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Abstract

Pharmacogenetics aims to elucidate the genetic factors underlying the individual’s response to
pharmacotherapy. Coupled with the recent (and ongoing) progress in high-throughput genotyping,
sequencing and other genomic technologies, pharmacogenetics is rapidly transforming into
pharmacogenomics, while pursuing the primary goals of identifying and studying the genetic
contribution to drug therapy response and adverse effects, and existing drug characterization and
new drug discovery. Accomplishment of both of these goals hinges on gaining a better
understanding of the underlying biological systems; however, reverse-engineering biological
system models from the massive datasets generated by the large-scale genetic epidemiology
studies presents a formidable data analysis challenge. In this article, we review the recent progress
made in developing such data analysis methodology within the paradigm of systems biology
research that broadly aims to gain a ‘holistic’, or ‘mechanistic’ understanding of biological
systems by attempting to capture the entirety of interactions between the components (genetic and
otherwise) of the system.
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Existence of wide variation in individual responses to pharmacotherapy led to the recent
emergence of the research fields of pharmacoge-netics and pharmacogenomics. While the
two terms are historically somewhat interchangeable, the latter is commonly associated with
the current proliferation of genomic technologies that led to rapid (and continuing)
accumulation of the large-scale genome-wide genetic epide-miological datasets. Thus,
pharmacogenomics aims to elucidate the genetic factors (genetic variability) behind the
individual’s response to drug therapy. The five practical questions are: What are the genetic
factors that influence the drug efficacy? What are the genetic factors that influence the
adverse effects of the therapy? By identifying these genetic factors, can we gain a better
understanding of the drug mechanism of action? Can it lead to an existing drug
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improvement, or a new drug design? Armed with the answers, at least partial, to the above
questions, can we achieve the ultimate goal of individually tailored or personalized
pharmacotheraphy?

It is clear that all these questions/research activities have at least one thing in common:
attaining some degree of understanding of how the drug interacts with the genetic and other
components of biological systems is highly desirable before we can follow-up with
developing new drugs and personalized therapy guidelines.

An example of a typical pharmacogenomic approach is genome-wide association study
(GWAS), in which a number of individuals are genotyped for a large number of genome-
spanning genetic markers (typically SNPs) in case—control or population-based epidemio-
logical study frameworks. Subsequently, the SNPs significantly associated with a phenotype
of interest are used to identify relevant genes using linkage disequilibrium and
bioinformatics tools. Some recent examples of drug therapy phenotypes in GWAS include
antihypertensive response to thiazide diuretic [1], adverse dermatological reaction to drug
therapy [2], modulation of warfarin treatment dosage [3] and anti-depressant treatment
outcomes [4], to name just a few. A detailed discussion of the pros and cons of GWAS in
the pharmacogenomic context is outside the scope of this article (see [5,6] for a
comprehensive discussion); however, two important points emerge: first, even if successful,
GWAS can only point to a certain (hopefully sufficiently narrow) part of the genome in
which a genetic susceptibility factor resides, without any guarantee that the found SNPs are
in fact genetically causative; second, it is very difficult to account for possible gene—gene
and gene—environment interactions (let alone gene—other variables), mostly because of the
computational and statistical reasons. The first difficulty can be somewhat alleviated
through the bioinformatics analysis follow-up, including utilization of available ontology
and pathway databases, and we will return to this later; it is the second challenge that is
central to our narrative.

