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Abstract

Scanning the entire genome in search of variants related to imaging phenotypes holds great
promise in elucidating the genetic etiology of neurodegenerative disorders. Here we discuss the
application of a penalized multivariate model, sparse reduced-rank regression (SRRR), for the
genome-wide detection of markers associated with voxel-wise longitudinal changes in the brain
caused by Alzheimer’s disease (AD). Using a sample from the Alzheimer’s Disease Neuroimaging
Initiative database, we performed three separate studies that each compared two groups of
individuals to identify genes associated with disease development and progression. For each
comparison we took a two-step approach: initially, using penalized linear discriminant analysis,
we identified voxels that provide an imaging signature of the disease with high classification
accuracy; then we used this multivariate biomarker as a phenotype in a genome-wide association
study, carried out using SRRR. The genetic markers were ranked in order of importance of
association to the phenotypes using a data re-sampling approach. Our findings confirmed the key
role of the APOE and TOMMA40 genes but also highlighted some novel potential associations with
AD.

1. Introduction

Alzheimer’s disease (AD) is a neurodegenerative disorder characterized by the progressive
loss of neural cells, believed to be caused by the excessive aggregation of protein gamyloid
and protein tau outside and inside the neurons, respectively (Braak and Braak, 1991). A
progressively advancing atrophy pattern in a number of brain regions has been repeatedly
found in the structural MRI scans of people who suffer with AD (Atiya et al., 2003;
Thompson et al., 2003), and abnormalities are detectable on MRI years before the disease
diagnosis (DeKosky and Marek, 2003). As AD evolves over time, an accurate assessment of
the longitudinal changes happening in the brain and quantified using structural MRI can play
an important role in the prediction of disease development and progression.
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Using experimental data from the Alzheimer Disease Neuroimaging Initiative (ADNI)
database,? efforts have been made towards the identification of brain regions that show
longitudinal differences between groups of subjects classified according to disease status.
The groups are formed by cognitive normal (CN) individuals, AD patients and patients with
mild cognitive impairment (MCI) that are at a higher risk of developing AD in the near
future (Petersen, 2004). One such study is described by Leow et al. (2009) who indicated
widespread brain atrophy for the AD patients as well as expansion in the cerebrospinal fluid
(CSF). Less profound atrophy patterns were found in the MCI group, mainly localized in the
temporal and parietal lobes. The MCI group is commonly divided into two subgroups,
namely progressive MCI (P-MCI) and stable MCI (S-MCI), consisting of those subjects who
converted to AD within a given time window and those who have not, respectively. The
longitudinal differences between P-MCI and S-MCI were examined by Misra et al. (2009)
who reported significant differences in periventricular white matter (WM) and the temporal
horn’s CSF volume. Another recent work is described by Skup et al. (2011) who used
longitudinal data and examined brain atrophy patterns between AD, MCI and CN groups.
They further assessed how these atrophy patterns vary with gender and identified structures
with differentiable decline between males and females. Promising results were also reported
by Davatzikos et al. (2009) for the early prediction of conversion from CN to MCI using
features extracted from longitudinal changes.

Additional insights into the disease mechanism can be gained by exploring its genetic
foundations. The identification of genetic markers, such as single nucleotide polymorphisms
(SNPs), that contribute to disease susceptibility can lead to the discovery of biological
pathways implicated in the disease. Despite many studies suggesting potential susceptibility
loci, only a handful of markers have been replicated so far. The APOE-#4 variant of the
APOE gene, responsible for the production of apolipoprotein E, is considered an exception
as it has been replicated in many studies, including those of Corder et al. (1993), Zuo et al.
(2006), Barabash et al. (2009) and Filippini et al. (2009). However, the presence of the
APOE-¢4 allele is expected to contribute only marginally to disease susceptibility. Other
genetic variants, as well as their epistatic effects and their interactions with the environment,
may also act as important contributing factors. Recent accounts of the genetic causes of AD
may be found in the reviews by Bertram et al. (2010) and Braskie et al. (2011), and up-to-
date lists of potentially implicated genes are collected at the Alzgene web-page3 (Bertram et
al., 2007).

Most genetic association studies to date rely on case—control designs, and as such they rely
on a crude indicator of disease status. Over the last few years, interest has shifted towards
detecting associations with intermediate phenotypes extracted from MRI scans. Compared to
a dichotomous disease indicator variable, an imaging-based signature provides a richer
quantitative characterization of the disease at any given time. This may be exploited to
identify genetic factors that co-vary with it in the population. Examples of genome-wide
association (GWA) studies searching for genetic associations with brain-wide measures
have been reported by Shen et al. (2010) and Stein et al. (2010) who embraced a mass-
univariate linear modeling (MULM) approach, whereby all possible linear models with
univariate responses were fit, each time regressing a single phenotype on a SNP. Hypothesis
testing was carried out by computing a test statistic for each one of the many possible SNP-
phenotype pairs, and a genome-wide significance level was attained by correcting for
multiple testing.

Zhttp://www.loni.ucla.edu/ADNI.
http://www.alzgene.org

Neuroimage. Author manuscript; available in PMC 2013 March 01.


http://www.loni.ucla.edu/ADNI
http://www.alzgene.org

1X31-)lew1a1ems 1X31-){Jewiaremsg

1Xa1-)lewarems

Vounou et al.

Page 3

The MULM strategy is appealing because the univariate regression models can be easily
fitted even when only small sample sizes are available and thus constitutes the most
common approach in imaging genetics. However, it has two major limitations: (a) each
genetic marker is /independently tested for association with one phenotype at a time, and (b)
each phenotype is /ndependently tested for association with one genetic marker at a time.
Common complex diseases are expected to be caused by multiple genetic markers, each
contributing a small amount to the effect present on the disease phenotypes, rather than by
single mutations with large effects (Stranger et al., 2011; Zondervan and Cardon, 2004).
Because of (a), the MULM approach is unable to capture possible cumulative effects from
multiple markers that jointly contribute to explain the phenotypic variability, and therefore
may not fully exploit the signal that is present in the data. In fact, by using a multi-locus
penalized regression model, a boost in power compared to the univariate approach has been
recently reported (Kohannim et al., 2011). Moreover, (b) implies that the MULM approach
does not fully exploit the additional power gains that are expected when using multiple
quantitative phenotypes. Correlated phenotypes, and especially voxel-wise phenotypes that
have strong structural connections, are expected to share some common genetic variation;
see, for instance, Eyler et al. (2011) and Chiang et al. (2011) for recent twin studies
demonstrating this point. In that sense, a model that fully accounts for the multivariate
nature of the phenotypes can potentially yield higher statistical power due to a stronger
association signal (Breiman, 1996; Breiman and Friedman, 1997; Ferreira and Purcell, 2009;
Lounici et al., 2010; Vounou et al., 2010). Another major challenge in the framework of
MULM is related to the need to determine an experiment-wide significance level that
accounts for the multiple testing problem. In the context of imaging genetics, the complex
dependence structure among both genetic markers and phenotypes must be accounted for,
see for example the procedure described by Stein et al. (2010).

Recently, Vounou et al. (2010) have proposed the sparse reduced-rank regression (SRRR)
model for the detection of genetic associations in imaging genetics studies involving high
dimensional phenotypes. This is a multivariate multiple regression technique that makes
explicit use of the multivariate structure of the response vector by assuming a low rank
representation. It therefore can benefit from the wealth of information present in voxel-wise
disease phenotypes. By adopting penalization techniques, the coefficients of the regression
model are estimated to be sparse, thus effectively performing variable selection. Since the
identification of genetic associations is framed as a variable selection problem, rather than
one of hypothesis testing, there is no need to rely on multiple testing correction procedures.
The fact that the model includes all available genetic markers and phenotypes also addresses
the limitations due to both (a) and (b) above, and is thus expected to increase the power to
detect true associations, as extensively assessed by Vounou et al. (2010).

In this work we present an application of the SRRR model to identify potential genetic
associations with multivariate phenotypes defined as imaging signatures of the disease. Our
samples consist of 101 AD patients, 107 P-MCls, 114 S-MCls and 153 CNs, extracted from
the ADNI database. To distinguish the signals of association and identify genetic variation
specific to the development of AD and to the progression from MCI to AD, we perform
three separate imaging genetic studies: an analysis that compares AD patients to CN
individuals, one that compares P-MCI patients with CN individuals, and a comparison
between P-MCI and S-MCI individuals. In imaging genetics the phenotype can be defined to
be any measure, from a single brain summary to whole-brain voxel-wise measures. For this
application, our multivariate phenotype consists of voxel-wise Jacobian determinants
representing the longitudinal changes observed over a 24 months period, from baseline scans
to follow-ups. Instead of using all whole-brain voxels, many of which would not be
associated with the disease and would only contribute to noise, we first identify subsets of
voxels that best discriminate between any two groups of individuals, using penalized linear

Neuroimage. Author manuscript; available in PMC 2013 March 01.



