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T cell-mediated immune responses and especially the
Th17 immune response [19].
Numerous genes related to immunity can be identified

between the markers flanking the QTL present on
chromosome 2 in P1, which is located adjacent to a QTL
associated with the presence of a hardened caseous cae-
cal core after infection with Salmonella Typhimurium
[7]. Although the QTL peaks are located 10 Mb apart
and their confidence intervals do not overlap, QTL loca-
tions are known to vary according to many parameters.
In this meta-analysis, infection protocols and Salmonella
serotypes were different, as were the parents of the pro-
genies. Although belonging to the same lines, separation
of these flocks may have, over time, resulted in diver-
gence, as strongly suggested by the incomplete segrega-
tion of some of the new SNP markers added to our
original SNP set. The number of markers used in both of
these studies and the strong linkage disequilibrium in
these mapping populations may also impact on the reso-
lution of the QTLs. It is therefore possible that both
QTLs for these disparate traits do co-localize. Moreover,
the gene IL-6 (interleukin-6), whose product drives
induced innate responses in chickens and especially the
Th17 pathway [7], is located close to the QTL peak
(30.9 Mb with the QTL peak at 38.5 Mb). It is interesting
to note that numerous genes identified between the mar-
kers flanking the peaks of the QTL present in chromo-
some 2 are involved in the immune response. Some
genes play a role in the Toll-like receptor (TLR) signaling
cascade, such as the TLR4 interactor with leucine-rich
repeats (TRIL) gene, known to interact with the TLR4
protein. TLR4 is involved in stimulation of immune
responses after interaction with bacterial lipopolysac-
charide [20],. Moreover, higher TLR4 expression has
been observed in caecal cells from an uninfected resist-
ant chicken line compared to those from the susceptible
line [16]. Other genes are related to stimulation of this
innate immune response pathway, such as TAX1BP1, a
key regulator of the NF-κB and IRF3 signaling and
involved in anti-apoptotic activities [21]. Interestingly,
other genes located on other chromosomes and close to
QTL are also involved in these immune signaling cas-
cades. This is the case for TRAF3IP3, which interacts
with TRAF3, a regulator of the JUN N-terminal kinase
(JNK) and NF-κB which is a transcriptional factor im-
portant for interleukin production [22]. Similarly, HIVE3,
a member of the ZAS family, which interacts with
TRAF1 and TRAF2 to regulate IL-2 expression, was also
detected [23].

Surprisingly, numerous genes identified between the
markers flanking the peaks of the QTL are involved in
cell signaling leading to cell migration and cell prolifera-
tion and thus involved in the immune response. This is
the case of the miRNA mir148A which promotes cell
proliferation and cell cycle progression by targeting p27,
a key inhibitor of the cell cycle. The roles of the other
miRNAs (mir1732, mir196-2, mir 205a) detected in our
study are not known. However, very recent studies in
mice suggest that miRNAs are involved in the specific
host response to bacterial pathogens such as Salmonella.
[24]. In a similar way, SKAP2, which is an adaptor
protein, plays an important role in cellular functions, such
as cell proliferation, migration, and apoptosis [25]. It is
important to note that several genes flanking the peaks of
our QTL and involved in cell proliferation/migration
signaling pathways belong to the Ras GTPases superfamily,
also called small GTPases. These small GTPases generally
serve as molecular switches for a variety of cellular signal-
ing events but are also modulated by Salmonella to drive
its entry into cells [26,27]. The Rab family, a subfamily of
the Ras GTPases superfamily, regulate many steps of
membrane traffic, including vesicle formation and vesicle
movement along actin and tubulin networks. These
proteins are also crucial for intracellular survival of
Salmonella [27]. Two genes (RAB5A and RABEP1) corre-
sponding to different QTL, located on different chromo-
somes, have similar function and belong to the same
signaling cascade. Rab5A, indeed, interacts with RABEP1
[28]. Rab5a is a key molecule for the IFN-γ promoted
clearance of pathogenic bacteria but it has been also
described that the Salmonella effector protein SopB
promotes phosphatidylinositol 3-phosphate formation on
Salmonella vacuoles by recruiting Rab5. Within this
signaling cascade we could also introduce PLC2 which is a
phospholipase C involved in phosphatidylinositol 3-kinase
signalling. CHN2 or beta2 chimaerin is a member of the
RhoGAP protein family, another Ras GTPase subfamily,
showing specific GTPase-activating protein (GAP) activity
toward Rac which induces the formation of actin-rich
lamellipodia protrusions involved in cell migration [29];
ANKRD28 (a protein that contains twenty-six ankyrin
domain repeats) interacts with DOCK180, a guanine-
exchange factor of Rac, to promote cell migration [30],
and NKIRAS1 is a small GTPase modulating NF-κB
activity [31]. Further investigations are needed to elucidate
their putative role in the control of resistance to
Salmonella carrier-state in these populations, with refer-
ence to the traits measured in this study.