Indeed, without data analysis methodology capable of capturing the interactions between the
genetic factors, phenotypes and other variables corresponding to different components of
biological systems, it would be difficult to address the five goals of pharmacogenomics
outlined above. Traditional statistical genetics analysis methodology, being predominantly
univariate in its nature, is ill-equipped to deal with the massive genomic data, which was
first recognized in the field when the problem of multiple testing (or multiple comparisons)
emerged in the early stages of GWAS (see [7] for a recent perspective). The interaction
modeling problem is, if anything, even more challenging, because it presents substantial
(and theoretically insurmountable) computational difficulties — intuitively, any methodology
capable of modeling high-order interactions between the variables simply will not
seamlessly scale up to a large number of variables, and a large number of variables is
precisely what the modern genomic technologies capture and measure. The issue is
exacerbated by the fact that the genome-wide genotyping is increasingly being augmented
and supplanted by the newer genomic technologies promising to deliver even larger and
more diverse datasets (whole-genome sequencing, exome sequencing, deep resequencing of
candidate genes, metabolomics, epigenomics and other omics). The additional difficulty
here lies in incorporating different data types (e.g., SNPs from GWAS and metabolite
measurements from metabolomics studies) into the same analysis framework, which is
something that the traditional parametric statistical analysis methods are not particularly
efficient at either. Finally, pharmacogenomics studies usually rely on smaller samples
(compared with the typical genetic epidemiology studies), often being limited by the
logistics of clinical study designs. Therefore, the ratio of the number of variables to the
number of individuals/observations grows even higher, placing an additional strain on the
analysis methods (colloquially known as ‘dimensionality curse’ problem).
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Systems biology

Systems biology is a relatively novel approach to the study and modeling of biological
systems that can be briefly described as looking at a biological system in its entirety,
including the (usually complex) network of interactions between the factors and components
comprising the system. In this sense, it is antithetical to the reductionist approach (e.g., “let
us perturb the value of one variable and see if it causatively changes the value of another
variable — if yes, then the first variable influences the second; now, let us take another
variable...”).

The important features of the systems biology approach are as follows: first, the biological
systems under study are ‘emergent’, in that scrutinizing separate variables/components one-
by-one and adding corresponding effects in simplistic manner is unlikely to predict the
system behavior as a whole. However, they can be compartmentalized into the smaller
subsystems (organisms into organs, tissues, cells, intracel-lular pathways and genes),
reflecting the “‘modularity’ of biological systems. This modularity property is intrinsic to the
systems that were not designed from scratch to optimize a global performance criterion, but
rather evolved naturally following evolution by gene and domain duplication and subsequent
sub- and neo-functionalization. In general, biological systems exist (and should be analyzed
and modeled) on many hierarchical levels of biological abstraction, exemplified by the
genomic, transcriptomic, epigenetic, proteomic and so on, levels in the genetics context.
Finally, a concept of ‘biological network’ is central to the field of systems biology — just as
we outlined the five principal questions asked in pharmacogenomics research, it could be
argued that the main goal and activity of systems biology research is to reconstruct a
biological network (reflecting the complex pattern of interactions between the biological
components on the relevant hierarchical levels) from the “flat” large-scale ‘omic (at this
time, principally genomic) data. Analytically, the emphasis is on the balance of complexity
and scalability (inferring high-dimensional interactions from the massive datasets), pursuing
causation (as opposed to correlation), mix-and-matching different data types (reflecting
corresponding biological components belonging to the different hierarchical levels), and
hypothesis generation (rather than hypothesis testing). An overview of a systems biology
approach to pharmacoge-netics and pharmacogenomics can be found in Koster et al. [8];
Nadeau and Dudley [9] present a useful introduction to the systems biology from the
viewpoint of genetics and genomics.

Systems biology paradigm does not change the fact that the ultimate goal of the genetic
research remains to establish the causative genotype-phenotype link, and so the systems
biology models, such as genetic networks, remain largely phenotype-centric. This, of course,
includes intermediate phenotypes on different hierarchical levels, making the systems
biology approach especially fitting for pharma-cogenomics, as in a typical
pharmacogenomics study there are at least two phenotypes — the trait (disease) of interest,
and the drug response.

To summarize, the systems biology paradigm is intuitively appealing, biologically sound
and is rapidly becoming a practical necessity with the research community facing the
everincreasing onslaught of various omics datasets. Ignoring the systems biology aspect
when analyzing such datasets can lead to costly errors of omission. The limiting factor,
however, is the relative paucity and immaturity of available data analysis methods and tools
that take advantage of the systems biology approach. In the following sections, we review
the existing approaches and identify some promising directions in systems biology data
analysis methods development. We conclude by outlining the emerging trends in the
application of the systems biology data analysis tools to pharmacogenetics and
pharmacogenomics.
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Systems biology data analysis methodology

Existing systems biology methods historically tend to belong to one or more of the
following categories: epistasis (gene—gene interaction) modeling methods, machine learning
and data mining methods that typically employ some combination of classification and
variable selection, biological network reconstruction methods, and various approaches that
utilize prior knowledge (often in form of known biological networks and pathways).
Regardless of their genesis, all of them share certain common features (such as primary
emphasis on the hypothesis generation rather than hypothesis testing) and issues, the
principal one being that of scalability and overfitting, or dealing with the ‘dimensionality
curse’.

