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Abstract

Background: New drug targets are urgently needed for parasites of socio-economic importance. Genes that are
essential for parasite survival are highly desirable targets, but information on these genes is lacking, as gene knockouts
or knockdowns are difficult to perform in many species of parasites. We examined the applicability of large-scale
essentiality information from four model eukaryotes, Caenorhabditis elegans, Drosophila melanogaster, Mus musculus
and Saccharomyces cerevisiae, to discover essential genes in each of their genomes. Parasite genes that lack
orthologues in their host are desirable as selective targets, so we also examined prediction of essential genes within
this subset.

Results: Cross-species analyses showed that the evolutionary conservation of genes and the presence of essential
orthologues are each strong predictors of essentiality in eukaryotes. Absence of paralogues was also found to be a
general predictor of increased relative essentiality. By combining several orthology and essentiality criteria one can
select gene sets with up to a five-fold enrichment in essential genes compared with a random selection. We show how
quantitative application of such criteria can be used to predict a ranked list of potential drug targets from Ancylostoma
caninum and Haemonchus contortus - two blood-feeding strongylid nematodes, for which there are presently limited

sequence data but no functional genomic tools.

those in a parasite that are absent from its host.

Conclusions: The present study demonstrates the utility of using orthology information from multiple, diverse
eukaryotes to predict essential genes. The data also emphasize the challenge of identifying essential genes among

Background

Until recently, the search for novel drugs against parasites
has been carried out mainly using approaches that
directly screen for inhibition of parasite growth or lethal-
ity. The current industry and regulatory focus on target-
based drug development has meant that the search for
new anti-parasitic compounds has also moved to a target-
based paradigm. The completion of genome projects and
large-scale expressed sequence tag (EST) surveys for a
range of parasites now means that tens of thousands of
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potential drug targets are potentially accessible for many
of these organisms. The major challenge now is not only
to identify putative targets, but also to prioritize them,
such that available resources can be focused on those
most likely to lead to effective treatments/drugs. This
aspect is most pressing for neglected infectious diseases
which cause a disproportionate burden in developing
countries and for which the costs of the drug develop-
ment process have deterred investment by the pharma-
ceutical industry [1]. Thus, well-considered approaches
to predict the most promising targets and to identify
those most likely to be essential are required to increase
the likelihood that lead compounds proceed to commer-
cial development [2].

Identifying essential genes of pathogens is important
because chemical inhibition of non-essential genes is
unlikely to result in the death of the infectious agent,
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whereas the use of non-essential molecules, for example,
for vaccine targets might rapidly select for mutants that
evade protective immune responses. Essentiality, how-
ever, is difficult to define because its application is neces-
sarily restricted to the experimental conditions being
tested. Despite this limitation, indispensability under a
defined laboratory condition can be a useful starting
point for identifying biological processes that are likely to
be crucial for the survival of an organism under natural
conditions. The proliferation of genome sequencing proj-
ects has been followed by systematic analyses of gene
knockouts and/or knockdowns to determine essentiality
in a number of model eubacteria and eukaryotes, such as
Escherichia  coli,  Saccharomyces  cerevisiae and
Caenorhabditis elegans [3-8]. Unfortunately, few infec-
tious agents are currently amenable to whole-genome
approaches for the experimental testing of essentiality,
such that promising candidate drug targets must be indi-
vidually validated genetically. This is particularly true of
eukaryotic parasites, for which the genetic tools to char-
acterize drug or vaccine targets are often limited, and
absent for many others.

A particularly challenging area is the development of
novel compounds to combat parasitic helminths of ani-
mals. Such helminths are of major socio-economic
importance; more than a billion people are infected with
soil-transmitted worms (= geohelminths), such as the
blood-feeding hookworms Ancylostoma duodenale and
Necator americanus, the common roundworm, Ascaris
lumbricoides, and the whipworm, Trichuris trichiura
[9,10]. These parasites alone impose a worldwide annual
burden of 39 million Disability Adjusted Life Years
(DALYs) and cause serious adverse effects on human
health, particularly in children [10]. Similarly, parasitic
nematodes of livestock, such as cattle and sheep, also
cause substantial economic losses due to the diseases
they cause, with billions of dollars spent annually on the
treatment of gastro-intestinal nematodes alone. Resis-
tance is emerging to all of the main classes of anthelmint-
ics used to combat parasitism [11-14], creating a serious
need for new classes of compounds.

Although desirable, anthelmintic targets do not neces-
sarily need to be encoded by essential genes. For example
a number of anthelmintics (such as aldicarb and trichlo-
rfon) target acetylcholinesterases, and perturbations or
silencing of C. elegans acetylcholinesterase genes can
result in a viable phenotye (but sometimes with drug
resistant phenotypes) [15]. Likewise, levamisole targets
acetylcholine receptors, and the disruption of several
subunits of these receptors also leads to a viable levami-
sole resistant phenotype[16]. Despite the precedence for
successful drugs that act through agonist relationships
with non-essential molecules, essentiality is a desirable
character of genes to be pursued by a target-centric
approach. Although the relative success of target-based
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screening is uncertain compared with whole organisms
screens, future screening against single molecule targets
is likely to measure loss-of-function linked to lethality,
rather than searching for modulators or agonists. There-
fore, the prediction and identification of essential genes
in parasitic helminths is considered an important step
towards the prioritization of drug targets in nematodes.