These co-localisations on chromosomes suggest that
these regions may be involved in general mechanisms of
resistance, acting on both colonization and carrier-state
and effective on both serotypes (Enteritidis and
Typhimurium). This result is not surprising: limiting
bacteria colonization shortly after infection could be one
of the ways to limit bacteria carriage several weeks after
infection. Another way of limiting carriage could be, for
instance, high bacterial clearance ability. Genes involved
in the immune response are interesting candidates for
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the causative genes underlying these QTLs and warrant
further research. Nevertheless, due to the high number
of putative candidate genes, a finer mapping of the QTL
will be necessary before studying the actual implication
of one or several of these genes in resistance to carrier
state.
On chromosome 5 the QTL identified at 104 cM for

CSW4 in the two-QTL analysis is close to the QTL
detected by Tilquin et al. at 111 cM for CSW5 [2]. In
addition, similarly to both Tilquin et al. [2] and Calenge
et al. [4], we observed a suggestive QTL for CAEC at the
same location (108 cM). Nevertheless, these QTL effects
are too weak to be considered of interest for further
research.
Even with QTLMap, no QTL could be detected on

chromosome 7 close to the SLC11A1 gene (previously
named NRAMP1), which was shown to be involved in
the resistance to both acute salmonellosis [32-34] and
Salmonella carrier-state [35]. This result is consistent
with previous observations [2-4]. It can be assumed that
either this gene does not segregate in this cross or its
effect is too weak to be detected.
Conclusions
We observed numerous QTLs for resistance to Salmonella
carrier-state using maximum likelihood. The role of
several genomic regions in the control of Salmonella
carrier-state was confirmed, consistent with previous find-
ings, while testing the existence of two segregating QTLs
allowed the identification of novel regions. The observed
differences with QTLExpress were most probably due to
the different hypotheses concerning allele segregation, to
the strong dominance effect of some of the QTL and to
the weakness of some QTL effects. In this context, the
most interesting QTLs are probably those that were identi-
fied several times in independent studies, even more so
when they also co-localize with candidate positional or
functional genes. This is why the QTL regions identified
on chromosomes 2 and 3 are of particular interest for fur-
ther research and potentially for marker assisted selection.
In addition, their involvement in the resistance to both S.
Typhimurium colonization and S. Enteritidis carrier-state
is particularly interesting for selection purposes.
Competing interest
The authors declare that they have no competing interest.
Acknowledgements
SNP marker genotyping was funded by the European project SABRE
(Sustainable Animal Breeding; EC number FOOD-CT-2006-01625). The
additional SNP genotyping was funded by the European project EADGENE
(European Animal Disease Genomics Network of Excellence for Animal
Health and Food Safety; EC number FOOD-CT-2004-506416). The work of
Thanh-Son Tran is supported by a regional study grant (Région Centre,
France) and by the Animal Genetics Department of INRA.
Author details
1INRA, UR83 Recherches Avicoles, F-37083 Nouzilly, France. 2Institute for
Animal Health, Compton Berkshire, RG20 7NN, UK. 3The Roslin Institute & R
(D)SVS, University of Edinburgh, Easter Bush, Midlothian EH25 9RG, UK. 4INRA
UR 0444 Laboratoire de Génétique Cellulaire, F-31326 Auzeville, France.
5INRA, UR 1282 IASP Infectiologie Animale et Santé Publique, F-37083
Nouzilly, France.

Authors’ contributions
ST performed QTL analyses and drafted the manuscript. FC and CB
contributed to data analyses and to manuscript drafting. MF, NS and PK
contributed to obtaining the marker data. PV performed the Salmonella
challenges and contributed to the candidate gene analysis. AV obtained the
original set of SNP data. ELD contributed to the QTLMap analyses. All authors
contributed to the revision of the manuscript and approved the final
manuscript.

Received: 5 January 2012 Accepted: 21 May 2012
Published: 21 May 2012

References
1. Calenge F, Kaiser P, Vignal A, Beaumont C: Genetic control of resistance to

salmonellosis and to Salmonella carrier-state in fowl: a review. Genet Sel
Evol 2010, 42:11.

2. Tilquin P, Barrow P, Marly J, Pitel F, Plisson-Petit F, Velge P, Vignal A, Baret P,
Bumstead N, Beaumont C: A genome scan for quantitative trait loci
affecting the Salmonella carrier-state in the chicken. Genet Sel Evol 2005,
37(5):539–561.

3. Calenge F, Lecerf F, Demars J, Feve K, Vignoles F, Pitel F, Vignal A, Velge P,
Sellier N, Beaumont C: QTL for resistance to Salmonella carrier state
confirmed in both experimental and commercial chicken lines. Anim
Genet 2009, 40(5):590–597.

