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Abstract

The host response to mycobacterial infection depends on host and pathogen genetic factors. Recent studies in human
populations suggest a strain specific genetic control of tuberculosis. To test for mycobacterial-strain specific genetic control
of susceptibility to infection under highly controlled experimental conditions, we performed a comparative genetic analysis
using the A/J- and C57BL/6J-derived recombinant congenic (RC) mouse panel infected with the Russia and Pasteur strains of
Mycobacterium bovis Bacille Calmette Guérin (BCG). Bacillary counts in the lung and spleen at weeks 1 and 6 post infection
were used as a measure of susceptibility. By performing genome-wide linkage analyses of loci that impact on tissue-specific
bacillary burden, we were able to show the importance of correcting for strain background effects in the RC panel. When
linkage analysis was adjusted on strain background, we detected a single locus on chromosome 11 that impacted on
pulmonary counts of BCG Russia but not Pasteur. The same locus also controlled the splenic counts of BCG Russia but not
Pasteur. By contrast, a locus on chromosome 1 which was indistinguishable from Nramp1 impacted on splenic bacillary
counts of both BCG Russia and Pasteur. Additionally, dependent upon BCG strain, tissue and time post infection, we
detected 9 distinct loci associated with bacillary counts. Hence, the ensemble of genetic loci impacting on BCG infection
revealed a highly dynamic picture of genetic control that reflected both the course of infection and the infecting strain. This
high degree of adaptation of host genetics to strain-specific pathogenesis is expected to provide a suitable framework for
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the selection of specific host-mycobacteria combinations during co-evolution of mycobacteria with humans.
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Introduction

The primary cause of tuberculosis is the human pathogenic
bacterium Mycobacterium tuberculosis. The host cells of M. tuberculosis
are macrophages and the bacilli have developed numerous
adaptations to survive within these powerful immune effector
cells. For example, human pathogenic strains of M. tuberculosis
inactivate microbicidal superoxide via katalase [1], avoid the
detrimental effects of iNOS products [2], skew the ant-
mycobacterial response in macrophages towards production of
anti-inflammatory molecules [3,4], and favour necrosis over
apoptosis [3,6,7]. Interestingly, circulating strains of M. tuberculosis
may differ in their pathogenic potential [8,9]. Since humans and
M. tuberculosis have co-evolved over millennia, a question remains if
and to what extent M. tuberculosis has adapted to genetically distinct
hosts. Indeed, two studies conducted in ethnically mixed samples
detected a non-random association of M. tuberculosis strains with
distinct ethnic populations [10,11]. These observations are
supported by the results of several genetic association studies that
detected preferential associations between a Toll-like receptor 2
(TLR2) polymorphism and tuberculosis meningitis caused by
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Beijing strains [12], as well as between variants of 5'-lipoxygenase
(ALOX)5) and pulmonary tuberculosis caused by M. africanum, but
not M. tuberculosis [13]. In addition, variants of the immunity-
related GTPase M (IRGM) were associated with protection from
pulmonary tuberculosis due to Euro-American strains of AL
tuberculosis [14]. Due to the complex interactions of M. tuberculosis
and humans in exposed populations, it is possible that those results
may have been confounded by unrecognized factors. In the
absence of independent replication studies, the question of strain
specific genetic effects as a consequence of M. tuberculosis human
co-evolution still awaits testing under carefully controlled condi-
tions.

M. bovis Bacille Calmette-Guerin (BCG) strains are phylogenetic
descendants of an ancestral BCG stock originally derived from
virulent M. bovis through @ witro propagation [15,16,17].
Attenuation of the original BCG stock occurred as a result of
deletions in the M. bovis genome, specifically the region of
difference 1 (RD1) [18,19]. Loss of RDI is common across all
BCG strains, although additional genetic alterations have been
identified for each strain. BCG Russia and BCG Pasteur are
among the most phylogenetically distant BCG strains [15].
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Author Summary

Susceptibility to mycobacterial infection results from a
complex interaction between host and bacterial genetic
factors. To examine the effect of host and pathogen
genetic variability on the control of mycobacterial
infection, we infected a panel of genetically related
recombinant congenic (RC) mouse strains with two closely
related strains of Mycobacterium bovis BCG. Bacterial
counts of BCG Russia and BCG Pasteur were determined
in the lung and spleen at 1 and 6 weeks following infection
and used for genetic analysis. A novel analytical approach
was developed to perform genome-wide linkage analyses
using the RC strains. Comparative linkage analysis using
this model identified a strong genetic effect on chromo-
some 1 controlling counts of BCG Pasteur at 1 week and of
BCG Russia at 1 week and 6 weeks in the spleen. A locus
impacting on late BCG Russia counts in the lung and
spleen was identified on chromosome 11. Nine additional
loci were shown to control bacterial counts in a tissue-,
time-, and BCG strain-specific manner. Our findings
suggest that the host genetic control of mycobacterial
infection is highly dynamic and adapted to the stage of
pathogenesis and to the infecting strain. Such a high
degree of genetic plasticity in the host-pathogen interplay
is expected to favour evolutionary co-adaptation in
mycobacterial disease.