Consider a prototypical GWAS with 1 million SNPs. In order to test their association, one
by one, with a phenotype of interest, 1 million uni-variate statistical tests must be performed.
This is a computationally trivial task (linear in number of variables, i.e., SNPs), although the
multiple testing problem must somehow be addressed. If, however, one wishes to test all
pairwise SNP combinations for association, approximately 5 x 1011 tests will have to be
performed (approximately 1.7 x 1017 for three SNP combinations and so on). In an idealized
systems biology model, all possible combinations of components (variables) should be
considered. This presents obvious problems: first, computational intractability (‘learning
complex models is NP-hard’, meaning that it is simply not practically feasible for the large
number of variables: see [10] for an example of exact theoretical treatment) and, second, an
overwhelming false-positives (specificity) problem, because with the exponential expansion
of the model space (that follows from allowing high-order interactions), the number of
models that will fit the observed data quite well by chance alone will also increase
dramatically.

Other issues that uniquely arise with the systems biology data analysis are visualization,
interpretation and validation of the resulting models and, last but not least, efficient handling
of the different data types within the same analysis framework. The latter include data
storage and conversion, discretization and missing data handling/imputation. One should
keep in mind all of the above when evaluating the available methods, tools and software.

Box 1 summarizes a prototypical systems biology data analysis flow — a multistage strategy
predominantly focused on reconstructing biological model(s) from the ‘flat” omics datasets.
Specific data analysis techniques detailed in the following sections often cover more than
one step of the process (or skip some steps implicitly); however, this generalized scheme is a
useful template for initially approaching newly generated large omics datasets. Importantly,
separation into data preprocessing, hypotheses generation and hypotheses testing
(validation) is essential for successful analysis of large datasets. While systems biology data
analysis methods (and, by extension, this article) are largely involved with the second,
hypotheses generation, stage, the first and the third stages should not be ignored.

Modeling epistasis

Before one proceeds with capturing interactions between all biological variables, it would
make sense, especially in the context of the genomic studies, to concentrate on the gene—
gene (or epistatic) interactions. Then, corresponding methodologies can be expanded to
include more diverse data and variable types, with the ultimate goal of being able to handle
all kinds of biological interactions. Not surprisingly, analytical methods that can account for
the epistatic phenomena were historically some of the earliest examples of systems biology
data analysis in genomic research. The importance of epistasis was recognized early on in
the GWAS era when it became clear that, at least for the complex or common traits, separate
SNP signals often could not explain away much of the trait’s heritability. The current
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paradigm is that the interplay of many genes contributes to the genetic makeup of complex
traits, and that the high-order gene-gene interactions might be a rule rather than an exception
[11]. This dovetails perfectly with our increasing appreciation of the importance of higher
levels of genetic control (epigenetic, transcriptomic and so on). A comprehensive review of
epistasis-capturing methods (with primary emphasis on GWAS, and using prior knowledge
to alleviate associated computational burden) can be found in [12]. In general, their
algorithmic foundation is a variable (SNP) selection ‘wrapper’ [13], wherein numerous
combinations (models) of SNPs are scored based on the strength of association with a
phenotype using an explicitly defined genetic model, and the highest-scoring subsets of
interacting SNPs are selected via exhaustive (for lower-order interactions) or heuristic (for
higher-order iterations) search through the model space. By design, these methods are
simultaneously variable selection and classification/estimation techniques (Box 1).
Depending on the specific implementation and hardware, these methods are computationally
feasible in up to the 500,000-1 million SNPs range. Notable examples include combinatorial
partitioning method (CPM) [14], multifac-tor dimensionality reduction and its extensions
(model-based, family-based and so on) [15,16], and the set-association method [17].

