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Abstract It has recently been reported that the evolu-

tionarily ancestral alleles of two functional polymorphisms

in the b2-adrenergic receptor gene (ADRB2) were related to

higher cognitive ability in the 70 year old participants of

the Lothian Birth Cohort 1936 (LBC1936). One emerging

important factor in cognitive aging is the integrity of white

matter tracts in the brain. Here, we used diffusion tensor

MRI-based tractography to assess the integrity of eight

white matter tracts in a subsample of the LBC1936. Higher

integrity of the splenium of the corpus callosum predicted

better cognitive ability in old age, even after controlling for

IQ at age 11. Also, the ancestral allele of one ADRB2 SNP

was associated with both splenium integrity and better

cognitive aging. While the effects of the SNP and splenium

integrity on cognitive aging were largely independent,

there was some evidence for a partial mediation effect of

ADRB2 status via splenium integrity.

Keywords Cognitive aging � Diffusion tensor MRI �
White matter tractography � Splenium corpus callosum �
ADRB2 � Comparative genomics

Introduction

Tracking molecular genetic causes for heritable differences

in complex, dimensional traits such as cognitive ability and

cognitive aging has proven difficult so far (Deary et al.

2009a, b; Manolio et al. 2009). Recently, more attention

has focused on different approaches to identify candidate

functional polymorphisms influencing these complex traits

in the genome (Deary et al. 2004). A rather novel approach

is provided by comparative genomics, which allows the

identification of genes that have been under positive

selection in a lineage and were thus probably involved in

diverging evolution between species. Such genes can be

detected by the ratio of non-synonymous to synonymous

nucleotide substitutions that emerge for different genetic

loci when comparing the genomes of related species, e.g.

humans and chimpanzees (Harris 2008).

A comparative genomic approach is usually taken to

detect species-typical adaptations that have become

genetically unimorphic because they have been fixated by

natural selection. However, genes that show signs of

positive selection in cross-species comparisons might still

show functional polymorphisms in one or both species
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today, and these might contribute to the genetic variance

between individuals in traits of interest (Thomas and

Kejariwal 2004). Based on this assumption, several studies

have examined functional polymorphisms in genes that

show signatures of positive selection that are expressed in

the brain, and tested them for associations with cognitive

ability and related traits in modern humans. For example, it

has been reported that the MCHP1 and ASPM genes (both

associated with primary microcephaly, a neurodevelop-

mental disorder characterized by dramatic reduction in

cortical volume) show signatures of recent positive selec-

tion (Evans et al. 2005; Mekel-Bobrov et al. 2005). Sub-

sequently, several studies have looked for links of these

genes with current individual differences in either brain

size (which shows a robust phenotypic and genetic corre-

lation with general cognitive ability; McDaniel 2005;

Miller and Penke 2007) or cognitive, reading or language

abilities (Woods et al. 2006; Bates et al. 2008; Mekel-

Bobrov et al. 2007). However, none of these studies found

significant associations with variants in these two genes.

More recently, Bochdanovits et al. (2009) reported, in this

journal, a list of 28 SNPs in 22 brain-expressed genes with

signatures of positive selection. Two functional SNPs

(rs1042713 and rs1042714) in the b2-adrenergic receptor

gene ADRB2 stood out as they were significantly associ-

ated with cognitive ability test scores. However, the pattern

of results was complex: the derived, human-specific allele

of the rs1042713 SNP was associated with increased per-

formance IQ in Dutch teenagers, but unrelated with cog-

nitive ability in Dutch middle-aged adults, and associated

with decreased cognitive ability in the 70-year-old subjects

comprising the Lothian Birth Cohort 1936 (LBC1936)

from Scotland (Deary et al. 2007). Furthermore, whereas

the rs1042714 SNP was not tested in the Dutch cohorts

because it was not in Hardy–Weinberg equilibrium, the

derived allele was again associated with decreased cogni-

tive ability in the Scottish cohort.

The ADRB2 gene on chromosome 5 encodes the

b2-Adrenergic receptor, which is a member of the G protein-

coupled receptor superfamily and is part of the catechol-

amine system, where it acts as a receptor for adrenaline,

noradrenaline and dopamine. Within the coding region of the

intronless ADRB2 gene, there are two non-synonymous

SNPs: a substitution of the ancestral G for a derived A in

codon 16 (rs1042713), which encodes for the amino acid

glycine rather than the arginine (Arg16–Gly), and a substi-

tution of the ancestral G for a derived C at codon 27

(rs1042714), which codes for glutamic acid rather than

glutamine (Gln27–Glu). These two variants modulate

receptor activity (Cockcroft et al. 2000; Johnson 2006). The

opposing effects of ADRB2 polymorphisms on cognitive

ability in younger and older samples in the article by

Bochdanovits et al. (2009) might imply that it is more closely

related to individual differences in normal cognitive aging

than to lifelong cognitive ability differences. Variability in

ADRB2 has also been associated with autism (Cheslack-

Postava et al. 2007) and memory consolidation (see

Bochdanovits et al. 2009). Additionally, the hypoperfusion

of the cerebral white matter in multiple sclerosis is proposed

to act through astrocytic b2-adrenergic receptors (De Keyser

et al. 2008). However, the exact effects of ADRB2 on the

central nervous system are generally not well understood.

The current study aims to shed some light on the effects of

ADRB2 on cognitive functioning in old age by taking an

imaging genetics approach. In imaging genetics, associations

between polymorphisms and brain parameters derived from

neuroimaging are studied, based on the assumption that

individual differences in brain structure, chemistry and

function are closer to gene function than differences that are

measured by cognitive tests (Mattay et al. 2008). A plausible

neurobiological substrate for individual differences in cog-

nitive ability and cognitive aging is the integrity of axonal

fibre tracts in the brain, the so-called white matter. This is

because it is unlikely that single areas in the brain are

responsible for general cognitive functioning. Instead, cog-

nitive ability probably represents the orchestrated function-

ing of different brain areas, which requires intact white matter

tracts to allow for information transfer between areas (espe-

cially between frontal and parietal-temporal areas, Jung and

Haier 2007). White matter tracts are also prone to age-related

decline (Sullivan and Pfefferbaum 2006), making them good

candidates for neurobiological correlates of cognitive aging

(O’Sullivan et al. 2001, 2004; Deary et al. 2006). Again, this

is especially true for white matter tracts with connections to

frontal regions (Sullivan and Pfefferbaum 2006). On the other

hand, it has been argued that, in case of age-related decline of

brain structure, cognitive deficits can be compensated by the

adaptive recruitment of contralateral brain areas for the

affected functions (Cabeza 2002; Park and Reuter-Lorenz

2009). In this case, white matter tracts that allow information

transfer between the hemispheres are especially crucial for

successful compensation.