There has been significant growth in the amount of
sequence data for nematodes, enabling the prediction of
numerous potential drug targets. Much focus has been
on the sequencing of ESTs [17-23] due, in part, to diffi-
culties in producing sufficient quantities of genetically
homogenous material from heterologous worm popula-
tions for genomic sequencing. However, some progress
has been made on whole genome sequencing (e.g., Brugia
malayi) [24], and a program has recently received fund-
ing for the sequencing of a range of socio-economically
important nematodes of the order Strongylida [25]. The
data emerging from these sequencing projects have
spurred the identification of drug targets in parasitic
nematodes using bioinformatic techniques (e.g., [26]), but
the testing of essentiality for these targets has generally
been absent. Members of the Strongylida cannot be prop-
agated (through the entire life cycle) in culture in vitro. In
addition, gene silencing (double-stranded RNA interfer-
ence, RNAi) does not work effectively in the parasitic
nematodes of this order assessed thus far, such that, cur-
rently, there are major limitations in conducting func-
tional studies in different developmental stages of these
parasites [27-29] in order to pre-validate potential drug
targets.

The paucity of experimental tools to characterize drug
targets in the Strongylida intensifies the need to predict
which putative targets are most likely to be essential; in
this case, predictions are necessarily based on inference
from orthologues in model organisms. However, a ratio-
nal method for applying knowledge of essentiality from
orthologues in other species is lacking. Taking advantage
of recent advances in whole genome orthology mapping
[30] and the availability of large-scale eukaryotic essenti-
ality datasets [31-33], we have created a database to anal-
yse how essentiality can be predicted from existing data
from model eukaryotes. The designation of essentiality in
these diverse organisms means quite different things. In
yeast, essentiality can refer to a failure to grow in culture,
whereas in mice it can encompass the failure of embryos
to progress to live offspring.

In the present study, we tested whether these disparate
forms of essentiality are predictive of the corresponding
phenotypes in other organisms and show that definitions
of essentiality are strongly predictive of essentiality even
in relatively distantly related eukaryotes. We applied les-
sons from these analyses to the prediction of essential
genes in parasitic nematodes. Members of the order
Strongylida are considered to be relatively closely related
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to Caenorhabditis elegans, being within clade V [34], such
that it is considered appropriate to infer gene function
from the abundant functional genomic data (including a
whole genome RNAi knockdown) that exist for C. elegans
[26,35,36]. In addition to a rational prediction of essenti-
ality from orthology and essentiality data, we integrated
recently developed gene network connectivity data [37]
to further predict key, essential genes that may offer
promising and testable drug targets.

Another criterion that can be employed for the predic-
tion of drug targets in infectious organisms is the absence
of a corresponding host orthologue, so as to maximise
opportunities for pharmacological selectivity. However,
many successful exceptions to this criterion exist; for
example, genuine targets may be differentially regulated
between pathogen and host [38], protein turnover may be
more rapid in the host than the pathogen [39], targets
may be active only in proliferating and cancerous cells in
the host [40], or may be sufficiently structurally different
between host and pathogen to allow selectivity [41]. We
investigated the effect of excluding genes that possess
mammalian orthologues and discovered that the remain-
ing genes are much less likely to be essential. Therefore,
we developed more flexible prioritization methods that
are not limited by the requirement for genes to lack host
orthologues. In the present study, we applied these tech-
niques to predict of essential drug targets in large EST
data sets representing two blood-feeding strongylid nem-
atodes of major socio-economic importance, namely
Haemonchus contortus (the barber's pole worm of small
ruminants) and Ancylostoma caninum (canine hook-
worm). We combined this prioritization strategy with
other criteria to predict molecules as drug targets in these
haematophagous nematodes as a proof-of-principle
application of using orthology to predict essentiality.

Results

Database of essentiality

To enable the comparison of phenotypes among the four
model organisms - Caenorhabditis elegans, Drosophila
melanogaster, Mus musculus and Saccharomyces cerevi-
siae - a database was constructed to allow the mapping of
phenotype data among orthologues. Orthology was
determined using the OrthoMCL database [30], and was
populated with phenotype data for these four species. In
the case of C. elegans, D. melanogaster and S. cerevisiae,
phenotype information was available for 94%, 75% and
88% of all protein-coding genes respectively. For M. mus-
culus, gene knockouts/knockdowns represented 20% of
all protein-coding genes. Because the genes chosen for
knockout analysis in mice were selected to address spe-
cific phenotypic questions, it is possible that this non-
random collection may introduce some bias towards or
away from genes that are expected to be essential. Indeed,
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genetic experiments involving mouse genes did have a
higher percentage of reports of lethality/essentiality than
the other organisms studied (Figure 1), which may reflect
selection bias. Nonetheless, the patterns observed for the
prediction of essentiality from orthology in the M. mus-
culus dataset paralleled those in the other organisms
assessed, supporting their inclusion in the present analy-
ses.

