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Abstract

We present new techniques for the application of the Bayesian network learning framework to the problem
of classifying gene expression data. Our techniques address the complexities of learning Bayesian nets in several
ways. First, we focus on classification and demonstrate how this reduces the Bayesian net learning problem to the
problem of learning subnetworks consisting of a class label node and its set of parent genes. We then consider two
different approaches to identifying parent sets which are supported by current evidence; one approach employs a
simple greedy algorithm to search the universe of all genes, and a second approach develops and applies a gene
selection algorithm whose results are incorporated as a prior to enable an exhaustive search for parent sets over a
restricted universe of genes. Two other significant contributions are the construction of classifiers from multiple,
competing Bayesian network hypotheses and algorithmic methods for normalizing and binning gene expression
data in the absence of prior expert knowledge. Our classifiers are first developed under a cross validation regimen
against two publicly available data sets and then validated on corresponding out-of-sample test sets. The classifiers
attain a classification rate in excess of 90% on each of these out-of-sample test sets.

1. Introduction

The advent of high-density microarray technology for gene expression profiling on the genomic scale (Schena
et al, 1995; Lockharet al, 1996; DeReset al., 1997; Brown and Botstein, 1999) has opened new avenues of
research in data analysis and knowledge discovery. With the huge quantities of data now being generated, the
opportunities, as well as the challenges, appear almost limitless.

Recent literature explores several types of analyses of gene expression data:

e gene clustering, in which subsets of genes exhibiting similar expression patternscasexs.g., patients,
experimental conditions, points of a time-series) are identified (Eseh, 1998; Tavazoiest al, 1999;
Getzet al, 2000; Rigoutsost al, 2000; Ben-Doet al, 2001);

e case clustering, in which sets of cases that exhibit similar gene expression patterns are identified (Alizadeh
et al, 2000; Gett al., 2000; Rigoutsost al, 2000; Bhattacharjeet al., 2001);

e case classification, in which the value of one or more attributes external to expression data (e.g., disease
subtype, treatment response, prognosis) is predicted from gene expression levekt @atD99; Golub
et al, 1999; Ben-Dotet al, 2000; Ben-Doet al,, 2001; Kharet al,, 2001; Ibrahimet al,, 2002; Pomeroy
et al, 2002; van't Veeet al,, 2002); and

e gene network reconstruction, in which models of the gene regulatory system are built (Frietadan
1999; Murphy and Mian, 1999; Tobiet al, 1999; Friedmaret al, 2000; D’haeseleer, 2000; Woolf and
Wang, 2000; Pe’eet al,, 2001). This objective can be viewed as subsuming the others, provided that the
external classification variables are included as nodes in the network.
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Two factors influence a researcher’s focus: the questions of interest in a given setting and the nature of the
data sets available. Each of the goals sketched above is of great import, and, in fact, advances in one area
often contribute to advances in the others. For example, the identification of strong gene clusters, in addition to
indicating potentially significant biological relationships (e.g., co-regulation), in some instances may allow a set
of genes to be collapsed into a single abstract unit, thereby reducing problem dimensionality and allowing other
objectives to be more successfully addressed.

The data sets available may or may not include information to support classification. Training data that
is labeled—associating with each training case the class to which it belongs—supports statistical methods for
constructing a classifier. After training on a collection of labeled data, a classifier is constructed which, when
presented with new query cases, predicts a class label from gene expression levels and other possibly relevant
information which may be associated with a case. Without class-labeled data, genes and cases can be clustered
but not classified. Often, however, an effort is made after the fact to construe biological significance for the
clusters formed; the success of such clustering methods depends critically on there being a relationship between
the measure of similarity used to perform clustering and actual biological similarity. Techniques that attempt to
classify after training on labeled data are referred teugervisedwhile those that do not utilize labels in training
(e.g., many techniques for gene and case clustering) are knownsapervised

Additionally, various amounts of prior information (e.g., expert knowledge, such as previously known or
suspected functional relationships) can be associated with gene expression data in an attempt to guide the anal-
ysis methods toward better results. Again, the amount of information available—and the degree of belief in this
information—determines what information can be utilized and how it can be utilized. Little is understood re-
garding how such information can best be represented and applied within a rigorous and consistent framework.
Such a framework will become of ever increasing importance as our biological knowledge base grows and as our
objectives increase in their scope and complexity.

Our group at the University of New Mexico (UNM) is fortunate to have unusually large microarray data sets,
with a substantial amount of associated clinical information. This clinical information can be utilized both as
additional input and to establish classification criteria. For example, clinical history might be available that allows
us to search for correlations between environmental factors and gene expression levels and, ultimately, biological
manifestation (e.g., disease). In the realm of classification, we expect to have several interesting class labels to
associate with our gene expression data, thus allowing us to explore a variety of supervised classification prob-
lems. Information that will be available to us includes disease absence or presence, disease type (e.g., leukemia
subtypes), response to treatment, relapse / nonrelapse information, and karyotype.

Consequently, we are motivated to concentrate on the development of methodologies that can exploit the
unusually rich amount of information to be associated with our gene expression data and to develop techniques
particularly well suited to classification in this context. At the same time, we anticipate soon extending our
objectives to include the construction of gene regulatory networks and wish also to be able to integrate in a rigorous
way external information, such as prior identification of key controlling genes, causal relationships between genes,
and known or hypothesized gene clusters. As is argued in the sections to follow, we believe that the mathematically
grounded framework oBayesian networkéBayesian nets)—for example, Pearl (1988) and Heckeretai.
(1995)—satisfies these goals quite well. Furthermore, the ability of Bayesian nets to integrate prior knowledge
with observational evidence potentially provides researchers with the ability to build incrementally solutions to
problems of increasing scope and complexity.

The remainder of this paper is organized as follows. Section 2 briefly reviews the application of Bayesian
nets in gene expression analysis, comparing our approach and objectives to some of the most successful related
approaches appearing in the recent literature. Section 3 details the key mathematical elements of our approach to
using Bayesian nets in classification. Section 4 presents alternative search methodologies which we have utilized
in Bayesian net classifier construction. Section 5 describes our experimental design and presents a suite of results.
Since we began developing and implementing our techniques prior to the production of microarray data at UNM,



the experimental results reported here are against two publicly available Affymetrix data sets:

e MIT leukemia data (Golulet al, 1999), for samples of two types, ALL and AML, of leukemia. This data
setis available atttp://www-genome.wi.mit.edu/mpr/data_set_ALL_AML.html).

e Princeton colon cancer data (Alebal., 1999), for normal and tumor tissue samples (available at
http://microarray.princeton.edu/oncology/affydata/index.html).

At the time of this writing, the UNM data is becoming available, and a forthcoming paper will report on experi-
mental results against those new data sets.

2. Bayesian Nets and Gene Expression Data: A Brief Overview

A Bayesian net (Pearl, 1988; Heckermatral,, 1995) is a graph-based model for representing probabilistic
relationships between random variables. The random variables, which may, for example, represent gene expres-
sion levels, are modeled as graph nodes; probabilistic relationships are captured by directed edges between the
nodes and conditional probability distributions associated with the nodes. A Bayesian net asserts that each node
is statistically independent of all its nondescendants, once the values of its parents (immediate ancestors) in the
graph are known, i.e., a noaés parents rendens and its nondescendargenditionally independentt follows
from these conditional independence assertions and the laws of probability that once a conditional distribution
is associated with each node, specifying the probability that the node assumes a given value conditioned on the
values assumed by the node’s parents, a joint distribution for the entire set of random variables is uniquely de-
termined. Algorithms and software packages (Lauritzen and Spiegelhalter, 1988; deaket990; Shafer and
Shenoy, 1990; Dawid, 1992; Decter, 1996; Madsen and Jensen, 1999; Cozman, 2001; Jensen, 2001) have been
developed to help the analyst visualize and query Bayesian nets, making this a very convenient representational
tool.

While Bayesian nets have found much use as a representational tool for modeling known probabilistic rela-
tionships, from the perspective of the gene expression analysis tasks of current interest, their primary utility lies in
the fact that they also are a powerful learning paradigm. A body of work has evolved—see, for example, Buntine
(1991), Buntine (1996), Dawid and Lauritzen (1993), Friedman and Goldszmidt (1996), Hecletrahgi995),

Lam and Bacchus (1994), Pearl and Verma (1991), and Spiegelbalie(1993)—in which statistical machine
learning techniques utilize a combination of data (observations) and prior domain knowledge to direct a search for
Bayesian nets which best explain the current state of knowledge embodied by these inputs. This makes Bayesian
nets an attractive framework for gene expression analysis, since they can methodically hypothesize and test gene
regulatory models—and other such relationships—using the rigorous methods of classical probability theory and
statistics.

