(kDa)

38 — _. ﬂ. e

P T T
&
kl
0y
?
a

_. - _ g ; : 1 i i

L JR—

r.
vk - . R

1 2 3 4 5 6 7 8 9 10 11 12

anti-HIS Endometrial cancer Melanoma  Colon cancer Healthy control




0.45

0.4

0.35

0.2

CAGE Abs (OD 450nm)

0.15

Ant

0.1

0.05

Healthy Colon Ca, Ovarian Ca. melanoma Endometrial Ca. MSI-H MSS+MSL

individual

(n=33) (n=10) (n=20) (n=45) (n=13) (n=20)
(n=40) ‘ -

Endometrial cancer



Supplemental Table 1

Isolated genes by SEREX from the testis cDNA expression library

No. of isolated clones  Tdentity Accession No.

i 16 CAGE AY039237.1

2 g PC326 NM_018442

3 8 SMARCA2 BC066596.1

4 7 Heat shock transcription factor 2 M65217.1

5 6 MAGE4A NM_002362.3

6 6 MAGE4B NM_002367.2

7 5 Centromere protein F, 350/400ka - NM_016343.2

8 5 Rab11-family interacting protein 4 AY169244.1

9 3 Chromosome 14 open reading frame 49 BX248076.1
10 3 Receptor associated protein 80 NM_016290.3
11 2 Hook3 protein BC048304.1
12 2 Huntingtin interacting protein 1 NM_005338.4
13 2 UACA AB046781.2
14 2 Galecting AK026321.1
15 1 FL144048 BX648920.1
16 1 Hoek! protein NM_015888.3
17 1 KIAAQ336 BF332553.1
18 1 MAGE2A BT009789.1
19 ! MAGE2B NM_175743.1
20 1 MAGE6 BC041599.1
21 1 MAGE9A NM_005365.4
22 1 Male sterility domain containing 2 AY358784.1
23 1 NY-ESO-1 AJ003149.1
24 1 SART1 BT006637.1
25 1 Sterol carrier protein 2 NM_002979.2
26 1 WD repeat domain 1 AB010427.2




Supplemental Table 2 Isolated genes by SEREX from the endometrial cancer ¢cDNA expression

library

No. of isolated clones

Identity

Accession No.
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Zinc finger protein 37

KIAA1564

Scaffold attachment factor B

ERCC5

V-raf-1 murine leukemia viral oncogene homolog 1
BCL2-associated athanogene 5

Homo sapiens DEK oncogene (DNA binding)
KIAALIH

ORC2ZL

HPDHase

Dihydrolipoamide dehydrogenase
Galecting

KIAA1803

phospho inositol 3 binding protein 2
zine finger protein 146

Chromosome 13 open reading frame 24
Cyclin E2

HSPAS

KIAAL105

Makorin

Nuclear receptor coactivator 6

RENT1

Translocase of inner mitobhondrial membrane 44 homolog

Chromodomain helicase DNA binding protein 8
Autoantigen (RCD-8)

KIAA1473

MAGE2A

NS1-BP

Phosphoinositide-specific phospholipase C-betal
Poly(rC) binding protein 2

Ring finger protein 149

CAGE

Armadillo repeat containing protein

NM_021964.1
AB046784.3
NM_002967.2
AF462447.1
BCO18119.2
NM_004873.1
BC0352259.1
AB029034.1
U27459.1
AF212234.1
103490.1
AKO026321.1
BC036884.1
AK057205.1
AB003421.1
BC051911.1
AF102778.1
NM_005347.2
AB029028.1
AF192784.1
BC047886.1
AF074016.1
AF026030.1
AK122910.1
BC043616.1
AB040506.1
BC013098.2
AF161553.1
AY004175.1
NP_005007
BC045743.1
AY039237.1
AKO001373.1



34
35
36
37
38
39
40
41
42
43
44
45
46
47
48
49
50
51
52
53
54
55
56
57
58
59

Autocrine motility factor receptor

Cytoskeleton associated protein 2

Diaphorase (NADH) (cytochrome b-5 reductase)
Eukaryotic translation initiation factor 4 gannma
HKR!