An interesting feature of the latter is that it explicitly penalizes for the model complexity
(the “‘model’, in general, being the subset of SNPs or other variables and their interactions,
and its complexity being directly proportional to the number of variables and interactions it
contains). The set-association method does that by increasing degrees of freedom in the
statistical association test, but in its generalized form the complexity penalty concept is
central to both machine learning and statistical learning fields. It prescribes that not only the
model should fit the observed data well, but it should also be as compact as possible. For
example, if the two models — one with three SNPs and one with four — explain the same
amount of heritability, then the former is to be preferred. The appeal of this computer-
science take on the Occam’s razor principle to the field of genomics is obvious, as it aids in
combating the multiple testing/false-positives problem (known as ‘overfitting’ in machine
learning vernacular).

The principal shortcomings of epistasis-capturing methods (in addition to the obvious
difficulties with incorporating non-SNP factors in the analysis framework) are limited
scalability and replicability of the resulting models in light of dimensionality curse — too
many variables (SNPs) for too few observations (tens of thousands of individuals in a
typical genetic epidemiology study). Some useful suggestions for the meta-analysis of
epistasis modeling results in GWAS are summarized in [18].

Machine learning methods

Data analysis methods derived from machine learning and artificial intelligence research
have been steadily gaining wider acceptance in bioinformatics and genomics over the last
two decades. Historically, their primary advantage (and raison d’etre) was ability to perform
automated knowledge discovery (data mining) in large datasets, and this translated well to
bioinformatics applications when the first high-throughput technologies emerged in the late
1990s [19]. While the terms ‘data mining” and ‘machine learning’ are often used
indiscriminately and interchangeably, the former is more of an approach and “activity’,
while the latter encompasses a specific group of methods that share common origins in
computer science and artificial intelligence research. A detailed treatment can be found in
[20,21], respectively.

The two types of machine learning methods relevant for the purposes of this article are
variable selection methods [13,22,23] and classification algorithms (or classifiers), the latter
being a natural fit for the case—control genetic epidemiology studies. Estimation algorithms
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play largely the same role in the context of continuous phenotypes, the differences between
estimation and classification algorithms being mostly of mathematical rather than
conceptual nature. Of course, many epistasis modeling methods, as well as traditional
statistical methods such as multivariate logistic regression, are in essence classifiers, so the
subdivision of data analysis methods into these groups is necessarily somewhat artificial
(similarly, variable selection and classification are also closely related). Instead, it might be
more natural to categorize machine learning (and other) methods following the activities
listed in Box1.

In variable selection, the “irrelevant’ variables (e.g., SNPs in GWAS that do not influence
the phenotype of interest) are removed from the analysis using “filters’ or “wrappers’ (such
as some of the epistasis modeling algorithms mentioned earlier). Filters are the simplest
variable selection techniques that rely on univariate tests based on the measure of genetic
association, prior biological knowledge or some other measure of importance. Traditional
statistical methods for multiple testing correction belong to this category. By their nature,
such methods are incapable of modeling interactions between the variables, and therefore
their appeal in the context of systems biology is very limited. Classification algorithms often
have some built-in (‘embedded”) capacity for variable selection and ranking based on the
concept of ‘usefulness’ to a classifier — would adding another SNP to a model improve
generalization classification accuracy (correct assignment to a “‘case’ or ‘control’ class, for
example), and if yes, by how much? Examples of the variable selection approach to genomic
data include various combinations of filters, wrappers and embedded (typically, into
classifiers) algorithms [24-28].

In our opinion, while undeniably useful, pure variable selection methods are limited in their
utility for the systems biology data analysis, as the danger of ‘throwing away the wheat with
the chaff’ is inherent to the filter-based methods. As far as the wrapper-based methods are
concerned, they are in principle no different from the classifiers and other descriptive and
predictive modeling machine learning methods with embedded variable selection capability,
the only distinction being that in the wrapper methods the variable selection loop resides
outside of the classification algorithm proper. For example, least absolute shrinkage and
selection operator (LASSO) can be defined as both a wrapper variable selection method and
a classifier, and has been successfully used in genetic epidemiology context as such
[25,27,28].