Not surprisingly then, others—for example, Friednral. (1999), Friedmaret al. (2000), and Pe’eet al.
(2001)—have successfully applied Bayesian nets to the domain of gene expression analysis. Approaches reported
differ from those reported here both with respect to goals (e.qg., the identification of gene relationships versus our
classification objectives) and with respect to the heuristics employed in an attempt to tame the complexities of
the problem. The three cited papers, for example, focus on reconstructing regulatory networks by identifying
network relationships most strongly supported by the data and develop heuristics for construction of Bayesian
nets that reveal such structure.

While construction of regulatory networks is an ultimate goal of our work as well, several more tractable sub-
goals can be identified. Our approach is to focus initially on certain of these subgoals which have high likelihood
of translating into immediate clinical advances and later to synthesize our solutions to address the longer-term
goals of full regulatory network reconstruction. These subgoals include, for example, the following.

4These sets were produced using the analysis algorithms of the Affymetrix Microarray Suite (MAS) Version 4.0. Future data sets will be
based on the newer statistical algorithms provided by MAS Version 5.0nt3@e / /www.netaffx.com/products/mas.html.



Classification, the prediction of a case’s class (e.g., disease type, prognosis) from its gene expression pro-
file and possibly other relevant information: The classification problem—which has not been tackled via
Bayesian nets for the gene expression context in the work reported in (FrieddraBrnl999; Friedmaret

al., 2000; Pe’eet al, 2001)—is the focus of the current paper. As we shall discuss, in Bayesian net terms,
the construction of a classifier can be accomplished through the construction of alternative subnetworks
induced by the class label node and candidate parent sets.

Construction of additional subnetworks to explore isolated regulatory (or other) relationships of interest:
In addition to the class label subnetworks explored in classification, other direct, isolated, relationships are
of interest as well. For example, the immediate relationship between designated genes’ expression levels
or the relationship between some external information—such as a chromosomal translocation—and the
expression levels of some set of genes can be studied. Ultimately, causal links to clinical manifestations
may be suggested.

Gene clusters: The Bayesian net framework can be used to investigate the strength of gene cluster rela-
tionships found by external means and to utilize in a variety of ways sets of highly correlated genes. For
example, potentially large sets of correlated genes can be replaced in the network by a cluster module,
thereby reducing the dimensionality of the space. Inter-cluster relationships and relationships between gene
clusters and (for example) class labels can be investigated. Alternatively, analysis can be focused within a
cluster in hopes of better understanding the co-regulatory effects exhibited by the cluster's members.

Utilization of expert knowledge: The previous point suggests that hypothesized relationships established
outside the framework of a Bayesian net can be imported into a net as prior knowledge. This is just one
example of a very important concept. A second example will be encountered later in this paper when we
discuss how we employ external gene selection algorithms to guide the search for good parent sets. More
generally, we ultimately wish to develop the means to import into the rigorous statistical learning paradigm
of Bayesian nets prior knowledge that results from a variety of analyses, including those discussed in each
of first three example subgoals. We believe this capability will provide researchers with a greatly enhanced
ability to tackle problems (e.g., regulatory network reconstruction) whose complexities currently place them
beyond the reach of Bayesian net learning techniques which start from only relatively uniformed priors.

Thatis, in contrast to the most widely reported approaches, our approach is to focus initially on goals more specific
(e.g., classification) or more modest than learning an entire network or general subnetworks, and, by utilizing prior
information (including the results of “external” algorithms), to obtain a more tractable search problem. These
subproblems are important in their own right, and, in the future, we hope to be able to synthesize their solutions
as we address the more comprehensive problems.

3. Focus on Classification

In the remainder of this paper, we focus on the goal of classification, assuming the availability of a labeled
training set of cases, and we detail how we have utilized and tailored the Bayesian net framework in our solution.

3.1. Bayesian Nets and Classification

Friedmanet al. (1997) describes an approach to using Bayesian nets in classification as a way of improving
upon the classification approach knownresve BayegDuda and Hart, 1973; Langlest al, 1992). To our
knowledge, their approach has not been applied in the context of classification from gene expression data. Our
modeling differs significantly from that appearing in Friednetial. (1997), as do our search procedures, scoring
functions, and distribution synthesis methods. In particular, we tailor our methods to deal with problems caused
by the very high dimensionality (i.e., large number of genes, each of which assumes a wide range of values)
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inherent in gene expression data, while exploiting the belief that a relatively small number of genes is actually
required to predict most classes of interest. We will contrast the Bayesian classifiers later in this section.

We view each gene as a random variable, with the class label as an additional random variable. The genes
assume expression levels (which we shall bin into a small number of distinct values), and the label assumes values
such as “cancer” or “no-cancer”, type of cancer, or response to treatriant: denotes a vector of expression
levels assumed by the sgenesof all genes in a single case, anpddenotes a value assumed by the class label.

The classification problem can be stated as learning the posterior conditional distribution of the cla€s label
conditioned on the gene expression levels, that is, the collection of conditional probabilities

Pr{C =cx | genes=< e >, current knowledgg,

one for eaclry and< e > combination.

The current knowledgeppearing in the conditioning event of the above probability generally includes both
a training set of cases, and prior distributions over subsets of the random variables. In addition to a training set
of cases and prior distributions, current knowledge may capture, for example, prior beliefs regarding biological
mechanisms. From this perspective, classification is a problem of statistical density estimation. After viewing
the training set—a sample of vectors of expression values with an associated class label, drawn from the same
distribution as the query cases we later will be asked to classify—we apply laws of probability to update our priors
and “learn” this common distribution. We then are able to estimate the probability thatgjsietgss labeb|C]
is ¢k, given thatg's expression vectagjgenesis < e >.

The main difficulty in this learning problem is that the huge dimensionalitaé > implies that any
realistically-sized sample will provide only extremely sparse coverage of the sample space. For example, even if
continuous expression levels are partitioned into 2 or 3 discrete bins, eachrafrtfizero f_bingumberof-genes
combinations of (binned) expression levels of the several thousand genes which appear in the training data typi-
cally appears only once, and combinations in the query cases typically have not appeared at all in the training data.
Consequently, estimation of the conditional distributions from simple joint frequencies observed in the sample is
impossible.

We consider Bayesian nets in which each gene is a node, and the class label is an additional node having no
children. Associated with each nodés a conditional distribution, a set 8f—y,par—<p> = Pr{n=v| Par(n) =<
p >}, specifying a conditional probability for each valueof n, conditioned on each combination of values
< p > of the parents ofi. Note that a Bayesian net is a pé&B, ©), whereG is a directed acyclic graph (DAG),
and© supplies a conditional probabili§—y par—<p> for every node value, parent set-combination implied by
G. Such a paifG,©) compactly encodes a unique joint distribution over the nod&s; dhis joint distribution
Pr{genes=< e >,C = ¢}, and any conditional distribution over the random variables represented by the nodes,
can be recovered via various known graph traversal algorithms (Lauritzen and Spiegelhalter, 198&tJdnsen
1990; Shafer and Shenoy, 1990; Dawid, 1992; Decter, 1996; Madsen and Jensen, 1999; Cozman, 2001; Jensen,
2001).

If we had a fixed Bayesian net that encoded the true distribution from which each case is drawn, we could
extract a classifier, namely the subgraph defined by the class labeCranie its parent se®ar(C), along with
the associated conditional distributio®s_c,,par—<p> = Pr{C = ¢ | Par(C) =< p >}. Note that the conditional
independence assertion associated with (leaf) i@daplies that the classification of cagedepends only on
the expression levels of the genesRar(C), i.e., distributionPr{q[C] | g[gene$} is identical to distribution
Pr{q[C] | g[Par(C)]}. Note, in particular, that the classification does not depend on other aspects (other than the
parent set o€) of the graph structure of the Bayesian net.

Now, of course, we are not given the “true” Bayesian net. Rather, we are given a collection of training cases,
and our task is to build a classifier. One approach is to attempt to learn one or more “plausible” Bayesian nets
and proceed as described above. In light of the previous discussion, it is apparent that we can reduce our problem
to the problem of identifying the parent sets®fin plausible Bayesian nets and of estimating the conditional
probabilities associated with no@and these parent sets. In particular, once given a hypothesized parent set,



density estimation becomes far more tractable. Rather than being concerned with combinations of all the genes,
we are concerned only with combinations of the parent set, and hence a training sample will generally provide
much better coverage of this reduced space.