1X31-)lew1a1ems 1X31-){Jewiaremsg

1Xa1-)lewarems

Vounou et al.

Page 4

discriminant analysis (LDA). Using a statistical classifier trained on these subsets of voxels,
we are able to obtain state-of-art cross-validated classification results, and therefore define
robust imaging signatures of disease status in AD, P-MCI and S-MCI populations. These
imaging biomarkers are then used to detect genetic associations within the SRRR
framework, which we extend here using a data re-sampling technique for ranking SNPs in
order of importance.

The paper is organized as follows. In the Sample section we describe the data collection and
quality control procedures. This is also where we define our notation. The penalized LDA
approach is detailed in the Penalized linear discriminant analysis for voxel filtering section,
and in the Sparse reduced-rank regression section we describe the SRRR model for detecting
genetic associations in imaging genetics studies. A data re-sampling approach for model
selection, known as stability selection, is introduced in the Stability selection section. The
results of the voxel selection and the imaging genetics study are presented in the Results
section. The discussion and conclusions are found in the fourth and fifth sections,
respectively.

2. Methods

2.1. Sample

Imaging data—Images were obtained from the ADNI database. In the ADNI study, brain
MR images are acquired at baseline and regular (generally 6-month) intervals from
approximately 200 CN older subjects, 400 subjects with MCI, and 200 subjects with early
AD. A more detailed description of the ADNI study is given in Appendix B. Image
acquisition was carried out at multiple sites based on a standardized MRI protocol (Jack et
al., 2008) using 1.5 T scanners manufactured by General Electric Healthcare (GE), Siemens
Medical Solutions, and Philips Medical Systems. Out of two available 1.5 T T1-weighted
MR images based on a 3D MPRAGE sequence, we used the image that has been designated
as ‘best’” by the ADNI quality assurance team (Jack et al., 2008). Acquisition parameters on
the SIEMENS scanner (parameters for other manufacturers differ slightly) are echo time
(TE) of 3.9 ms, repetition time (TR) of 8.9 ms, inversion time (TI) of 1000 ms, flip angle 8,
to obtain 166 slices of 1.2-mm thickness with a 256x256 matrix. All images were
preprocessed by the ADNI consortium using the following pipeline:

e GradWarp: A system-specific correction of image geometry distortion due to
gradient non-linearity (Jovicich et al., 2006).

e B1 non-uniformity correction: Correction for image intensity non-uniformity (Jack
et al., 2008).

e N3: A histogram peak sharpening algorithm for bias field correction (Sled et al.,
1998)

Since the Philips systems used in the study were equipped with B1 correction and their
gradient systems tend to be linear (Jack et al., 2008), the first two preprocessing steps were
applied by ADNI only to images acquired with GE and Siemens scanners. One potential
limitation of our study is the use of MR images acquired with a field strength of 1.5 T. The
improved spatial localization available in images acquired with a higher field strength may
further improve the results presented here. However, while such scanners (e.g. 3 T) are more
and more used in clinical studies, no image database comparable to the 1.5 T cohort in
ADNI is so far available to the research community.

In this work we used the 510 subjects, for whom both baseline and 24 month follow-up
images were available as of October 2010. All follow-up scans were aligned with their
baseline scans using a non-rigid registration algorithm regularized by a B-spline control
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point spacing with normalized mutual information (NMI) as a similarity measure (Rueckert
et al., 1999). Registration was carried out in a coarse-to-fine fashion with control point
spacings at 20 mm, 10 mm, 5 mm and 2.5 mm. The Jacobian determinants extracted from
the resulting deformation fields represent the expansion / contraction on a voxel basis and
therefore intra-subject development (Boyes et al., 2006). After extracting Jacobian maps for
all subjects, they were transformed to the MNI152brain template (Mazziotta et al., 1995)
using a non-rigid registration (10 mm B-spline control-point spacing) that was estimated for
the baseline scans. 1,650,857 voxel intensities (Jacobian determinants) representing
longitudinal changes were used to perform the following analyses after correcting them for
age at both baseline and follow up as well as sex using a linear regression model.

Genotype data—Genotype data were also obtained from the ADNI database for the 510
subjects for which baseline and 24 month follow up images were available. The subjects
were genotyped using the Human610-Quad BeadChip (Illumina, Inc., San Diego, CA)
which resulted in a set of 620,901 SNP and copy number variation (CNV) markers. The
APOE SNPs, rs429358 and rs7412, are not on the Human610-Quad Bead-Chip, and
therefore were genotyped separately. These two SNPs together define a 3 allele haplotype,
namely the £2, £3 and &4 variants and the presence of each of these variants was available in
the ADNI database for all the individuals. More details about this genotyping procedure may
be found in Saykin et al. (2010). From the set of 510 individuals, 35 individuals were
removed to reduce population stratification effects, following the procedure of Stein et al.
(2010). We also performed quality control on this initial set of genotypes. We only studied
SNP markers in autosomal chromosomes and discarded the SNPs with call rate <95% and
those with a Hardy—Weinberg equilibrium (HWE) p-value <5.7x10~7 and minor allele
frequency (MAF) <0.1. In order to impute the missing genotypes in our sample we used
MACH?# version 1.0.16 with default parameters, to infer the haplotype phase. In the final
quality controlled genotype data we also included the APOE-£4 variant, coded as the
number of observed e4 variants. A total of 437,577 SNPs were available for our studies after
the quality control procedure.

Group comparisons—We conducted three separate experiments; in each one we only
used two groups of individuals, among the groups AD, P-MCI, S-MCI and CN, to
distinguish the signals of association and identify genetic variation specific to the
development of AD or to the progression from MCI to AD. Specifically, we performed an
analysis comparing AD patients with CN, an analysis comparing P-MCI with CN and a final
analysis comparing P-MCI to S-MCI. In each experiment, the individuals belong to one of
two possible classes, which we denote here by D (diseased) and A (healthy controls), with
sample sizes of npand n, respectively, such that the total sample 7 = np+ny. In our AD
versus CN experiment, D corresponds to subjects with AD whereas H represents individuals
from the CN group. For the P-MCI versus CN comparison, the P-MCI individuals belong to
class Dand the CN individuals to class H. Finally, in the P-MCI versus S-MCI comparison,
the P-MCI status is indicated by D and the S-MCI status by A. Each study consists of p=
437,577 SNPs, x3,...,Xpand g = 1,650,857 voxels, 1,..., ¥ all observed on a random
sample of nunrelated individuals. The sample size nis 254, 260 and 221 for the AD vs CN,
P-MCI vs CN and P-MCI vs S-MCI comparisons, respectively. In Table 1 we report for
each group the sample size, sex distribution, average age and average score on the mini-
mental state examination (MMSE) (Folstein et al., 1975). In the same table we also report
the corresponding temporal changes recorded after the follow-up period.

4http://vvvvw.sph.umich.edu/csg/abecasis/l\/IACH.
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The class label attached to each subject is represented by a binary variable z such that z;=1
if individual 7is in class Dand z;= 0 otherwise. We collect the observed class variables on
all individuals in an ndimensional vector z. Assuming an additive genetic model, we code
each x;to represent the count of minor alleles recorded at locus / (homozygote of minor
allele is 2, heterozygote is 1 and homozygote of major allele is 0). We collect the allele
counts observed at the jth genetic marker in the 7dimensional vector x;; for j=1,...,p, and
the observed value of the jth voxel is collected in the 7 dimensional vector g for j=1,...,q.
These genotypic and phenotypic vectors are then arranged in two paired data matrices X =
(X1,---,Xp) of size nxp, and Y=y1.... ¥ of size nxg, respectively. Finally, we denote the
ith row vector of X and ¥ by x; and §; respectively, where we use the notation {/-} to
distinguish the row vectors from the column vectors.

In the next Section, we suggest the use of a sparse classification approach, penalized LDA,
to identify reduced sets of voxels that best summarize the signature of the disease which we
use as phenotypes in the imaging genetics studies.

2.2. Penalized linear discriminant analysis for voxel filtering

Our aim is to define powerful phenotypes to be used for the imaging genetics studies.
Extracting summaries over regions of interest (ROIs) is a common procedure in an attempt
to reduced the huge dimensionality of a brain image and consequently increase the signal-to-
noise ratio (SNR) in the phenotypes. However, in Appendix A we provide some analytical
results through which we formalize the intuition that a voxel-wise phenotype is to be
preferred, provided that the majority of its voxels are highly representative of the disease.
Our goal here is thus to extract a multivariate imaging-based signature of the disease that
consists of a subset of the entire set of voxels in the brain that provide an accurate
description of the disease related changes in the brain.