Classification algorithms are both predictive and descriptive modeling methods — not only
do they aim to predict the class instance (e.g., case or control) based on the values of
potentially predictive variables (e.g., SNPs), but they also build a model capturing the
relationships between the variables. With some classification algorithms (logistic regression
and artificial neural networks) the descriptive modeling ability is limited, and such
algorithms are commonly known as ‘black boxes’. However, the classification algorithms
based on decision trees (see [21] for in-depth analysis) express the underlying model in a
format (“if-then’ statements) that is both appealing to the human experts and reflective of the
underlying biological relationships. Decision tree-based classifiers have two other key
advantages. First, methods that use randomized decision tree ensembles (instead of single
decision trees), such as Random Forests [29], repeatedly encounter and evaluate many
combinations of variables, and thus are capable of accounting for the variable interaction.
However, this property had never been rigorously studied analytically, in contrast to the
epistasis modeling methods (see above) that rely on the explicit genetic inheritance models.
The other key advantage has to do with the ‘usefulness’ principle, wherein the variables can
be ranked by judging how ‘useful’ they are to a classifier in predicting correct class instance.
This allows us to ‘mix-and-match’ different variable types (continuous, discrete, genetic,
environmental and so on) provided the decision tree algorithm itself can handle them,
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something of perhaps limited value to the GWAS, but crucially important in the context of
systems biology data analysis.

Random Forests, in particular, is a randomized decision tree ensemble that has attractive
scalability properties (proportional to the square root of the number of variables) in the
approximately 500,000-1 million variables range, which makes it very appealing to GWAS
and similar analyses ([26,30,31], see also [32] for a recent overview). Numerous software
implementations specifically aimed at the genomic data exist. Other approaches include, to
name just a few, classification and regression trees [33,34], logic regression and logic forests
[35], and multivariate adaptive regression splines [36,37].

Recent comparative studies of different classification algorithms [38,39] provide important
insights into their behavior under the ‘dimensionality curse’ conditions; more empirical/
simulation studies of this kind are needed. Similarly, Genetic Analysis Workshop 16
(GAWL16) ([40] and references therein) proved very fruitful in comparing various variable
selection and classification approaches as applied to the analysis of real standardized GWAS
datasets.

Principal shortcomings of classification algorithms are similar to those of epistasis modeling
methods — limited scalability and, if one is not careful when estimating generalization
classification accuracy, proneness to overfitting (learning random noise from the data).
However, classifiers can in principle handle more diverse data types and variables (and,
therefore, can reconstruct more general models) than the epistasis modeling methods.

This said, both epistasis modeling and machine learning methods discussed so far have one
important aspect in common: there is a single ‘target’ variable (class variable, dependent
variable and so on), usually a phenotype of interest, and a (typically very large) number of
other potentially predictive variables (SNPs, environmental variables and so on) that, in a
linear or a more complex combination, are supposed to predict the value of a target variable.
While the methods differ in how well they capture and visualize the interplay of the
potentially predictive variables, all of the above approaches can be expressed as a
combination of variable selection process and classification (or, in case of continuous
phenotypes, estimation). However, in idealized systems biology modeling there is no such
thing as a single target or dependent variable — rather, a network of diverse variables
(corresponding to biological entities) and their interactions is reconstructed from the data. Of
course, while all the variables are ‘equal’, some, like pharmacotherapy response, are ‘more
equal than the others’, and it would make sense to concentrate on the subnetworks centered
around such variables.