4. Calenge F, Vignal A, Demars J, Feve K, Menanteau P, Velge P, Beaumont C:
New QTL for resistance to Salmonella carrier-state identified on fowl
microchromosomes. Mol Genet Genomics 2011, 285(3):237–243.

5. Mariani P, Barrow P, Chang H, Groenen M, Negrini R, Bumstead N:
Localization to chicken chromosome 5 of a novel locus determining
salmonellosis resistance. Immunogenetics 2001, 53(9):786–791.

6. Fife M, Salmon N, Hocking P, Kaiser P: Fine mapping of the chicken
salmonellosis resistance locus (SAL1). Anim Genet 2009, 40(6):871–877.

7. Fife M, Howell J, Salmon N, Hocking P, van Diemen P, Jones M, Stevens M,
Kaiser P: Genome-wide SNP analysis identified major QTL for Salmonella
colonization in the chicken. Anim Genet 2011, 42(2):134–140.

8. Seaton G, Hernandez J, Grunchec J, White I, Allen J, De Koning D, Wei W,
Berry D, Haley C, Knott S, Grid QTL: A grid portal for QTL mapping of
compute intensive datasets. In 8th World Congress on Genetics Applied to
Livestock Production. Brazil: Belo Horizonte; 2006.

9. Duchet-Suchaux M, Léchopier P, Marly J, Bernardet P, Delaunay R, Pardon P:
Quantification of experimental Salmonella enteritidis carrier state in B13
leghorn chicks. Avian Dis 1995, 39(4):796–803.

10. Elsen JM, Mangin B, Goffinet B, Boichard D, Le Roy P: Alternative models
for QTL detection in livestock, I. General introduction. Genet Sel Evol 1999,
31(3):213–224.

11. Le Roy P, Elsen JM, Boichard D, Mangin B, Bidanel JP, Goffinet B: An
algorithm for QTL detection in mixture of full and half sib families. In
World Congress of Genetic Applied to Livestock Prodcution. Armidale:
University of New England; 1998:257–260.

12. Lander E, Botstein D: Mapping mendelian factors underlying quantitative
traits using RFLP linkage maps. Genetics 1989, 121(1):185–199.

13. Demeure O, Lecerf F, Bretaudeau A, Sallou O, Desert C, Blum Y, Lagarrigue S:
AnnotQTL: a new tool to gather functional and comparative information
on a genomic region. Nucleic Acids Res 2011, 39(suppl. 2):6.

14. Nadaf J, Gilbert H, Pitel F, Berri CM, Feve K, Beaumont C, Duclos MJ, Vignal
A, Porter TE, Simon J, et al: Identification of QTL controlling meat quality
traits in an F-2 cross between two chicken lines selected for either low
or high growth rate. BMC Genomics 2007, 8:155.

15. Demeure O, Bacciu N, Filangi O, Le Roy P: QTL detection for a medium
density SNP panel: comparison of different LD and LA methods. BMC
proceedings 2010, 4(Suppl 1):S10.

16. Chaussé A-M, Grépinet O, Bottreau E, Le Vern Y, Menanteau P, Trotereau J,
Robert V, Wu Z, Kerboeuf D, Beaumont C, et al: Expression of toll-like
receptor 4 and downstream effectors in selected cecal cell



Thanh-Son et al. BMC Genomics 2012, 13:198 Page 10 of 10
http://www.biomedcentral.com/1471-2164/13/198
subpopulations of chicks resistant or susceptible to Salmonella carrier
state. Infect Immun 2011, 79(8):10.

17. Hasenstein J, Zhang G, Lamont S: Analyses of five gallinacin genes and
the Salmonella enterica serovar Enteritidis response in poultry. Infect
Immun 2006, 74(6):3375–3380.

18. Hasenstein JR, Lamont SJ: Chicken gallinacin gene cluster associated with
Salmonella response in advanced intercross line. Avian Dis 2007, 51
(2):561–567.

19. Saeki K, Fukuyama S, Ayada T, Nakaya M, Aki D, Takaesu G, Hanada T,
Matsumura Y, Kobayashi T, Nakagawa R, et al: A major lipid raft protein
raftlin modulates T cell receptor signaling and enhances Th17-mediated
autoimmune responses. J Immunol 2009, 182(10):5929–5937.

20. Carpenter S, Carlson T, Dellacasagrande J, Garcia A, Gibbons S, Hertzog P,
Lyons A, Lin L-L, Lynch M, Monie T, et al: TRIL, a functional component of
the TLR4 signaling complex, highly expressed in brain. J Immunol 2009,
183(6):3989–3995.