Methods to extract imaging biomarkers may be divided into two categories: those encoding
prior knowledge about the disease and its underlying processes, for example representing
hippocampal atrophy in AD (Csernansky et al., 2005; Wolz et al., 2010a, 2010b) and data-
driven approaches that do not require any a priori hypotheses. Here we present one such
data-driven approach for biomarker extraction. We quantify g brain-wide voxel-wise
longitudinal changes over a 24 month period by computing Jacobian determinants for all »
individuals, and then search for a sub-set of voxels, S, that best discriminates between two
classes of individuals. Ideally, we require that the cardinality of S, |9 = ¢ K g, effectively
filtering out voxels with no disease related temporal changes. This can also be considered as
a preprocessing step prior to the association mapping, to enhance the SNR present in the
phenotype data.

For this application, brain-wide voxel selection is achieved by means of penalized LDA
(Fisher et al., 1936; Witten and Tibshirani, 2011). This is a classification technique that by
adopting sparsity constraints achieves feature selection. As such, penalized LDA is a
possible choice for the required voxel filtering. However, in practice, any other sparse
classification technique can be used for this purpose. LDA amounts to finding a linear
transformation of the original variables = ¥ w, where w is the gx1 direction vector, that best
discriminates the different classes in the sample. This is achieved by finding the direction
that maximizes the between-class variance while minimizing the within-class variance. In
the two-class case, we denote by ¥ g the between-class scatter matrix,

>, =m, —m,) (m, —m,).
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where

mH:nLZyid mz):nLZyi»’ m:%lzn;ii_

H jeH D jeD

are the 1xg mean vectors of class H, class Dand the overall mean, respectively. We also
denote by X 4,the within-class scatter matrix,

3 =Y m,) G- m) Y F - m,) (5~ m,).

ieH ieD

Then, the optimum direction vector w solves

maxw w subjectto w w=1.
axw ) W subj 2=l W

Under the assumption that X 4/is non-singular, and thus invertible, the optimization problem
-1 ’
defined in Eq. (1) has the closed form solution szw (m, —m,) (Duda et al., 2001).

To avoid problems related with possible singularities of X, this is commonly estimated by
a positive definite matrix. Here we use a diagonal estimate of Xy, Sy where

diag(sw)z(sf, cees s§) which is frequently used in the literature (Witten and Tibshirani,

2011). We then estimate the direction vector w to be sparse, that is having non-zero
coefficients for only the voxels that are considered to be important in the model, and thus are
most discriminative, by adopting convex penalization techniques in the optimization
problem (1), with 24 replaced by Sy By imposing an additional constraint on the 4 norm
of the direction vector w the optimization problem becomes

g
max {WIZBW— /lZsj |wj|} subject to W,SWWZI )
j=1

where A is a regularization parameter that determines the amount of sparsity in the model.
When A is zero, all variables contribute in the direction vector w. For larger values of A,
more coefficients of w are set to zero and thus less variables are retained in themodel. The
s/ are used as weights to the regularization parameter A in order to penalizemore the
variables with greater within-class variability. Constraining the /4 norm of the coefficients,
known as the lasso penalty, has been introduced for variable selection in the linear
regression framework by Tibshirani (1996). Other convex penalties can also be used in this
setting, for example the group lasso 4 1 penalty that performs group selection, selecting
predefined groups of variables (Yuan and Lin, 2006) and the sparse group lasso (4, 1
combined with 4) which performs both group and individual variable selection, selecting
subsets of the predefined groups (Friedman et al., 2010). Other convex and non-convex
penalties, such as the SCAD (Fan and Li, 2001) and the MCP penalty (Zhang, 2010), also
exist.

Because the optimization problem in Eq. (2) involves the maximization of a non-concave
function, standard convex optimization methods cannot be used. Instead, a non-concave
function can be maximized using a minorization-maximization (MM) algorithm (Hunter
and Lange, 2004). This approach works by first finding a function that minorizes the
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objective function. That is, given an objective function fw), finding g(wiw®) < Aw), where
g(wlwP®) depends on w and a given fixed point w0. The MM algorithm then works by
maximizing this function in an iterative manner. In this way, it is guaranteed that at each
step of the algorithm the objective function is maximized or kept unchanged, relative to the
previous step. As described by Witten and Tibshirani (2011), for the problem defined in Eq.
(2) we can find a concave function that minorizes our objective function. The maximization
of the concave function can then be performed using convex optimization techniques. The
steps of the final algorithm used to obtain the sparse direction vector w are detailed below.

Algorithm Penalized LDA

L nitialize w'=S;' (m,, — m,)

2. Normalize w0 such that w® Sym?® = 1
3. repeat

4. forj~—1ltog

5 = -

Wj sjzs,lsj ((mH - mD)'j (m,, — mD)WO)
6. Normalize @ such that WSy = 1
7. Wi
8. until w converges
where Sy(a) = sign(a)(|a| - 1)+ and (-)+ = max(0, -).

Once the sparse vector W is estimated, the set Sis constructed such that it consists of all the
voxels corresponding to a non-zero element in w. A validation of how accurately Sreflects
the imaging-based signature of the disease can be obtained by estimating its classification
accuracy. In practice, the direction vector obtained from LDA (either sparse or non-sparse)
can be directly used for classification purposes. However, in this work the predictive ability
of the voxels in Sis evaluated using a support vector machine (SVM) classifier with a
Gaussian kernel for non-linear classification (Smola and Scholkopf, 2004), as similar
models have been used in related works.

2.3. Sparse reduced-rank regression

In this section we briefly describe sparse reduced-rank regression (SRRR), a multivariate
regression model, originally proposed by Vounou et al. (2010) for the detection of genetic
associations with neuroimaging phenotypes. As discussed in the Introduction, such a
multivariate approach has the potential of increasing the power to detect true associations. In
the original paper, the authors examined these potential power gains through extensive
simulation experiments. Both imaging and genetic data were simulated under realistic
scenarios to accurately reflect real imaging genetics data sets, and it was demonstrated that
the proposed model compares favorably to the more traditional MULM approach in terms of
statistical power.

For each comparison between two groups that we consider, we define an nxg matrix of
phenotypes Y, where the g voxels have been selected using penalized LDA. The nxp matrix
X contains the p SNPs, after quality control. Both of these matrices are scaled such that each
column of X and Y has zero mean and unit norm. The reduced-rank regression model (RRR)
(Izenman, 1975; Reinsel and Velu, 1998) models the simultaneous dependence of the g
voxels on the set of p SNPs such that
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Y=XBA+E

where B is the pxrmatrix of regression coefficients for the p SNPs and A is the rxg matrix
of regression coefficients for the g voxels, both of full rank 7. The nxg matrix of errors, E,
consists of zero mean, possibly correlated columns. The factorization of the regression
coefficient matrix C = BA comes from imposing a reduced rank condition on C, namely that
rank(C) is r<min (p, g). Reducing the rank leads to an effective decrease in the number of
parameters that need to be estimated and also enables us to exploit the multivariate nature of
the phenotypes. Without this constraint the model is equivalent to performing ¢ independent
multiple regressions, one for each voxel. The successive ranks of the RRR model can be
interpreted as underlying hidden variables, or equivalently latent variables, that are sufficient
to capture the association present in the data. In the imaging genetics study different latent
variables, and thus different ranks of the RRR model, capture different genetic effects on the
disease phenotypes.

In order to identify the set of genetic markers that are highly associated with the phenotypes,
we adopt an /4 penalty on the regression coefficients for X. Specifically, for each rank of the
SRRR, we extract the sparse regression coefficient vector b by solving the following
optimization problem

@, b=arg min {Tr {(Y — Xba)['(Y — Xba)’} +25IblI; } @
a,b

where a is the non-sparse regression coefficient vector for the phenotypes and I is a given
gxq positive definite matrix. The non-zero entries in the estimated vector b correspond to
the selected genetic markers. The regularization parameter A, controls the amount of
sparsity and hence the number of genotypes to be retained in the model.

In this application, we do not impose any sparsity constraints on a as this vector is
associated to all voxels comprising the imaging signature of the disease which have been
detected by penalized LDA. In this sense, all voxels that are included in the model are
important and variable selection in Y is not so crucial. In principle, it would be easy to
incorporate an additional layer of sparsity and carry out voxel selection in the SRRR model
by additionally adopting an 4 penalty on the regression coefficients for Y in Eq. (3), as
originally discussed in Vounou et al. (2010). For computational simplicity, we set XX to be
the identity matrix | ,and also set I" to | ;. Under these settings, Eq. (3) can be solved by the
following iterative algorithm:
Algorithm sRRR

1. Initialize b° such that b® b® = 1 and a0 such that a%a® =1
repeat
b Sy, (X" YaO)
Normalize b such that b’6 = 1
a<—b XY
Normalize a such thataa.” = 1

b« band al < a

© N o g bk~ WD

until b and a converge.
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Similar algorithms have been developed for obtaining sparse canonical correlation analysis
(CCA) estimates under the assumption of covariance diagonalization (Parkhomenko et al.,
2009; Waaijenborg et al., 2008; Witten et al., 2009). Related algorithms obtaining sparse
partial least squares (PLS) estimates have also been developed by Le Cao et al. (2008) and
Chun and Keles (2010). The similarity of these algorithms with SRRR comes from the
assumption that the predictor covariance matrix is diagonal, and also from setting the weight
matrix ' = 1 4 since both CCA and PLS are special cases of the RRR model. More details
about the derivation of this algorithm and the connections to the other models can be found
in Vounou et al. (2010).