Reverse-engineering biological networks

Reconstruction and visualization of the biological networks from the omics datasets is a
central part of the systems biology toolkit. Its main appeal lies with the network format
being a natural representation for the biological processes at many levels of biological
hierarchy. Network-based descriptive modeling is naturally more flexible than the
predominantly classification-based approaches we have reviewed so far; however, that
model flexibility comes at a price of increased computational burden and propensity for
overfitting. Not surprisingly, the main shared drawback of all biological network
reconstruction methods is limited scalability. A variety of methods for reverse-engineering
biological networks from the data exist, including the information-theoretic based
approaches (integration of pairwise mutual information or entropy measurements) ([41] and
references therein), ordinary differential equations (ODE) [42], structural equation [43],
Granger causality [44], Bayesian networks (BN) and dynamic Bayesian networks (DBN). In
this section, we will focus predominantly on the BN and DBN approaches; however, many
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of the considerations discussed (scalability, visualization and interpretability) apply equally
to all of these techniques. An empirical comparison of some of these methods can be found
in [41,45]. While these methods have different mathematical motivations, conceptually they
are quite similar: a network of nodes (representing biological objects) is automatically
reconstructed from the flat datasets. Intuitively, nodes showing the strongest mutual
correlation should be connected in the reconstructed network. Strengths of pairwise
connections can be quantified using information-theoretic metrics [41], explicit biological
process modeling [42,43], or statistical metrics (BNs and DBNs), and then the optimal
pattern of connections (nhetwork topology) can be found that fits observed data the best. This
framework can be extended by incorporating time (dynamic) or causal [44] dimension,
wherein a node is not just ‘correlated’ with another node, but ‘causes’ it. ODE and structural
equation modeling methods require explicit formulation of underlying biological processes,
while information-theoretic, BN and Granger causality approaches are more agnostic. At
this time, it is unclear whether any of these approaches holds distinct advantage in terms of
performance (accuracy of network structure reconstruction) — it is likely to be strongly
dependent on the actual dataset(s) under consideration — but as one of the more mature
methodologies, BN modeling has a distinct edge in both scalability and quantity and quality
of available software implementations.

The principal feature of the BN approach is treating the network nodes (corresponding to the
biological entities, such as SNPs, genes, proteins, metabolites or phenotypes) as random
variables. Accordingly, the edges (connections) in the network represent the dependencies
between the variables, and their absences — conditional independencies. The network itself
is, therefore, a graphical representation of a joint probability distribution of the random
variables. Just like the actual biological networks being modeled, BNs are “sparse’ (not
everything is connected with everything else), and the task of reverse-engineering a BN
from the data can be deconstructed into inferring a BN topological structure (stable network
edges) and then propagating the probabilistic inference through the network to estimate its
local parameters. After searching through the model space of many possible BN topological
structures, the ones fitting the data the best are selected; the model fit being equal, more
‘compact’ (fewer nodes and lower edge density) models are preferred to avoid overfitting.
The amount of over-fitting can be controlled by adjusting sensitivity/ specificity balance.
The validity and robustness of the reconstructed BN can be ascertained using likelihood
ratio-like tests and statistical resampling techniques, such as bootstrapping and cross-
validation. BN modeling goes back to the seminal works such as [46,47]; however, only in
the last two decades nontrivial BN modeling became computationally feasible (see [48,49]
for early BN modeling applications to the genetic data). The theoretical foundation of the
BN modeling can be found in [50,51,101]; see [52] for a less formal introduction.

An important aspect of BN modeling is that the nodes in the network can represent different
types of biological objects (unlike, for example, uniformly discrete SNP variables in
epistasis modeling methods). Therefore, an additional data analysis challenge arises —
handling different data types simultaneously. In practice, this is achieved by discretizing the
continuous variable values, or by implementing more complex (‘hybrid’) local probability
models [48]. Typically, the actual implementations are software-specific and, to our
knowledge, there is no ‘universal’ approach available at this time. Of particularly high
importance to the field of pharmacogenomics is potential application of BN modeling to the
metabolomic data, which invokes dealing with a completely new data type (metabolomic
measurements) — continuous variables with largely unknown distribution(s) — that is also
dependent on quality control and imputation algorithms built into the data capture platform.
Data-type heterogeneity also complicates missing data imputation algorithms. In BN,
advanced imputation algorithms typically take advantage of assessing the immediate
network neighborhood of a variable with missing values, in addition to the simpler standard
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imputation by assignment of an extra variable state, majority or application of proximity
rules. Finally, optimizing data storage formats becomes very important when dealing with
large heterogeneous datasets — the most computationally efficient algorithms convert all the
mixed-type data into numerical single-type data, separate these from annotation, and store
the values of variables ‘row-wise’ on the disk in order to achieve the quickest possible
access to the ‘column’ (variable) data within a given programming environment (see [53] for
a GWAS example).