Genetic events identified in BCG Russia include the deletion of
RD Russia (Rv3698) [20], an insertion mutation in the recd gene
(recA_D140%) [21], and the presence of an IS6770 element in the
promoter region of the phoP gene [15,22]. BCG Pasteur is
characterized by the loss of RD2, nRD18, and RD14 [23,24,25]
as well as a number of single point mutations and duplication
events [22,23,26,27]. Phenotypic differences between BCG
Pasteur and BCG Russia can therefore be tentatively linked to
these known changes in gene content and an unknown number of
point mutations. A number of unresolved questions surround the
BCG host interplay which is characterized by highly variable host
responsiveness. For example, the immunogenicity of the same
strain of BCG given to vaccinees of different genetic background
can vary tremendously [28,29] while host responses triggered by
different strains of BCG are equally divergent [30]. On a
population scale, BCG strains differ in the adverse reactions they
trigger [31] and there is evidence that the protective effect of BCG
vaccination against tuberculosis meningitis varies among ethnically
divergent population groups [32]. Taken together, these data
suggest that, similar to tuberculosis susceptibility, host responsive-
ness may reflect specific host-BCG strain interactions. To test this
possibility, we compared the genetic control of closely related
strains of BCG in a mouse model of infection.

Recombinant congenic (RC) strains are a set of genetically
related inbred strains. In RC strains, discrete chromosomal
segments of donor genome (12.5%) are transferred onto a
recipient genetic background (87.5%) through a double backcross
and corresponding strains are derived by subsequent inbreeding
[33]. The AcB/BcA panel used in the present study was derived
from a reciprocal double backcross between C57BL/6] and A/J
[34], two mouse strains known to differ in their susceptibility to M.
bovis BCG strain Montreal [35]. Each RC strain is genetically
distinct with its own unique genome. The genomes of all RC
strains have been mapped extensively and represent frozen
replicas of recombinant progenitor genomes with known genomic
boundaries of chromosomal segments derived from the two
progenitor strains. A major advantage of RC strains over
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conventional crosses is that any phenotype can be measured
repeatedly in genetically identical mice of a RC strain, greatly
improving the accuracy of the phenotypic estimates.

In the present study, 35 distinct AcB/BcA strains were infected
with a low dose of either BCG Pasteur or BCG Russia. A genetic
analysis of the bacillary counts in the spleen and lungs of these
strains identified general, as well as tissue- and BCG strain-specific
susceptibility loci for BCG infection. These results demonstrated
that the host response to mycobacteria reflects a genetically
controlled, joint effect of both host and pathogen. Our findings
established strain specific effects of the host-mycobacteria interplay
in the absence of selective pressure and, therefore, argue in favour
of additional host-mycobacterial adaptation during the co-
evolution of humans and mycobacteria.

Materials and Methods

Mice and ethics statement

A/J and C57BL/6] mice were purchased from the Jackson
Laboratory (Bar Harbor, Maine). Thirty-five independent RC
strains originally derived from a reciprocal double backcross
between the A/] and C57BL/6] progenitors [34] were purchased
from Emerillon Therapeutics Inc. (Montreal, Qc.). All mice were
housed in the rodent facility of the Montreal General Hospital.
Animal use protocols were approved by the Animal Care
Committee of McGill University and are in direct accordance
with the guidelines outlined by the Canadian Council on Animal
Care.

Bacterial strains

Recombinant BCG Russia (ATCC 35740) and Pasteur (ATCC
35734), were transformed with pGHI, an integrating vector that
inserts into the attB site of the mycobacterial genome and that
combines a firefly luciferase lux gene cassette, an integrase [int]
gene, a MOP promoter, and a hygromycin resistance [Hyg] gene
[31]. The pGHI vector allows for growth on antibiotic-containing
media to reduce risk of contamination [36].

Infection of mice

BCG strains were grown on a rotating platform at 37°C in
Middlebrook 7H9 medium (Difco Laboratories, Detroit, Mich.)
containing 0.05% Tween 80 (Sigma-Aldrich, St. Louis, Mo.) and
10% albumin-dextrose-catalase (ADC) supplement (Becton Dick-
inson and Co., Sparks, Md.). At an optical density (ODg) of 0.4
to 0.3, bacteria were diluted in phosphate buffered saline (PBS) to
10° colony forming units (CFU)/ml. Mice were injected
intravenously with 10* to 10* CFU of BCG in 100 uL of PBS.
Inoculum doses were confirmed by plating on Middlebrook 7H10
agar (Difco Laboratories, Detroit, Mich.) supplemented with oleic
acid-albumin-dextrose-catalase (OADC) enrichment (Becton
Dickinson and Co., Sparks, Md.).

BCG load in target organs

Infected mice were sacrificed by COjy inhalation after 1 and 6
weeks post-infection. Lungs and spleens were aseptically removed,
placed in 0.025% Saponin-PBS, and homogenized mechanically
using a Polytron PT 2100 homogenizer (Brinkman Instruments,
Westbury, NY). Homogenates were serially diluted tenfold and
plated on Middlebrook 7H10 agar supplemented with OADC
enrichment and containing hygromycin B (Wisent Inc., St.-Bruno,
Qc.). Bacterial enumeration was performed following a six-week
incubation at 37°C.. For BCG Pasteur infection, a total of 221 and
175 mice were used at the week 1 and 6 time points, respectively.
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A total of 145 and 189 mice, respectively, were used at 1 and 6
weeks for BCG Russia infection.

Genotyping

Strains of the AcB/BcA panel were genotyped for 625
microsatellite markers spanning the entire genome with an
average distance of 2.6 cM [34]. Based on Build 36.1 of Mouse
Genome Informatics (MGI) Mouse Genome Database, six
markers with reassigned positions were removed from the current
analysis [37].

Statistical analysis
The first QTL model was the linear model

y = Xb + q,8m + €

where y represents a vector with the individual total count of
bacteria (log;oCFU); q,, is a vector with each entry being an
indicator variable of the genotype BB at the marker position m
with g, being its associated effect (major gene effect); X is a matrix
of fixed covariates (a constant and gender in our main model) and
its corresponding parameter vector b; e is a vector of independent
and identically distributed random variables representing the error
term with E(e) =0 and Var(e) =s’I. At cach marker position 7,
M-estimates of the parameters and a fstatistic were computed.
The genome-wide corrected p-values were obtained by bootstrap
under the hypothesis that there is no major gene, i.c., re-sampling
under the reduced model

y=Xb+e

Mean confidence bounds at each marker were defined as twice the
standard error around the marker’s group mean without
considering gender effect in the model.