Homo sapiens hypothetical gene supported by s74017
Homolog of yeast Mis12

IRAK1

KIAA1280 ‘

LIM and senescent cell antigen-like domains 1
Mitogen-activated protein kinase 9

MREIIA

Nuclear factor like 2

phosphotipase C, beta 1

Phosphoserine aminotransferase

RAP1, GTPase activating protein 1

3C65

Serum constituent protein

Small inducible cytokine subfamily E

STAM?2

Zinc finger protein 43

Zinc finger protein 84

Zinc finger protein 91

Zinc finger protein 148

zinc finger protein 426

Zink-fingers and homeohoxes 1

M63175.1
BC010901.1
BT009821.1
BT007282.1
BC053845.1
BC011558.1
BC000229.1
L76191.1
BC035601.1

NM_0049870.3

L31951.1
AF073362.1
BC011558.1
AL137267.1
BT006840.1
M64788.1

. NM_006455.2

M88338.1
BC014051.2
AF042273.1
AF022158.1
NM_021224.2
BC048350.1
NM_007145.1
BT009756.1
AF106862.1
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Abstract

We have developed a visualization methodology, calted a Cluster Overlap Distribution Map (CODM),
for comparing the clustering results of time-series gene expression profiles generated under two different
conditions. Although various clustering algorithms for gene expression data have been proposed, there
are few effective methods to compare clustering results for different conditions. Using CODM, the
utilization of three-dimensional space and color allows intuitive visualization of changes in cluster set
composition, changes in the expression patterns of genes between the two conditions, and relationship
with other known gene information, such as transcription factors. We applied CODM to time-series gene
expression profiles obtained from Rat 4-vessel occlusion models combined with systemic hypotension
and time-matched sham control animals (with sham operation), identifying distinct pattern alteration
between the two. Comparison of dynamic changes of time series gene expression levels under different
conditions are important in various fields of gene expression profiling analysis, including
toxicogenomics and pharmacogenomics. CODM will be valuable for various types of analyses within
these fields since it integrates and simultaneously visualizes various types of information across
clustering results.

Key words: time-series, transcription factor, visualization
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1. Introduction

Advances in niicroarray technologies have made it possible to comprehensively measure gene
expression profiles. Observation of dynamic changes of gene expression levels provides important
markers to clarify cellular responses, differentiation, and genetic regulatory networks. In particular, a
comparison of dynamic changes of time series gene expression levels under various conditions (e.g.
administration of different drugs) is expected to make a major contribution to the understanding of
complex biological processes. In general, we observe the influence of each condition through the results
of clustering analysis, which is the most popular analysis for gene expression profiles. Therefore, a
comparison between the results of clustering analyses in different conditions will allow interpretation of
different macroscopic phenomenon that occurred under those conditions. However, although many
clustering algorithms, including hierarchical clustering (1,2,4,15), k-nearest neighbor (17) and
self-organizing maps (10,13,16) have been proposed, there are few effective methods to effectively
compare clustering results under different conditions. We have defined four issues to be addressed for a
comparison of clustering results, especially for a comparison of time series gene expression data under
two different conditions: changes in the composition of the cluster sets, changes in the expression
patterns, integration with known other gene information, and threshold problems.

Changes in the composition of the cluster sets

In this report, we focused on hierarchical clustering since it is the most popular method for gene

expression analysis. Here we define the composition of a cluster set as the hierarchical structure of

clustering results and “cluster set” as the set of all clusters in the structure. A comparison of clusters’
compositions shows which clusters are conserved in different conditions and how the genes in a cluster

for one condition are distributed into a ciuster set under another condition. Genes that cluster under a

single condition may possibly be regulated by the same factors for that condition. However, under

different conditions, some of those genes would be regulated by other factors and generate different

clusters. Thus, changes in the cluster compositions could provide key information for interpreting the
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effects of the different conditions. To get a full picture of the relationships of two cluster sets, the

overlap between each pair of clusters under the two different conditions should be evaluated. However,
since clustering analysis, especially hierarchical clustering, almost always generates a great number of
clusters, there are a very large number of combinations of clusters. Simple line connections of the
genes between the dendrograms of two hierarchical clustering results (14) provides insufficient
information about the relationships between the clusters. Therefore, an effective presentation method
that provides a full picture of the relationships of the cluster sets would be desirable.

