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Abstract

Although it has been several years since metabolic networks became a commonly used analysis technique in bioinformatics, the question of how best to construct them from experimental data is still not satisfactorily resolved. Correlation-based techniques offer a quick, easy and largely
unbiased way of discovering the network topology but fail to provide the directional information required for anything other than a cursory analysis of the system. Methods based on the layering of metabolite data onto the pre-existing metabolic pathway diagrams found in repositories,
such as the ‘Kyoto Encyclopedia of Genes and Genomes’ (KEGG)[8], can force a modular structure onto the resultant network, a process which may mask other important topological features hidden within the data. Here we present a method for the construction of metabolic networks
from microarray datasets using an enhanced version of the KEGG reaction database. The resulting networks are directed graphs, derived from the association between array probes and enzymes in the KEGG database. The directionality of the network is determined by the flow of catalytic
reactions within the associated pathways. This method is novel in the sense that the derived directed metabolic networks are produced without the bias introduced by mapping metabolite data onto the pre-existing topology of a pathway:.

Problem

While it has become accepted in the biological community that “...a discrete biological function can only rarely be attributed to
an individual molecule” [1] the question of how best to analyse the complex web of interactions now thought to be at the heart of
many biological systems is still in debate. One widely used technique, that of metabolic networks, offers great promise in that it is
complementary to the traditional biological approach to studying metabolism (the metabolic pathway), while also being able to draw
on well-established tools & metrics from fields such as Physics and Communications where networks have been studied for many years.
However, the key to a successtul network analysis often lies in choosing the correct way in which to represent the field-specific data,
and challengingly it is here where some of the greatest variability between research groups lies. Common approaches range from the
mapping of data onto pre-defined reference pathways|3|[5] found in repositories such as KEGG|8|, through more traditional bioinformatics
techniques such as correlation-based analysis|4] to the study of time-series data of metabolic fluxes|9][11]. FEach has its advantages and
drawbacks; the mapping of data onto pre-defined pathways has the advantage of being ‘safe’ in that the links in the network being
created have already been proven experimentally, but fails to allow for alternative reaction mechanisms/pathways which may become
dominant when the system is placed under stress. Correlation-based techniques allow a more ‘exploratory’ approach to be taken by
not forcing a previously assumed architecture (which in the case of biological systems is often either modular or hierarchical) onto the
system. However, the networks produced lack the directional information necessary for in-depth analysis and the results can be difficult
to relate to underlying chemical processes; as Steuer, Kurths, Fiehn and Weckwerth put it “...there is no straightforward connection
between the observed correlations and the underlying reaction network. We observe strong correlations between seemingly distant
metabolites, whereas metabolites sharing a common reaction are not necessarily correlated.”|[12]. Time-series methods have produced
promising results for small systems (usually no more than 10 metabolites) and in-silico simulations, but the number of timepoints
and replicants required for the analysis of larger systems make them too impractical to be widely used. What is required therefore, is
a method of building directed metabolic networks from experimental datasets which allows a-prior: information on known metabolic
reactions to be included, while at the same time displaying the dynamic architectural discovery that can be seen in correlation-based
networks.

Method

The amount of information contained in a directed metabolic network means that it is hard, if not impossible, to build such a model
from data on metabolite concentrations alone (at least without performing a very large number of experiments); instead it was decided
to build the networks based on a microarray analysis of the sample, which metabolite concentration data could then be mapped onto
at a later date. An enhanced version of the reaction component of the KEGG LIGAND|8| database was constructed containing not
only definitions for each reaction but also pathway specific directional information which would allow the networks produced to be
tailored to specific areas of metabolism should such information be available. The construction process itself works as follows: probes
on the array are matched to their gene symbols, which are in turn linked to reactions in the KEGG database through the enzymes they
produce. P-values are calculated for the up/downregulation of each of the probes on the array. Thereafter, reactions are added to either
the upregulated or downregulated metabolic network it all their associated probes are significantly altered in expression. Reactions are
only added to the networks if the regulation of all of their probes is of the same type, i.e. all up or all down. If there appears to be
a significant amount of noise in the experimental data, which may lead to difficulties in calculating the p-values, the user also has the
option to include a ‘grey area’ in the construction process; in this situation reactions are included if a minimum of one of the probes is
significantly up/downregulated and the others fall inside the ‘grey area’.