White matter integrity can be studied in vivo using

diffusion tensor magnetic resonance imaging (DT-MRI),

which measures the mobility of water molecules (Beaulieu

2002). DT-MRI provides two scalar metrics of white

matter integrity, namely the mean diffusivity (hDi), which

measures the magnitude of water diffusion, and fractional

anisotropy (FA), which indicates the directional coherence

of diffusion (Basser and Pierpaoli 1996). In regions of the

brain with highly organised myelinated structures, such as

the corpus callosum, water diffusion will be highly

restricted and dependent on fibre direction, and so hDi will

be low and FA high. Alterations in axonal microstructure

will change the magnitude and directional coherence of

water molecule diffusion, which will be reflected in the
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measured hDi and FA values. Additionally, several studies

of pathologies have investigated whether the eigenvalues

(k1, k2 and k3) of the apparent water diffusion tensor

obtained from DT-MRI can be used to differentiate

impaired myelination from axonal injury (Harsan et al.

2006; Song et al. 2002; Tyszka et al. 2006). Since the axial

(kax = k1) and radial (krad = {k2 ? k3}/2) diffusivities

represent water diffusion parallel and perpendicular to the

axonal fibres, their results of increased cross-fibre diffusion

in the presence of impaired myelination suggest that krad

may be an indicator of myelin loss while kax may be an

indicator of axonal integrity (Bastin et al. 2009).

In a subsample of the LBC1936, in which Bochdanovits

et al. (2009) found an association between ADRB2 and

cognitive ability, we used DT-MRI quantitative tractography

(Bastin et al. 2008; Clayden et al. 2007) to assess the integrity

of three bilateral white matter tracts that connect frontal and

posterior cerebral areas, as well as two parts of the corpus

callosum, which is the main interhemispheric white matter

connection in the brain. The LBC1936 is unusually valuable

in that childhood IQ scores of its members are available from

the Scottish Mental Survey of 1947 (Deary et al. 2007). We

investigated associations of the two functional ADRB2

polymorphisms and the three well-established haplotypes

they form (Diatchenko et al. 2006) with the integrity of the

eight individual white matter tracts that, according to what

has been proposed in the literature, are most likely to underlie

higher cognitive functioning and cognitive aging (i.e. those

plausibly involved in frontal-parietotemporal integration

processes or contralateral compensation). Wherever signif-

icant associations were found, we also tested for relation-

ships of tract integrity values with cognitive ability and

lifetime cognitive change, as well as for mediating effects of

tract integrity on gene-ability links.

Methods

Sample and procedure

The LBC1936 comprises 1091 surviving participants of the

Scottish Mental Survey 1947 (SMS1947) who undertook

medical and cognitive testing at a mean age of 70 years (see

Deary et al. 2007, for full details on participant recruitment).

Participants lived independently in the community around

the city of Edinburgh, Scotland, and were able to travel to the

Wellcome Trust Clinical Research Facility in Edinburgh. At

a mean age of approximately 72 years, surviving members

of the LBC1936 are, at the time of writing, visiting the

Wellcome Trust Clinical Research Facility a second time to

undergo cognitive re-testing, structured medical interviews,

and the SFC Brain Imaging Research Centre for

neuroimaging.

The current study was based on a subsample of 162

participants (90 men, 72 women) who were right-handed,

showed no signs of dementia according to self-reports and

Mini-Mental State Examination scores (Folstein et al. 1975)

(all had scores greater 23), and for whom genotyping and

white matter tractography had been successfully performed

to date. At the second follow-up assessment, this subsample

had a narrow age range of 70.9–72.7 years, with a mean age

of 71.7 years (SD = .3 years). All were Caucasian. Their

years of full-time education ranged between 9 and 20, with

the average and median being 11.0 years (SD = 1.4 years).

ADRB2 genotyping and genetic analyses

Genomic DNA was isolated from whole blood and geno-

typed for the ADRB2 SNPs rs1042713 and rs1042714 using

KASPar by Kbiosciences (Herts, UK). rs1042713 and

rs1042714 are in high linkage disequilibrium with each

other in the LBC1936 sample (r2 = .465, D0 = 1, 95% CI

0.98–1.0) (Barrett et al. 2005). Both SNPs are in Hardy–

Weinberg equilibrium (exact SNP test p [ .10). For the

pilot sample used in the current study, the minor allele

frequencies are .38 (rs1042713) and .45 (rs1042714).

Linear regression analysis investigated the additive effect

of each SNP on the phenotype variables, co-varying for

gender and age in days at testing using PLINK (Purcell

et al. 2007). Conditional haplotype-based association test-

ing was also performed with PLINK software. For the

haplotype analysis, standardised residualised scores were

calculated for phenotypic values to incorporate age at time

of testing and gender, using linear regression.

White matter tractography

DT-MRI was performed on 162 participants on a GE Signa

LX 1.5T MRI clinical scanner using a self-shielding gra-

dient set with maximum gradient strength of 33 mT m-1,

and eight channel head array coil. Echo-planar diffusion-

weighted images (b = 1,000 s mm-2) were acquired in 64

non-collinear directions, along with seven T2-weighted

images (b = 0 s mm-2). Seventy-two contiguous axial

slices of 2 mm thickness were acquired with a field of view

of 256 9 256 mm and matrix size of 128 9 128, giving a

resolution of 2 9 292 mm3. Repetition time was 16.5 s

and echo time 95.5 ms, producing a total scan time of

approximately 20 min.