Recently, a statistical model for performing meta-analysis of independent microarray datasets was
proposed (12). This model revealed, for example, that four prostate cancer gené expression datasets
shared significantly similar results, independent of the method and technology used. However, in a
comparison of the cluster sets based on different conditions, the objective is not to confirm that several
datasets share significantly similar results, but to detect the differences between them. Several statistical
algorithms have been proposed for evaluating how clusters based on expression profiles include genes
with well-known functions (3,17). However, the number of clusters that were compared was limited and
an effective presentation method was not required in those situations.

Changes in the expression pattern

Where two clusters under different conditions have a statistically meaningful number of genes in
conuﬁoh, it is also important to examine the differences in their expression patterns. The differences of
macroscopic phenomena that the conditions exhibit result from the differences of expression of multiple,
rather than single, genes. Therefore, the genes whose expression patterns changed in a similar fashion
between different conditions provide markers for the different phenomena. In other words, if the genes
in a certain cluster based on one condition also constitute a cluster for anothier condition, but the

_expression patterns are greatly différent between the two conditions, these genes are causally implicated

in the phenotypic difference,
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In general, there will be many false candidate genes whose expression patterns coincidentally match

between the two different conditions. Therefore, it is important to simultaneously evaluate the statistical
significance of the overlaps between clusters and the differences in their expression patterns.
Integration with other known gene information

In gene expression analysis, it is important to biologically interpret the results after integrating them
with other known gene information. Therefore, changes in the composition of the cluster sets and
changes in the expression patterns between different conditions should be associated with other known
gene information such as transcription factors.
Threshold problems

In a comparison of cluster sets on gene expression profiles, we have to handle four types of thresholds:
1) a threshold for generating clusters for each condition; 2) a threshold for evaluating the number of
common genes that two clusters have; 3) a threshold for evaluating the differences in the expression
patterns between two clusters; and 4) a threshold for evaluating the relationship with other known gene
information. Among these, determining the threshold for generating clusters is most challenging_,
because the clustering result strongly depends on this threshold, and a change of this threshold greatly
affects the number and composition of clusters. It is generally difficult to determine optimal values for
these four types of thresholds, and the results of analysis are greatly affected by the threshold values
specified. Arbitrary selection of thresholds involves a risk of overlooking important genes, so the
number of thresholds should be reduced and, if used, it is necessary to allow users to interactively

change the thresholds.

We focused on visualization technology to address these four issues. Interactive visualization is
effective for handling ambiguous threshold problems and for providing a wide variety of information at
one time. In previous work, we developed a Cluster Overlap Distribution Map (CODM), which is a

visualization method for comparing cluster sets based on different sets of gene expression profiles (7). In
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this report, we extended it for time-series gene expression analysis. In the CODM, the relationships of

all possible pairing of clusters can be examined and both the changes in the composition of the cluster
sets and the changes in the expression patterns of the clusters can be effectively visualized as 3D
histograms, without any arbitrary thresholds. In addition, relationships with other known gene
information such as transcription factors can also be elucidated. We applied the CODM to a
comparison between the gene expression datasets of double ischemia rats and sham control rats (with
sham operation), and confirmed that CODM identified distinct patterns between the two.

CODM, available on our web site (http://www.genome.rcast.u-tokyo.ac.jp/CODM), runs on a PC with
Windows 2000 or Windows XP. Memory requirement is in proportion to the square of the number of
genes to be analyzed. The analysis for approximately 4000 genes, represented in this paper, required
approximately 250 Mbytes. In addition, since the analysis results of the CODM are visualized by use of
the OpenGL, a machine with a graphic board with a hardware accelerator for the OpenGL is
recommended.