It is important to note how our modeling differs from that of a naive Bayesian classifier (Duda and Hart,
1973; Langleyet al, 1992) and from the generalization described in Friedetzed. (1997). A naive Bayesian
classifier assumes independence of the attributes (genes), given the value of the class label. Under this assump-
tion, the conditional probabilitr{q[C] | q[gene$} can be computed from the prodygt; cgener{a(di] | A[Cl}
of the marginal conditional probabilities. The naive Bayesian model is equivalent to a Bayesian net in which
no edges exist between the genes, and in which an edge exists between every gene and the class labels. We
make neither assumption. Rather, we ignore the issue of what edges may exist between the genes, and compute
Pr{q[C] | qlgene$} asPr{q[C] | g[Par(C)]}, an equivalence that is valid regardless of what edges exist between
the genes, provided only thBar(C) is a set of genes sufficient to render the class label conditionally independent
of the remaining genes. Friedmanal. (1997) drops the independence assumption of a naive Bayesian classi-
fier and attempts to learn edges between the attributes (genes, in our context), while maintaining an edge from
the class label into each attribute. This approach yields good improvements over naive Bayesian classifiers in
the experiments (application domains other than gene expression data) reported in Feedingt997). Our
approach exploits a prior belief (supported by experimental results reported here and in other gene expression
analyses) that for the gene expression application domain, only a small humber of genes is necessary to render
the class label (practically) conditionally independent of the remaining genes. This both makes learning parent
setsPar(C) tractable, and generally allows the quanit{q[C] | g[Par(C)]} to be well estimated from a training
sample.

Our approach requires that we address the following issues, which are considered in the sections to follow.

e What does it mean for a Bayesian net to be plausible?
e What do we do with multiple plausible Bayesian nets?

e How do we find (the parent sefgar(C) in) plausible Bayesian nets?

3.2. Scoring the Nets

The derivations in this and the following section summarize and adapt to our context the work appearing in
Heckermaret. al. (1995), and we implicitly accept the set of assumptions made there.

Bayesian net structures are hypotheses. Each network stré&taypothesizes a collection of conditional
independence assertions. Were hypoth@disie with probability 1, the assertions it encodes, plus the priors and
observation®, would induce via the laws of probability a posterior distributfd® | G, D, prior) over the space
of conditional distributions foG, where eacl® in the space contains conditional distributidhs., par—<p> for
each node in G. Of particular interest are expectations under this distribution of the form

E(Bn-vpar—<p> | G, D, prior) = / f(©| G,D, prior) x 8n—y par—<p>dO,
as this isPr{n = v| Par(n) =< p>,G, D, prior }. For classification, of course, the desired quantity is
E(Bc—c,,par—<p> | G, D, prior)

= Pr{C=c¢]| Par(C) =< p>,G,D, prior}
= Pr{C=c| <e>,G,D,prior},

for any full expression vectot. e > whose projection onto the parent §air(C) is < p >.
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In a learning context, we generally never obtain a single net struGusith certainty, but rather obtain a
collection of plausiblés;. Therefore, it is desirable to employ a probabilistically-based scoring function, both to
guide our exploration of nets, and to specify how to blend the distributions they induce. In a Bayesian framework,
one scores how well a hypotheS§isfits {D, prior } by computing

Pr{D | G, prior} = /Pr{D | ©} x f(©| G, prior)d®.

Then, from priorsP(G;) over network structures, we can obt&#n{G; | D, prior}. Such a scoring function is
known as éayesian metric

If we evaluated all possible structur€sin this manner, the posterior distribution over joint distributi@s
of the nodes in the networks is computed by

f(©; | D, prior) = g f(©; | Gi,D, prior) x Pr{G; | D, prior}.

The classification probabilities
Pr{g[C] = ¢ | g[gene$=< e>,D, prior}

of interest then are the expectations

E(eq[C]=ck,q[gene§s=<e> | D, prior) (1)
under this distribution, and are obtained as a weighted sum of expectations, namely

gE(eq[C]:ck,par:<p> | Gi,D, prior) x Pr{G; | D, prior}, 2

where each parent vecter p > is the projection ok e > onto the parent sqgiar of C in eachG;. That is, the
probability eactG; assigns t@|[C] giveng[genesis weighted by the posteriir{G; | D, prior }. In principle, if we

could evaluate this sum over &@| we would have an exact posterior—and hence classifier—given the current state
of knowledge represented by our priors and the observed cases. The more peaked is the diRrify@n-

ck | gl[genes=< e>, D, prior } about its mode class, the higher is the probability that the classification provided
for queryqis correct.

3.3. Computational Considerations

Our task can be viewed as approximating expression (2) by finding a set of nets whose respective contributions
dominate (e.g., because they have relatively high posterior waRgi&; | D, prior }) the evaluation of this sum.
Some empirical studies (Cooper and Herskovita, 1992; Heckeghah, 1995) indicate that, in a variety of
contexts, a relatively small number of the nets considered (e.g., often 1) have weights large enough to materially
influence the evaluation, since the weights drop off quickly as edges which represent necessary dependencies
are omitted or edges which represent unnecessary dependencies are added. The experimental results reported in
Section 5 explore the effect of varying the number of nets used in this approximation. One important conclusion
we draw is that, in the context of high-dimensional gene expression data, the inclusion of more nets than is typical
appears to yield better results. Our experiments indicate this to be the case both because the “polling” provided
by a large number of nets is more accurate than that provided by a small number, and because a large number of
nets often provides better coverage of the expression level combinations observed in the query cases (that is, the
inclusion of more nets increases the chances that gyeexpression levels projected onto some included parent
sets have been observed in the training sample).



On the surface, the evaluation of even a sifglseems a formidable task; both the expectations (1) and the
Bayesian metric require an integration over potentially arbitrary distributior®.fétowever, following the work
of Heckermaret al. (1995), we assume that a prior distribution is specified in terms of a complete net and is
Dirichlet. Intuitively, such a prior can be equated with an imaginary sample of joint observations of the random
variables that represents the analyst’s beliefs—both in terms of relative frequency counts (corresponding to prior
probabilities) and absolute size (corresponding to degree of belief)—prior to observing the sample cases. This
prior distribution on the nodes of a complete net induces on the nodes of any net a unique prior distribution
consistent with a modest set of assumptions. Then, forGayd this induced prior distribution, plus a set of
observed cases, the calculations reduce to a closed form.

In particular, the closed form for the expectation is

E(en:v,par:<p> ‘ G,D, prior)
- / f(e | G7 D7 pI'IOI') X en:\/’par:<p>de
= (py+Npy)/(op+Np), 3)
whereNp is the number of cases observediiin which Par(n) =< p >, Npy is the number of cases observed in
D in which Par(n) =< p > andn =, anda anday are derived from prior probabilities for these combinations

of values and, under our prior assignments, are extremely small (see Section 3.4 and Heekain{a895)).
The closed form for the Bayesian metric is

Pr{D | G, prior}
/Pr{D 1O} x f(©| G, prior)d®

_ r(ap) I (ot pv+ Npv)
= I Fap g U Tiag)

\

where
I" is the Gamma function;
nranges over the nodes G
p ranges over values p > of Par(n) for the noden fixed by the outermod];
v ranges over the values of the nauléixed by the outermodt|; and

Op,apy, Np, Npy are as defined above, with respect to the notieed by the outermodt).

The above expression fd&r{D | G, prior }, which assumes a Dirichlet prior, is known as BB (Bayesian-
Dirichlet) metric (Technically, the BD metric is more commonly defined in terms of the joint posterior probability
Pr{D, G| prior}, which is simply the above expression multiplied by the network (R(@s).)

Further simplifying the computational task is the observation that the scoring function is decomposable; it can
be expressed as the product of scores over the nodes, where a node’s score depends only on its parent set. In our
restricted context of classification, this means we can ignore the score of every node except the label, effectively
using theBD metric as an evaluator of potential parent sets. More preciselBEhevaluation of a parent set
Par(C) is nodeC’s contribution to theBD score ofany Bayesian net containing this subgraph. In particular (in
contrast to a naive Bayesian classifier, in which there must be no edges between genes), the decomposability of
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the BD score allows the hypothesis represented by parefesét) to be evaluated in isolation of the question of
what other edges may exist in the network. Similarly, since the expectation of interest depends only on frequencies
of nodeC and of its parent set, the remainder of the network can be ignored in our context.

3.4. Specification of Priors

In each of the experiments reported, we choose an uninformed prior over the distributions that can be as-
sociated with any given network structure. In particular, we employ an extremely small equivalent sample size
(Heckermaret al, 1995) of 0.001, and assign each joint combination of variable values equal probability. There
then is a simple translation of this prior to priors over the possible conditional distributions in any given net-
work structure, yielding thepy andap appearing in expression (3). Our choice of prior minimizes its impact on
posterior calculations, allowing the data to dominate.