Datasets were converted into Analyze format (Mayo

Foundation, Rochester, MN, USA) and pre-processed using

FSL tools (FMRIB, Oxford, UK; http://www.fmrib.ox.ac.uk/)

to extract the brain, remove bulk motion and eddy current

induced artefacts and estimate diffusion tensor parameters

(Basser et al. 1994). We used the BEDPOST/ProbTrack

tractography algorithm (Behrens et al. 2007) with a two-fibre
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model and 5,000 streamlines to reconstruct tracts of interest.

An automatic tract selection method with good reproduc-

ibility (Clayden et al. 2009), based on a model of tract

topology (Bastin et al. 2008; Clayden et al. 2007), was used to

generate equivalent tracts of interest in each subject. This

technique optimises the choice of seed point for tractography

by estimating the best matching tract from a series of candi-

dates against a reference tract which was derived from a

digital human white matter atlas (Hua et al. 2008), as

described by Muñoz Maniega et al. (2008). The topological

tract model was also used to reject any false positive con-

nections (Clayden and Clark 2009). Eight white matter

pathways in the brain that are thought to be related to cogni-

tive functioning in old age were segmented in this way, spe-

cifically callosal fibres (genu and splenium of the corpus

callosum) and frontal white matter connections bilaterally

(cingulum bundles, uncinate fasciculus and arcuate fascicu-

lus) (Fig. 1). For each subject, the seed point that produced the

best match tract to the reference for each of the eight pathways

was determined, with the resulting tractography mask applied

to each subject’s hDi, FA, kax, and krad volumes. Tract-

averaged mean values for these parameters were calculated

and used in all subsequent analyses. Since kax and krad are

mathematically dependent on hDi, we tested for any distinc-

tive pattern of relationships of these two parameters with other

variables only if they showed a significant association with

hDi. After visual inspection, a small proportion (B7%) of the

segmented tracts were excluded from further analysis by a

researcher who was blind to all other study variables. These

exclusions were made on the basis of aberrant or truncated

pathways, which did not represent anatomically plausible

representations of the tracts of interest.

Cognitive testing

A general measure of cognitive ability or IQ (Moray House

Test No. 12; MHT) had been administered when partici-

pants were aged 11, when they took part in the SMS1947

(Scottish Council for Research in Education 1949). It was

re-administered in this sample during a follow-up at a mean

age of almost 70 years, using the same instructions and the

same 45-min time limit. At a second follow-up at a mean

age of 72 years, Matrix Reasoning, a test of non-verbal

reasoning from the WAIS-IIIUK (Wechsler 1998), was

administered. These were the two cognitive tests that

showed significant associations with ADRB2 in the full

LBC1936 sample at age 70 (Bochdanovits et al. 2009).

Statistical analyses

Outliers (±3 SD) were removed from all studied variables.

Gender and age in days at testing were statistically

controlled in all analyses.

Results

Associations of ADRB2 with white matter tract integrity

Due to missing data, the sample size for these analyses

varied between 149 and 162. Linear additive effects of the

alleles were assumed, an assumption that was confirmed by

general linear models. Since the two SNPs under study

were in relatively strong linkage disequilibrium and the

eight white matter tract integrity values showed substantial

positive intercorrelations (mean r’s = .27 and .36 for FA

and hDi, respectively), resulting in a single principal

component, we refrained from statistical corrections for

multiple testing, which would have been overly stringent in

this case. The haplotypes were estimated from the full

sample of LBC1936 with successful genotyping for

ADRB2 SNPs (n = 1,031), but associations were tested in

the current sample (n = 162). We only compared the

ancestral GG haplotype (frequency: 47.4%) against all

others, of which the AC (34.3%) and the GC (18.6%)

haplotypes were the most common. This comparison

Fig. 1 White matter tract

segmentations obtained in one

participant. Seed points are

marked with a green cross,

tracts are projected into the

plane of the seed point
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strategy was based on the rationales that (1) the comparison

of the ancestral against any derived haplotype is theoreti-

cally meaningful given the history of recent evolutionary

selection on this gene, and (2) the ancestral G alleles of

both SNPs were the ones associated with higher cognitive

functions in previous analyses of this sample (Bochdano-

vits et al. 2009).

Results for the associations of the two ADRB2 SNPs and

their haplotype with the two main DT-MRI parameters (FA

and hDi) for the eight tracts are shown in Table 1. None of

the white matter tract integrity values was associated sig-

nificantly with the rs1042713 SNP. The rs1042714 SNP,

however, showed significant associations with the left

arcuate fasciculus FA (but not hDi), as well as the splenium

of the corpus callosum FA and hDi. The directions of the

effects indicate that the derived C allele was associated

with greater white matter integrity in the left arcuate fas-

ciculus, whereas it was the ancestral G allele that was

associated with reduced white matter integrity in the

splenium of the corpus callosum.

For the two tracts that showed significant associations,

we also tested the effect of rs1042714 on the two direc-

tional diffusion parameters kax and krad. In the case of the

left arcuate fasciculus only, krad, but not kax, showed a

trend toward being significantly associated with the SNP

(b = .13, p = .083 and b = -.04, p = .587, respectively).

This very tentatively suggests a slightly stronger effect of

the polymorphism on myelination than on axonal integrity,

even though the difference between the two coefficients is

not statistically significant (p [ .10). For the callosal

splenium, both kax and krad showed significant relation-

ships of similar effect size with rs1042714 (b = -.16,

p = .042 and b = -.17, p = .024, respectively), indicat-

ing that both impaired myelination and axonal decline of

the splenium are associated with the derived C allele.

The GG haplotype was associated with lower FA

(p = .014) and higher krad (p = .020) in the left arcuate

fasciculus, as well as higher FA (p = .025) and lower hDi
(p = .006), krad (p = .007) and kax (p = .014) in the

splenium of the corpus callosum. Thus, the haplotype

analyses exactly replicated the pattern of results found for

the rs1042714 SNP.

Associations of ADRB2 with cognitive functioning

As a check, we re-tested the associations between the two

ADRB2 SNPs and cognitive tests that were found in the full

LBC1936 sample at age 70 (Bochdanovits et al. 2009) in

the current subsample (Table 2, left side). There was a

significant association of rs1042713 with higher Moray

House Test IQ at age 70 and WAIS-III Matrix Reasoning at

age 70 in the full sample, but it failed to reach significance

in the subsample. This seems to be due to the lower sta-

tistical power of the current analyses, as the effect sizes

were very similar. As in the full sample, rs1042714 showed

a significant association with Matrix Reasoning. In addi-

tion, it was related to Moray House Test IQ at age 70 (but

not at age 11) in the current subsample. The directions of

all of the effects indicate that the ancestral G allele is

related to better cognitive ability.