2. Materials and Methods
Experiment Design

In this report, CODM is illustrated using time-series gene expression datasets obtained from Rat
4-vessel occlusion models combined with systemic hypotension and time-matched contro! animals with
sham operation. In the experiment, we used 2-minute ischemia rats with induced ischemic tolerance
(tolerant rats: TOL) and rats with sham operation (sham rats: SHAM), after confirming the histological
outcomes. Note that the sham rats did not acquire ischemic tolerance. Three days after the operation,
we conducted a 6-minute ischemia operation on the two groups. Because of their ischemic tolerance,
very little neuronal death of CA1 hippocampal neurons was observed in the tolerant rats (9). Using
duplicate assessments of 6 time-points ({Ch, 1h, 3h, 12h, 24h, 48h} x 2) after the second ischemia,
microdissected CAl regions from each of the two groups were subjected to oligonucleotide-based

microarray analysis,
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All anmmal-related procedures were conducted in accordance with guidelines for the care and use of

laboratory animals set out by the National Institutes of Health and approved by the committee for the use
of laboratory animals in the University of Tokyo. More detailed experimental design is described in
our previous report (8).
Gene Chip experiment
Five ug of total RNA from each sample were used to synthesize biotin-labeled cRNA, which was then
hybridized to a high-density oligonucleotide array (GeneChip Rat RG_U34A array, Affymetrix)
essentially following a previously published protocol (6). The arrays contain probe sets for 8737 rat
genes and ESTs, which were selected from Build 34 of the UniGene Database (derived form GenBank
107, dbEST/11-18-98). Sequences and GenBank accession numbers of all probe set;*. are available from
the Affymetrix home page (http://www.affymetrix.com/index.affx.). Washing and staining was
performed in a Fluidics Station 400 (Affymetrix} using the protocol EukGE-WS2. Scanning was
performed on an Affymetrix GeneChip scanner to collect primary data. The Affymetrix Microarray
Suite v4.0 was used to calculate the average difference for each gene probe on the array, which was
shown as an intensity value of gene expression defined by Affymetrix using their algorithm. The
average difference has been shown to quantitatively reflect the abundance of a particular mRNA
molecule in a population (6). To allow comparison among multiple arrays, the average differences were
normalized for each array by assigning the mean of overall average difference values to be 100. This
dataset has been submittéd as GSE1357 to the National Center for Biotechnology Information's Gene
Expression Ommnibus (http://www.ncbi.nlm.nih. gov/geo/info/linking htmI}
Preprocessing and clustering

In the following analysis, we used datasets és 12 time-point ({0a, Ob, 1a, 1b, 3a, 3b, ..., 48a, 48b} =
{13} (i = 1,2,...,12)) datasets on TOL and SHAM, since the CODM does not depend on the intervals of

the time-points.
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Standard clustering analysis for gene expression profiles is based on the correlation coefficients

between genes. Therefore, this approach can not handle genes with expression profiles that have almost
no changes for a condition. However, if the expression profiles of those genes have meaningful changes
in expression levels for other conditions, they provide markers to interpret the influence that the
conditions exerted, because théy are possibly regulated by different factors. To handle those genes and
to align the baselines of the expression patterns between the different datasets, preérocessing (i.e.
filiering and normalization) was conducted for all of the datasets where TOL and SHAM were merged.
More spéciﬁcally, 3,363 probes with mean expressions above 50 and coefficient of variance (=standard
deviation / mean) above 0.1 were selected. After logarithmic transfdrmation of the gene expression data,
the expression levels were normalized to satisfy the following equations:

i(x,.+y,.)=0 U

!Zs‘:(xi2+yiz)=1 (2)
where x; aﬂd i are normalized expression levels of a gene at time-point 7; (i = 1,2,...12) on conditions
TOL and SHAM, respectively. Using these normalized datasets, hierarchical clustering analysis based
on Euclidian distances was then performed for each dataset independently. Clustering analysis using
Euclidian distances instead of correlation coefficients allows us to handle genes whose expression levels
are down-regulated or up-regulated. In addition, due to the common normalization, gene expression
patterns can be compared within a dataset and between datasets,

In general, Euclidian-distance based clustering after normalization, in terms of mean and standard
deviation, is equivalent with correlation-coefficient based clustering. That is, a Euclidian-distance based
clustering analysis for the merged data of TOL and SHAM with the above preprocessing is equivalent
with a correlation-coefficient based clustering analysis for the original merged data. In the analysis of
the CODM, the preprocessing is conducted for the merged data, and Euclidian-based clustering is

individually conducted for each data. Roughly speaking, this analysis provides us with results similar to
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those of normal correlation-coefficient based clustering, while it allows us to handle genes with

expression profiles that have changes for only one condition but not for the other.