In order to account for the genetic background, a second linear
model of the form

y = Xb + Zu+ q,,g,+e

was employed, ie., our second model was the mixed model
resulting from adding a random component, Zu, to our original
model, where u is a random vector associated to the genetic
background of each RCS and Z is the design matrix associating
the RCS effect to the phenotype y. The assumptions for this model
component were E(u) =0 and Var(u) =s2G, with 52 >0 being an
unknown constant and G a positive definite-matrix (in fact, a
background correlation matrix which is a function of length of the
segments identical by descent shared amongst strains) assumed to
be known, although a genomic estimate of it was previously
obtained. At each marker position m, iteratively, estimates of fixed
effect parameters and the variance components were obtained
under this model and a #statistic of the same form as before was
computed. The genome-wide corrected p-values were obtained by
bootstrap under the hypothesis that there is no major gene, i.e., re-
sampling under the reduced model

y=Xb+Zu+e.
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More details of estimation and testing are given in Methods SI.
Evidence was considered significant for linkage when single-point
regression analysis at the markers was P<<0.01.

Results

We determined the bacillary load of BCG strains Pasteur and
Russia in the lungs and spleens of C57BL/6]J and A/J mice
following a low dose (~3x10% bacilli) intravenous injection of
bacilli. Pulmonary counts of BCG Pasteur were below the limit of
detectability (80 bacilli/lung) at weeks 1 and 6 post infection but
showed a modest peak of approximately 100 bacilli/lung at week 3
(Figure 1). This suggested limited dispersion and growth of BCG
Pasteur in the lungs. In addition, there was no detectable
difference in the pulmonary load of BCG Pasteur between
C57BL6/] and A/J mice. By contrast, we observed an increase
of 1-1.5 log CFU in the spleens between weeks 1 and 3 post
infection that was followed by a 1 log decrease at week 6. The
splenic bacillary burden of BCG Pasteur was substantially higher
in C57BL/6] mice at weeks 1 and 3. BCG Russia showed a
constant increase of pulmonary CFU from week 1 to week 6. In
the spleen, growth of BCG Russia lagged growth of Pasteur and
did not show evidence for a peak at 3 weeks post infection, as was
observed for Pasteur (Figure 1). Overall, the pattern of tissue CFU
for BCG Pasteur strongly resembled the one described for BCG
Montreal which has previously been shown to be under Nrampl
control [35,38]. The kinetics of lung and spleen bacillary counts of
BCG Russia were distinct from the previously described BCG
growth patterns.

To investigate the genetic control of #-viwo growth of BCG
Russia and BCG Pasteur, mice from a panel of 35 AcB/BcA RC
strains were intravenously challenged with a low dose (3-5x10°
bacilli) of BCG Russia or BCG Pasteur. The number of colony
forming units (CFU) in the spleen and lung was used as the
phenotype for the genetic analysis. CFU were determined at 1
week and 6 weeks post infection since it is well established that at 3
weeks, the Nrampl gene dominates the host response to BCG
Montreal [38], making it potentially more difficult to discern
additional genetic control elements.

To best indicate the effect of genotype on CFU, all RCS were
stratified according to genotype at each marker, 1. e. AA for
markers on chromosomal segments derived from A/] or BB for
chromosomal segments derived from C57BL/6]J. Mice of all RCS
with a given genotype were then used to obtain the mean and 95%
confidence interval of their pulmonary and splenic CFU. This
presentation allowed to graphically depict the effect of both
marker genotype and of the general strain background on CFU.
Results for the spleen and lung for both BCG strains are presented
in Figures 2 and 3. A clear impact of strain background on
susceptibility to BCG in the spleen at 1 week post infection was
evidenced by the larger bacillary counts in mice of the BB
genotype across most chromosomes (Figure 2). The strong strain
background effect on splenic CFU was resolved by 6 weeks post
infection, particularly for BCG Pasteur where differences in
splenic bacillary burden appeared negligible across all markers
(Figure 2). By contrast, CFU differences in BCG Russia were
observed for several small chromosomal segments possibly
suggesting the presence of specific genetic loci (Figure 2). As in
the parental strains, pulmonary burdens were at the limit of
detectability at week 1 for both Russia and Pasteur, and week 6 for
Pasteur. However, at the 6-week endpoint, preferential replication
of BCG Russia was observed in mice bearing specific A/J-derived
chromosomal segments, particularly at the distal portion of
chromosome 11 (Figure 3).
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Figure 1. Replication of BCG in the lungs and spleen of A/J and C57BL/6J mice. A/J and C57BL/6) were intravenously infected with a low
dose (3-5x10%) of either BCG Pasteur (A, C) or BCG Russia (B, D). The number of CFU in the lungs (A, B) and spleen (C, D) was determined at 1, 3, and 6
weeks post-infection. Bacterial counts of BCG Pasteur and BCG Russia were compared in A/J and C57BL/6J mice by two-way ANOVA. Differences in
the pulmonary counts of BCG Pasteur and BCG Russia between A/J and C57BL/6)J failed to reach significance. However, there was a significant
difference in the splenic loads of BCG Pasteur (P<<0.004) and BCG Russia (P<<0.0001) between the two strains of mice. These results are representative
of at least two experiments. Four to 13 mice were used at each time-point. Data at each time point are the mean log;oCFU and SD. White, A/J; grey,