Prediction of essentiality based on phyletic characteristics -
presence of paralogues

We interrogated our database to determine whether par-
alogy was a useful predictor of essentiality. Intuitively,
belonging to a paralogous family may suggest some
degree of redundancy that could compensate for a dis-
rupted gene; indeed, previous studies of C. elegans and S.
cerevisiae have indicated that genes with paralogues are
less likely to be essential [42,43]. However, in the mouse, a
recent analysis [44] revealed no difference between genes
with and without paralogues. These studies used different
criteria to define paralogues and, in some cases, included
genes that cause sterility as being essential, making it dif-
ficult to compare results among studies. Therefore, to
compare the effect of paralogy on the likelihood of lethal-
ity among different species, we used a single method for
the definition of a paralogue (OrthoMCL), combined
with existing large-scale essentiality data for C. elegans,
D. melanogaster, M. musculus and S. cerevisiae. The pres-
ence of paralogues was inferred from OrthoMCL groups;
if there was more than one gene from a species in an
OrthoMCL group, these genes were classified as genes
with paralogues. The probability of essentiality for genes
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Figure 1 Effect of paralogy on probability of essentiality of genes.
This graph shows the probability of essentiality for genes with and
without paralogues for C. elegans, D. melanogaster, M. musculus and S.
cerevisige. Presence of paralogues means more than one gene from
the species is present in an OrthoMCL group. Percentages are num-
bers of genes with lethal phenotypes expressed as a fraction of genes
with available phenotype information for each species. Differences in
essentiality of genes with versus without paralogues were highly sta-
tistically significant (P < 1094), as determined using Fisher's exact test
(Additional File 2).
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with or without paralogues is shown in Figure 1 and
Additional File 1: Table S1.

For C. elegans and S. cerevisiae, we found that genes
without paralogues were significantly more likely to be
essential than genes with paralogues (Figure 1). For C.
elegans, there was a 1.6-fold greater probability of essenti-
ality for genes without paralogues (P < 10-33, Fisher's
exact test, Additional File 2), whereas for S. cerevisiae,
there was a 3.8-fold greater probability of essentiality (P <
10-31). For D. melanogaster, genes without paralogues
were also more likely to be essential (1.4-fold, P < 10-12),
though to a lesser extent than for C. elegans and S. cerevi-
siae. The incomplete dataset of M. musculus differed
from those of the other three species in that genes with-
out paralogues were (0.9-fold, P < 10-%) less likely to be
essential than genes with paralogues.

Prediction of essentiality based on phyletic characteristics -
presence of orthologues
Genes that are shared among species have been hypothe-
sized previously to be those that are more likely to be
essential [45]. However, there is no evidence that this pro-
posal has been tested quantitatively for eukaryotes, and
we were unaware of published studies that demonstrated
the effect of the breadth and extent of conservation over
large evolutionary distances on the probability of essenti-
ality. Indications that gene conservation could be used as
a predictor of essentiality in eukaryotes comes from a
study of 315 essential genes of Danio rerio (zebrafish)
[46], which found that essential genes were more likely to
be conserved than non-essential genes. To test the effect
of conservation of genes on essentiality, we analysed the
frequency of essentiality among genes with orthologues
in C. elegans, D. melanogaster, M. musculus and S. cerevi-
siae. For each of the four species, we tested the effect of
conservation of a gene in one or more species on essenti-
ality in another (query) species. For example, to examine
how well the presence of an orthologue in S. cerevisiae
predicts essentiality in C. elegans, we first identified
orthology groups comprising genes from these two spe-
cies, and then, for the C. elegans genes in these groups,
we calculated the percent that were essential. The find-
ings are shown in Figure 2 and Additional File 1: Table S2.
For genes in each of the four species, the existence of an
orthologue in other species increased the probability of
essentiality, and the more distant the source of the ortho-
logue, the greater this effect. For C. elegans, the probabil-
ity of essentiality for a gene without paralogues selected
at random was 18%; this probability increased to 38% if
the gene had an orthologue in D. melanogaster and to
51% if an orthologue existed in the more distant relative,
S. cerevisiae (Figure 2). Conservation over a greater evo-
lutionary distance therefore appears to be a better indica-
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tor of essentiality than conservation between or among
organisms that have diverged more recently. We also
tested whether the conservation of orthologues among
multiple species would improve the probability of essen-
tiality in any particular species. For nearly all combina-
tions, this was indeed the case (see Figure 2). For
example, 51% of C. elegans genes with orthologues in S.
cerevisiae are essential, and 53% of C. elegans genes that
have orthologues in both S. cerevisiae and D. melano-
gaster are essential. There are several exceptions whose
causes are unclear- e.g., genes present in all four species,
C. elegans, D. melanogaster, S. cerevisiae and M. muscu-
lus, were less likely to be essential when knocked down in
Drosophila than those that were present in only the for-
mer three species (Figure 2).