2.4. Stability selection

Both the sparse classification and regression models introduced above depend on
regularization parameters that determine the amount of sparsity in the models, and therefore
the number of variables to be retained in the model. In penalized LDA, the parameter A in
Eq. (2), controls the number of voxels that are highly-discriminative of the disease and that
make up for the multivariate signature. On the other hand, in sSRRR, the regularization
parameter A4 as shown in Eq. (3), controls the number of SNPs that will be ultimately
selected. Different values of the regularization parameter will give rise to different models,
hence these should be properly tuned for model selection.

A common approach to model selection consists in determining the value of the
regularization parameter that minimizes a cross-validated error criterion, for example the
misclassification error in a classification setting or the residual error in a regression setting,
and this is generally achieved by searching for candidate values of the parameter over a
fixed range. A drawback of this approach is given by the fact that the error criterion
estimated through the cross-validation procedure is not necessarily a good indicator of the
importance of a unique set of variables. Furthermore, it is possible that a single “best”
parameter value, that yields the true underlying sparsity pattern, does not exist.

In this work we adopt a data re-sampling scheme that has been specifically proposed for
sparse predictive modeling (Meinshausen and Biihlmann, 2010). This procedure aims to
estimate how important each variable is over repeated fitting of the sparse model on random
subsets of the data set. The final selection of variables is then based on their frequency of
selection throughout the re-sampling procedure. This data re-sampling technique combined
with variable selection, is expected to provide results with better generalization properties,
in terms of the importance of each variable in the model.

In penalized LDA, the parameter A determines the number of voxels to be retained in the
model. For a given A in the range [Amin Amax, the stability selection approach consists in
performing repeatedly random sub-sampling from the 77 subjects, typically of size [/2],
selecting the same proportion of individuals from each class A/ and D, with replacement, and
fitting the penalized LDA model on each random sub-sample. Each one of the B random
sub-samples, denoted by {¥(2), 2O} with b= 1,...,B, provides a sparse estimate w(? (1),
each revealing a different sparsity pattern. The idea of stability selection is that those voxels
that were selected more frequently throughout this procedure are deemed to be more
valuable for the model and consequently more valuable for discriminating the two disease
classes. The selection probability of each voxel then represents the importance of the
particular voxel in the model. To estimate the selection probabilities, for each estimate w(9)
(A), we keep track of voxels having non-zero coefficients. We introduce an indicator

variable "i-b)(/l) which is equal to 1 if the coefficient corresponding to variable y7;has been
estimated to be non-zero, or 0 otherwise. Using all B sub-samples, a measure of variable
importance or stability is computed by estimating the selection probabilities
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LN 0
P,;w:E;v, Wj=1,....2 @

and the final set of voxels to be included in S'is obtained by deciding on a threshold 7z on
these selection probabilities. In particular, the selected set of voxels is formed as:

E(zr): {j:ﬁj > 7r}

where /3/ =maxj P{A). Note that by using stability selection we do not tune the
regularization parameter A but rather find a stable set of voxels over the range [A 7n Amaxd-
Selection probability can then be used as a metric to rank voxels by importance.

Similarly, we also use stability selection to identify the genetic markers that explain the
variability observed in the selected phenotypes. For a given parameter A, we extract sub-
samples of size [71/2], denoted by {X(©, YD} for = 1...,Band estimate the sparse
regression coefficient vector b(2). We keep track of the genetic markers corresponding to
non-zero coefficients in b and estimate the selection probabilities PX/- (Ap) of selecting
marker x;, /€ {1,...,p} across all Bsub-samples. The final sets of variables are selected by
deciding on the threshold 7z, on the selection probabilities obtained over all parameters, that
is

Se@)={j:Py, > )

where /5)(/- =maxy, Px;(1p). Once we estimate the final set Sy (7r,), we form the reduced 77 x
|Sx (7zx)| matrix X g, of selected genotypes. Using X5, and Y, we fit a RRR model,
estimating the non-sparse regression coefficient vectors b syand 4 The effect of the selected

variables is then removed from the original data by replacing X and Y by

X - 'YZ%\";\ )
Y - ¢Ya

where yand & are the regression coefficient estimates of regressing X on X Sy b s,and Y on
Ya'’, respectively. Having removed the effect of the selected variables in the current rank of
the SRRR model, we then repeat the same procedure to obtain the results for the next rank of
the model.

Using this approach for variable selection and under some assumptions, namely that the
distribution of selecting noise variables is exchangeable, Meinshausen and Biihmann (2010)
provide a theoretical bound on the expected number of false positives. This bound depends
on the probability threshold of the selection probabilities and on the expected number of
uniquely selected variables across the range of the regularization parameter. This theoretical
bound can be quite stringent and therefore we have not based our results on this. We rather
report on the ranking of the variables and declare the SNPs with the highest selection
probabilities from the SRRR outcome as possible susceptibility loci.

A flowchart illustrating the entire procedure described in Penalized linear discriminant
analysis for voxel filtering, Sparse reduced rank regression, and Stability selection sections
is given in Fig. 1. The corresponding scripts are available upon request.
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We report on the three classification experiments separately: AD vs CN, P-MCI vs CN, and
P-MCI vs S-MCI. For each experiment, the selection of discriminative voxels was carried
out according to the classification procedure described in the Penalized linear discriminant
analysis for voxel filtering section combined with the model selection procedure, described
in the Stability selection section. We fix the regularization parameter to estimate the
direction vector with a fixed number of non-zero elements, and estimate the frequency of
selection of each voxel across B= 100 random sub-samples.

In order to determine a probability threshold for the final selection of voxels to be retained
in the signature, we assess the discriminative power of the selected set of voxels for different
probability thresholds. To do this we apply the SVM classifier with a Gaussian kernel. With
this choice of classifier, there are three parameters to be optimized, which we collect in a
parameter vector 6= {r, o, C}: = controls the voxels selected in Sduring the feature
selection stage with penalized LDA, whereas o and C are the kernel width and the
regularization parameter of the SVM classifier, respectively. The optimal parameter vector
6*={r* o* C*} was obtained by 10-fold cross validation of three performance measures:
accuracy, sensitivity and specificity. These cross validated performance measures are all
reported in Table 2. The accuracy index, representing the percentage of correctly classified
individuals, is between 82.1% (for the P-MCI vs S-MCI group) and 90.3% (for the AD vs
CN group) and requires less than 13k voxels in all cases. In Fig. 2 we illustrate the two-
dimensional patterns of the imaging signatures, extracted using multidimensional scaling.
Notably, a non-linear classifier, as the one used here seems more suitable for separating the
different classes of individuals.

Figs. 3-5 show MRI scans with voxels in .S (z*) in yellow, for all comparisons in Table 2.
As an illustration, the insets show the whole range of selection probabilities /f’/-for all the
voxels, without any thresholding. The most discriminative voxels are mostly clustered in the
hippocampus and lateral ventricles. Parts of the temporal lobe, amygdala and caudate
nucleus are also amongst the other key structures contributing to the selected voxels in the
AD vs CN and P-MCI vs CN comparisons. A more widespread pattern of selected voxels is
obtained from the P-MCI versus S-MCI comparison, where again the main selected
structures are the lateral ventricles and the hippocampus but several parts of the brain lobes
also contribute a relatively large amount of voxels. The distribution of the entire sets of
selected voxels in the brain are given in the Supplementary Tables 1, 3 and 5 for the AD vs
CN, P-MCI vs CN and P-MCI vs S-MCI comparisons, respectively. These patterns of
widespread atrophy are in agreement with previous findings from both neuropathological
studies as well as baseline and longitudinal morphological studies (Braak et al., 1999;
Cuingnet et al., 2011; Hua et al., 2009; Leow et al., 2009; Misra et al., 2009). Being highly
discriminative, the selected voxels provide a quantitative characterization of the disease that
can be used as a phenotype in gene mapping studies.