21. Verstrepen L, Verhelst K, Carpentier I, Beyaert R: TAX1BP1, a ubiquitin-
binding adaptor protein in innate immunity and beyond. Trends Biochem
Sci 2011, 36(7s):347–354.

22. Dadgostar H, Doyle SE, Shahangian A, Garcia DE, Cheng GH: T3JAM, a novel
protein that specifically interacts with TRAF3 and promotes the
activation of JNK. FEBS Lett 2003, 553(3):403–407.

23. Shembade N, Harhaj NS, Yamamoto M, Akira S, Harhaj EW: The human T-
cell leukemia virus type 1 tax oncoprotein requires the ubiquitin-
conjugating enzyme Ubc13 for NF-kappaB activation. J Virol 2007, 81
(24):13735–13742.

24. Schulte LN, Eulalio A, Mollenkopf H-J, Reinhardt R, Vogel J: Analysis of the
host microRNA response to Salmonella uncovers the control of major
cytokines by the let-7 family. EMBO J 2011, 30(10):1977–1989.

25. Reinhold A, Reimann S, Reinhold D, Schraven B, Togni M: Expression of
SKAP-HOM in DCs is required for an optimal immune response in vivo. J
Leukoc Biol 2009, 86(1):61–71.

26. Mijouin L, Rosselin M, Bottreau E, Pizzaro-Cerda J, Cossart P, Velge P,
Wiedemann A: Salmonella Enteritidis Rck-mediated invasion requires
activation of Rac1, which is dependent on the class I PI 3-kinases-Akt
signaling pathway. FASEB J 2000, 26(4):1569–1581. in press.

27. Srikanth CV, Mercado-Lubo R, Hallstrom K, McCormick BA: Salmonella
effector proteins and host-cell responses. Cell Mol Life Sci 2011, 68
(22):3687–3697.

28. Stenmark H, Vitale G, Ullrich O, Zerial M: Rabaptin-5 is a direct effector of
the small GTPase Rab5 in endocytic membrane fusion. Cell 1995, 83
(3):423–432.

29. Takeuchi S, Yamaki N, Iwasato T, Negishi M, Katoh H: Beta 2-Chimaerin
binds to EphA receptors and regulates cell migration. FEBS Lett 2009, 583
(8):1237–1242.

30. Tachibana M, Kiyokawa E, Hara S, Iemura S-i, Natsume T, Manabe T, Matsuda
M: Ankyrin repeat domain 28 (ANKRD28), a novel binding partner of
DOCK180, promotes cell migration by regulating focal adhesion
formation. Exp Cell Res 2009, 315(5):863–876.

31. Fenwick C, Na SY, Voll RE, Zhong HH, Im SY, Lee JW, Ghosh S: A subclass of
Ras proteins that regulate the degradation of I kappa B. Science 2000, 287
(5454):869–873.

32. Hu J, Bumstead N, Burke D, PdL FA, Skamene E, Gros P, Malo D: Genetic
and physical mapping of the natural resistance-associated macrophage
protein 1 (NRAMP1) in chicken. Mamm Genome 1995, 6(11):809–815.

33. Hu J, Bumstead N, Skamene E, Gros P, Malo D: Structural organization,
sequence, and expression of the chicken NRAMP1 gene encoding the
natural resistance-associated macrophage protein 1. DNA Cell Biol 1996,
15(2):113–123.

34. Hu J, Bumstead N, Barrow P, Sebastiani G, Olien L, Morgan K, Malo D:
Resistance to salmonellosis in the chicken is linked to NRAMP1 and TNC.
Genome Res 1997, 7(7):693–704.

35. Beaumont C, Dambrine G, Chaussé A-M, Flock D: Selection for disease
resistance: conventional breeding for resistance to bacteria and viruses.
In Poultry Genetics, Breeding and Biotechnology. Edited by Muir W, Aggrey S.
Oxon, UK: CAB International; 2003:357–382.

doi:10.1186/1471-2164-13-198
Cite this article as: Thanh-Son et al.: A maximum likelihood QTL analysis
reveals common genome regions controlling resistance to Salmonella
colonization and carrier-state. BMC Genomics 2012 13:198.
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


	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Animals
	SNP genotyping and mapping
	Salmonella challenges
	QTL analysis software and significance thresholds
	Candidate gene identification

	Results
	Additional SNP genotyping and mapping
	QTL analyses

	link_Tab1
	Positional candidate genes

	link_Tab2
	link_Fig1
	Discussion
	Numerous QTLs identified using QTLMap

	link_Tab3
	link_Tab4
	Comparison with previous results obtained with QTLExpress
	Are Salmonella carrier-state and colonization controlled by common loci?

	Conclusions
	Acknowledgements
	Author details
	show[AuC]
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35


<<
  /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