Prediction based on orthology mapping of existing
essentiality data for the four species

Subsequently, we tested whether the presence of an
essential orthologue is more predictive of the essentiality
of a gene than the presence of a non-essential orthologue.
This has been explored previously in the bacterium
Pseudomonas aeruginosa, for which essential genes have
been predicted by identifying genes that are homologous
to essential genes in other unicellular micro-organisms,
such as Mycoplasma genitalium, Haemophilus influen-
zae, Vibrio cholerae, Staphylococcus aureus, E. coli and S.
cerevisiae [47]. This set of genes predicted to be essential
was indeed in agreement with genes shown experimen-
tally to be essential. However, whether essentiality of an
orthologue can be used to predict essentiality for multi-
cellular organisms had not been tested. For C. elegans, D.
melanogaster, M. musculus and S. cerevisiae, we assessed
whether essentiality in one species could be used as a pre-
dictor of essentiality in a second species. To do this for
each query species (ie C. elegans, D. melanogaster, M.
musculus and S. cerevisiae), we assessed the probability of
essentiality for genes that have lethal phenotypes in the
other three species. When comparing phenotypes linked
to particular genes among species, we limited the analysis
to genes with no paralogues in each of the species being
compared; this was conducted to avoid the difficulty of
comparing phenotypes when individual paralogues were
associated with different phenotypes. To test whether
having essential orthologues in S. cerevisiae predicted
essentiality in the corresponding C. elegans genes, we
identified orthology groups containing non-paralogous
C. elegans and S. cerevisiae genes that had been subjected
to essentiality analysis. We then compared the frequency
of essentiality for C. elegans genes that grouped with
essential or non-essential S. cerevisiae orthologues. We
also tested whether essentiality in multiple species
improved the probability of essentiality. The results of the
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Figure 2 Effect of gene conservation on probability of essentiality of genes. This graph shows the probability of essentiality for genes from C.
elegans, D. melanogaster, M. musculus and S. cerevisiae respectively, modified by their phyletic profile. The percentages show the number of genes with
lethal phenotypes divided by the total number of genes with orthologues in the species being compared. Specificity refers to the proportion of genes
in the selected subset that are essential and sensitivity refers to the proportion of the total number of essential genes for that species that are recov-
ered in the selected subset. In all cases, essentiality was assessed for genes without paralogues. The probability of essentiality for genes in each of the
specified subsets versus a gene selected at random from the query genome were all statistically significant (P < 109%), as determined using Fisher's
exact test (Additional File 2). C = C. elegans, D = D. melanogaster, M = M. musculus, D = D. melanogaster, S = S. cerevisiae.
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predictions for C. elegans and the other three species are
shown in Figure 3 and Additional File 1: Table S3, respec-
tively.

Our analysis showed that a gene with an orthologue
with a lethal knockout/knockdown phenotype was more
likely to be essential than if the orthologue were non-
essential; the more distant the orthologue, the greater
was the probability of essentiality. Thus, the existence of
an orthologue associated with a lethal phenotype in S.
cerevisiae was highly predictive of lethality in C. elegans
(72%), greater than the presence alone of an orthologue in
S. cerevisiae (51%). Combining the presence of an essen-
tial orthologue in an evolutionarily more distant relative
(S. cerevisiae) with an additional, closely-related species
(i.e., D. melanogaster) increased this probability further -
C. elegans genes with an orthologue in both D. melano-
gaster and S. cerevisiae, each with a lethal phenotype, had
an 81% probability of lethality.

The effect of drug-target selectivity on predictions of
essentiality

Anti-parasitic drugs need to selectively inhibit or kill the
parasite without causing unacceptable toxicity to the
host. One way of pursuing targets for such drugs is to
focus on parasite genes that lack host orthologues. As our
aim was to identify targets for parasitic nematodes that
infect mammals, we examined the possible effects on
essentiality of focusing on parasite genes that lack mam-
malian orthologues. To do this, we analysed the probabil-
ity of essentiality for C. elegans genes that either
possessed or lacked mammalian orthologues. To obtain
the set of C. elegans genes without mammalian ortho-
logues, we identified C. elegans genes that were in an
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Figure 3 Effect of conservation of essential genes on probability
of essentiality. This graph shows the likelihood of essentiality for C. el-
egans genes with essential orthologues in one or more of the organ-
isms; D. melanogaster, M. musculus and S. cerevisiae. The percentages
are the number of genes with lethal phenotypes divided by the total
number of genes with orthologues in that species. Essentiality was as-
sessed for genes without paralogues. C = C. elegans, D = D. melano-
gaster, M =M. musculus, S = S. cerevisiae.
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OrthoMCL group that did not have a gene in any of the
three mammals considered (i.e., Homo sapiens, M. mus-
culus and Rattus norvegicus). We then calculated the
probability of essentiality of these genes. C. elegans genes
that lacked mammalian orthologues were much less likely
to be essential; the probability of essentiality decreased
from 16% to 8% for a gene selected at random, and was
only 6% if the gene had paralogues (Table 1, Figure 3).
This substantial decrease in the probability of essentiality
has important consequences for drug target prediction
that have not been made explicit previously. Researchers
are quite likely to examine genes in exactly this category
(i.e. present in a pathogen but absent from the host), but
the very low "raw" probability of essentiality for these
genes (6-8%) highlights the challenge for the prediction of
essential drug targets from such a subset, which we
address here.

