HClust

The program allows clustering genes by their expression profile similarity. The purpose of the analysis is to
select groups of genes that have common patterns of expression in different experiments, e.g. high
expression in cancer tissues and low expression in normal tissues. These patterns of co-expression are
usually treated as co-regulation. The similarity of the expressions patterns may not be limited by simple rules
and can be described by similarity (or distance) Measures. There are several measures of expression profile
similarity between two genes:

(1) Euclidean distance. This is the geometric distance in the multidimensional space. It is computed as: d;=
[Z« (x& - xx)?]%, where x;, x; are two expression profiles for genes i,j, k is the index of experiment (field), xi is
the expression value of gene i in the experiment k.

(2) Squared Euclidean distance. The squared Euclidean distance can be implemented in order to place
progressively greater weight on objects that are further apart. The squared Euclidian distance is computed
as: d;= Z (X« - xx)* (see explanation above). The Euclidian and squared Euclidian distances are computed
from raw data (non-standardized), therefore they may be affected by differences in scale among the
expression values in different experiments.

(8) Manhattan distance. This distance is the average absolute difference for the set of experiments
calculated by the formula d;= % |xik - xi|. In most cases, this distance measure yields results similar to the
simple Euclidean distance, for this measure, the effect of single large differences is dampened (since they
are not squared).

(4) Chebychev distance. This distance is computed as d;= maxx | xi - Xi |. The measure is useful when one
wants to define two objects as "different” if they are different on any one of the experiments.

In SelTag all distance measures (1-3) are normalized to the number of fields involved in calculation. This is
useful when take into account expression data with missing values.

Other measures involve correlation coefficient r; between two expression profiles of genes i and j.

(5) 1-rj; This measure keep close profiles with positive correlation coefficients and is useful when one wants
to detect co-regulated genes.

(6) 1-|ryl; This measure keep close profiles with higher absolute value of correlation coefficients.
(7) 1+ry; This measure keep close profiles with negative value of correlation coefficients (anti-correlated).

Three types of correlation are possible for correlation distance option:
Pearson’s r - Pearson's correlation coefficient. The Pearson product moment correlation coefficient between
expression profiles i and j is calculated as follows:
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where yj is the expression level of gene i in the experiment k; V; is the mean expression level of the gene i.

Positive correlation implies that the expression levels of genes i,j are related positively, the higher expression
of gene /, the higher expression of gene j. Negative correlation means that the expression levels of genes i,j
are related negatively, the higher expression of gene j, the lower expression of gene j. If the r; is close to
zero, two expression profiles are unrelated.

Spearman r - Spearman's correlation coefficient.

This correlation coefficient is computed for ranks. Let Ry is the rank of the expression level in the experiment
k of gene i (relatively to other experiments), Ry is the rank of the expression level in the experiment k of gene
J- Then Spearman’s correlation coefficient is calculated by the formula
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Kendall's 7 - Kendall's tau correlation coefficient.
To calculate Kendall’s 7 K for data points (y.; i) 2K(K - 1) pairs considered (without self-pairing, the points
in either order count as one pair). Pairs in which yi; > ym and yi; > Y OF Y < Ymi @and yi; <y are called
concordant pairs (agreement between ranks), pairs with rank disagreement are called discordant pairs. In
general, 7is calculated as

T = ([number of concordant] — [number of discordant]) / total number of pairs
Clustering algorithm

The program performs nearest-neighbor clustering. If two expression profiles have distance lower than user-
defined threshold, they form one cluster. If profile has distance lower than threshold to at least one profile
from the cluster, it is added to the cluster.

When the cluster is defined, cluster scores are computed, that is average distance within the cluster. Gene
score is the average distance from gene to other genes in the cluster (if size of cluster is greater than 1).

Example of the output data

status=Hierarchical clustering for cards...
status=9 clusters;Size:Min=1;Max=22.Get scores.
status=done [0.0 sec]

Number of clusters obtained 9.

Cluster Sizes and Scores:

Cluster 1 22 19044.5334

Cluster 2 3 5310.2424

Cluster 3 1 0.0000

Cluster 4 1 0.0000

Cluster 5 1 0.0000

Cluster 6 1 0.0000

Cluster 7 1 0.0000

Cluster 8 3 11528.7321

Cluster 9 1 0.0000

List of selected genes, their cluster indices and scores
No DatalIndex Name Cluster Score

1 22 GEN20490 1 17400.0325
2 23 GEN35753 2 4479.8077
3 24 GEN02374 1 19743.1634
4 25 GEN32178 1 18608.6733
5 26 GEN06647 1 18895.3991
6 27 GEN34153 1 19301.8182
7 28 GEN00981 1 17364.7667
8 29 GEN07981 1 17494.5755
9 30 GEN20756 1 17584.5975

Some lines starting from “status=" are just output the status of the calculation and can be ignored. Then
the result cluster information is output: number of clusters, their list with cluster scores. Then list of selected
genes with their cluster indices and scores is printed out.
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