C57BL/6J.
doi:10.1371/journal.ppat.1001169.g001

Markers where the mean CFU of the AA and BB genotype
groups diverged were indicative of chromosomal regions that
potentially harboured a BCG susceptibility locus. To confirm the
potential linkage of these chromosomal segments to bacterial
burden, a genetic analysis comparing mice of the AA to BB
genotype was performed. The initial analysis compared genotype
groups without taking into account the genetic background of
the strain or the gender of the mouse (incomplete model). As
expected, markers significantly linked to bacterial burden
corresponded well with chromosomal regions where the two
genotypes differed (Figures 2 and 3; Figures S1 to S3). From this
analysis, the genetic control of BCG Pasteur and Russia splenic
infection appeared to be highly multigenic at the early time point.
Employing a very stringent level of significance (£<<0.0003),
quantitative trait loci (QTL) were identified across 8 and 15
different chromosomes for BCG Pasteur and Russia, respectively
(Figure S1). At the 6 week endpoint, a locus was identified on
chromosome 1 for splenic BCG Russia load whereas genetic
effects were not detected for BCG Pasteur load (Figure S2).
Pulmonary CFU of BCG Russia was controlled by a locus on
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chromosome 11 while for BCG Pasteur a locus was identified on
chromosome 8 (Figure S3).

Visual inspection of CFU across genotypes suggested a strong
impact of strain background on bacillary loads. To account for the
potential impact of background genes on linkage peaks, we
developed a main model that accounted for the genetic
background and gender of the mice. The number of loci identified
by the main model was reduced relative to the incomplete model,
particularly at the 1 week time point (Figures S4 and S5, and
Table 1). For lung CFU, the locus on chromosome 11 remained
that impacted on bacillary load of BCG Russia at 6 weeks post
infection (Figure 4). No genetic effect was detected for pulmonary
load of BCG Pasteur which is consistent with the very limited
growth of BCG Pasteur in the lungs of all mice (data not shown).

In contrast to the lung, the genetic control of splenic bacillary
load remained largely multigenic even after correction for strain
background effects. For BCG Russia at 1 week post infection, a
single locus on chromosome 1 (36.9 cM-48.8 cM) was found to
control splenic load (Figure S4). At 6 weeks post infection, the
genetic control of BCG Russia was multigenic (Figure S5). In
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Figure 2. Spleen bacillary counts relative to A/J and C57BL/6J-derived chromosomal segments in RC mice. AcB and BcA mice were
infected with BCG Russia (A, B) or BCG Pasteur (C, D) and spleen bacterial counts were determined at 1 week (A, C) and 6 weeks (B, D) post-infection.
RC mice were stratified by genotype (AA in black or BB in blue) at each microsatellite marker and the mean log;,CFU (solid line) as well as twice the
standard error confidence bounds (hatched area) were determined for the two groups of mice. Gaps between the mean CFU of the AA and BB
genotype are indicative of markers where the two groups differed. Chromosomal positions are given in centimorgans (cM).
doi:10.1371/journal.ppat.1001169.g002
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Figure 3. Lung bacillary counts relative to A/J and C57BL/6J-derived chromosomal segments in RC mice. Pulmonary bacterial loads in
RC mice intravenously infected with BCG Russia (A, B) or BCG Pasteur (C, D) were determined at 1 week (A, C) and 6 weeks (B, D) post-infection. RC
mice were stratified by genotype (AA in black or BB in blue) at each microsatellite marker and the mean log;,CFU (solid line) and confidence bounds
(hatched area) were determined for the two groups of mice. A divergence in the mean CFU of the AA and BB genotype groups represent
chromosomal regions where the two groups differed. Chromosomal positions are given in centimorgans (cM).

doi:10.1371/journal.ppat.1001169.g003
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Table 1. Summary of significant linkage peaks obtained
using the main and conditional models.

Conditional
Strain Organ Day Main model model
BCG Pasteur Spleen 7 Chrs. 1,2,3,6,7,10,17, X (Chr. 1)?
42 -° N/A
Lung 7 - N/A
42 - N/A
BCG Russia Spleen 7 Chr. 1 (Chr. 1)
42 Chrs. 1,6, 11, 19 Chrs. (1), 11, 13
Lung 7 = N/A
42 Chr. 11 N/A

Chr., chromosome; N/A, not applicable.

2(Chr. 1), exclusion of markers on chromosome 1 to adjust for major genetic
effect.

b_ no significant genetic effects detected.
doi:10.1371/journal.ppat.1001169.t001

addition to the chromosome 1 locus (32.8-55.1 cM), loci were
detected on chromosome 6 (45.5-46.3 cM), chromosome 11
(47.67 cM) and chromosome 19 (51 cM). Splenic load of BCG
Pasteur at 1 week post infection was controlled by loci on
chromosome 2 (10-15 and 22.5-26.2 ¢cM), chromosome 7 (63.5—
65.6 cM) and the X chromosome (37-40.2 cM). Additional
weaker effects were identified on chromosome 3 (33.7 and
58.8 ¢tM), chromosome 6 (63.9 cM), chromosome 10 (3 cM),
and chromosome 17 (23.2 cM). A major gene effect detected on
chromosome 1 (17-58.5 cM) overlapped the chromosome 1 locus
controlling BCG Russia infection (Figure S4, Table 1). Genetic
control elements were not detected in response to BCG Pasteur
infection at the 6 week time point (data not shown). The inverse
complexity of BCG Pasteur (multigenic at 1 week; no genes at

Comparative Host Genetics of Two Strains of BCG

week 6) and BCG Russia (a single gene at week 1, multigenic at
week 6) reflects differences in the replication pattern of the
bacteria: BCG Russia showed a delayed onset of growth that
continued at week 6 while BCG Pasteur showed rapid initial
growth with a strong decline of CFU at week 6 as compared to
week 3.