In order to assess the statistical significance of the accuracy of the estimated signatures,
reported in Table 2, we carried out non-parametric inference using permutation testing.
Holding the optimal 8*constant, we randomly permuted the individual class labels, z, and
repeated this procedure Mtimes. For each m, with m=1,..., M, we applied the SVM
classifier to the data containing the selected voxels and the permuted class indicator vector
and produced the corresponding 10-fold cross-validated accuracy measure. This procedure
approximates the sampling distribution of the accuracy index under the null hypothesis of no
association between the voxel intensities in S(7z*) and the class indicators, and an empirical
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p-value can be easily computed. Using A/ = 1000 permuted data sets, the accuracy results in
Table 2 were all found to be highly significant (p-values <0.001).

3.2. Genetic association results

We searched for genetic associations with the sets of discriminative voxels, selected from
each comparison, as shown in Figs. 3-5, by conducting the three corresponding imaging
genetics studies. We do so using the SRRR model, described in the Sparse reduced-rank
regression section. By fixing the regularization parameter A, such that a fixed number of
SNPs are included in the model, we examine a possible range of number of selected SNPs.
Using stability selection, with the number of extracted sub-samples B =500, we are able to
rank the SNPs based on their importance in the model. For each study, we report on the top
10 SNPs with maximum selection probability (across the path of the regularization
parameter) greater than or equal to 0.5. Note that, in each case, in order to move to the
following rank we fix the selection probability threshold to be equal to 0.5 and regress out
the effect of the variables exceeding this threshold as shown in Eg. (5). As mentioned in the
Sparse reduced-rank regression section, different ranks of the model are expected to capture
different genetic effects on the disease phenotypes. Some remarks on several top scoring
SNPs, corresponding to genes that are implicated in AD or that show potential susceptibility,
are given below.

AD versus CN analysis—The top ten SNPs with selection probability exceeding 0.5,
from the first three ranks of the SRRR model, are summarized in Table 3 and a complete list
of the SNPs with selection probability =0.5 is given in Supplementary Table 2. The
corresponding selection probabilities for all the SNPs are illustrated in Fig. 6. Here, the
APOE-¢£4 variant of the APOE gene scores top of the list with a selection probability
approximately equal to 1. This means that the allele was chosen as an important variable in
almost all of the 500 sub-samples. This variant of the APOE gene has long been known as
the main high risk factor for AD, and has been replicated in numerous studies, including
case control studies as well as studies involving biomarkers extracted from brain images
(Barabash et al., 2009; Filippini et al., 2009; Zuo et al., 2006). As reviewed by Braskie et al.
(2011), the APOE gene has been associated with a number of brain regions, including
hippocampus, parahippocampal gyrus, amygdala and temporal lobe, which also constitute
the regions within which the majority of our selected voxels lie. While the 4 variant is
associated with an increased risk of developing the disease, the £2 variant is considered to
be protective and is associated with a lower disease risk, whereas the £3 variant is supposed
to have a neutral effect on disease risk. Accordingly, the variants of the APOE gene are
expected to be involved in the aggregation and clearance of the amyloid g protein, which
provides a possible explanation for its key role in AD (Kim et al., 2009). The APOE gene
also shows regulation and alternative splicing in the temporal lobe of AD patients compared
to controls (Twine et al., 2011).

The SNP rs2075650, which belongs to the TOMMA40 gene, also scores very highly with a
selection probability of 0.94. The TOMMA40 gene is located in close proximity to the APOE
gene and has also been linked to AD in some more recent studies. For example, an
association between the same SNP rs2075650 with hippocampus and amygdala was reported
by Shen et al. (2010), who performed a MULM genome-wide association analysis with 142
phenotypes extracted from baseline MRI scans, and observed on 733 individuals from the
ADNI study. Other studies reporting association with this SNP and AD include the works by
Potkin et al. (2009) and Harold et al. (2009). In a phylogenetic analysis, Roses et al. (2009)
have shown, from two independent cohorts, that the rs10524523 marker, also located in the
TOMMA40 gene, is associated with increased disease risk. They also highlighted some
possible interactions with the APOE gene, and in particular with the APOE-&£3 variant
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which, as mentioned earlier, is supposed to have a neutral effect in AD (Grossman et al.,
2010). This gene codes for the translocase of the outer mitochondrial membrane through
which proteins are imported into mitochondria. Mitochondrial dysfunction is also known to
contribute to neurodegeneration leading to the onset of AD (Wang et al., 2009).

The BZW1 gene, coding for basic leucine zipper and W2 domains 1, scores third in the list,
with selection probability of 0.76. No prior association between BZW1 and AD has been
previously reported. However, the gene was listed amongst the differentially expressed
genes (with a p-value 0.026), from a microarray analysis on a mouse model related to a
neurodegenerative disease called amyotrophic lateral sclerosis (Brockington et al., 2010). It
has also shown differential expression in the central nervous system of mice during infection
with mouse-adapted scrapie agents (Booth et al., 2004).

The PDZD2 gene, coding for the protein containing PDZ domain 2, has been selected with a
probability of 0.61. This gene is known to interact with CST3 (Lindahl et al., 1992), which
codes for cystatin 3 protein and has been previously reported as a susceptibility risk factor in
AD. However, the results regarding the association of the CST3 gene with AD are
conflicting; while several studies have reported an association with the CST3 gene (e.g.
(Cathcart et al., 2005)), others failed to do so (e.g. (Monastero et al., 2005)). Three SNPs in
the YES1 gene also score highly in the rank 1 results with selection probabilities around 0.5
(see Supplementary Table 2). A possible link between this gene and AD has been suggested
(Stephanie, 2008).

The second rank analysis selects with probability 0.75 two SNPs in MTRF1, which is a gene
encoding mitochondrial translational release factor 1. There is no evidence associating this
gene with AD in the literature, however its function may suggest a possible contribution to
mitochondrial dysfunction related to the disease. In the third rank, the model selects the
ADCY?2 gene, coding for adenylate cyclase 2, ranked top with a selection probability of
0.71. In a gene expression study in mice, Tsolakidou et al. (2010) revealed new pathways
related to stress response, expressed in the periventricular nucleus of the hypothalamus,
involving the ADCY 2 gene together with the well-established early onset AD risk factor, the
APP gene.

To examine the expression of the selected genes in the brain, we used the Allen Human
Brain atlas.® This atlas provides the tools to visualize histology and gene expression data
from microarray and in situ hybridization studies on the brain. We were able to confirm that
the reported genes are expressed in areas where our selected voxels lie such as in the
hippocampus region, the inferior and middle temporal gyrus, the occipitotemporal gyrus, the
parahippocampal gyrus, the fusiform gyrus, the amygdala and the caudate nucleus.

P-MCI versus CN analysis—The top ten SNPs with selection probability exceeding 0.5
from the P-MCI versus CN experiment are given in Table 4 and a complete list of the SNPs
with selection probability =0.5 is given in Supplementary Table 4. The corresponding
selection probabilities for all the SNPs are illustrated in Fig. 7. The APOE-#£4 variant again
scores top of the list with a selection probability approximately equal to one. The same
TOMMA40 SNP that scored second in the AD vs CN rank 1 comparison, also scored among
the top SNPs in the P-MCI vs CN comparison with a selection probability of 0.59. MYO3B,
coding for the myosin 111 B protein, is another gene amongst the top scoring genes in the
rank 1 analysis. This gene is known to be expressed in the retina and is possibly associated
with visual disorders (Brown and Bridgman, 2004). RBFOX1 coding for the ataxin-2
binding protein 1 (also known as A2BP1) also scored highly with probability 0.57. This

5http://human.brain—map.org/.
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gene has been associated to autism, bipolar disorder, mental retardation and epilepsy (Baum
et al., 2008; Bhalla et al., 2004; Hamshere et al., 2009; Martin et al., 2007).

Two SNPs of the COX7A2L gene, coding for the cytochrome ¢ oxidase subunit Vlla
polypeptide 2 like, are also amongst the top results of the rank 1 analysis, selected with
probabilities around 0.53 (see Supplementary Table 4). This COX7A2L gene belongs in the
‘Alzheimer’s disease’ KEGG pathway6 (Kanehisa et al., 2010) and is involved in the
mitochondrial dysfunction network. Recently, Lambert et al. (2010) performed a GWA gene
set enrichment analysis using a large sample of AD patients and controls, and found the
‘Alzheimer’s disease’ KEGG pathway to be significantly over-represented in their sample,
with a p-value 0.001, after false discovery correction. Within this pathway, 46 genes,
including the COX72AL gene and other key AD risk factors, showed significant
associations with the disease (uncorrected p-values <0.01) and thus were mostly involved in
the over-representation of this pathway. Moreover, physical interactions between the key
AD risk factor TOMMA40 and the COX7A2L gene have been previously reported
(McFarland et al., 2008).