When the SNP associations with cognitive ability in old

age are statistically controlled for childhood IQ (Moray

House Test at age 11), they are indicative of how the SNPs

relate to cognitive aging (i.e. lifetime cognitive change).

These results are shown in the lower part of Table 2. As

can be seen, rs1042713 was not related to cognitive aging,

but rs1042714 showed significant associations with both IQ

at age 70 and Matrix Reasoning at age 72. Again, it was the

ancestral G allele that was protective against age-related

cognitive decline.

Again, the haplotype analyses exactly replicated the

pattern of results found for the rs1042714 SNP, with the

ancestral GG haplotype being associated with higher IQ at

age 70 (p = .044) and a higher matrix reasoning score at

age 72 (p = .002), but not with IQ at age 11 (p = .975).

Also, the GG haplotype was associated with higher age 70

IQ (p = .030) and better age 72 matrix reasoning

(p = .002) after controlling for age 11 IQ.

Table 1 Associations of two ARDB2 SNPs with two DTI-based

indices for eight white matter tracts

rs1042713 rs1042714

FA hDi FA hDi

Left arcuate fasciculus b .14 -.05 2.19 .07

p .067 .535 .013 .380

Right arcuate fasciculus b .07 -.02 -.08 .10

p .389 .809 .286 .172

Left cingulum bundle b .00 -.05 -.09 .11

p .972 .496 .223 .136

Right cingulum bundle b -.02 .03 .02 .03

p .773 .697 .768 .723

Left uncinate fasciculus b .07 .04 -.07 .01

p .358 .643 .401 .868

Right uncinate fasciculus b .06 -.01 -.05 .03

p .434 .873 .496 .670

Splenium corpus callosum b -.04 .11 .16 2.17

p .596 .143 .043 .026

Genu corpus callosum b -.08 .08 .03 .00

p .279 .285 .689 .973

Note: Gender and age in days are statistically controlled in all anal-

yses. Positive beta weights indicate effects of the ancestral G alleles

for rs1042713 and rs1042714. All betas are fully standardized.

Associations significant at p \ .05 are printed in bold face. FA,

fractional anisotropy; hDi, mean diffusivity
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Relationships between white matter tract integrity

and cognitive functioning

For all of the following analyses, the sample was limited to

participants who had complete records of all relevant

genetic, neuroimaging and cognitive data (n = 146, 83

men, 63 women). The left arcuate fasciculus showed no

significant correlations with any of the cognitive measures

(all p’s [ .10) and was thus not considered further.

Correlations with cognitive tests for the splenium of the

corpus callosum are listed in Table 2 (right side). Greater

white matter integrity, as indicated by all four parameters

(FA, hDi, kax, and krad), was related to higher IQ and

Matrix Reasoning scores in old age, but not to childhood

IQ. When controlling for childhood IQ, all eight correla-

tions that indicated a relationship between higher splenium

integrity and more successful cognitive aging were sig-

nificant. Pairwise comparisons of kax and krad correlations

revealed that they were not statistically different in any of

the analyses (all p’s [ .10), thus providing no indication

that either impaired myelination or loss of axonal integrity

clearly stood out as the more important causal mechanism.

Mediation analysis

Because the ADRB2 rs1042714 polymorphism showed sig-

nificant relationships with callosal splenium integrity and

both cognitive tests in old age, and because splenium

integrity was also significantly linked to both cognitive test

scores, it is appropriate to test whether the gene-cognitive

ability link is mediated by splenium integrity (Baron and

Kenny 1986). Since all relationships with old-age cognitive

ability remained virtually unchanged when controlling for

childhood ability, it is likely that the ADRB2 and white

matter effects were more related to cognitive aging than to

the lifetime stable trait of cognitive ability. Therefore, we

also statistically controlled for age 11 IQ in the mediation

analyses.

The results of these mediation analyses are depicted in

Fig. 2. Controlling for splenium integrity (as indicated by hDi,
results for the other three parameters were similar) reduced

the relationship of rs1042714 with age 70 IQ from .19 to .15

(a reduction of the explained variance by 37.67%, Sobel test

statistic = 1.89, p = .058), and the relationship with age 72

Matrix Reasoning from .23 to .20 (explained variance reduced

by 24.39%, Sobel test statistic = 1.77, p = .077). Thus, there

was a statistical trend toward splenium integrity mediating

one quarter to one-third of the effect of the ADRB2 poly-

morphism on lifetime cognitive aging.

Table 2 Correlations of cognitive ability tests with ADRB2 SNPs and four indicators of splenium corpus callosum white matter integrity

ADRB2 Splenium corpus callosum

rs1042713 rs1042714 FA hDi krad kax

Moray house test IQ at age 11 r .09 .00 .00 .01 .01 .02

p .307 .962 .963 .895 .936 .811

Moray house test IQ at age 70 r .10 .24 .19 2.22 2.22 2.21

p .233 .003 .023 .008 .009 .012

WAIS III matrix reasoning at age 72 r .12 .23 .19 2.22 2.22 2.20

p .145 .003 .022 .008 .007 .014

Controlling for IQ at age 11

Moray house test IQ at age 70 r .07 .19 .22 2.26 2.25 2.25

p .431 .008 .009 .002 .002 .003

WAIS III matrix reasoning at age 72 r .11 .23 .19 2.23 2.23 2.22

p .209 .003 .020 .006 .005 .010

Notes: Gender and age in days are statistically controlled in all analyses. Positive correlations indicate effects of the ancestral G alleles for

rs1042713 and rs1042714. Associations significant at p \ .05 are printed in bold face. FA, fractional anisotropy; hDi, mean diffusivity

Splenium corpus callosum 
mean diffusivity 

WAIS III  
Matrix Reasoning 

ADRB2
rs1042714 

-.21** 

.20** (.23**) 

-.20* 

Splenium corpus callosum 
mean diffusivity 

Moray House Test 
IQ at age 70 

ADRB2
rs1042714 

-.22** 

.15** (.19**) 

-.20* 

Fig. 2 Results for the analyses of the mediator role of splenium

corpus callosum white matter integrity in the association between the

ADRB2 rs1042714 SNP and cognitive abilities in old age, controlling

for gender, age in days and IQ at age 11. Values are standardized

betas, values in brackets are betas before controlling for splenium

integrity. * p \ .05, ** p \ .01
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Confounding effects of health history

The ancestral G allele of the rs1042714 SNP has been

associated with increased risk of ischemic stroke (Stanzi-

one et al. 2007), high systolic blood pressure (Gjesing et al.