The chromosome 1 locus significant for linkage early during
BCG Pasteur infection and at the early and late phase of BCG
Russia infection was indistinguishable from Nrampl. Employing
what we termed the “conditional model,” we determined whether
the additional linkage peaks were conditional on the Nramp!l gene.
For this the main model was modified to adjust for the effect of
Nramp1 by adding a column with the BB genotype indicator at the
Nramp1 position to the matrix X. Chromosomal regions identified
at the week 1 time point of both BCG Pasteur and BCG Russia
infection were no longer significant for linkage following
correction for the chromosome 1 locus (data not shown). Similarly,
the genetic effects detected on chromosome 6 and 19 were no
longer significant at the 6 week time point of BCG Russia
infection. However, the linkage hit detected on chromosome 11
(47.67 cM) retained its significance. By contrast, a secondary peak
detected only for splenic CFU immediately proximal to this locus
did not reach significance (Figure 5). Finally, an additional locus
was localized to chromosome 13 (73-75 cM) (Figure 5).

Discussion

RC strains are particularly useful to establish pathways of
causality in complex read-outs such as immune reactivity and are
well suited to track gene-gene interactions [33]. However, RC
strains have also proven useful for positional identification of
disease susceptibility loci by employing RC strains with extreme
phenotypes in subsequent genetic crosses [39,40,41]. A third
application of RC strains is the genome-wide identification of
quantitative trait loci (QTL) in complex diseases. This feature of
RC stains is particularly attractive since it allows the measurement
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Figure 4. Genetic control of late pulmonary bacillary counts of BCG Russia. Linkage analysis of BCG Russia pulmonary counts at the 6-week
time point was performed with background and gender-adjustment. A single locus controlling BCG Russia pulmonary counts was identified on

chromosome 11. Chromosomal positions are given in centimorgans (cM).
doi:10.1371/journal.ppat.1001169.9004
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Figure 5. Linkage analysis of late spleen bacillary counts contingent on the chromosome 1 locus. Linkage analysis was performed with
an adjustment for the locus on chromosome 1 which had a major effect on the splenic bacillary counts of BCG Russia at the 6-week time point. The
loci identified on chromosomes 6 and 19 were conditional upon the chromosome 1 locus and lost their significance when adjusted. The genetic
effect detected on chromosome 11 was independent of the chromosome 1 locus and maintained its significance. An additional locus was localized to

chromosome 13. Chromosomal positions are given in centimorgans (cM).

doi:10.1371/journal.ppat.1001169.g005

of quantitative traits in many genetically identical mice belonging
to the same strain which greatly increases the accuracy of trait
determination. A genome-wide scan for the presence of QTL can
then be conducted among the relatively limited number of RC
strains in each panel. This is highly efficient compared to the
breeding and genotyping of hundreds of mice in traditional
backcross or F2 based genome-wide mapping studies. For
example, a recent study used the AcB/BcA RC strain panel to
localize a large number of asthma susceptibility loci across the
genome [42]. A potential problem that is faced in these speedy
genome-wide scans in RC strains is the confounding impact of
strain background and of strong susceptibility loci on the overall
pattern of QTLs mapped. We have developed a new analytical
methodology that overcomes both of these potentially confounding
limitations while conducting genome-wide QTL mapping in RC
strains. Our results demonstrate the ease of genome-wide scanning
in RC strains and the importance of adjusting especially on strain
background to achieve reliable QTL identification.

Our ability to detect the Nrampl genomic region also served as
an internal validation of the analytical approach. Another
interesting observation was the loci that could only be detected
in connection with Nrampl. Once the analysis was adjusted on the
Nramp1 gene, these loci were no longer significant for linkage. The
most parsimonious explanation for this effect is that these loci are
interacting with Nrampl. Why we would detect a large number of
genes that interact with NMampl in the genetic control of BCG
Pasteur as compared to BCG Russia is not known but may reflect
the differences in pathogenesis between the two BCG strains. For
BCG Pasteur, putatively interacting genes were detected at 3
weeks post infection while for BCG Russia such interacting loci
were observed at the 6 week time point. At 3 weeks, BCG Pasteur
shows a sharp peak of splenic bacillary burden while the growth of
BCG Russia continues well past 6 weeks before a slow and gradual
reduction of splenic burden becomes evident after 12 weeks of

@ PLoS Pathogens | www.plospathogens.org

infection (data not shown). While the interpretation of our results
as Nrampl interacting loci appears reasonable, it is important to
realize that this conclusion needs further direct experimental
validation. However, if correct, the mapping tools presented in this
paper would provide a very powerful approach for the
identification of interacting loci which is still a major obstacle in
complex trait analysis in both human and model animals.

The study of the impact of strain variability of M tuberculosis on
disease expression is of considerable interest for the implementa-
tion of tuberculosis control measures. An increasing body of
evidence suggests that different strains/lineages of M. tuberculosis
display substantial differences in their pathogenic potential [8,9].
In addition, evidence is emerging that genetic variability among
BCG vaccine strains is a potent factor in modulating BCG induced
anti-tuberculosis immunity [31]. This mycobacterial strain vari-
ability reflects an even greater divergence in host responsiveness to
both BCG and M. tuberculosis that is largely under host genetic
control (reviewed in [43]). These observations raise the question if
host and mycobacterial variability are independent of each other.
If independent, we would expect hosts to display a spectrum of
responsiveness from highly resistant to highly susceptible irrespec-
tive of the infecting mycobacterial strain. Similarly, M. tuberculosis
strains would vary from highly virulent to mildly virulent across all
hosts. Alternatively, it is possible that “susceptibility” and
“virulence” are not absolute but rather reflect specific combina-
tions of mycobacterial strain and human host. The latter possibility
is supported by recent observations of preferential associations of
tuberculosis lineages with ethnic groups that may reflect co-
adaptation of M. tuberculosis and its human host [10]. Moreover, a
number of host genetic association studies have reported a
preferential association of tuberculosis susceptibility variants with
specific M. tuberculosis lineages [12,13,14]. The results of our study
obtained in a highly controlled experimental setting support the
hypothesis of host — pathogen specific genetic “fits.” Hence,
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human susceptibility to tuberculosis may only become tractable by
jointly considering host and pathogen genetic backgrounds.