The SORBS2 gene, coding for the sorbin and SH3 domain protein 2, scored top in the
second rank of the analysis with a selection probability of 0.79. This gene is known to
interact with the SYNJ1 gene, coding for the synaptojanin protein (Zucconi et al., 2001).
The latter seems to be highly expressed in the brain and it has shown possible associations
with a number of neurological diseases including schizophrenia and bipolar disorder
(Stopkova et al., 2004a, 2004b), as well as Down’s syndrome (Chang and Min, 2009). It is
also reported to interact with the BIN1 gene (Micheva et al., 1997), one of the top 10
susceptibility genes in AD, according to the Alzgene database as of July 2011.

The NRXN1 gene, coding for the neurexin 1 protein, is among the top results in rank 3 of
the P-MCI vs CN analysis with a selection probability of 0.52. This gene was mentioned in
Ravetti et al. (2010) who analyzed hippocampal gene expression data. In this study, using a
sample consisting of subjects with different degrees of disease severity, from control to
severe AD, the authors calculated the Jensen—Shannon divergence of each individual from
the average control profile and from the average severe AD profile. They then computed the
correlation coefficients between the gene expressions and the divergence measures, and
reported the top 100 genes correlated with the control divergence, and the top 100 genes
correlated with the severe AD divergence. The expression of NRXN1 was among these lists,
showing a relatively high positive correlation (0.748) with the average severe AD profile,
and a negative correlation (—-0.706) with the average control profile. The NRXN1 has also
been linked to schizophrenia and autistic spectrum disorder (Mihleisen et al., 2011; Reichelt
etal., in press).

We examined the expressions of these genes in the brain using the Allen Brain Atlas. We
found that these were expressed in the regions where the selected voxels mostly lie,
including the hippocampus region, the inferior, middle and superior temporal gyrus, the
occipitotemporal gyrus, the parahippocampal gyrus, the fusiform gyrus, the amygdala, the
caudate nucleus and the insula.

P-MCI versus S-MCI analysis—In Table 5 we report the top ten SNPs with selection
probabilities exceeding 0.5 for the P-MCI versus S-MCI experiment. A complete list of the
SNPs with selection probability 0.5 is given in Supplementary Table 6. The corresponding
selection probabilities for all the SNPs are illustrated in Fig. 8. The APOE-#4 variant again
scores top of the rank 1 results with high selection probability. The MGMT gene also scores

6http://vvvvw.genome.jp/kegg/.
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highly. Using the Allen Brain Atlas, we confirmed that the MGMT gene is expressed in the
brain regions where our selected voxels mostly lie, including the hippocampus, the
amygdala and the temporal and frontal lobes. However, its association with AD is not clear.
These results are associated with disease progression rather than development which is a
possible reason for the limited validation through the current literature.

4. Discussion

AD is a highly prevalent disease with an estimate of 5.4 million patients, in the US alone
(Alzheimer’s Association, 2011). As the risk for developing the disease increases with age,
and due to the aging population, numbers are expected to increase dramatically over the next
few decades, making Alzheimer’s one of the greatest concerns to society. Elucidating the
genetic etiology of the disease holds great promise for uncovering its pathogenesis and thus
contributing to an earlier diagnosis and treatment of the disorder. Much effort has been spent
on identifying such genetic risk factors, but only a few markers have been detected and
successfully replicated so far, mostly due to the lack of statistical power of existing case—
control studies, which requires very large cohorts. The genetic variants discovered through
these efforts are believed to account for only a small proportion of the total heritability.

Over the last few years, imaging genetics studies in AD and other neurodegenerative
disorders have become popular as brain phenotypes extracted using neuroimaging
techniques may constitute superior indicators of gene effects, as compared to categorical
disease phenotypes, and are expected to ultimately yield higher statistical power. Although
mass-univariate linear modeling is the commonly used approach, it suffers from a number of
shortcomings, most notably due to its inability to detect small effects from multiple SNPs, or
joint effects on multiple phenotypes, and the hypothesis testing framework involves a
serious multiple testing problem. In this work we took a predictive modeling and variable
selection approach, and examined the joint effects of multiple genetic markers to multiple
imaging phenotypes in three genome-wide association studies with the objective to discover
risk factors responsible for the progression of the disease.

A critical issue in the design of imaging genetics studies involves the definition and
extraction of an appropriate multivariate disease phenotype. For our studies, we took voxel-
wise Jacobian determinants, each one representing the longitudinal change observed
between baseline and 24 month follow up images. Since AD is a progressive disorder with
patterns of widespread brain atrophy that develop over time, longitudinal changes observed
in MRI scans provide sensitive biomarkers reflecting disease development and progression.
A separate issue concerns the selection of the specific voxels to be used in the study, and
whether or not to take summary measures instead of individual voxels, in an attempt to
reduce the dimensionality of the phenotype at the cost of losing some information. For
instance, in cases when an anatomical atlas is available, it is common to average across all
voxels within each ROI, thus drastically reducing the number of measurements that define
the phenotype. In this paper we take an alternative approach and reduce the number of noise
voxels by first detecting a localized signature of the disease consisting of as fewer voxels as
possible. Our initial feature selection step was intended to reduce the dimensionality while
also detecting regions that are subjected to change over time in a data-driven fashion,
without any prior knowledge or subjective assumptions. Similar arguments have been made
in other studies, for example by Hua et al. (2009) and Chen et al. (2010) who observed
increased power in detecting AD-related changes, when using data-driven ROIs estimated
from training samples, compared to using anatomically defined ROIs.

Voxel selection was achieved using a penalized LDA procedure which enabled the
extraction of subsets of voxels that are highly discriminative of the two groups of
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individuals considered in each comparison. Alternative variable selection approaches such
as penalized logistic regression or even simple univariate #tests could have also been used
for this purpose. In the derivation of the penalized LDA algorithm, we estimate the within-
group scatter matrix to be diagonal, which is commonly done for problems such as ours in
which the data points lie in extremely high dimensional spaces. Although the resulting
approach then becomes more similar to a univariate one, the penalized LDA formulation is
attractive for a number of reasons. Firstly, one can find better estimates of the within-group
scatter matrix and use that for the derivation of the algorithm. Second, different penalties
can be easily adapted in the penalized LDA formulation that better exploit the structural
patterns observed in the brain images.

The voxels selected by penalized LDA, in each one of the three comparisons, mostly formed
connected regions in the hippocampus and lateral ventricles, reflecting hippocampal atrophy
and ventricular enlargement. These findings are fully consistent with patterns of AD atrophy
demonstrated in previous neuropathological and morphological studies (Braak et al., 1999;
Cuingnet et al., 2011; Leow et al., 2009; Misra et al., 2009, for example). The accuracy of
the selected sets of voxels was assessed using a SVM classifier with Gaussian kernel. The
classification performance reported was comparable to findings documented in the literature.
For instance, for the AD versus CN comparison, typical classification accuracy has been
reported to vary from 85% to 95% (Batmanghelich et al., 2009; Fan et al., 2008a; Kldppel et
al., 2008; Vemuri et al., 2008), whereas for the P-MCI versus CN group comparison the
accuracy varies between 70% and 81.8% (Batmanghelich et al., 2009; Fan et al., 2008a) and
for the P-MCI versus S-MCI between 70% and 81.5% (Misra et al., 2009). Our results
compare favorably to a recent meta-analysis (Cuingnet et al., 2011) of classification
methods on a similar subset of baseline MRI images from the ADNI cohort. While our
results for AD versus CN classification were comparable to the best results reported in this
study, we achieved significantly better results for P-MCI versus CN classification and for
the clinically most interesting discrimination of progressive from stable MCI subjects (P-
MCI vs S-MCI).

Although we have found that the selected voxels all cluster in compact regions of the brain,
fewer isolated voxels can still found to be scattered in other disconnected regions, whose
association to disease status may be less clear. The penalized LDA approach could be
further extended to introduce some form of spatial regularization. For example, the 4 1
group penalty combined with the 4 penalty (Friedman et al., 2010) could be used to select
subsets of voxels within ROIs defined according to an anatomical atlas. This extra
information can further eliminate the noisy variables from our sets of selected voxels, by
encouraging voxels within a ROI to stay grouped together during the voxel selection
process.

Gene association mapping was carried out by searching for genetic variants that are highly
predictive of the imaging signatures detected in the first analysis stage. This was
accomplished by the means of sparse reduced-rank regression, a penalized regression model
that encourages the identification of joint effects of multiple genetic markers onto multiple
phenotypes. Due to the strong structural patterns observed in brain images, true genetic
associations are expected to show homogeneous patters in neighboring voxels, forming
localized regions. Hence, combining the voxel filtering technique with the multivariate
imaging genetics analysis, our experiments greatly benefit from the enhanced signals of
association present at the phenotypes, being highly discriminative for the disease, as well as
from the structural homogeneity, by taking into account the simultaneous genetic effects on
nearby voxels. At the cost of additional model complexity, SRRR can be extended in a
straightforward manner to induce sparsity in the phenotypic level, and enable the
identification of even smaller brain regions that manifest a heritable component (Vounou et
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al., 2010). We opted not to follow this approach here, to keep the model as simple as
possible, and avoid introducing additional regularization parameters. Moreover, the initial
discriminative analysis allowed us to detect specific disease-related brain regions to use as
phenotypes.