2007), and type-2 diabetes (Pinelli et al. 2006, but see

Gjesing et al. 2007). However, all effects we reported here

remained virtually unchanged after controlling for self-

reported histories of these three conditions or of cardio-

vascular diseases (only 13 subjects (8%) had diabetes and

six (3.7%) ever had a stroke in this generally healthy

sample). This indicates that the protective effects of the G

allele for white matter integrity and healthy cognitive aging

were independent of other potential detrimental effects it

might have on physical health in this sample. However, the

current sample was relatively healthy and it is unclear if

this result generalises to populations with more variance in

health conditions.

Discussion

A recent study has found protective effects on old-age cog-

nitive ability for two functional polymorphisms in ADRB2, a

gene that codes for a catecholamine receptor in the brain and

shows signatures of positive evolutionary selection

(Bochdanovits et al. 2009). Following up a subsample of the

cohort in which this original association was discovered (the

LBC1936), we found a link of one ADRB2 polymorphism

and an ADRB2 haplotype to the integrity of white matter in

the splenium of the corpus callosum, which in turn tended

toward partly mediating ADRB2-cognitive aging associa-

tions. We also found some scattered evidence that the same

ADRB2 SNP and haplotype relate to the integrity of the

arcuate fasciculus, a white matter tract that connects the

frontal lobe to parieto-temporal regions (Jung and Haier

2007). However, since this result was only found for the left,

but not the right fasciculus, did not replicate consistently

across different DT-MRI parameters, and arcuate fasciculus

integrity was generally unrelated to cognitive ability mea-

sures, this result may be a chance finding.

While the size of our study sample must be considered

small for a genetic association study, it is rather large for a

tractography study. In the nascent field of imaging genetics,

studies like ours are considered sufficiently powered, based

on the assumption that in vivo brain measures are interme-

diate or endophenotypes of cognition, which are expected to

be much closer to genetic effects and probably of simpler

genetic structure than cognitive or behavioural test scores

(Mattay et al. 2008). However, this assumption might not

generally hold for all kinds of endophenotypes and it is still

unclear if it is true for neurological measures (Flint and

Munafò 2007). In any case, even if neuroimaging studies are

nowadays usually limited in their sample sizes, they are

certainly a promising approach to shed some light on the

mechanisms that underlie cognition (Green et al. 2008) and

especially helpful in explaining correlative findings that do

not lend themselves easily to experimental studies in model

organisms. Note also that the gene-cognition association we

report here has not been newly established in this sample,

but has already been shown in the seven times larger full

sample of the LBC1936.

Besides the fairly large sample for an imaging study,

another advantage of the current study is the use of state-of-

the-art tractography techniques, which allowed us to quan-

tify the integrity of eight individual white matter tracts

accurately. Thus, we were able to test the disconnection

hypothesis of cognitive aging as directly as currently pos-

sible. However, although tractography has proved to be a

useful tool for assessing changes in white matter integrity, it

does have limitations with regard to spatial localization. The

results of the current study could be due to effects related to

other white matter regions or even non-white matter struc-

tures, producing a secondary effect in the region of the

splenium; however, this would be hard to unravel. Another

limitation is the use of tract-averaged water diffusion

parameters which ignore the potential variability of tract

integrity along the fibre path. A tract profiling method could

have been used to investigate this effect, although it would

only provide qualitative information as tracts were seg-

mented without previous standard space normalisation and

can vary significantly in length between individuals making

it difficult to identify homologous points in all tracts.

Furthermore, the narrow age cohort-design of our study

made it possible for us to separate cohort effects and age

differences from individual differences in aging (Hofer and

Sliwinski 2001), and the availability of childhood IQ scores

for all participants allowed us to disentangle cognitive aging

effects from individual differences caused by the underlying

stability of lifelong cognitive ability. In contrast, other studies

of the neurological foundations of cognitive aging almost

exclusively rely on snap-shots of individuals in age-hetero-

geneous cross-sectional samples (but see Deary et al. 2006).

Our main finding that an ADRB2 variant and the

integrity of the splenium corpus callosum have partly

overlapping effects on cognitive aging is notable in several

ways. First of all, even though we studied two ADRB2

SNPs in relatively strong linkage disequilibrium, associa-

tions with white matter integrity and cognitive aging were

limited to one of them (rs1042714) and the haplotype they

defined. With regard to the associations with cognition, this

appeared to be a power problem, since, as noted earlier, the

effects sizes for rs1042713 were similar to those found in

the full LBC1936 sample (Bochdanovits et al. 2009). With

regard to the white matter integrity associations, however,

there was no indication for a trend of the ancestral
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rs1042713 allele. Thus, this could mean that it is not the

rs1042714 polymorphism itself that affects splenium

integrity, but a different genetic variant which we did not

genotype directly, but which is in stronger linkage dis-

equilibrium with rs1042714 than with rs1042713. This is

also supported by the fact that the significant haplotype

associations mirrored the rs1042714 results completely.

A further interesting aspect of our findings is that it was

an ancestral, not a derived, ADRB2 allele that had protective

effects against cognitive and splenium white matter decline.

This seems counter-intuitive at first glance, given that the

derived allele shows signatures of positive selection based

on human-chimp-comparisons (Bochdanovits et al. 2009),

and given the various positive associations that have been

found for the derived allele with autism (Cheslack-Postava

et al. 2007) and health-related phenotypes (Gjesing et al.