In general, the scalability of BN reconstruction is limited by two factors. One is the innate
complexity of BN models — using local search heuristics (such as hill-climbing) or more
sophisticated optimization algorithms (hill-climbing with restarts and simulated annealing)
somewhat alleviates the problem, but at the expense of likely achieving suboptimal BN
model(s) for any realistic dataset. Recent attempts to scale the BN methodology up to the
hundreds of thousands of SNPs [54,55], while promising, essentially reduce the flexibility of
the general BN model to the levels of a naive Bayes classifier [56], thus partially
sidestepping the problem. The second factor limiting the scalability of BN modeling is the
ability of a human expert to ‘grasp’ the reconstructed BN in its entirety. Possible solutions to
these scalability, search exhaustiveness and visualization problems include using optimized
‘row-wise’ data storage formats [53] for speeding up the input/output process, using ‘sparse
candidate’-type algorithms [102] for preestablishing the edges (or absence thereof) between
the SNPs or other common variables before reconstructing the network structure, using
highly sparse BN structure priors, heavy parallelization, when possible, and ‘looking-glass’
visualization of the reconstructed BN that allows the human expert to zoom in on network
neighborhood(s) of particular variable(s). The latter can be conveniently done by exporting
the reconstructed BN in a graph markup language script that is subsequently processed by
the graph visualization rendering engine (e.g., GraphViz [103]).

The wealth of recent literature in BN modeling in the context of systems biology illustrates
other important aspects of BN reconstruction, software implementation and applications.
One intriguing research direction is moving from correlations, or associations, to inferring
causality by means of experimental intervention [57,58]. DBNs can be a better fit for
modeling time-varying biological systems, and are especially appropriate in dealing with
metabolic pathways, gene regulatory networks and gene-expression data [59,60]. A useful
DBN modeling tool is introduced in [61]. In addition, DBN-derived graphic duration models
can be used in application to survival analysis, which is highly relevant to the
pharmacogenomics phenotypes and endpoints. Majority of recent BN modeling applications
are centered around large-scale GWAS and gene-expression data-sets, indicating attainment
of a certain level of methodological maturity [62—-66]; however, scalability will remain a
principal challenge in foreseeable future. Fortunately, just as with the systems biology data
analysis in general, BN modeling can substantially benefit from merging the purely data-
driven approach (BNs derived strictly from the omics datasets, with no prespecified network
topological structure priors) with the existing expert, or prior knowledge. Using prior
knowledge (including known molecular pathways) to augment the GWAS analysis is
extensively discussed in [12,18]; one of the major benefits being increased scalability and
specificity. This approach naturally translates to the BN reconstruction: by selectively
choosing biologically realistic network topology priors, and by ‘forcing’ or ‘forbidding’
certain edges, one could, in principle, drastically shrink the network model search space. In
particular, the choice of biologically-motivated network structure priors before
reconstructing the BNs from the datasets can substantially influence the quality of the
resulting networks [67—70]. Another intriguing opportunity lies in formally contrasting BNs
reconstructed from the data with the literature (ontology)-derived pathways and BNs
[104,105]; see also [71] for a recent comprehensive comparison. However, this has not been
extensively studied so far (but see [72] for a promising approach). It remains to note that
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three comprehensive general-purpose BN reconstruction software lists can be found at
[106,107]. In addition, specialized R packages that can be used to reconstruct biological
regulatory networks using BNs and DBNs are also available [108,109]. Another useful
resource is the Dialogue for Reverse Engineering Assessments and Methods (DREAM)
project [110].

Conclusion

First attempts to reverse-engineer gene networks from heterogeneous omics (specifically,
genome-wide microarray expression) data using BN modeling in the context of phar-
macogenomics and drug-related phenotypes (human endothelial cell fenofibrate treatment,
S. cerevisiae systemic drug response) go back to 2005 [73,74]. This approach successfully
led to the automated generation of ‘druggable’ biological networks, genes and pathways,
thus directly contributing to achieving the primary goals of pharmacogenomics research (as
outlined at the beginning of the article). Subsequent work resulted in much more
comprehensive understanding of the pharmacogenomics of antihyperlipidemia drug
response [75,76]. At this time, use of BN modeling in pharmacogenomics data analyses is
becoming increasingly commonplace [77-79].