The difficult model selection problem, and in particular the selection and ranking of SNPs,
was approached using a data re-sampling technique. Rather than using some cross-validated
measures of predictive performance to guide the variable selection process, our data re-
sampling scheme puts more emphasis on estimating the relative importance of each SNP by
mimicking the process of extracting small random samples from the underlying population,
and fitting a penalized model on each sample. This procedure provides a mechanism to rank
SNPs based on the frequency in which they have been selected across all the sub-samples.
The selection probability of a SNP then represents a robust metric for ranking purposes that
more accurately reflect the relative importance that each marker plays in predicting the
phenotype. The SRRR model also assumes that the underlying contributions from multiple
SNPs will be captured by different hidden factors, or ranks. For each factor, the penalization
term in the model forces the selection of only a few important SNPs contributing to it.

An important lesson learned from the extensive simulation experiments presented in VVounou
et al. (2010) was that, when the signal to noise ratio is very small, the first rank may capture
spurious associations with the disease, and therefore more than one rank is needed to be
extracted to detect all potential and meaningful associations. An important issue is then how
many latent factors or ranks to extract, and how to remove the genetic effects found in
previous ranks before moving on to the next ones. In the studies presented here, we
thresholded the SNP selection probabilities associated to a given latent factor so that the
effects of all SNPs having a selection probability at least as high as 0.5 were removed prior
to extracting the consecutive factor. A threshold of 0.5 means that any SNP selected in at
least half of all the sub-samples are deemed to be important for that factor, and their effect
will be removed before re-fitting the model and extracting the next rank. Although a higher
and therefore stricter threshold may be used, we opted for a less conservative one, and
examined up to three ranks.

All three GWA studies presented here identified the APOE-&4 variant of the APOE gene as
the most important marker to explain the longitudinal phenotypes. In all experiments this
SNP ranked first with a selection probability greater than 0.9. This consistent result reflects
both the importance of the APOE-£4 variant in disease development but also its key
involvement in the progression from MCI to AD. Together with APOE-#4, the rs2075650
marker from TOMMA40 gene, another key risk factor of AD, was also selected amongst the
top results of the AD versus CN and P-MCI versus CN analysis. Remarkably this marker did
not rank high in the P-MCI versus S-MCI analysis. Among our other reported results, the
COX7A2L and NRXN1 genes from the P-MCI versus CN analysis also seem particularly
interesting. The first is known to contribute in the mitochondrial dysfunction network of a
KEEG pathway related to AD, while the latter has shown to be differentially expressed in
AD. The other factors identified from our analyses were novel, in that they haven’t been
reported in the literature before in association with AD. Among these we highlighted a
number of genes, including BZW1, PDZD2, YES1, ADCY2, RBFOX1 and SORBS2. Some
of these have been previously associated with other neurological disorders, whereas others
had possible links to AD through interactions with other susceptibility markers. Further
biological investigations of the reported results are necessary in order to validate their
involvement in the disease.
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5. Conclusions

In this work, we made a number of contributions, summarized as follows: (a) we extended
the SRRR model and proposed a sub-sampling strategy for the selection and ranking of
SNPs associated to a multivariate phenotype; (b) we presented a framework for quantifying
the loss of statistical power that is expected when averaging across voxels, rather than using
the voxels directly, thus formalizing the intuition that a voxel-wise approach is to be
preferred, provided that the majority of voxels being considered as phenotypes are highly
representative of the disease; (c) to detect reliable signatures of the disease, we carried out
feature selection using penalized discriminative analysis, with a classification performance
comparable with state-of-art results; and (d) we applied the SRRR model for the detection of
genetic biomarkers in Alzheimer’s disease using data from the ADNI, carried out three
genome-wide association studies, and reported on genetic associations detected by the SRRR
model in each study. Our results confirmed the important role of known risk-bearing genes
such as APOE-#£4 and TOMMA4O0, but also highlighting other potential candidates that
warrant further investigation.

Motivated by the promising results reported here, disease signatures derived from multiple
imaging modalities are currently being considered. A number of recent studies indicate that
superior discriminative performance between different clinical groups can be achieved by
combining different imaging phenotypes. In particular, Kohannim et al. (2010) combined
multiple biomarkers, including MRI and FDG-PET measures as well as CSF and other
biomarkers for disease status classification using SVM classifiers and reported an increase
in power to predict future decline. In another recent study, Li et al. (2012) obtained
improved classification performance when considering a combination of features
representing both static and longitudinal measures, as well as summary measures from
constructed brain networks. Using a kernel approach, Zhang et al. (2011) also integrated
information from baseline MRI, FDG-PET and CSF biomarkers, which were then used for
classification using SVMs. According to their findings, a remarkable improvement is
observed when fusing multiple modalities. Evidence from other similar studies suggest that
more complex phenotypes derived from combining cross-sectional and longitudinal
changes, from multiple modalities, and possibly taking into account connectivity networks,
may carry higher discriminative power, and therefore provide higher signal to detect
associations with the disease (Fan et al., 2008b; Vemuri et al., 2009; Walhovd et al., 2010,
for instance). Finally, the SRRR model can be easily extended to use prior information on
gene function by grouping genes and associated SNPs into gene sets or pathways (Silver and
Montana, in press). By jointly considering the effects of multiple SNPs or genes within a
biological pathway, significant associations might be identified that would otherwise be
missed when considering markers individually.
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Appendix A

ROl averages and potential loss of power

Extracting ROI summaries, such as the average value across all voxels within a ROI (e.g. an
anatomical region), is a common procedure in imaging genetics as an attempt to reduce
dimensionality. In this appendix we propose a simple mathematical framework
demonstrating that such an approach can potentially yield a smaller SNR, compared to the
alternative approach that uses all voxels directly, without any summarization. We consider
the case where all voxels have been grouped into K disjoint anatomical ROIs, and a single
average is taken to represent each ROI. We show that a notable reduction in signal is
expected when only a small subregion of a ROI is truly dependent on the genetic factors.
When this is the case, taking averages will decrease the statistical power to detect the true
genetic associations.

We start by introducing some notation. We assume that, within a ROI &, there are exactly g
voxels, and we refer to this group of voxels within ROl kas 7, for k= 1,...,K. Furthermore,
we denote the reduced nxgy matrix corresponding to ROI & observed on all 77subjects by
Y'fk, and take yfkj to be the vector containing the 7 observations for the th voxel in ROI 4.

We then construct the 7xK matrix, y, such that its Ath column, ¥,, represents the average of

the voxels across the Ath ROI. We aim to quantify the SNR of both ¥ and y. to study
whether taking averages across ROIs decreases the SNR. This is achieved by assuming an
additive genetic model, according to which we pose that

Y=Xba+E

where the 1xg coefficient vector a has non-zero entries only for the voxels that are assumed
to be involved in the disease. The px1 vector b contains the genetic coefficients, which can
be zero for those genetic marker that do not contribute to explain the variability in the
response. The nxg matrix E corresponds to the model residuals.

Suppose that, among all the available ROIs, only d<K depend on genetic effects, whereas
the remaining ones do not. For notational simplicity, we arrange the KROIs 7 in the
following order: the first dROIs, that is those indexed k= 1,...,d, are the affected ones, and
the remaining ones, indexed by k =d+ 1,...,K are the unaffected ones. Furthermore, we
assume that the signal of genetic association is localized in a percentage 0< # < 1 of the
overall number of voxels contained in a ROI, for k= 1,...,d, constituting the affected voxels.
We call these gy voxels the signal voxels, and we also assume that these are ordered to
appear first in each group f. Fig. 9 provides a schematic illustration of a set of KROIs (in
this case, a brain atlas): a selected ROI & (colored in dark yellow), could either contain all
signal voxels, all having the same signal intensity (all denoted in black), or only contain a
varying number of signal voxels, each one having varying signal intensities (denoted by
grades of black).