2007; Pinelli et al. 2006; Stanzione et al. 2007). On second

sight, however, such antagonistic effects are what should be

expected for derived alleles that are still variable today,

despite positive selection acting on them recurrently, since

the human and chimpanzee lineages split 6–7 million years

ago (Harris 2008). Evolutionary selection is very efficient in

fixating genes with exclusively positive effects over time

spans as short as 10,000 years (Keller and Miller 2006a, b),

which means that selective effects favouring the ancestral

ADRB2 allele had to be present all the time since the novel

mutations first spread in the human lineage, or else we

would not be able to observe standing genetic variation. The

protective effects in old age that we identified might be part

of what keeps the ADRB2 polymorphisms in evolutionary

equilibrium in the current Scottish population. However,

such antagonistic pleiotropic trade-offs tend to be evolu-

tionarily unstable in the long run (Roff and Fairbairn 2007),

and this might imply that the effects of the rs1042714

polymorphism that we found in a Scottish population do not

replicate in other populations because this locus might

already be close to fixation in some (see Penke et al. 2007a,

b). This is also in line with a recent molecular population

genetic study that suggests ADRB2 is either under balanc-

ing selection or in the midst of a recent selective sweep

(Cagliani et al. 2009). Indeed, Bochdanovits et al. (2009)

found the rs1042714 SNP to be out of Hardy–Weinberg

equilibrium in two Dutch populations, and the derived C

allele has already reached 88.2% prevalence in Han

Chinese, 91.0% prevalence in North American Na-Dene

Indians, and fixation in South American Quechua people

(Kidd 2009). A possible interpretation of this pattern is that

the benefits in old-age which we found for the ancestral

rs1042714 polymorphism in this study were too weak in

these other populations to counter-act selection for the

evolutionarily novel allele.

Finally, the splenium of the corpus callosum might not

be the most obvious candidate for a white matter tract that

relates to aging of general cognitive functioning. This is a

widespread assumption because general intelligence is

assumed to be more dependent on the integration of frontal

and posterior cortical areas (Jung and Haier 2007), and the

white matter tracts connecting to frontal areas have been

found to be especially prone to aging effects (O’Sullivan

et al. 2001; Sullivan et al. 2001; Sullivan and Pfefferbaum

2006). However, several studies have implied a role of the

corpus callossum in the intelligence functions of young

adults, which is apparently increasing with age (Allin et al.

2007; Hutchinson et al. 2009; Luders et al. 2007). Also,

age-related decline in splenium integrity has been reported

(Abe et al. 2002; Bhagat and Beaulieu 2004; Chepuri et al.

2002; Head et al. 2004; Madden et al. 2008; Ota et al.

2006; Pfefferbaum et al. 2000, 2005; Pfefferbaum and

Sullivan 2003; Salat et al. 2005; Sullivan et al. 2006), as

well as age-related correlations between splenium integrity

and measures of cognitive speed (Madden et al. 2004;

Sullivan et al. 2001) and task switching performance

(Madden et al. 2008). Thus, even though aging effects with

possible consequences for cognitive functioning are less

prominent in posterior than in anterior white matter, they

are clearly evident in the splenium, too.

While the major white matter fibres of the splenium run

between the two occipital cortices, it also entails fibres that

provide interhemispheric connections between parieto-

temporal association cortices, which have been implicated

in long-term memory (Hasegawa 2000) and attention pro-

cesses (Banich 1998). A possible role for the splenium in

age-related cognitive decline is suggested by compensation

theories of cognitive aging (Cabeza 2002; Dennis and

Cabeza 2008; Kennedy and Raz 2009; Park and Reuter-

Lorenz 2009). According to these theories, the brains of

people who have suffered from decline in systems with

primary roles in cognitive functioning (e.g. fronto-parietal

white matter tracts) can compensate for these losses by the

functional bilateral recruitment of brain areas with hitherto

only indirect relations to general cognitive ability. While

some authors proposed, on largely theoretical grounds, that

interhemispheric transfer is more important for these com-

pensation processes if it occurs between anterior than

between posterior cortical areas (Park and Reuter-Lorenz

2009), this assumption is challenged by recent evidence that

implicates posterior white matter, including the callosal

splenium, in the compensation of age-related cognitive

decline (Kennedy and Raz 2009; Madden et al. 2008).

Madden and colleagues also found that water diffusion

perpendicular to the direction of the splenium fibres (krad)

was more important for its effects on age-related cognitive

decline than diffusion in axonal direction (kax), suggesting a

stronger role of impaired myelination than axonal loss. This

somewhat contradicts our finding of equally strong contri-

butions of krad and kax to the splenium effects, a difference
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that might be resolved by future studies. In any case, our

study adds to the accumulating evidence that posterior white

matter structures play a role in cognitive aging.

Conclusion

Both the ancestral G allele of the rs1042714 SNP in the

ADRB2 gene and white matter integrity in the splenium of the

corpus callosum had protective effects on cognitive aging in a

Scottish cohort. These two effects were largely independent,

and thus likely have largely independent mechanistic

underpinnings. In the case of the ADRB2 polymorphism, the

mechanism might be more related to memory consolidation,

while the splenium effects might be related to individual

differences in compensatory recruitment of contralateral

association cortices that affect attention and long-term

memory. To the degree that splenium integrity mediated the

effects of the ADRB2 polymorphism, this gene-brain-cogni-

tion link might be related to their shared effect on memory

processes. However, more research is needed to clarify the

causal pathways that are suggested by the current results.
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Clayden JD, Storkey AJ, Muñoz Maniega S, Bastin ME (2009)

Reproducibility of tract segmentation between sessions using an

unsupervised modelling-based approach. Neuroimage 45:377–385

Cockcroft JR, Gazis AG, Cross DJ, Wheatley A, Dewar J, Hall IP,

Noon JP (2000) ß2-adrenoceptor polymorphism determines

vascular reactivity in humans. Hypertension 36:371–375

Scottish Council for Research in Education (1949) The trend of

Scottish intelligence: a comparison of the 1947 and 1932 surveys

of the intelligence of eleven-year-old pupils. University of

London Press, London

De Keyser J, Steen C, Mostert JP, Koch MW (2008) Hypoperfusion

of the cerebral white matter in multiple sclerosis: possible

mechanisms and pathophysiological significance. J Cereb Blood

Flow Metab 28:1645–1651

Deary IJ, Wright AF, Harris SE, Whalley LJ, Starr JM (2004)

Searching for genetic influences on normal cognitive ageing.