As Figures 1a and 1b show, there are a large number of clusters generated at various levels. Although
the composition and number of cluster sets depend on the threshold value of the distance, it is generally
difficult to identify an optimum value. These aspects make it difficult to compare cluster sets derived
from different sources,

The cluster overlap distribution map (CODM)

The CODM is a visualization methodology for pair-wise comparison between cluster sets generated
from different gene expression datasets. In this methodology, two types of cluster sets (i.e. dendrograms
of hierarchical clustering results) are mapped respectively to the X-axis and on the Y-axis, and the
relationship between them is displayed as a 3D histogram (Figure 2). In this report, the dendrogram of
TOL is mapped to the X-axis and that of SHAM is mapped to the Y-axis. The statistical evaluation
values of the overlaps between two clusters selected from the respective cluster sets are displayed as the
height of the blocks (Figure 2). More specifically, we evaluated the number of common genes between
the two different clusters by using hypergeometric probability distributions (17). Assuming that the
generation of gene clusters is a random selection from among the total set of genes, the probability of
observing at least (k) overlapping genes between randomly selected (n1) genes and (n3) genes from

among all of the (g) genes is given by:

— 3 "1C" T em Cnn-i _
P(g,nl,nz,k)—l—z—c— = P(g,m.n,k)) 3)
i=k &m

When the P-value is small, the overlap is regarded as statistically meaningful. Thus, we defined the

evaluation value of the overlap as:

E(g,n,n,,k)=—10g, P(g,n,, 1, k) (4)
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Then in the area (Ry) determined by a cluster on the X-axis (X;) and a cluster on the Y-axis ), a

block whose height represents E(g, n,;, ny; k;) is displayed, where (ny) is the number of genes in XD,
(ny} is the number of genes in (¥}), and (ky) is the number of overlapping genes between (X;) and (1))
(Figure 2). We term this block an overlap block. Note that the number of UniGenes, to which probes in a
cluster correspond through their original GenBank accession number, was used as the number of genes,
In this report, all 8737 probes on RG-U34A were corresponding to 5,249 UniGenes (g = 5,249).

For hierarchical clustering, there are a large number ﬁf clusters generated at various distance levels.
Our algorithm examines the overlaps of the genes between all combinations of two clusters with smaller
distance level values than the cut level, which is a threshold value specified by users (Figure 1), In other
words, we evaluated and visualized any clusters with a smaller distance level than the cut level, even if
they were included in other clusters. Note that conventional hierarchical clustering does not focus on
sub-clusters that are included in other clusters. Since all of the statistically significant combinations
between cluster sets can be visualized simultaneously, users can grasp the overall picture of the
relationships between the two different cluster sets.

In the CODM, all of the clusters are dealt with equally without regard to their difference level (i.e. their
homogeneity). Even if they are included in other clusters, all of the statistical significance of the number
of common genes between clusters is simultaneously visualized. Therefore, there is a risk that a small
overlap block may be hidden by a large block. For example, assume that the clusters X; and Y, are
included in X; and Y, respectively. Then, if the evaluation value Ej, is less than E;,, the small block B
will be hidden in the large block B, (Figure 3a). To avoid this problem, the CODM allows the user to
change the cut level interactively. That is, if the user decreases the cur level, some small blocks that are
hidden in larger blocks will emerge. Therefore, in consideration of the homogeneity of clusters and the
relationships with other gene information, the user can find important genes displayed as blocks in the

CODM,
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Color of Each Overlap Block

Since the statistical significance of the number of common genes between two different clusters is
represented as the height of a block, the color of a block can be used to represent other information. In
the current prototype, the CODM provides three color modes.

(a) Redundant Visualization

The first is a representation of the evaluation values of overlaps using a gray scale. This redundant
representation helps users comprehend the distribution of the relative evaluation values of overlaps.