Prediction of drug targets in Anyclostoma caninum and
Haemonchus contortus: combining 'assayability’ with the
prediction of essentiality

The present findings were applied to the prediction of
drug targets in haematophagous parasitic nematodes, as
outlined in a flow diagram (Figure 4). The parasites Ancy-
lostoma caninum and Haemonchus contortus were
selected to represent parasitic nematodes of the order
Strongylida ("clade V" [34]), for which significant EST
sequence data exist. All available EST data for A. caninum
and H. contortus (comprising 21,975 and 80,551 ESTs,
respectively) were downloaded from the NCBI database.
These ESTs were first mapped to the OrthoMCL orthol-
ogy groups by a BLASTX analysis of individual EST
sequences against all OrthoMCL proteins using the
OrthoSelect method [48]. A caveat of this EST-based
analysis is that the incompleteness of genomes for the
parasitic nematodes means that there will be poorer iden-
tification of paralogues and orthologues. This analysis
was followed by the extraction of C. elegans orthologues
from the orthology groups. Previously, we showed that
having an essential orthologue was a better predictor of
essentiality than just having an orthologue (e.g., for C. ele-
gans, a gene that has an orthologue that is essential in D.
melanogaster is 1.6-fold more likely to be essential than if
the C. elegans gene just has an orthologue in D. melano-
gaster). We therefore focused on the subset of C. elegans
orthologues of the parasitic nematodes that were essen-
tial (i.e., genes that have lethal RNAi phenotypes in C. ele-
gans).

Assayability requirement: enzymes, ion channels and
GPCRs

To select targets that are most amenable to in vitro
screening for growth inhibition or lethality, we focused
on genes encoding proteins for which functional assays
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Table 1: Combining essentiality with selectivity
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Probability of essentiality

Genes with and without

With paralogues Without paralogues

paralogues
C. elegans 16% 11% 18%
(all genes) (2941/18860 genes) (656/5988 genes) (2285/12872 genes)
C. elegans (excluding genes 8% 6% 9%
with mammalian orthologues) (1090/13307 genes) (249/4431 genes) (841/8876 genes)

This table demonstrates the effect of excluding genes with mammalian orthologues on the probability of essentiality. Percentages shown
are the number of genes with lethal RNAi (gene knock-down) phenotypes divided by the total number of genes in each category. The

numbers of genes are given in brackets.

exist. Thus, we examined the subset of C. elegans genes
encoding proteins inferred to have enzymatic, ion chan-
nel, or GPCR activity, as determined by GO term annota-
tion (i.e., GO:0003824, GO:0005216 or GO:0004930, or a
subterm thereof). All current drugs in clinical use against
nematodes target a protein in one of these three catego-
ries. GPCRs are the targets of more than 50% of pharma-
ceutical drugs [49], making them attractive targets also in
parasitic nematodes. We found that enzymes were more
likely to be essential than non-enzymes for both C. ele-
gans and S. cerevisiae - for C. elegans, 16% of all genes
were essential, whereas 21% of enzymes were essential;
for S. cerevisiae, 19% of genes were essential, while 24% of
enzymes were essential - so, by focusing on enzymes, we
further increased our likelihood of identifying essential
genes.

Essentiality requirement: quantitative formula for
maximum prediction of essentiality based on the present
analysis

We applied a quantitative weighting scheme to the genes
that met the criterion for assayability, according to the
present analysis of the relative importance of each feature
in determining essentiality. For example, we showed that
having no paralogue increased the probability of essenti-
ality by 1.6-fold in C. elegans (Table 1), having an ortho-
logue with no paralogues in S. cerevisiaze or D.
melanogaster increased probability by 3.3 and 2.4-fold,
respectively. (Figure 3). Furthermore, having an ortho-
logue with no paralogues that was essential in S. cerevi-
siae and D. melanogaster increased the probability of
essentiality by 5.2-fold. These fold increases were all sta-
tistically significant (P < 0.0005), as determined using
Fisher's exact test (Additional File 2). This weighting
should thus score genes numerically in order of the prob-
ability that such genes are essential.