Trends Cogn Sci 8:178–184

Deary IJ, Bastin ME, Pattie A, Clayden JD, Whalley LJ, Starr JM et al

(2006) White matter integrity and cognition in childhood and old

age. Neurology 66:505–512

Deary IJ, Gow AJ, Taylor MD, Corley J, Brett C, Wilson V et al

(2007) The Lothian Birth Cohort 1936: a study to examine

Behav Genet

123

http://www.disconnectedmind.ed.ac.uk
http://www.disconnectedmind.ed.ac.uk
http://www.sbirc.ed.ac.uk


influences on cognitive ageing from age 11 to age 70 and

beyond. BMC Geriatr 7:28

Deary IJ, Corley J, Gow AJ, Harris SE, Houlihan LM, Marioni RE

et al (2009a) Age-associated cognitive decline. Br Med Bull

92:135–152

Deary IJ, Johnson W, Houlihan LM (2009b) Genetic foundations of

human intelligence. Hum Genet 126:215–232

Dennis N, Cabeza RC (2008) Neuroimaging of healthy cognitive

aging. In: Craik FIM, Salthouse TA (eds) The handbook of aging

and cognition, 3rd edn. Psychology Press, New York, pp 1–54

Diatchenko L, Anderson AD, Slade GD, Fillingim RB, Shabalina SA

et al (2006) Three major haplotypes of the b2 adrenergic

receptor define psychological profile, blood pressure, and the risk

for development of a common musculoskeletal pain disorder.

Am J Med Genet 141B:449–462

Evans PD, Gilbert SL, Mekel-Bobrov N, Vallender EJ, Anderson JR,

Vaez-Azizi LM et al (2005) Microcephalin, a gene regulating

brain size, continues to evolve adaptively in humans. Science

309:1717–1720. doi:10.1126/science.1113722
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Green AE, Munafò MR, DeYoung CG, Fossella JA, Fan J, Gray JR

(2008) Using genetic data in cognitive neuroscience: from

growing pains to genuine insights. Nat Rev Neurosci 9:710–720

Harris EE (2008) Searching the genome for our adaptations. Evol

Anthropol 17:146–157

Harsan LA, Poulet P, Guignard B, Steibel J, Parizel N, de Sousa PL,

Boehm N, Grucker D, Ghandour MS (2006) Brain dysmyelina-

tion and recovery assessment by noninvasive in vivo diffusion

tensor magnetic resonance imaging. J Neurosci Res 83:392–402

Hasegawa I (2000) Neural mechanisms of memory retrieval: role of

the prefrontal cortex. Rev Neurosci 11:113–125

Head D, Buckner RL, Shimony JS, Girton LE, Akbudak E, Conturo

TE et al (2004) Differential vulnerability of anterior white matter

in nondemented aging with minimal acceleration in dementia of

the Alzheimer type: evidence from diffusion tensor imaging.

Cereb Cortex 14:410–423

Hofer SM, Sliwinski MJ (2001) Understanding ageing: an evaluation

of research designs for assessing the interdependence of ageing-

related changes. Gerontology 47:341–352

Hua K, Zhang J, Wakana S, Jiang H, Li X, Reich D, Calabresi P,

Pekar J, van Zijl P, Mori S (2008) Tract probability maps in

stereotaxic spaces: analyses of white matter anatomy and tract-

specific quantification. Neuroimage 39:336–347

Hutchinson AD, Mathias JL, Jacobson BL, Ruzic L, Bond AN,

Banich MT (2009) Relationship between intelligence and the

size and composition of the corpus callosum. Exp Brain Res

192:455–464

Johnson M (2006) Molecular mechanisms of b2-adrenergic receptor

function, response, and regulation. J Allergy Clin Immunol

117:18–24

Jung RE, Haier RJ (2007) The parieto-frontal integration theory

(P-FIT) of intelligence: converging neuroimaging evidence.

Behav Brain Sci 30:135–154

Keller MC, Miller GF (2006a) Resolving the paradox of common,

harmful, heritable mental disorders: which evolutionary genetic

models work best? Behav Brain Sci 29:385–452

Keller MC, Miller GF (2006b) An evolutionary framework for mental

disorders: integrating adaptationist and evolutionary genetic

models. Behav Brain Sci 29:429–441

Kennedy KM, Raz N (2009) Aging white matter and cognition:

differential effects of regional variations in diffusion properties

on memory, executive functions, and speed. Neuropsychologia

47:916–927

Kidd KK (2009) ALFRED—the ALlele FREquency Database.

Retrieved 7 Feb 2009, from http://alfred.med.yale.edu

Luders E, Narr KL, Bilder RM, Thompson PM, Szeszko PR,

Hamilton L et al (2007) Positive correlations between corpus

callosum thickness and intelligence. Neuroimage 37:1457–1464

Madden DJ, Whiting WL, Huettel SA, White LE, MacFall JR,

Provenzale JM (2004) Diffusion tensor imaging of adult age

differences in cerebral white matter: relation to response time.

Neuroimage 21:1174–1181

Madden DJ, Spaniol J, Costello MC, Bucur B, White LE, Cabeza R,

Davis SW, Dennis NA, Provenzale JM, Huettel SA (2008)

Cerebral white matter integrity mediates adult age differences in

cognitive performance. J Cogn Neurosci 21:289–302

Manolio TA, Collins FS, Cox NJ, Goldstein DB, Hindorff LA, Hunter

DJ et al (2009) Finding the missing heritability of complex

diseases. Nature 461:747–753

Mattay VS, Goldberg TE, Sambataro F, Weinberger DR (2008)

Neurobiology of cognitive aging: insights from imaging genet-

ics. Biol Psychol 79:9–22

McDaniel MA (2005) Big-brained people are smarter: a meta-analysis

of the relationship between in vivo brain volume and intelli-

gence. Intelligence 33:337–346

Mekel-Bobrov N, Gilbert SL, Evans PD, Vallender EJ, Anderson JR,

Hudson RR et al (2005) Ongoing adaptive evolution of ASPM, a

brain size determinant in homo sapiens. Science 309:1720–1722.

doi:10.1126/science.1116815

Mekel-Bobrov N, Posthuma D, Gilbert SL, Lind P, Gosso MF,

Luciano M et al (2007) The ongoing adaptive evolution of

ASPM and microcephalin is not explained by increased intel-

ligence. Hum Mol Genet 16:600–608. doi:10.1093/hmg/ddl487

Miller GF, Penke L (2007) The evolution of human intelligence and

the coefficient of additive genetic variance in human brain size.