Arguably, three of the more important domains within current pharmacogenomics research
are personalized cancer pharmacotherapy, toxicogenomics, and explicit incorporation of
biochemical (pharmacodynamic—pharmaco-Kkinetic) principles into genetic models of drug
response. It is, therefore, highly indicative that some of the latest research in these areas
largely relies on the systems biology paradigm and methodology ([80-82], respectively).

In summary, it is abundantly clear that the systems biology approach can be very fruitful
within the domain of pharmacogenomics and pharmacogenetics research. For any given
pharmacotherapy phenotype of interest, moving from the captured relevant large-scale ‘omic
datasets to the descriptive and predictive models incorporating the interplay of numerous
genetic (and other) factors contributing to this phenotype is the first, and critical, step on the
road to individualized prescribing and new drug discovery. The main question is: at this
time, do we possess the mature data analysis methods and tools to accomplish this task? In
our opinion, the answer is (a somewhat guarded) yes.

Future perspective

The three major challenges that we face in development and successful application of the
systems biology data analysis methods remain increasing scalability and specificity,
incorporating many different data types (and biological hierarchy levels) into the data
analysis framework, and seam-lessly incorporating prior biological and expert knowledge.
While the latter approach allows us to significantly increase the scalability and specificity of
existing model search algorithms, it would be more appropriate to evaluate where we are
right now from the more objective perspective (of purely data-driven analysis). As an
example of what can be currently accomplished, it took us several days to reconstruct and
visualize a BN from a 500,000 SNP GWAS dataset using a high-end eight-core workstation.
This is representative of the current crop of systems biology data analysis tools that take
advantage of many algorithmic refinements and shortcuts, ranging from more advanced
local search and optimization algorithms to parallelization to efficient data storage and
memory utilization. It should be noted that modularity of biological systems, reflecting their
evolutionary origins, allows us to adopt a bottom-up modeling approach, where we can first
concentrate on a number of smaller semi-independent subsystems (networks) and later
integrate them into a larger framework (e.g., moving from the SNPs within a gene to a gene
interaction network).
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Over the last few years, substantial progress has been achieved in both understanding of
how, and why, systems biology data analysis should be applied to the data generated by the
pharmacogenomic studies, and refining the relevant data analysis algorithms and software.
Coupled with the increasing availability of high-performance computing resources, and our
ability to harness them more efficiently, it bodes well for the future of systems biology
approach to the pharmacogenomics research. Most importantly, we predict increasing
availability and variety of software tools that can automatically reverse-engineer biological
networks from the large-scale omics data, and increasing humber of applications of the
aforementioned tools to the real-world pharmacogenomics studies and datasets.
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Executive summary

Systems biology

L] A useful paradigm for ‘making biological sense’ of large-scale omics
datasets, particularly in the pharmacogenomics studies.

L] Availability and variety of systems biology data analysis tools is limited and
S0 is their scalability.

Systems biology data analysis methodology

L] Diverse group of methods that share one common goal — reconstructing
biological model(s) from the “flat” datasets — and one common concern: how
to overcome the ‘dimensionality curse’ (too many variables by too few
observations/individuals).

Modeling epistasis

L] A group of well-established statistical genetics methods that can account for
gene—gene interactions and are directly applicable to pharmacogenomics
studies. However, they are somewhat limited by the explicit genetic models
employed.

Machine lear ning methods

L] Can be roughly subdivided into variable selection, classification (estimation)
and biological network reconstruction approaches.

L] The latter are less limited by the model constraints (i.e., can approximate
almost any real biological network), but must pay the price of added
computational complexity.

Rever se-engineering biological networks

L] This activity is the cornerstone of systems biology data analysis. Many
methods are available; however, few of them scale up to the typical modern
large-scale omics datasets.

Conclusion

L] The systems biology paradigm is becoming increasingly useful (and widely
accepted) in pharmacogenetics and pharmacogenomics.

L] However, systems biology data analysis method development has not kept
pace with the rapid progress in genomic technologies.

L] We believe that in the next 5-10 years systems biology data analysis
methods, in particular biological network reverse-engineering methods, will
become standard tools for pharmacogenomics research.
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