Increasing the probability of essentiality by incorporating
information on network connectivity

Recently, Lee et al. [37] constructed a probabilistic func-
tional interaction network for C. elegans, the largest such
network to date, comprising ~82% of all C. elegans genes.
This network integrates data for proteins and genes (e.g.,
microarray data and interaction and association informa-
tion) using information about C. elegans genes as well as
their orthologues in other species. Using this network,
the authors showed that gene connectivity is predictive of
essentiality - genes that were highly connected in the net-
work were more likely to be essential; this was shown to
be a feature that was conserved across eukaryotes
(including S. cerevisiae and M. musculus). An indepen-
dent study by Hwang and colleagues also showed that
genes encoding proteins with higher connectivity in pro-
tein-protein interaction networks were more likely to be
essential in E. coli and in S. cerevisiae [50]. As genes with
higher network connectivity scores (as assigned by Lee et
al) were more likely to be essential than those with lower
scores [37], we gave greater weighting to genes with
higher connectivity scores.

We combined the quantitative weighting scheme with
network connectivity scores to produce a prioritized list
of putative drug targets for A. caninum and H. contortus
(Additional file 3). These represent predicted C. elegans
orthologues of the A. caninum and H. contortus ESTs that
were chosen for assayability (enzyme, ion-channel or
GPCR), with a quantitative ranking scheme applied to
predict essentiality. Genes were included in the list if they
related to a lethal RNAi phenotype in C. elegans.

Although the list comes from an incomplete EST snap-
shot of these haematophagous helminths, it nevertheless
recovers three validated anthelmintic drug targets; beta-
tubulin, target of Benzimidazole [51]; glutamate-gated
chloride channel, a target of the avermectin/milbemycin
anthelmintics [52] and succinate dehydrogenase/fumar-
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Figure 4 Prioritizing essential nematode drug targets. This flow di-
agram outlines our approach to drug target prediction and prioritiza-
tion for parasitic nematodes. Some steps are clear "keep or reject”
decisions because the genes failing these criteria are either not easily
amenable to further development or have an unacceptable probabili-
ty of being essential. Other steps are used to quantitatively refine the
weighting to produce a ranked list of essential drug targets.

ate reductase, the C. elegans equivalent of one helminth
target of thiabendazole [53].

A likely application of this prioritization method could
be to focus on a particular subset of enzymes in which an
investigator has expertise. For example, if the aim was to
identify promising kinase drug targets, all kinases from
the ranked list could be extracted and appraised. There
are 49 predicted kinases (Figure 5) in the H. contortus and
A. caninum EST datasets. Those at the top of the list
would be expected to be most likely to be essential in
these two parasitic nematodes, based on the present anal-
yses. Although the numerical weighting cannot give an
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exact probability of essentiality for each uncharacterized
gene, the weightings should give an estimation of the rel-
ative likelihood of being essential for any two genes being
considered as candidate targets.

Discussion

Defining essential genes is a central strategy in the priori-
tization of drug targets in infectious organisms. Although
some non-essential genes may act as drug targets by con-
verting non-toxic precursors to toxic products, most
anti-microbials act by inhibiting the function of an essen-
tial process, leading to the death of the pathogen, either
through direct absence of that essential process or, indi-
rectly, though a stress-related response. A number of
anthelmintic drugs (e.g. levamisole [16] and ivermectin
[54]) appear to function as agonists of non-essential
genes (for a review of anthelmintic modes of action see
[55]). Although the search for drug targets among essen-
tial genes is a useful approach for the prioritization of tar-
gets, the inability of this methodology to predict some of
the successful anti-parasitic drug targets is a limitation of
this practice.

There have been several attempts to define or predict
essential genes in infectious agents; in a few cases, where
sophisticated functional genomic tools have been avail-
able, this has been possible through the systematic dis-
ruption of candidate genes, for example, in Streptococcus
pneumoniae [56), Candida albicans [57], Aspergillus
fumigatus [58]) and Mycobacterium tuberculosis [7,8].
However, for the vast majority of infectious organisms,
high-throughput experimental interrogation of essential-
ity is currently not possible, and efforts to define essenti-
ality have been based on bioinformatic predictions [59-
63].