The network structure§ are assigned a uniform prior also, but after various prunings (see Section 4) have
been imposed. In the context of our minimal-knowledge greedy algorithm, a prior which assigns equal probability
to each DAG in which the class label has or fewer parents (and zero probability to all other DAGSs) is used, for
some specified maximum cardinality choi@€. In the context of the external gene selection algorithms, a prior
which assigns equal probability to each DAG in which the class labeMas fewer parents, each of which is a
member of the selected set of genes (and zero probability to all other DAGS), is used.

Current research is considering how various types of expert biological information can be incorporated into
priors and utilized by our methods. This is an area we believe to be critically important to future advances.

3.5. Binning Issues

Though Bayesian nets can be utilized to represent continuous distributions, most Bayesian net procedures
assume that the random variables take on only a small number (e.g., 2 or 3) of discrete values. This requires
procedures to discretize (i.e., collapse) typically continuous gene expression values. We describe in Section 4
the two relatively simple approaches we have used with our current search procedures. The first method bins
expression values into “low”, “medium”, and “high” based on the distance of a particular expression value from
the gene’s mean expression value. The second method is more closely coupled with our external gene selection
method and produces a binary binning based on a maximal “point of separation” in the training data between the
classes.

While these simple methods have produced good classification results, we point out here that there are many
interesting avenues of research in which the binning procedure is more integrated with the search for good
Bayesian nets, and candidate binnings are evaluated in the same framework as are other aspects of the nets.
We consider this to be an important avenue for future research.

3.6. A Multi-Parent-Set Classifier

We have indicated how a parent set of the class label corresponds to the relevant (for classification) subgraph of
a Bayesian net and, with expression (2), how the class distributions associated with each parent set in a collection
of parent sets are combined by means oBBescoring metric. Our method then is to build a classifier from some
number?s of parent sets that score high under Bi2 metric. That is, we perform some form of search (see the
next section), selecting thBS top scoring parent sets, and these are the sets whose distributions contribute the
terms for our approximation of the expression (2). We see from expression (3) that the individual probabilities
contributed are simply of the forifo py + Npy) /(0tp + Np).

An important phenomenon results from the sparseness of the data, especially in the high dimensional space
of microarray data. It is possible that the combinations of values appeargigan| for some of the parent sets
par; are not seen in training or seen only minimally (for example, one or two occurrences). The distributions



yielded by such nets will then reflect only the prior, which (as we shall generally assume) is uninformed, yielding
equal class probabilities, or will be determined by the handful of training cases withahisombination. It is
important to note that this is the correct posterior distribution under the hypothesis of this parent set and given
current knowledge and should not be interpreted as a “weak” or “missing” distribution simply because it is based
on a small or empty sample. The strength of this distribution as it contributes to (2) is determined solelBDy the
fit. A dispersed distribution (e.g., uniform) learned from a small sample and a peaked distribution learned from
a large sample contribute their expectation in the same way, their relative contributions to the posterior affected
only by theirBD fit.®

Is it correct to treat the sparse-sample based distributions on equal footing with large-sample based distribu-
tions? We consider the variance of the distribution. Variance reflects, among other characteristics, how much the
distribution may be expected to change if more data is observed. In the case of high variance, it is not unlikely
that new data will shift the distribution dramatically.

The variance of the posteri®r{C = c|Par(C) =< p >,G, D, prior } of a binary-valued class label, being a
Dirichlet distribution, is

(Pr{C =clPar(C) =< p>} x (1-Pr{C=c|Par(C) =< p>}))/(ap+Np+1).

So, an interpretation is, when the “sample sidy’is small, or when the probability is spread evenly across
the classes, variance is relatively high, and the distribution is possibly “unstable” in the presence of additional
observations. While the posterior distribution it yields is undeniable given the current state of knowledge, it is not
unlikely to change dramatically given new data. In this sense, itis less “reliable”.

We have experimented with two heuristics for adjusting a parent set’s contribution to the evaluation of a query
case in order to address the issue of the variance of the distribution. Note that unlike BDsstsre, which
is used in parent set selection as well as for a weight in the posterior computation (2), this adjustjeny is
specifi¢ reflecting the amount of varianear(q) in the distribution of a particular querys (unknown) label. The
two adjustments considered are:

e When evaluating a queny, set to zero the weight in (2) of any parent getr; such thatg[par;| has no
occurrences in the training sample. Then renormalize the remaddingeights to sum to 1.

e Generalize the above so thatvhr(q) is the adjustment factor of each gear, and then renormalize
BD/var(q).

A variant of the second adjustment strategy, in which an adjustment factor of zero is useNyiterro, worked
wellin our limited experience with the gene data, and that is what is used in the experiments reported in this paper.
More sophisticated adjustments tied to Bayes risk are the subject of current research.

4. Search

The research presented in the following sections explores two alternative methods of building the type of
Bayesian classifier described in the previous sections.

The first method utilizes minimal prior knowledge regarding good parent sets for the class label and, within
the Bayesian net framework, performs a simple greedy search over the entire set of genes to dafigfoact
parent sets. The second method utilizes gene selection external to the Bayesian net framework to produce a small
setSof “good genes” (like thénformative genesf Ben-Doret al. (2000) and Ben-Doet al. (2001)), and then,

5Though peaked distributions which fit a large sample well tend to have better scores than dispersed distributions that fit small samples
well.
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within the Bayesian net framework, performs an exhaustive search of this set to find th2shegbsets oS
(each subset up to a specified maximum cardinaity.

4.1. Minimal-Knowledge Greedy Building Methods

This family of methods ignores essentially all prior knowledge, including, in the experiments reported here,
prior knowledge of which genes are “control” or “housekeeping” genes, which expression values are deemed
reliable (in particular, as indicated by tRe M, andA values in Affymetrix data), and biologically known rela-
tionships between genes. We do utilize a biological “prior” that deems it likely that only a small number of genes
is necessary to classify the cases, that is, that only a small number of genes is required to render the class label
conditionally independent of the remaining genes. This biological prior is necessary for any frequency-based
classification method to go forward, due to sample size issues, and makes both the greedy and exhaustive searches
computationally feasible. This prior is in fact supported by experiments with the current data sets in which
performance—botBD and our actual classification rates—begins to diminish after a cardinality of rongély
This is not quite conclusive proof, as improvement might follow disimprovement (e.g., as is exploited by simu-
lated annealing), but this seems unlikely, especially in light of sample size issues (e.g., statistically meaningful
numbers of observations of any combination of more than six gene’s expression levels is unlikely).

The version of greedy employed here proceeds in the following manner. On a designated training set (see
details of the methodology in Section 5.1):

1. Use some algorithm to bin the gene expression data.

2. Determine a numbek of seeds, a numbe®$ of parent sets, and a maximum cardinaliig for the parent
sets.

3. SelectX seed genes, based on some “goodness” criterion.
4. For each seed gegg.eqg

a. Initialize the parent set to the singleton §geed}-

b. lteratively build the set to cardinality/ by adding one geng at a time, chosen from the universe of
all genes to maximize thBD score of{current sef U {g}. Maintain a list of the besP$ parent sets
evaluated so far.

5. Construct @& $-parent-set Bayesian net classifier from the list of selected parent sets as described in Section
3.6.

In Section 5.1, we specify the binning and seed selection methods used in the experiments reported in this paper.

Note that every set the greedy method evaluates, starting from each of its seeds, is a candidate for ultimate
selection as one of thBS parent sets—even those sets of smaller than the maximum cardimélity particular,
at every iteration, in going from cardinalityto c+ 1, every extension of the best parent set of cardinaliets
a chance to be on the list of top parent sets. Consequently, some seeds may contribute more than one parent set;
others may not contribute any parent sets at all.

This simple greedy method was implemented initially as a proof of concept; we suspected it would have
many flaws and that we would soon replace it with more sophisticated search methods. However, it performed
surprisingly well, as is attested to by both BB scores of the best sets it finds and by the performance on our
cross validation tests of the classifiers it produced (see the results in Section 5). This is not to say that avenues of
potential improvements are not apparent. For example, there often is a great deal of overlap in the membership of
the parent sets produced. Two or three genes tend to be present in a large fractioB $pdrent sets selected.

This is not necessarily a problem, but it might indicate that a nonrepresentative subspace of the set of all possible
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parent sets is being searched. As is discussed in Sections 5.2 and 5.4, this effect could explain why a relatively
small number of high quality parent sets are found by the algorithm.