By conducting a genome-wide mapping of loci that impact on
the splenic and pulmonary burden following a low dose infection
with two strains of BCG, we revealed a divergent pattern of
susceptibility loci. An unexpected result was the pronounced
dynamic of genetic loci impacting on bacillary counts. This
observation demonstrated how different genetic control elements
came into play as the BCG infection advanced and further
emphasized the intimate interplay between host genetics and
pathogenesis. Perhaps less surprising was the large difference in the
number of loci involved in the control of splenic vs pulmonary
bacillary counts. BCG Pasteur shows little dissemination and
growth in the lungs of infected mice and the absence of
susceptibility loci was therefore expected. However, BCG Russia
reaches bacillary counts in the lungs that are similar to those in the
spleen. Yet, only one susceptibility locus on chromosome 11 was
detected to impact on pulmonary counts while splenic counts are
under more complex control. It is interesting that a locus on
chromosome 1 which is indistinguishable from the Nrampl gene
had by far the strongest impact on bacillary burden in both BCG
Pasteur and Russia, but this effect was limited to splenic counts. By
contrast, the chromosome 11 locus was detected only for BCG
Russia but in both the spleens and lungs. The results therefore
indicate that host genetic control is characterized by very strong
common control elements that act in a tissue —specific manner,
and by somewhat weaker BCG strain specific susceptibility genes
that are not tissue specific. Together these data indicate that host
genetic control of mycobacterial replication is sensitive to the
particular strains but also to differences in disease manifestations
(here, lung vs spleen). Interestingly, the strongest genetic effect ever
found in human studies was found in an outbreak of tuberculosis
in Northern Canada [44]. During this outbreak, all cases had been
infected from a single index case, i.e. a single bacterial strain [45].
A fine tuned host genetic response to mycobacteria might explain
why it has been difficult to reproducibly detect strong host genetic
effects in human tuberculosis. Consequently, future genetic studies
of tuberculosis susceptibility might need to be adjusted on the
detailed clinical picture and infecting M. tuberculosis strain.

Supporting Information

Methods S1 Details of estimation, bootstrap and testing.
Found at: doi:10.1371/journal.ppat.1001169.s001 (0.05 MB PDF)

Figure S1 Linkage analysis of early splenic counts independent
of the genetic background. Bacillary counts of BCG Russia and
BCG Pasteur in the spleen of RC mice at the week 1 time point
were used for QTL analysis. AA and BB genotype groups were
analyzed without taking into account the gender or genetic
background of the RC mice. Significant evidence for linkage was
detected across 15 different chromosomes for BCG Russia (A) and
across 8 different chromosomes for BCG Pasteur (B) at the week 1

References

1. Ng VH, Cox JS, Sousa AO, MacMicking JD, McKinney JD (2004) Role of
KatG catalase-peroxidase in mycobacterial pathogenesis: countering the
phagocyte oxidative burst. Mol Microbiol 52: 1291-1302.

2. Darwin KH, Ehrt S, Gutierrez-Ramos JC, Weich N, Nathan CF (2003) The
proteasome of Mycobacterium tuberculosis is required for resistance to nitric oxide.
Science 302: 1963-1966.

3. Tobin DM, Vary JC, Jr., Ray JP, Walsh GS, Dunstan SJ, et al. (2010) The lta4h
locus modulates susceptibility to mycobacterial infection in zebrafish and
humans. Cell 140: 717-730.

4. Divangahi M, Chen M, Gan H, Desjardins D, Hickman TT, et al. (2009)
Mycobacterum tuberculosis evades macrophage defenses by inhibiting plasma
membrane repair. Nat Immunol 10: 899-906.

@ PLoS Pathogens | www.plospathogens.org

Comparative Host Genetics of Two Strains of BCG

time point. Chromosomal positions are given in centimorgans
(cM).
Found at: doi:10.1371/journal.ppat.1001169.s002 (1.83 MB TIF)

Figure 82 Linkage analysis of late splenic counts independent of
the genetic background. Bacterial numbers of BCG Russia and
BCG Pasteur in the spleen of RC mice at the week 6 time point
were used for linkage analysis. Significant linkages were detected
on chromosomes 1 and 19 for BCG Russia (A) whereas no
significant evidence for linkage was detected for BCG Pasteur (B).
Chromosomal positions are given in centimorgans (cM).

Found at: doi:10.1371/journal.ppat.1001169.s003 (1.59 MB TIF)

Figure 83 Linkage analysis of late pulmonary counts indepen-
dent of the genetic background. QTL analysis was performed
using pulmonary counts of BCG Russia and BCG Pasteur at the
week 6 time point. Loci controlling pulmonary bacterial numbers
were identified on chromosome 11 for BCG Russia (A) and
chromosome 8 for BCG Pasteur (B). Chromosomal positions are
given in centimorgans (cM).