Intelligence 35:97–114

Muñoz Maniega S, Bastin ME, McIntosh A, Lawrie S, Clayden JD

(2008) Atlas-based reference tracts improve automatic white

matter segmentation with neighbourhood tractography. In:

Proceedings of the ISMRM 16th scientific meeting and exhibi-

tion, p 3318

O’Sullivan M, Jones DK, Summers PE, Morris RG, Williams SCR,

Markus HS (2001) Evidence for cortical ‘‘disconnection’’ as a

mechanism of age-related cognitive decline. Neurology 57:632–

638

O’Sullivan M, Morris RG, Huckstep B, Jones DK, Williams SCR,

Markus HS (2004) Diffusion tensor MRI correlates with

executive dysfunction in patients with ischaemic leukoaraiosis.

J Neurol Neurosurg Psychiatry 75:441–447

Ota M, Obata T, Akine Y, Ito H, Ikehira H, Asada T et al (2006) Age-

related degeneration of corpus callosum measured with diffusion

tensor imaging. Neuroimage 31:1445–1452

Park DC, Reuter-Lorenz P (2009) The adaptive brain: aging and

neurocognitive scaffolding. Annu Rev Psychol 60:173–196

Penke L, Denissen JJA, Miller GF (2007a) The evolutionary genetics

of personality. Eur J Pers 21:549–587

Penke L, Denissen JJA, Miller GF (2007b) Evolution, genes, and

inter-disciplinary personality research. Eur J Pers 21:639–665

Pfefferbaum A, Sullivan EV (2003) Increased brain white matter

diffusivity in normal adult aging: relationship to anisotropy and

partial voluming. Magn Reson Med 49:953–961

Behav Genet

123

http://dx.doi.org/10.1126/science.1113722
http://alfred.med.yale.edu
http://dx.doi.org/10.1126/science.1116815
http://dx.doi.org/10.1093/hmg/ddl487


Pfefferbaum A, Sullivan EV, Hedehus M, Lim KO, Adalsteinsson E,

Moseley M (2000) Age-related decline in brain white matter

anisotropy measured with spatially corrected echo-planar diffu-

sion tensor imaging. Magn Reson Med 44:259–268

Pfefferbaum A, Adalsteinsson E, Sullivan EV (2005) Frontal circuitry

degradation marks healthy adult aging: evidence from diffusion

tensor imaging. Neuroimage 26:891–899

Pinelli M, Giacchetti M, Acquaviva F, Cocozza S, Donnarumma G,

Lapice E, Riccardi G, Romano G, Vaccaro O, Monticelli A

(2006) Beta2-adrenergic receptor and UCP3 variants modulate

the relationship between age and type 2 diabetes mellitus. BMC

Med Genet 7:85

Purcell S, Neale B et al (2007) PLINK: a tool set for whole-genome

association and population-based linkage analyses. Am J Hum

Genet 81:559–575

Roff DA, Fairbairn DJ (2007) The evolution of trade-offs: where are

we? J Evol Biol 20:433–447

Salat DH, Tuch DS, Greve DN, van der Kouwe AJW, Hevelone ND,

Zaleta AK et al (2005) Age-related alterations in white matter

microstructure measured by diffusion tensor imaging. Neurobiol

Aging 26:1215–1227

Song SK, Sun SW, Ramsbottom MJ, Chang C, Russell J, Cross AH

(2002) Dysmyelination revealed through MRI as increased radial

(but unchanged axial) diffusion of water. Neuroimage 17:1429–

1436

Stanzione R, Di Angelantonio E, Evangelista A, Barbato D, Marchitti

S, Zanda B, Pirisi A, Quarta G, Volpe M, Rubattu S (2007)

Beta2-adrenergic receptor gene polymorphisms and risk of

ischemic stroke. Am J Hypertens 20:657–662

Sullivan EV, Pfefferbaum A (2006) Diffusion tensor imaging and

aging. Neurosci Biobehav Rev 30:749–761

Sullivan EV, Adalsteinsson E, Hedehus M, Ju C, Moseley M, Lim KO

et al (2001) Equivalent disruption of regional white matter

microstructure in ageing healthy men and women. Neuroreport

12:99–104

Sullivan EV, Adalsteinsson E, Pfefferbaum A (2006) Selective age-

related degradation of anterior callosal fiber bundles quantified

in vivowith fiber tracking. Cereb Cortex 16:1030–1039

Thomas PD, Kejariwal A (2004) Coding single-nucleotide polymor-

phisms associated with complex vs. Mendelian disease: evolu-

tionary evidence for differences in molecular effects. Proc Natl

Acad Sci USA 101:15398–15403

Tyszka JM, Readhead C, Bearer EL, Pautler RG, Jacobs RE (2006)

Statistical diffusion tensor histology reveals regional dysmyeli-

nation effects in the shiverer mouse mutant. Neuroimage

29:1058–1065

Wechsler D (1998) WAIS-IIIUK administration and scoring manual.

Psychological Corporation, London

Woods RP, Freimer NB, De Young JA, Fears SC, Sicotte NL, Service

SK et al (2006) Normal variants of Microcephalin and ASPM

do not account for brain size variability. Hum Mol Genet

15:2025–2029

Behav Genet

123


	White Matter Integrity in the Splenium of the Corpus Callosum�is Related to Successful Cognitive Aging and Partly Mediates�the Protective Effect of an Ancestral Polymorphism in ADRB2
	Abstract
	Introduction
	Methods
	Sample and procedure
	ADRB2 genotyping and genetic analyses
	White matter tractography
	Cognitive testing
	Statistical analyses

	Results
	Associations of ADRB2 with white matter tract integrity
	Associations of ADRB2 with cognitive functioning
	Relationships between white matter tract integrity �and cognitive functioning
	Mediation analysis
	Confounding effects of health history

	Discussion
	Conclusion
	Acknowledgments
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