(b) Similarity of Expression Patterns

The second is a representation of the similarity of expression patterns between two clusters, from red to
blue. The similarity AT, ) of expression patterns between cluster 7 on TOL and cluster § on SHAM was
defined using the average of the square of the Euclidean distance between them. Assuming that Ny is
the number of common genes in T and S, x,; and yy; are normalized expression levels of a common gene

k at time T; on TOL and SHAM, respectively. The similarity AT, S} was defined as follows.

@9 =1-L 350y, )

TS k=1 i=1

Since {x.} and {ya} (i = 1,2,...12) satisfy Equations 1 and 2, the range of AT, ) is ~1 to 1 and AT, S)

can be rewritten as follows (See Appendix).
Nrs 12

1
fT,8y=—- 2% Vu :
Nis azu Z] . (6)
In the CODM, the similarity AT, §) was represented as the color of the block from red AT, H=Dto
blue ((T, §) = -1). Roughly speaking, red indicates that expression patterns between the two clusters are
similar and blue indicates they have a negative correlation. In addition, purple (A7, S) = 0) indicates they

have no correlation or genes of one cluster have no changes in expression levels (i.e. Vx,~0 or

Vyu=0)
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As mentioned above, if genes in a certain cluster based on SHAM also constitute a cluster in TOL,

but the expression level in SHAM is significantly different from that in TOL, these genes provide
potential markers for the cause of ischemic tolerance. Strong candidates will appear as tall blue or purple
blocks. CODM allows users to easily look for such blocks, with interactively controlling the thresholds,

(¢) Relationship with a Known Gene Classification

The third type of information is a representation of the relationship between overlapping genes and a
known gene classification. If statistically significant representation of genes within a particular class is
observed among the overlapping genes, the block is color-coded according to the class. The level of
statistical significance of the representation of genes within a particular class is evaluated using Equation
3, where (g) is the total number of genes that are classified by the known classification, (n1) is the
number of genes which are classified by the known classification among overlapping genes, (no) is the
total number of genes within a class based on the known gene classification, and (k) is the observed
number of genes found in both the given overlapping genes and the given class according to the known
gene classification.

In this report, we associated overlapping genes with 8 types of transcription factors (HIF, ARNT and
EGR families), which were reported to have a relationship with ischemia (5.8,18,19). We extracted
complete sequences of 1.0 kb upstream and 0.1 kb downstream for 2,816 UniGenes among the 5,249
UniGenes corresponding to 8,737 probes on RG-U34A. The 1.1 kb sequences of the 2,816 UniGenes
were searched to determine if they correspond to the TRASFAC matrices v7.2 (11) with the threshold
set to “Minimum False Negative”. Table 1 shows the names of the transcription factors, the number of
UniGenes that correspond to each transcription factor, and the thresholds for matching. In CODM, we
color-coded overlap blocks which contain statistically meaningful number of genes with putative
transcription factor binding sites. If an overlap block represents statistical significance for multiple.

transcription factors’ putative binding sites, only a single transcription factor with the highest evaluation



FINAL ACCEPTED VERSION PG-00107-2004.R2 13
value was visualized. However, the CODM allows users to click overlap blocks and browse

description messages (in a console window) for the relationships with all of the transcription factors.

3. Results and Discussion

Figures 4 shows the visualization results of the comparison between TOL and SHAM in the mode of
redundant visualization, the similarity of the expression patterns, and the relationships with known gene
classifications (transcription factors). In the figure, the cut level for the distance for hierarchical
clustering was 0.74, and all overlap blocks with 2.0 or higher evaluation values are displayed as a 3D
histogram. As the figure shows, the CODM provides not only a 3D mode but also a 2D mode where
users can see a projected overhead view of the 3D mode. In the 3D mode, the statistical significance of
the overlaps between clusters and the differences in expression levels between the clusters can be
simultaneously represented, since we can use the height and color of blocks. However, it is a little
difficult to recognize the expression patterns of clusters that generate an overlapping block. For this
purpose, the 2D mode is better, although the 2D mode of CODM can visualize only a single species of
information at a time, i.e. the statistical signiﬁcande of the overlaps or the differences in expression
levels between clusters, or relationships with known gene classification. Therefore, it is useful to
interactively change the mc_:dé as required. Exploration by chan giﬁg the color-mode and the 2D and 3D
modes allowed us to pick up 3 potentially important overlap blocks (Figure 4). The information for these
3 overlap blocks is shown in Table 2, their gene lists are shown in the Supplement Tables, and their
expression patterns are shown in Figure 5.