The issue of (non)representativeness of the subspace searched is best illuminated by again considering the
expression (2) that our methods are approximating. It is possible, at least in principle, that, rather than finding
a representative selection of the highly weighted terms of (2), we are finding the highly weighted terms in only
one region of the space. This would be problematic in the context of classification if, in other regions, the high-
scoring sets contributed distributions that pushed the overall classification in an opposite direction, or, as appears
to be observed in some of our testing, if not enough good parent sets are found to provide adequate coverage
of the query cases. Consequently, we wish to experiment with methods that permit a wider range of regions to
contribute. As an extreme, we experimented with a greedy variant that was prohibited from selecting a gene for
inclusion in a second set once it was used previously. This proved too restrictive and sensitive to orderings, but
several more sophisticated variants of greedy, as well as other combinatorial search heuristics, remain to be tried.

Another approach to search would mimic classical integral approximation techniques (Gander and Gautschi,
2000). In a similar learning context (Helman and Bhangoo, 1997; Helman and Gore, 1998), we employ with some
success a Monte Carlo sampling method to approximate an integral representing Bayes risk. Such methods are
designed to approximate an integral by sampling from regions in proportion to the amount of density contained in
the region and may be adaptable to the current approximation problem.

4.2. External Gene Selection Methods

A second family of methods utilizes gene selection algorithms that have been developed in other contexts.
This is both a promising approach to the classification problem and is indicative of how the Bayesian framework
can be used to incorporate expert prior knowledge of a variety of types. As is the case with the minimal-knowledge
greedy methods, we currently do not utilize prior domain knowledge about the the genes; such information may,
however, be discovered by our external gene selection and normalization methods and then incorporated into the
framework in the form of gene selections, normalization, and binning.

The objective of external gene selection is to identify a small set of genes from which good parent sets can be
constructed within a Bayesian net search procedure. By severely liraipngri the size of the universe of genes
to be searched for good parent sets and the maximum cardinality of the resulting parent sets, an exhaustive search
for the S bestparent sets (under tHgD metric) can feasibly be performed. Thus, whereas the greedy method
described in the previous section heuristically bui®is goodsubsets of the universe of all genes, the external
method finds the?§ bestsubsets of an intelligently restricted universe of genes.

Intuitively, good genes will be those genes whose expression values are strong indicators of a case’s classi-
fication, and we are studying a number of different methods for making such selections. The results reported in
this paper are based on a strategy that compuseparation qualitywalue for each gene—similar to tieNoM
score described in Ben-Det al. (2000) and Ben-Doet al. (2001)—and orders the genes accordingly. We then,
for example, can select the genes that are the best separators.

LetE, By, ..., En be the expression values for a given gene across¢hses of a training set, and let Lo...Ln,
be the corresponding class labels. Without loss of generality, we assume that the expression values are ordered
E1 < E, < ... < Ej so thatl; is the class label of thigh smallest expression value. The separation quality value
of a gene is intended to indicate to what extent identical class labels are grouped togéthépin. L, as a
consequence of the ordering of thevalues. Separation is considered to be perfect, for example, lif, tiabels
are completely “sorted”.

Under the assumption that there are exactly two class laBetsd B, we compute separation quality as
follows. LetAcounti) be the number oA labels inLy,Ls...,L;, and letBcoun(i) be the number oB labels in
L1, Ls...,L;j. For each position & i < n, we can quantify the relative separation of the class labels if we were to
split into the two set&;,L,,...,L andL; 1, Lit2,...,Ln:
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Acoun{i)  Bcounti)
Acount{n)  Bcountn)

Separatiofii) =
We then define separation quality to be the best of these values:
SeparationQuality= max Se paratiofi )
1<i<n

Genes can be ordered by th8i parationQualityalues, so we can talk about théest or thek worst separators.
The computed values have the following properties.

e Acoun{0) = Bcoun{0) = 0

e Beoun(i) = i — Acounfi),for0<i<n

e Separatiofi0) = Separatiofin) = 0

e SeparationQuality= 1 indicates perfect separation.

e SeparationQualitynecessarily is> 0, sinceSeparatiofil) is 1/Acounin) or 1/Bcounin), depending on
whetherl; is A or B, and we take the maximum of ti8e paratiorvalues.

e We get the sam&eparationQualityalue if we defineAcountand Bcountin terms ofL; 1,Lj.2,...,Ln
instead ofLy,Lo..., L.

We note that if the gene expression values are not distinct, then the ordeEngadfies is not unique, and the
computed separation quality value will depend on the procedure used to break ties. We are considering a number
of ways to pin down the ordering in the case of ties—specifically, to determine an appropriate separation quality
value. We currently break these ties arbitrarily.

In addition to computing a separation quality value, we can use the same computation to propose a binning of
each gene’s expression values into two bins.rhakbe thei value that maximizeSe paratioii), and compute

Emax+ Emaxi1
2 )
which is a gene expression value that lies between the sep&iatatles in the best separation. The computed
BinValuecan be used as a boundary between bins.
We note that the maximizingvalue is not necessarily unique, even if thevalues are distinct; we cur-
rently break these ties arbitrarily. We also note thatx andLmax 1 Necessarily are different labels; otherwise,
SeparationQualityould be increased by increasing or decreasiagby 1.

BinValue=

4.3 Preprocessing the Data (Normalization)

One of the advantages of the Bayesian approach is that it provides a natural mechanism to account for special
domain knowledge in the construction of a classifier. Nevertheless, in our first round of experiments, we are
focusing on the gene expression data, making use of minimal prior knowledge. One of the issues we are addressing
in this simplified context is the preprocessing (normalization) of gene expression data before the application of
our classification procedures. Because of variabilities in gene expression measurements and uncertainties about
the processing done by the tools used to generate thé eatajecided to include the effect of normalization as
part of our studies.

6 Affymetrix Microarray Suite (MAS) Version 4.0.
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Our approach to normalization is to consider, for each case, the average expression value over some designated
set of genes, and to scale each case so that this average value is the same for all cases. This approach allows our
analysis to concentrate on relative gene expression values within a case by standardizing a reference point between
cases. For example, if the expression value within a case of certain gemdative to the expression value of
some reference point gegds an effective class discriminator, then it suffices simply to consider thesdues,
provided cases have first been normalized to a comgneadue. The key difference between the normalization
strategies we considered is the choice of the reference pointggememore generally, the choice of a $&bf
reference point genes. While selecting an appropriatR setlld provide a good opportunity to take advantage of
special knowledge of the underlying domain, consistent with our desire to focus first on raw data in the absence of
prior knowledge, we use here a simple selection method based &e tragationQualitywalue already discussed.

In particular, we selRto be thek worstseparators—that is, genes with the lowssparationQualitywalues—for

some numbek. The motivation for this choice dRis that, as our experiments indicate, a suitable reference point

can be found as the average of the expression values of genes that are independent of the class label for which
we are trying to develop a classifier. Further, normalizing with respect to such genes will not discard information
that might be valuable in class discrimination. Choosingktiv®rst separators for normalization is a heuristic for
identifying genes likely to be independent of the class label.

In summary, the normalization algorithm we used is as follows.

1. LetRconsist of the&k worst separator genes, as described above.

2. LetArepresent the target average value for the genBsAmay be chosen arbitrarily, since its value does
not affect any aspects of the computation.

3. For each casg,

a. Compute the average valUegrc, of the expression values in caSdor the genes ifR.
b. Multiply everyexpression value of cagkby the scaling factoA/Averc.

We tookk to be a parameter to be learned in the course of training and experimented with several different values
accordingly. The results of these experiments against training data are reported in Section 5.3; Section 5.4 reports
how well a choice ok made against training data generalizes to an out-of-sample test set.

5. Results

The MIT leukemia data (Golulet al, 1999) and the Princeton colon cancer data (Aédral, 1999) are
considered. The MIT data consists of 7,129 gene expression values per case. The Princeton data is provided in a
heavily pruned form, consisting of only 2,000 genes per case.

5.1. Experimental Methodology

In order to avoid any possibility of overfitting our results to specific data sets, we set aside from each data set
a fraction of cases, forming test set For the MIT data set, a partition into 38 training cases and 34 test cases
(our set aside, out-of-sample cases) is provided on the MIT Web site. The Princeton Web site provides a single
data set of 62 cases. We randomly partitioned this data set into 38 training cases and 24 set aside test cases. The
test sets were not examinatlall in the course of algorithm development, nor to establish parameter settings, and
were considered only after our best methods, along with their parameter settings, were identified through a cross
validation methodology (detailed below) on the training sets. Results of our best method—as identified against
the training sets only—run against the set aside test sets are reported in Section 5.4.