Found at: doi:10.1371/journal.ppat.1001169.s004 (1.61 MB TTF)

Figure 84 Genetic control of early spleen bacillary counts of
BCG Russia and BCG Pasteur. Linkage analysis of splenic
bacterial counts at the week 1 time point was performed with an
adjustment for strain genetic background and gender. A single
locus on chromosome 1 was identified in response to early BCG
Russia infection (A). Loci linked to splenic BCG Pasteur counts
were detected on chromosomes 1, 2, 3, 6, 7, 10, 17 and X at the
week 1 time point (B). Chromosomal positions are given in
centimorgans (cM).

Found at: doi:10.1371/journal.ppat.1001169.s005 (1.69 MB TTF)

Figure S5 Genetic control of late spleen bacillary counts
following infection of the RC strains with BCG Russia.
Background- and gender-adjusted QTL analysis was performed
using spleen counts of BCG Russia at the 6-week endpoint. A locus
on chromosome 1 had a major effect on the bacterial numbers of
BCG Russia. Additional loci were detected on chromosomes 6, 11,
and 19. Chromosomal positions are given in centimorgans (cM).

Found at: doi:10.1371/journal.ppat.1001169.s006 (0.73 MB TIF)

Acknowledgments

We thank Dr. Kenneth Morgan for helpful advice. The RCS genotypes
were kindly provided by Emerillon Therapeutics. E.S. is a Chercheur
National du Fonds de la Recherche en Sant¢ du Québec and an
International Research Scholar of the Howard Hughes Medical Institute.

Author Contributions

Conceived and designed the experiments: TDP JCLO ES. Performed the
experiments: TDP MG AV MO. Analyzed the data: TDP CH JCLO ES.
Contributed reagents/materials/analysis tools: AB MAB. Wrote the paper:
TDP JCLO ES.

5. Gan H, Lee J, Ren F, Chen M, Kornfeld H, et al. (2008) Mycobacterium tuberculosis
blocks crosslinking of annexin-1 and apoptotic envelope formation on infected
macrophages to maintain virulence. Nat Immunol 9: 1189-1197.

6. Chen M, Divangahi M, Gan H, Shin DS, Hong S, et al. (2008) Lipid mediators
in innate immunity against tuberculosis: opposing roles of PGE2 and LXA4 in
the induction of macrophage death. J Exp Med 205: 2791-2801.

7. Behr M, Schurr E, Gros P (2010) TB: screening for responses to a vile visitor.

Jell 140: 615-618.

8. Gagneux S, Small PM (2007) Global phylogeography of Mycobacterium tuberculosis and
implications for tuberculosis product development. Lancet Infect Dis 7: 328-337.

9. Nicol MP, Wilkinson R] (2008) The clinical consequences of strain diversity in
Mycobacterium tuberculosis. Trans R Soc Trop Med Hyg 102: 955-965.

October 2010 | Volume 6 | Issue 10 | 1001169



22.

23.

24.

26.

27.

. Gagneux S, DeRiemer K, Van T, Kato-Maeda M, de Jong BC, et al. (2006)

Variable host-pathogen compatibility in Mycobacterium tuberculosis. Proc Natl Acad
Sci U S A 103: 2869-2873.

. Reed MB, Pichler VK, McIntosh F, Mattia A, Fallow A, et al. (2009) Major

Mycobacterium tuberculosis lineages associate with patient country of origin. J Clin

Microbiol 47: 1119-1128.

. Caws M, Thwaites G, Dunstan S, Hawn TR, Lan NT, et al. (2008) The

influence of host and bacterial genotype on the development of disseminated
disease with Mycobacterium tuberculosis. PLoS Pathog 4: ¢1000034.

. Herb F, Thye T, Niemann S, Browne EN, Chinbuah MA, et al. (2008) ALOX5

variants associated with susceptibility to human pulmonary tuberculosis. Hum

Mol Genet 17: 1052-1060.

. Intemann CD, Thye T, Niemann S, Browne EN, Amanua Chinbuah M, et al.

(2009) Autophagy gene variant JRGM -261'T contributes to protection from
tuberculosis caused by Mycobacterium tuberculosis but not by M. africanum strains.

PLoS Pathog 5: ¢1000577.

. Behr MA, Small PM (1999) A historical and molecular phylogeny of BCG

strains. Vaccine 17: 915-922.
“almette A, Guérin C, Breton M (1907) Contribution a I’étude de la tuberculose
expérimentale du cobaye. Ann Inst Pasteur. pp 401-416.

. Oettinger T, Jorgensen M, Ladefoged A, Haslov K, Andersen P (1999)

Development of the Mycobacterium bovis BCG vaccine: review of the historical and
biochemical evidence for a genealogical tree. Tuber Lung Dis 79: 243-250.

. Lewis KN, Liao R, Guinn KM, Hickey MJ, Smith S, et al. (2003) Deletion of

RDI1 from Mycobacterium tuberculosis mimics bacille Calmette-Guerin attenuation.
J Infect Dis 187: 117-123.

. Pym AS, Brodin P, Brosch R, Huerre M, Cole ST (2002) Loss of RDI

contributed to the attenuation of the live tuberculosis vaccines Mycobacterium bovis

BCG and Mycobacterium microti. Mol Microbiol 46: 709-717.

. Mostowy S, Tsolaki AG, Small PM, Behr MA (2003) The in vitro evolution of

BCG vaccines. Vaccine 21: 4270-4274.

Keller PM, Bottger EC, Sander P (2008) Tuberculosis vaccine strain
Mycobacterium bovis BCG Russia is a natural rec4 mutant. BMC Microbiol 8: 120.
Brosch R, Gordon SV, Garnier T, Eiglmeier K, Frigui W, et al. (2007) Genome
plasticity of BCG and impact on vaccine efficacy. Proc Natl Acad Sci U S A 104:
5596-5601.