As stated above, we assumed that there are four issues for a comparison of clustering results: changes
in the composition of the cluster sets, changes in the expression patterns, relationships with other known

gene information, and threshold problems. The CODM enables us to address these issues as follows.
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Changes in the composition of the cluster sets

As shown in Figures 4a and 4b, the CODM can intuitively visualize changes in the composition of the
cluster sets as 3D histograms. That is, the dissimilarity of the expression level under SHAM divides each
cluster on TOL into specific sub-clusters and these sub-clusters are displayed along the Y-axis. In the
same manner, the relationships between each cluster of SHAM and all of the clusters of TOL are
displayed on the X-axis. If a clustering analysis is conducted for the merged data of TOL and SHAM,
these sub-clusters would be scattered and it would be difficult to intuitively observe the relationships of
the compositions of the cluster sets.

Changes in the expression pattern

A comparison of the dynamic changes of gene expression level acréss time under various conditions
provides a useful tool for interpreting complex biological processes. However, there are generally many
false candidate genes whose expression patterns between two different éonditions are different purely by
chance. For the comparison between TOL and SHAM, only 357 probes (of the 3,363 selected probes)
had 0.8 or higher correlation coefficient values of expression pattern between the two conditions. On the
other hand, 756 probes had negative correlation coefficient values. As stated above, the difference of
macroscopic phenomena that the conditions exhibit results from the difference of expression of not a
single gene, but of multiple genes. Therefore, it is quite important to search for genes whose expression

patterns changed in a similar fashion between different conditions. Figures dc and 4d show that the

CODM can simultaneously depict the s't'iit"is_g'_caj significance of the overlaps between clusters and the

|

differences in their expression patterns. In this mode, tall blocks colored blue or purple, such as block B

-0.23), while the two clusters under differént conditions share a statistically meaningful number of
commoen genes (E =533 and E = 34.8).,§Qte that, the objective of the CODM is to identify such
potentially important pairs of clusters —vom  massive combinations. To further understand the

significance of the expression patterns., it would be a desirable approach to combine CODM with other
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visualization tools for line graphical view of expression patters, as shown in Figure 5. The expression

of genes in TOL in block B was up-regulated, compared to SHAM, at early-stage, i.e. 1h, 3h, and 12h.
On the other hand, the expression of genes in TOL in block C was down-regulated, compared to SHAM,

at early-stage, i.e. 1h, and 3h. Once again, CODM enabled us to easily detect candidate genes of this

type.

Integration with other known gene information

In gene expression analysis, interpretation and validation of the results should be performed in the
context of what is already known about the genes being analyzed. CODM allows us to associate the
results with other such gene information and narrow down candidates. Figures 4¢ and 4f show the
relationships between 8 types of transcriptidn factors (HIF, ARNT and EGR families —see Table 1),
which were reported to have a relationship with ischemia (5,8,18,19). In the figures, overlap blocks with
2.0 or higher evaluation values for the representation of genes with putative transcription factor binding
sites were color-coded. Table 2 shows that overlap blocks A, B, and C implied relationship with the
transcription factors (£>2.0). This example illustrates the utility of representing relationships with other
known gene associated information by use of the color of overlap blocks, although it may be difficult to
extract biological conclusions due to the limited number of genes with the putative binding sites in the
overlap blocks. If binding-site information from more genes becomes avai-lable, more detailed analysis
of results will be possible. Furthermore, representation of relationships with other known gene
classifications should provide us with deeper insights.

Threshold problems

Arbitrary selection of thresholds involves a risk of overlooking important genes. In a comparison of
cluster sets on gene expression profiles, there are four types of thresholds: 1) a threshold for generating
clusters for each condition; 2) a threshold for evaluating the number of common genes that two clusters

share; 3) a threshold for evaluating the differences in the expression patterns between two clusters: and