We now describe the cross validation methodology that was applied to the 38-case training sets in order to
develop our methods and to indicate which techniques would be the most promising to pursue. In particular,
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our initial evaluation of a classifier building method under development employed “leave ond @) ¢ross
validation. On each experiment, a method would train on 37 cases, building a classifier to be used to classify the
single left out query case; the build/evaluate cycle is repeated 38 times, once for each “fold” created by leaving
out of the training a different query case.

Care must be taken during development that the methods used in the classifier construction process not exploit
anyknowledge of the left out query case itis to be evaluated on. That is, any method applied to build the classifier
must be applicable when we turn attention to the set aside test set (or to an actual set of query cases for which a
classification is desired), at which time knowledge of the query’s class label, of course, is unavailable.

This requirement implies, for example:

e Gene selection by external means must be repeated on each of the 38 folds, without being exposed to the
left out case to be used as a query in the evaluation.

e Similarly, if normalization or binning is to use label knowledge, it must not be exposed to the left out case,
and hence must be repeated for each fold. If, however, a binning algorithm does not use knowledge of labels
(as is the case of the algorithm used in connection with the greedy construction), it may inspect the entire
training set, since in an actual classification application, the binning algorithm could inspect the non-label
fields (genes) of the cases to be classified at the time these cases are presented for analysis.

Greedy Parent Set Construction
The LOO cross validation setup for the greedy method takes the following form:

1. LetT represent the full training set (e.g., of 38 cases).
2. BinT, without using label knowledge.

3. Foreachy € T, define foldr = (T —{q;}),

a. SelectX seeds against.

b. Use the greedy method to constriitt good sets (undeBD) up to cardinality’M against=, starting
from each seed.

. Compute the variance in each set’s induced distributiaggi®tinknown label, and adjust tfBD score
of each set to form &5-set classifier.

. Classifyq;[C] as the most likely value, gives[genesunder the classifier’s distribution.
. Compute the error and uncertainty in the classification forFold

o

o o

4. Report the average error and uncertainty rates across the folds.

The information reported in Step 4 is derived from the constructed classifiers’ induced distributions. In particular,
the classifier constructed for each féidspecifies a conditional posterior distributiBn{q[C] = ¢ | q[gene$=<

e >} for a query case’s class label. In the current experiments, the class label is binagyjsaddssified as
belonging to the class with higher posterior; if value = 0.5, no classification is possible. An error oafGfgsf

the lower probability class.

Uncertainty is a measure of the strength of a classificatidPc {fjC] = c | gl[gene$=< e >} is near 1.0, the
classification is strong, whereas if it is near 0.5, it is weak. On each fold, we compute the “probability of error”
as well as the 0/1 misclassification indicator. In particular, probability of error is given by{({ti@e probability
the classifier assigns to the true clgfg)) ).

For the experiments reported in Section 5.2 and 5.4, we utilized the following relatively simple binning (Step
2) and seed selection (Step 3.a) techniques.
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Binning: As is indicated in Section 3.1, practical Bayesian net methods require a discretization of the ex-
pression values. Following most gene expression researchers, we partition values into three ranges: “under-",
“average-", and “over-" expressed. Our partitioning method for greedy creates a tertiary binning for eagh gene
as

(—o0, (meartg) — Niow x 6(9)),
[mear{g) — niow x 0(g), meartg) + Nhigh X a(9)],
(mearfg) + Mhigh x 0(g), %),

where the meamear{g) and standard deviatiom(g) of each gene’g expression values are computed over all
cases. The choices ofw andnhigh are made through experimentation on the training data. Once selected, these
are fixed and used without modification on the set aside test data; otherwise, we would run the risk of overfitting
to the data. For the MIT data, setting,, = nhigh = 1.0 worked well, and there was little sensitivity in the cross
validation results. In the Princeton data, there was far more sensitivity in the cross validation, and a limited search

arrived at the settingsiow = 1.25 andnhjgh = 0.4.
Seed selection: Singleton parent sg$ are formed for each gergeand theBD score obtained. The genes

corresponding to th& highest scoring parent sets are used as seeds.
External Gene Selection Plus Exhaustive Parent Set Construction
The LOO cross validation setup for external gene selection takes the following form:

1. LetT represent the full training set (e.g., of 38 cases).
2. For each fold defined by = (T — {q;}),

a. Use an external method agaiRsto normalize expression values and select Ss#tA genes.
b. BinF, possibly using information returned by gene selection.

c. Exhaustively search the sgfor the bestPS subsets (of cardinality up t8/) under theBD scoring
metric.

d. Compute the variance in each set’s induced distributi@gi®finknown label, and adjust tf&D score
of each set to form &@$-set classifier.

e. Classifyg[C] as the most likely value, givej[genesunder the classifier’s distribution.
f. Compute the error and uncertainty in the classification for Fpld

3. Report the average error and uncertainty rates across the folds.

In our experiments, we employed the external gene selection, normalization, and binning methods described
in Section 4.2. In particular, the external gene selection algorithm is invoked on each fold with the following
effect:

e The algorithm normalizes the casesHrusing thek genes with the lowese parationQualityas controls.
e The algorithm returns th@/ genes with the highe§e parationQuality

e The algorithm returns a binary bin boundary for each selected gene, corresponding to where the maximum
separation value is obtained.
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Once results of the external gene selection algorithm are returned for a fold, an exhaustive search is performed
(on a normalized and binndgl) for the bestP.S parent sets, from which the Bayesian net classifier is formed.

Note that the instantiation of the steps of either methodology with specific algorithms defines a classifier
building method. When run on a specific training set (or fold of a training set), it yielé#s-aet classifier,
which in turn yields a posterior class distribution. This distribution can then be used to classify query cases with
unknown labels, assuming that the query cases are drawn from the same distribution which underlies the training
set. We emphasize that it is the building method, not the particular classifiers built on a run against a training set
(or fold of a training set), that is being assessed.

5.2. Cross Validation Results with Greedy

In tests of the greedy method, we studied the effects of varying the nufithef sets used in the classifier.
We held fixed atM = 5 the maximum cardinality and, due to computational considerations, the number of seeds
at X = 60.

The following two tables summarize, respectively, results with the Princeton and MIT training sets. Each row
of the tables summarizes, for a fix@¥, the LOO cross validation test results for the 38 cases of the respective
training set. Th@Maxresult appearing at the end of each table is discussed below.
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Legend:
PS

MIS

ERR :
TER :

APE :

Number of parent sets used.

Average probability error per fold.

Number of misclassifications.

Total error count (misclassifications + nonclassifications).

Total error rate (including both misclassifications and nonclassifications).

| S | APE [ MIS]|ERR] TER |
1[0.184212] 4] 10] 0.263158
510.169929| 7 7 | 0.184211
10 | 0.259123| 12| 12| 0.315789
20| 0.312331| 14| 14| 0.368421
60 | 0.329858| 13| 13| 0.342105
300 | 0.340612| 13| 13| 0.342105
500 | 0.346113| 14 | 14| 0.368421
gMax | 0.289474| 11| 11| 0.289474

Table 1. Princeton training data (Njow = 1.25, Nhigh = 0.4).

| 7S | APE [MIS]ERR] TER |

1| 0.315791 0 24 | 0.631579

5 0.193975 1 14| 0.368421

10 | 0.140994 1 9 | 0.236842
20 | 0.067464 2 3 | 0.078947
60 | 0.070245 3 3 | 0.078947
300 | 0.089030 3 3| 0.078947
500 | 0.118584 5 5| 0.131579
gMax | 0.157897 6 6 | 0.157897

Table 2. MIT training data ( nigw = 1.0, Nhigh = 1.0).
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The tables indicate an initial increase in quality®S increases, then a leveling off and ultimate decrease
in quality. The most interesting result is the significant increase in quality over just a single%et {, the
maximum a posteriori solutignwhich is a prevalent Bayesian net methodology for learning distributions. As
predicted from the discussion in Section 3.3, a single parent set does not provide adequate coverage of gene
expression combinations in the query case, leading to a large number of non classifications.

To establish that the polling effect noted in Section 3.3 is real and significant, we also conducted experiments
labeled ‘gMax'. Here, 500 sets are built as with$ = 500, but for each query caggthe single parent set with the
highest variance adjusted score is used to clagsiote that this query-specific set selection from the 500 always
selects (if available, which is the case in all our cross validation runs) a set in g/lhicbmbination of expression
values appears in the training set, eliminating the no-classification errors. That this method underperforms the
best?S > 1 methods indicates that the blending of distributions contributes to the quality of the classification.
Examination of the details of the computations performed by the classifier also indicates that, in many cases,
the distributions induced by the parent sets exert competing effects on the classification, and that the weighting
resolution generally leads to a correct classification.