According to this model, the jth voxel in ROI £ is then modeled such that
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S’fkj =Xbay,t+ey,

for k=1,....,dand j=1,..., gy or otherwise is eg ; where ar, ;is the coefficient
corresponding to the jth voxel of ROI 4. Extracting ROI averages then amounts to

estimating the Ath column of the 7xK matrix y by

18k

8k
1 1 —
g—kxbjglaﬁ(j-l'g—k]gle‘ﬁq for k—l, ey d

yk = 1 8k
21 ef; otherwise.

g_kj:
Having introduced these quantities, we can define the SNR for the th voxel in ROI kas
2 ’
a ﬂ_b Var(X)b

= kj
SNRy fij Var(er )

for k=1,....dand j=1,..., {49y or otherwise this is 0. Analogously, the average SNR for
the entire set of voxels, denoted by SNR¥, can be found to be
K %8k a2

L iy
SNRI.,_gb Var(X)b;levar (efk_,.)' ©)

This expression may be simplified further by imposing that the coefficients in g are such that
their weighted sum of squares, with weights given by the inverse of the variances, is
constrained to be 1, that is

which means that Eq. (8) reduces to

1,
SNRyng Var(X)b. (7)

On the other hand, the SNR for the Ath ROl average is given as

2
(Z4¥ag,) b Var(X)b

Var( ﬁilefkj)

SNRg, =

for k=1,...,dand 0 otherwise. From this, it can be seen that the average SNR for the entire
set of ROl averages, denoted by gNRY:, IS given by
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1 & (24 ay, )b Var(Xb

j=1"Jkj
SNR_=— "~ ®
Y Kk:l Var( fileﬂj)
Taking the ratio between Eqgs. (7) and (8), we obtain that
SNR7
SNR, ¢
where Qs given by
" 2
4 S (Z/ffafkf)
O=3 ) ety ©
k=1 ar( j_lefk )
and the variance of the sum of residuals in ROl kis
Sk Sk Sk 8k
Var Zeﬁv :ZVar (efk_,-) +ZZZCOV (efkj’ efks) .
J=1 J=1 s=1 j>s

A value of Qless than 1 means that extracting ROl averages leads to a lower SNR than the
one present at the voxel level.

As the number of possible scenarios is too large, we consider here only one case consisting
in a single affected ROI containing a proportion # of signal voxels, as in Fig. 9.
Furthermore, we assume that all the non-zero coefficients in a are equal, thus ar =mfor j=
1,..., gy and O otherwise, with /m satisfying

18k

m~? =Z]Var_l (e fi; )
j=1

so that g also satisfies the earlier assumption on the weighted sum of squares. Under these
assumptions, @ simplifies to

_ 8
Km=2Var (l 8k o )
g A j=10k;

By assuming that everything but #is fixed in this expression, we can see that the maximum
value of Qis reached when all of the voxels within the affected ROI are signal voxels, that is
4= 1, and Qdecreases towards its minimum value as f, decreases. Moreover, Q decreases
with increasing residual variances and increasing (positive) residual pairwise covariances
between the voxels in the affected ROI, thus increasing the variance of the average

1 S . _ . .

o j=1%. In particular, gNRy becomes smaller than SNRy when the residual variance
term satisfies
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According to this model, when the proportion of signal voxels is small or when the residual
variances and covariances are large, we expect a potential power loss when using ROI
averages as the phenotypes to be tested for genetic association.

The ratio Qis also directly proportional to the number of voxels in the data, g, meaning that
Qs increasing/decreasing with increasing/decreasing g. When g is extremely large, as in
whole brain studies, a large proportion of voxels are expected to only contribute to noise, in
terms of the disease. In that case, the SNR of ¥ would be very small, making the ratio O

more favorable towards y. In this case, even though the signal is reduced by taking the
average across the entire ROI, the SNR in the ROI phenotypes is larger than the one present
in the voxel-wise phenotypes where a large amount of noise voxels are also considered.
These observations suggest that removing all noise voxels, that is voxels that are not
detectably associated with the disease, prior to the imaging genetics study may increase the
statistical power.

Appendix B

ADNI

ADNI was launched in 2003 by the National Institute on Aging (NIA), the National Institute
of Biomedical Imaging and Bioengineering (NIBIB), the Food and Drug Administration
(FDA), private pharmaceutical companies and non-profit organizations, as a $60 million, 5-
year public-private partnership. The primary goal of ADNI has been to test whether serial
MR, positron emission tomography (PET), other biological markers, and clinical and
neuropsychological assessment can be combined to measure the progression of MCI and
AD. Determination of sensitive and specific markers of very early AD progression is
intended to aid researchers and clinicians to develop new treatments and monitor their
effectiveness, as well as lessen the time and cost of clinical trials. The Principle Investigator
of this initiative is Michael W. Weiner, M.D., VA Medical Center and University of
California-San Francisco. ADNI is the result of efforts of many co-investigators from a
broad range of academic institutions and private corporations, and subjects have been
recruited from over 50 sites across the U.S. and Canada. The initial goal of ADNI was to
recruit 800 adults, ages 55 to 90, to participate in the research — approximately 200
cognitively normal older individuals to be followed for 3 years, 400 people with MCI to be
followed for 3 years, and 200 people with early AD to be followed for 2 years. For up-to-
date information see www.adni-info.org.
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Flowchart illustrating the entire procedure followed for this application. In step (a) the
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phenotypes, consisting of the most discriminative voxels, are defined using penalized LDA
and in step (b) these are used within the SRRR model in search of imaging genetic

associations.
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Fig. 2.

Two-dimensional representation of all the subjects obtained by multi-dimensional scaling of
the imaging signatures identified by sparse LDA: AD versus CN (left), P-MCI versus CN
(middle) and P-MCI versus S-MCI (right). The blue crosses refer to the ‘healthy’ class, that
is the CN individuals in the left and middle plots and the S-MCI individuals in the right plot.
The red triangles refer to “diseased’ class, that is AD patients in the left and the P-MCI
patients in the middle and right plots.
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Fig. 3.

Brain images showing the results from the penalized LDA analysis of the AD versus CN
comparison. The selected voxels are illustrated in yellow for the 3 plane of views of the
brain (coronal, sagittal and axial from left to right). Illustrations of the actual selection
probabilities are shown in color scale in the insets below.
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Fig. 4.

Brain images showing the results from the penalized LDA analysis of the P-MCI versus CN
comparison. The selected voxels are illustrated in yellow for the 3 plane of views of the
brain (coronal, sagittal and axial from left to right). Illustrations of the actual selection
probabilities are shown in color scale in the insets below.
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Fig. 5.

Brain images showing the results from the penalized LDA analysis of the P-MCI versus S-
MCI comparison. The selected voxels are illustrated in yellow for the 3 plane of views of the
brain (coronal, sagittal and axial from left to right). Illustrations of the actual selection
probabilities are shown in color scale in the insets below.

Neuroimage. Author manuscript; available in PMC 2013 March 01.



1X31-)lew1a1ems 1X31-){Jewiaremsg

1Xa1-)lewarems

Vounou et al. Page 35

08
06
Py (As)
04
02
0.0
0 500 1000 1500 2000 0 500 1000 1500 20000 500 1000 1500 2000
number of SNPs number of SNPs number of SNPs
Fig. 6.

Stability selection probabilities for the AD versus CN analysis for ranks 1, 2 and 3 (from left
to right). Each line corresponds to each SNP in the analysis and represents its selection
probability (y-axis) while varying the number of SNPs to be retained in the model (x-axis).
Lines corresponding to SNPs with maximum selection probabilities greater than or equal to
the threshold r, = 0.5 are illustrated in red. This probability threshold is illustrated by a
horizontal blue line at PX/(/lb) =0.5.
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Fig. 7.

Stability selection probabilities for the P-MCI versus CN analysis for ranks 1, 2 and 3 (from
left to right). Each line corresponds to each SNP in the analysis and represents its selection
probability (y-axis) while varying the number of SNPs to be retained in the model (x-axis).
Lines corresponding to SNPs with maximum selection probabilities greater than or equal to
the threshold rz, = 0.5 are illustrated in red. This probability threshold is illustrated by a
horizontal blue line at PX/(/lb) =0.5.
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Fig. 8.

Stability selection probabilities for the P-MCI versus S-MCI analysis for ranks 1, 2 and 3
(from left to right). Each line corresponds to each SNP in the analysis and represents its
selection probability (y-axis) while varying the number of SNPs to be retained in the model
(x-axis). Lines corresponding to SNPs with maximum selection probabilities greater than or
equal to the threshold = 0.5 are illustrated in red. This probability threshold is illustrated
by a horizontal blue line at PX/(/lb) =0.5.
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Fig. 9.

Sagittal view of a color-coded atlas of the brain. A ROl k (in dark yellow) has been picked
to illustrate two possible scenarios: (a) all the voxels within the ROI are signal voxels, (b)
the signal is gathered in a smaller subregion of the ROI. The signal intensity is represented
by shades of black.
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Table 2

Number of selected voxels (vox) and 10-fold cross validated performance measures in % — accuracy (acc),
sensitivity (sen) and specificity (spe) — using a SVM classifier with Gaussian kernel.

Groups VOX acc  sen  spe
AD vs CN 11,394 903 875 921
P-MCI vs CN 12,664 86.9 812 90.9

P-MClvs S-MCI 10,593 821 815 829
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