Behr MA, Schroeder BG, Brinkman JN, Slayden RA, Barry CE, 3rd (2000) A
point mutation in the mma3 gene is responsible for impaired methoxymycolic
acid production in Mycobacterium bovis BCG strains obtained after 1927.
J Bacteriol 182: 3394-3399.

Mabhairas GG, Sabo PJ, Hickey M]J, Singh DC, Stover CK (1996) Molecular
analysis of genetic differences between Mycobacterium bovis BCG and virulent M.
bovis. ] Bacteriol 178: 1274-1282.

Salamon H, Kato-Maeda M, Small PM, Drenkow J, Gingeras TR (2000)
Detection of deleted genomic DNA using a semiautomated computational
analysis of GeneChip data. Genome Res 10: 2044-2054.

Charlet D, Mostowy S, Alexander D, Sit L, Wiker HG, et al. (2005) Reduced
expression of antigenic proteins MPB70 and MPB83 in Mycobacterium bovis BCG
strains due to a start codon mutation in sigh. Mol Microbiol 56: 1302-1313.
Spreadbury CL, Pallen MJ, Overton T, Behr MA, Mostowy S, et al. (2005) Point
mutations in the DNA- and cNMP-binding domains of the homologue of the
cAMP receptor protein (CRP) in Mycobacterium bovis BCG: implications for the

@ PLoS Pathogens | www.plospathogens.org

10

28.

29.

30.

31.

32.

36.

37.

38.

39.

40.

41.

42.

43.

44.

Comparative Host Genetics of Two Strains of BCG

inactivation of a global regulator and strain attenuation. Microbiology 151:
547-556.

Black GF, Weir RE, Floyd S, Bliss L, Warndorff DK, et al. (2002) BCG-induced
increase in interferon-gamma response to mycobacterial antigens and efficacy of
BCG vaccination in Malawi and the UK: two randomised controlled studies.
Lancet 359: 1393-1401.

Lalor MK, Ben-Smith A, Gorak-Stolinska P, Weir RE, Floyd S, et al. (2009)
Population Differences in Immune Responses to Bacille Calmette-Guerin
Vaccination in Infancy. J Infect Dis 199: 795-800.

Wu B, Huang C, Garcia L, Ponce de Leon A, Osornio JS, et al. (2007) Unique
gene expression profiles in infants vaccinated with different strains of
Mycobacterium bovis bacille Calmette-Guerin. Infect Immun 75: 3658-3664.

Liu J, Tran V, Leung AS, Alexander DC, Zhu B (2009) BCG vaccines: their
mechanisms of attenuation and impact on safety and protective efficacy. Hum
Vaccin 5: 70-78.

Trunz BB, Fine P, Dye C (2006) Effect of BCG vaccination on childhood
tuberculous meningitis and miliary tuberculosis worldwide: a meta-analysis and
assessment of cost-effectiveness. Lancet 367: 1173-1180.

. Demant P, Hart AA (1986) Recombinant congenic strains—a new tool for

analyzing genetic traits determined by more than one gene. Immunogenetics 24:

416-422.

. Fortin A, Diez E, Rochefort D, Laroche L, Malo D, et al. (2001) Recombinant

congenic strains derived from A/J and C57BL/6J: a tool for genetic dissection of
complex traits. Genomics 74: 21-35.

Gros P, Skamene E, Forget A (1981) Genetic control of natural resistance to
Mycobacterium bovis (BCG) in mice. J Immunol 127: 2417-2421.

Belley A, Alexander D, Di Pietrantonio T, Girard M, Jones J, et al. (2004)
Impact of methoxymycolic acid production by Mycobacterium bovis BCG vaccines.
Infect Immun 72: 2803-2809.

Mouse Genome Database (MGD) at the Mouse Genome Informatics website
TJL, Bar Harbor, Maine.

Vidal SM, Malo D, Vogan K, Skamene E, Gros P (1993) Natural resistance to
infection with intracellular parasites: isolation of a candidate for Beg. Cell 73:
469-485.

Mullerova J, Hozak P (2004) Use of recombinant congenic strains in mapping
disease-modifying genes. News Physiol Sci 19: 105-109.

Min-Oo G, Fortin A, Tam MF, Nantel A, Stevenson MM, et al. (2003) Pyruvate
kinase deficiency in mice protects against malaria. Nat Genet 35: 357-362.
Roy MF, Riendeau N, Bedard C, Helie P, Min-Oo G, et al. (2007) Pyruvate
kinase deficiency confers susceptibility to Salmonella typhimurium infection in mice.
J Exp Med 204: 2949-2961.

Camateros P, Marino R, Fortin A, Martin JG, Skamene E, et al. (2010)
Identification of novel chromosomal regions associated with airway hyperre-
sponsiveness in recombinant congenic strains of mice. Mamm Genome 21:
28-38.

Schurr E, Kramnik I (2008) Genetic control of host susceptibility to tuberculosis.
In: Kaufmann S, Britten W, eds. Handbook of Tuberculosis. Weinheim,
Germany: Wiley-VCH. pp 305-346.

Greenwood CM, Fujiwara TM, Boothroyd LJ, Miller MA, Frappier D, et al.
(2000) Linkage of tuberculosis to chromosome 2q35 loci, including NRAMPI, in
a large aboriginal Canadian family. Am J] Hum Genet 67: 405-416.

Schurr E (2007) Is susceptibility to tuberculosis acquired or inherited? J Intern
Med 261: 106-111.

October 2010 | Volume 6 | Issue 10 | 1001169




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize 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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /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 [612.000 792.000]
>> setpagedevice