We speculate that the degradation in classification qualitPfabove a threshold is caused by the potentially
unrepresentative search performed by our simple greedy algorithm, as alluded to in Section 4.1—greedy, being
unable to construct enough high scoring sets, must “fill” the classifier with many low scoring (and, hence, worse
fitting to the observational data) sets which contribute inaccurate distributions. This explanation is supported
by the near monotonic increase in quality reported in Section 5.3 for the exhaustive search following external
gene selection. This suggests that refinements to greedy as proposed in Section 4.1 could well obtain overall
improvements, especially as is noted in Section 5.4 when we discuss the results of the greedy-built classifiers
against the out-of-sample test set.

5.3. Cross Validation Results with External Gene Selection

In tests of the external gene selection methods, we studied the effects of varyinfbatid the fractiori/
of genes used as controls in normalization. As with greedy, we held fixed the maximum cardiaditp. For
computational reasons, the number of genes selected was fixed at 30.

The following two tables summarize, respectively, results with the Princeton and MIT training sets. Each row
of the tables summarizes, for a fixéd& and P, the LOO cross validation test results for the 38 cases of the
respective training set. As is the case for Tables 1 and 2jNtexresult at the end of each of Tables 3 and 4 is for
500 available parent sets and with set at a value which produced generally good results acrogB thalues
for the multi-set classifiers.
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Legend:

PS : Number of parent sets used.

W . Fraction of genes used as controls for normalization.
APE : Average probability error per fold.

MIS : Number of misclassifications.

ERR : Total error count (misclassifications + nonclassifications).
TER : Total error rate (including both misclassifications and nonclassifications).

[PS| W | APE [MIS|ERR] TER |
1] 0.000000] 0.394735] 15[ 15[ 0.394737
1 | 0.100000| 0.480700| 17 | 20 | 0.526316
1| 0.250000| 0.328950| 8| 17| 0.447368
1 | 0.400000| 0.302636| 8| 15| 0.394737
1| 0.550000| 0.328950| 7 | 18| 0.473684
1| 0.700000| 0.263162| 7 | 13| 0.342105
1| 0.850000| 0.499997| 18 | 20 | 0.526316
1| 1.000000| 0.499994| 16 | 22| 0.578947
5[ 0.000000| 0.393831| 14| 14 0.368421
5 | 0.100000| 0.376276| 14 | 14| 0.368421
5 | 0.250000| 0.287669| 9 | 11| 0.289474
5 | 0.400000| 0.267520| 9 | 11| 0.289474
5 | 0.550000| 0.241729| 9| 10| 0.263158
5 | 0.700000| 0.261501| 9 | 10| 0.263158
5 | 0.850000| 0.455024| 17 | 17| 0.447368
5 | 1.000000| 0.333537| 10| 13 0.342105
10 | 0.000000| 0.377660] 15| 15| 0.394737
10 | 0.100000| 0.398858| 15| 15| 0.394737
10 | 0.250000| 0.334334| 12| 12| 0.315789
10 | 0.400000| 0.261875| 9 | 11| 0.289474
10 | 0.550000( 0.221307| 8 9 | 0.236842
10 | 0.700000| 0.270484| 9 9 | 0.236842
10 | 0.850000| 0.410469| 14 | 14 | 0.368421
10 | 1.000000| 0.303383] 10| 11| 0.289474

Table 3. Princeton training data.
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(25 | W | APE |[MIS[ERR[ TER |
20 | 0.000000] 0.377660] 15| 15| 0.394737
20 | 0.100000| 0.402184| 16| 16| 0.421053
20 | 0.250000| 0.302113| 11| 11 |0.289474
20 | 0.400000| 0.251675| 9| 9 | 0.236842
20 | 0.550000| 0.215504| 7| 8| 0.210526
20 | 0.700000| 0.265321| 9| 9 | 0.236842
20 | 0.850000| 0.361076| 12| 12| 0.315789
20 | 1.000000| 0.325153| 11| 12| 0.315789
60 | 0.000000| 0.350131] 12| 12| 0.315789
60 | 0.100000| 0.375262| 14 | 14 | 0.368421
60 | 0.250000| 0.290695| 10 | 10| 0.263158
60 | 0.400000| 0.233612] 9| 9 | 0.236842
60 | 0.550000| 0.204675| 7 | 7 |0.184211
60 | 0.700000| 0.249359| 8| 8| 0.210526
60 | 0.850000| 0.358279| 12| 12| 0.315789
60 | 1.000000| 0.286617| 10| 11| 0.289474
300 | 0.000000| 0.344514] 13| 13| 0.342105
300 | 0.100000| 0.358541| 14| 14| 0.368421
300 | 0.250000| 0.297478| 11| 11| 0.289474
300 | 0.400000| 0.223621| 7| 7| 0.184211
300 | 0.550000| 0.204802| 7| 7| 0.184211
300 | 0.700000| 0.237995| 8| 8| 0.210526
300 | 0.850000| 0.317356| 12| 12| 0.315789
300 | 1.000000| 0.249347| 9| 9 0.236842
500 | 0.000000| 0.341484] 13| 13 0.342105
500 | 0.100000| 0.351571| 14| 14| 0.368421
500 | 0.250000| 0.293802| 12| 12| 0.315789
500 | 0.400000| 0.218802| 7| 7| 0.184211
500 | 0.550000| 0.206535| 6| 6| 0.157895
500 | 0.700000| 0.231278| 8| 8| 0.210526
500 | 0.850000| 0.301052| 11| 11| 0.289474
500 | 1.000000) 0.251559| 9| 9| 0.236842

gMax | 0.550000] 0.210529] 8| 8| 0.210526

Table 3. Princeton training data (continued).
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(S| W [ APE | MIS|ERR|[ TER |
1]0.000000] 0.065801] 1| 4 | 0.105263
1| 0.100000| 0.052644| 1| 3| 0.078947
1| 0.250000| 0.065801| 1| 4 | 0.105263
1| 0.400000| 0.078959| 1| 5 |0.131579
1| 0.550000| 0.078959| 1| 5 |0.131579
1| 0.700000| 0.078959| 1| 5 |0.131579
1| 0.850000| 0.065802| 1| 4 | 0.105263
1| 1.000000| 0.078959| 1| 5| 0.131579
5 [0.000000| 0.072555] 3| 3 | 0.078947
5 | 0.100000| 0.053353] 2| 2 | 0.052632
5 | 0.250000| 0.072555 3| 3 | 0.078947
5 | 0.400000| 0.080379| 3| 3| 0.078947
5 | 0.550000| 0.080379| 3| 3| 0.078947
5 | 0.700000| 0.080379| 3| 3 | 0.078947
5 | 0.850000| 0.061176] 2| 2 | 0.052632
5 | 1.000000| 0.080378] 3| 3| 0.078947
10 | 0.000000| 0.072554] 3| 3 | 0.078947
10 | 0.100000| 0.053351| 2| 2| 0.052632
10 | 0.250000| 0.072554| 3| 3| 0.078947
10 | 0.400000| 0.080378| 3| 3| 0.078947
10 | 0.550000| 0.080378| 3| 3| 0.078947
10 | 0.700000| 0.080378| 3| 3| 0.078947
10 | 0.850000| 0.061175| 2| 2| 0.052632
10 | 1.000000| 0.083038] 3| 3| 0.078947

Table 4. MIT training data.
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(25 | W | APE |[MIS[ERR[ TER |
20 [ 0.000000] 0.072553] 3| 3| 0.078947
20 | 0.100000| 0.053351| 2| 2| 0.052632
20 | 0.250000| 0.072553| 3| 3| 0.078947
20 | 0.400000| 0.080377| 3| 3| 0.078947
20 | 0.550000| 0.080377| 3| 3| 0.078947
20 | 0.700000| 0.080377| 3| 3| 0.078947
20 | 0.850000| 0.061174| 2| 2| 0.052632
20 | 1.000000| 0.084275| 3| 3| 0.078947
60 | 0.000000| 0.070544] 3| 3| 0.078947
60 | 0.100000| 0.051839| 2| 2| 0.052632
60 | 0.250000| 0.071990| 3| 3| 0.078947
60 | 0.400000| 0.069324| 3| 3| 0.078947
60 | 0.550000| 0.070813| 3| 3| 0.078947
60 | 0.700000| 0.070774| 3| 3| 0.078947
60 | 0.850000| 0.050437| 2| 2| 0.052632
60 | 1.000000| 0.069833| 3| 3| 0.078947
300 | 0.000000| 0.057444] 2| 2| 0.052632
300 | 0.100000| 0.059049| 2| 2| 0.052632
300 | 0.250000| 0.072465| 3| 3| 0.078947
300 | 0.400000| 0.074483| 3| 3| 0.078947
300 | 0.550000| 0.074229| 3| 3| 0.078947
300 | 0.700000| 0.075196| 3| 3| 0.078947
300 | 0.850000| 0.056310| 2| 2| 0.052632
300 | 1.000000| 0.050879| 2| 2| 0.052632
500 | 0.000000| 0.065868| 2| 2 | 0.052632
500 | 0.100000| 0.068942| 2| 2| 0.052632
500 | 0.250000| 0.080150| 3| 3| 0.078947
500 | 0.400000| 0.079164| 3| 3| 0.078947
500 | 0.550000| 0.078501| 3| 3| 0.078947
500 | 0.700000| 0.078683| 3| 3| 0.078947
500 | 0.850000| 0.074403| 2| 2| 0.052632
500 | 1.000000| 0.068241| 2| 2 0.052632