Here, we have attempted to define general characters
that are predictive of essentiality of eukaryotic genes
through orthology. Previous studies have shown that con-
servation between genomes is itself a predictive feature of
essential genes. Studies by Butland, [64] Hwang [50] Kro-
gan [65] and colleagues showed that essential genes in S.
cerevisiae and E. coli are both more widely phyletically
distributed, and are more connected through physical
and functional protein-protein interactions. Our data
show that broad evolutionary conservation of genes
(among multicellular eukaryotes) is predictive of essenti-
ality, and also that essentiality of those orthologues is a
strong predictor. Combining individual criteria that are
independently predictive of essentiality increases the
specificity of prediction - for example, a C. elegans gene
selected at random is only 16% likely to be essential,
whereas C. elegans genes that lack paralogues and have
essential orthologues in S. cerevisiae and D. melanogaster
are 81% likely to be essential. This dramatic increase in
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Present in or:ihs:le:gtlllaelin Paralogues in
@ 2 P, Network
C. elegans gene id  Gene name Protein description § § 2 :’% § § g Es:f:i":::lty connectivity
] E . & g2 3 3 S e score
§ § E g 2 2 § 3 =
< & S 2 8 5 <% = ©
WBGene00000408  cdk-7 cyclin-dependent kinase CDK7 v v v v v ? X 52 154.48
WBGene00013688 Y105E8B.3  RIO Kinase RIOK2 v v v v X 5.2 13.30
WBGene00000099  air-2 aurora/Ipl1-related serine/threonine protein kinase v v v X 4.6 60.96
‘WBGene00019698 MO1B12.5 RIO Kinase RIOK 1 v v v X X 4.6 9.98
WBGene00004042  plk-1 protein kinase v v v v v 4.5 83.77
WBGene00000226  atl-1 phosphatidylinositol 3-kinase v v v X v X 44 7.58
WBGene00003401  mpk-1 MAP Kinase v v v X 39 167.12
‘WBGene00006868  vab-1 tyrosine kinase, EPH (ephrin) receptor family v v v X 39 40.17
WBGene00009335 F32D8.13 phosphomevalonate kinase v v v X 39 0.00
WBGene00000405  cdk-1 cyclin-dependent kinase v v v v v 37 17591
‘WBGene00002202  kin-19 casein kinase I v v v v v 3.7 47.47
‘WBGene00009575 F40F8.1 UMP-CMP kinase like v v v v v v 3.7 34.97
WBGene00002203  kin-20 casein kinase I (epsilon/delta) v v v v v 3.7 29.43
WBGene00000407  cdk-5 cyclin dependent kinase 5 homolog v v v v v 3.7 29.36
‘WBGene00000409  cdk-8 cyclin c-dependent kinase CDK8 v v X X X 34 57.32
WBGene00004980 spk-1 SR Protein Kinase v v X X 33 38.83
‘WBGene00006940 wee-1.3 cyclin-dependent kinase WEEI v v v X X 33 36.29
WBGene00000275 bub-1 mitotic checkpoint serine/threonine protein kinase v v X ? X 33 491
WBGene00008311  rskn-2 ribosomal protein S6 kinase/ RSK-p90 kinase homolog v v ? X 24 59.89
WBGene00004762  sel-5 ARK protein kinase family v v X X 2.4 33.00
‘WBGene00003916  par-1 serine/threonine kinase (KIN1/SNF1/Nim1 subfamily) v v v ? X 24 30.40
WBGene00013709  csnk-1 casein kinase (serine/threonine/tyrosine protein kinase) v v X X 24 21.27
WBGene00001008  dlk-1 mitogen-activated protein kinase kinase kinase v v X X 2.4 3.97
WBGene00002192  kin-4 serine/threonine kinase v v X X 2.4 2.76
WBGene00006568  thk-1 thymidine kinase v v v X 2.3 7.94
‘WBGene00002694 let-502 rho-binding Ser/Thr kinase v v v v X 2.1 3391
WBGene00009126 F25H5.3 pyruvate kinase v v v v v v 2.1 27.29
‘WBGene00013894 ZC434.8 arginine kinase v v v v v 2.1 2391
WBGene00000498  chk-1 CHK -like serine threonine protein kinase v v X X v v 2.0 69.92
WBGene00015203 B0495.2 protein kinase v v ? v v 2.0 37.55
WBGene00021022 WO04B5.5 protein kinase v v X v v 2.0 31.89
WBGene00003931  pat-4 integrin-linked kinase v v X v v X 2.0 21.59
WBGene00009119  F25H2.5 nucleoside diphosphate kinase v v X X v X 1.9 62.42
WBGene00001746  gsk-3 glycogen synthase kinase-3 v v v X 1.6 8235
WBGene00003150 mbk-2 dual-specificity Yak1-related kinase v v X v 1.6 33.12
WBGene00007777 C27D8.1 casein kinase (serine/threonine/tyrosine protein kinase) v v X X 1.6 32.47
‘WBGene00008746 F13E6.2 uridylate kinase/adenylate kinase v X X 1.6 31.10
WBGene00008780 F14B4.2 hexokinase v v v v X 1.6 30.18
‘WBGene00006579  tlk-1 tousled-like protein kinase v v X 1.6 7.97
‘WBGene00000098  air-1 aurora/Ipl1-related serine/threonine protein kinase v X X 1.6 7.53
WBGene00010416 H25P06.1 hexokinase v v X X 1.6 1.65
WBGene00019362  cdk-2 cyclin-dependent kinase CDK2 v X X 1.6 0.00
WBGene00002191  kin-3 casein kinase II alpha, catalytic subunit v v v ? v X 1.4 94.99
‘WBGene00022199 Y71HI0A.1  phosphofructokinase v v v X v v 1.4 21.33
WBGene00001487  frk-1 non-receptor tyrosine kinase v v X v 1.4 10.64
WBGene00002189  kin-1 cAMP-dependant protein kinase v v v 1.0 108.05
‘WBGene00004789  sgk-1 serine/threonine protein kinase v v v v 1.0 66.13
WBGene00007977  gska-3 serine/threonine kinase v X v 1.0 22.06
WBGene00012929  rsks-1 ribosomal protein S6 kinase v v v v 1.0 14.72
Figure 5 Prioritized kinases for the parasitic nematodes A. caninum and H. contortus. This shows the C. elegans predicted orthologues of the A.
caninum and H. contortus ESTs, as identified in the present study. All genes are predicted kinases, have a lethal RNAi phenotype in C. elegans. Targets
were first prioritized by the essentiality weighting assigned from the present study, then by Wormnet connectivity score. The top two ranked kinases
(in bold) are among the top thirty ranked targets from all ESTs (Additional File 3). Present in mammals is defined by having an orthologue in one or
more of the mammalian species in the OrthoMCL 2.0 database (human, rat, mouse). Essential orthologue in yeast, drosophila or mouse: ? = orthologue
(with no paralogues) associated with a lethal phenotype, ? = orthologue (with no paralogues) that had only non-lethal phenotypes recorded, ? = or-
thologue (with no paralogues) but no phenotype information was available. Presence of paralogues in C. elegans was determined from the OrthoMCL
grouping. Presence of paralogues in A. caninum and H. contortus was determined as described in Materials and methods. The network connectivity
score is the sum of all interaction scores (log-likelihood scores) for the gene in the Wormnet core network [37].