Preliminary Results

The data used in the testing phase of the work has been taken from a study of circulating tumour cells (CTCs) by Smirnov et al.|10] and
consists of microarray data for three different types of cancers, breast, colorectal and prostate. For each cancer in their study the authors
took a C'T'C-enriched & CTC-depleted blood sample, before running a microarray analysis. P-values for the significance of expression in
the CT'C-enriched fraction relative to the expression in the CTC-depleted fraction of the data were calculated using the Kruskal-Wallis
test. An initial analysis of the networks produced from this dataset has shown several interesting results; in the upregulated probe
network from the breast cancer sample nodal degrees have shown Isocitrate to be an important component of the system, consistent
with the increased activity of Isocitrate Dehydrogenase which has been seen in some breast cancer patients|6]. The same technique
has also shown Adenylosuccinate to be of interest in colorectal tumours, consistent with the increase in Adenylosuccinate lyase noted
in the literature|13]. When directly comparing the networks a large number of interesting variations can be seen; for example, in
the upregulated probes network for the breast cancer sample a number of reactions from the glycolysis pathway can be seen, in the
colorectal cancer sample however these reactions are split across the upregulated and downregulated probes networks showing a shitt
from the glycolysis to the gluconeogenesis section of the pathway for that tumour type. Only around 10% of the edges are shared
between networks showing that there is very little overlap between the systems. This is highly significant as it proves that the features
being seen are due to the variations in the sample rather than an anomaly of the construction process. Each of the networks exhibits
a power law degree distribution indicating that, as expected for biological systems, they possess a scale-free topology: an architecture
which is resilient to attack against anything other than the highly connected ‘hubs’.

Future Research
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Figure 1: (Above) The directed metabolic network of reactions associated with upregulated probes for circu-
lating tumour cells from a breast cancer, and (below) a sub-graph from the metabolic network featuring only
reactions associated with the glycolysis pathway shown alongside the appropriate KEGG pathway diagram.
[t can bee seen that Lipoamide(C00248) shares a bidirectional link with Dihydrolipoamide(C00579) and that
they are also connected to NAD+(C00003) and NADH(C00004), which also feature in the same reaction
although are not shown on the KEGG diagram; however there is no link to Thiamine Diphosphate(C00068)
since the P-values for probes associated with enzyme 1.2.4.1 fell outside the threshold value of P=0.05. Note
that while all the links shown in the glycolysis sub-graph below are bidirectional this is not true in the full
metabolic network above. Network images were produced using the Pajek graph visualisation program.|2]
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e Validation of the technique through a comparison of the networks constructed to those created by other methods (such as correlation-based analysis) and careful checking of key compounds (indicated by hubs in the network) & transformations

(indicated by critical sections) against those in the literature.

e Fxpansion of the database which currently only includes those reactions associated with probes on the Affymetrix Human Genome Focus Array|7], a chip with approximately 8,700 probes measuring around 8,400 genes and the smallest in the
Human Genome Arrays range. The choice of array was based solely on the datasets available, and for the technique to be useful to a wide range of groups the database needs to be expanded to cover all of the reactions which currently feature in

KEGG LIGAND.

e Further testing of the method against other datasets and analysis of the networks produced using a range of different techniques; vulnerability metrics, clustering coeflicients, betweenness centrality, nodal reciprocity, degree distributions, triadic

census & motif search.

e Construction of a graphical user intertace and automation of the scripts which control the construction process.
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