gMax | 0.100000] 0.052644] 2| 2| 0.052632

Table 4. MIT training data (continued).
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Unlike the case for greedy selection, the results of Tables 3 and 4 demonstrate that there is a steady improve-
ment for the Princeton data &S increases, and near flat behavior for the MIT data®gr> 60. Again, the
gMaxexperiments (for the Princeton data) and inspection of the detailed results provide further evidence that the
blending provided by a large number of parent sets has a positive impact on classifier quality.

The tables indicate different best values across the two training sets for the fradtidicontrol genes used in
expression-level normalization, and a greater sensitivity to this value in the Princeton training data. This may be
indicative of differences in experimental conditions, analysis preprocessing, and so forth. That we can, without the
benefit of descriptive procedural information as input, discover through methodical application of cross validation
good normalization parameters for each data set is a significant finding. The results against the test set presented
in the following section indicate that these findings are not simply an overfitting to the training data, but truly a
learning of the underlying processes that generalizes well.

5.4. Out-of-Sample Test Set Results

Only after running the above experiments on the training sets did we turn attention to the test sets. Our primary
interest is to select theingle methodvhich performed best (lowest total error rafe R in the cross validation
experiments and assess its classification rate on the out-of-sample test sets. In this way, we avoid a “selection
effect” in which one of several methods run against the test set performs well.

Inspection of the tables of Sections 5.2 and 5.3 identifies the external gene selection method as being preferable
to the minimal knowledge greedy method in building parent sets for the Bayesian net classifier. Since we have
data from two different experimental contexts, it is proper to select the parameters for the selected method (i.e.,
PS and W) based on performance in the cross validation trials on each training set; such parameter setting would
of course be performed in an actual classification application in which we had access to training, but not query,
cases in advance.

External Gene-Selection Method Against Test Data

Inspection of the tables in Section 5.3 indicates that, against the Princeton training set, the best setting is
PS =500 (number of parent sets to be used in the Bayesian net classifie¥)/afdb5 (control list fraction for
normalization). Against the MIT training set, several parameter settings resulted in the miitiiiRaf 0.052632.
Somewhat arbitrarily, we selecteis=300 and?’ = 0.85.” Usingonly these settingsve built the classifiers by
training against the 38 cases of each of the two training sets and used the resulting classifiers to classify the cases
of the respective test sets.

The results are exhibited in Table 5 and are extremely good. The classifier had nearly identical error rates
against the MIT training and test sets (0.05 for training versus 0.06 for test) and a significantly lower error rate
against the Princeton test set (0.16 for training versus 0.08 for test). The results strongly suggest that our multi-
parent-set Bayesian net classifiers employing external gene selection and normalization algorithms are able to
learn from training data underlying distributions which generalize extremely well to out-of-sample query cases
whose classifications are of biological and clinical significance.

| TestSet| Cases] APE | MIS[ERR| TER |

Princeton 24| 0.142092 2 2 | 0.083333
MIT 34 | 0.085831 2 2 | 0.058824

Table 5. Out-of-sample results with external gene selection.

“While we chose our single run to be made against the test sefAgith 300 and#’ = 0.85, in order to assess the sensitivity of the results
to this somewhat arbitrary choice of settings from among settings achieving equally good TER, we later ran against the test set with several
other settings which achieved the saimeRagainst the training data. The majority of those settings tried also incurred the same number 2 of
misclassification errors as those reported here, while a few others incurred 3 misclassifications errors.
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Minimal-Knowledge Greedy Methods Against Test Data

After obtaining the results reported in the previous subsection for the external methods, we decided also to
run our greedy methods against the test sets. Since the greedy method’s results in the cross validation experiments
were almost as good as the external gene selection methods, we consider this to be an interesting avenue of
research as well. We report the results here in order to indicate potential directions for future work.

Table 6 reports the results against the two test sets of Bayesian net classification using the greedy construction
method. The only parameter considered in the cross validation against the training 2§ wagh the best
settings found to b&$ = 20 for the MIT training set an@®$ = 5 for the Princeton training set.

| TestSet| Cases] APE | MIS|ERR| TER |
‘ Princeton 24 ‘ 0.145834‘ 1 { 6 ‘ 0.250000’

MIT 34 | 0.279412 7 12 | 0.352941

Table 6. Out-of-sample results with greedy selection.

Against the Princeton test set, the error rate was similar to the rate against the training set (0.18 for training
versus 0.25 for test), but it was significantly higher against the MIT test set (0.08 for training versus 0.35 for
test). We speculate that two sources of this lack of generalization, especially in the MIT data, are our failure to
normalize the data for the greedy experiments and the use of an overly rigid binning method. This conjecture
is consistent with the high number of “nonclassifications” against the test sets. Note also that the MIT data was
provided as two distinct data sets. Procedural differences in experimental preparation and processing of the output
between the sets (Golwdi al,, 1999) may have hampered the greedy method because it fails to normalize across
the sets. In the case of the Princeton data, where a single data set is randomly split, performance against the test
set was much more comparable to that of the training set.

Consequently, one avenue of future research is to include in the greedy method a normalization procedure
similar to that employed by the external gene selection method. Also, as noted in Section 4.1, there is a concern
that the greedy search may not provide a good representation of the space of possible parent sets. We speculated
that this might be the cause of the degradation observed in the cross validation experiments for large values of
PS. Note that the exhaustive (and, hence, completely representative) search of the universe of externally selected
genes resulted in largRSs performing best. The greedy method’s use of small valugsofn combination with
the failure to normalize, certainly contributes to the large number of non-classifications in the test set. Hence,
modifying the search to be more representative, as discussed in Section 4.1, potentially could give minimal-
knowledge searches such as greedy access to more good parent sets, thereby addressing the large number of
failure-to-classify errors that were observed.

6. Summary and Future Work

We have presented a methodology for applying Bayesian nets to the problem of classifying clinical cases
from their gene expression profiles. While Bayesian nets have been applied previously to identify relationships
among genes and have been proposed as classifiers for other problem domains, we have outlined new methods
for classification particularly well suited to gene expression data. Through a systematic experimental design, we
demonstrated that these classifiers, trained by means of a cross-validation methodology, generalize extremely well
to out-of-sample test data. In particular, we achieved error rates of 92% and 94% on out-of-sample partitions of
the MIT leukemia and Princeton colon cancer data sets, respectively.

Our Bayesian net classifiers are built by constructing alternative parent sets for the class label node and use a
posterior probability and variance-weighted blending of the resulting distributions. This blending of the distribu-
tions induced by the competing hypotheses embodied by the alternative parent sets was seen in our experimental
results to yield improvements over the so caltedximum a posteriori solutigrin which only the single most
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likely hypothesis is used. We experimented with two methods for searching for good parent sets: a simple greedy
search of the universe of all genes and an exhaustive search of a universe of genes selected by a separation heuris-
tic. The latter method produced better performing parent sets in the experiments reported here. This method
also employs a novel expression-level normalization scheme based on algorithmically discovered control genes.
Current work is considering improvements to both methods for parent set construction and to normalization. We
are exploring also how other aspects of the problem—value binning and gene clustering, for example—can be
studied within the framework.

We believe that Bayesian approaches to gene expression analysis, such as those described here and in Fried-
manet al. (1999), Friedmaret al. (2000) and Pe’eet al. (2001), have enormous potential, not simply because
of the quality of the results achieved so far, but also because the mathematically-grounded formalism provides
the opportunity to expand systematically the range of problems treated, integrating newly developed algorithmic
techniques with an ever-increasing base of domain knowledge. Thus, results such as those reported here, while
significant in their own right, are only the first steps toward the ultimate construction of rigorous and comprehen-
sive models that promise to be of great scientific and clinical import.
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