the specificity of prediction increases the probability of
essentiality from a dishearteningly low level, at which a
randomly chosen drug target candidate is very likely to be
non-essential, to a reassuring level where prioritized can-
didates are very likely to be essential. However, the
increase in specificity associated with these predictions is
also accompanied by a decrease in sensitivity - many gen-
uinely essential genes are discarded in such highly pre-

scriptive queries. In the present example, only 258
candidates remained from a set of 2941 C. elegans genes
determined experimentally to be essential. In practice,
the investigator must balance the desired specificity of
the query against the desired pool size of the selected tar-
gets, or highly weight the most specific predictors, so that
genes most likely to be essential are ranked at the top.
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The discovery that the exclusion of genes with mamma-
lian orthologues leads to sets of genes that are much less
likely to be essential has major implications, because it
highlights an additional challenge for the identification of
drug targets that still allow selectivity. The decreased
essentiality can be readily rationalised, considering the
analyses herein of the relationship between orthology and
essentiality. In this case, we excluded a set of genes that
shared orthology between worms and mammals. The
resultant set, conserved between fewer organisms, con-
tained a higher proportion of non-essential genes.

We focused on enzymes, ion channels and G-protein-
coupled receptors (GPCRs) because the vast majority of
all drugs target these classes [49,66] and chemicals
already exist to interrogate such targets. Furthermore, we
found that the proportion of essential genes is greater for
enzymes than for other protein-coding genes, for both C.
elegans and S. cerevisiae.

In this study, we applied semi- quantitative methods to
identify essential genes in parasitic helminths. These
methods should be equally applicable to the prediction of
essential genes in many eukaryotic pathogens with EST
or genome projects. We have shown that genes that have
essential orthologues have a greatly increased probability
of essentiality so a researcher could identify the genes in
their parasite of interest that were essential in C. elegans,
D. melanogaster, M. musculus and/or S. cerevisiae. As
these species are all distantly related to protozoan spe-
cies, essentiality in one or more of these species could be
highly suggestive of essentiality in a protozoan parasite
versus genes that are not essential in any of these model
organisms.

In addition to identifying drug targets, identification of
promising vaccine candidates is also a priority for para-
sitic diseases. Although essentiality is likely to be an
important characteristic of vaccine targets, a large variety
of other characters are also desirable but currently diffi-
cult to establish bioinformatically, particularly for an
incomplete genome. Although these characters may
become more tractable in the near future, the current
approach is not appropriate for identifying vaccine anti-
gens.

Conclusions

In this study, we undertook a quantitative assessment of
essentiality and its inference using orthology. This analy-
sis demonstrates the utility of examining multiple, diverse
organisms when predicting essentiality, and shows that
essentiality for one gene is highly predictive of essentiality
for its orthologues, even for organisms with extremely
different life cycles. These data also highlight the poten-
tial for undesirably enriching for non-essential genes
when prioritizing genes in a pathogen that are absent
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from their host. We quantitatively applied the conclu-
sions from this analysis to the prediction of essential
genes in blood-feeding parasitic nematodes, combining
this with the requirement for assayability to identify tar-
gets readily amenable to further investigation. Our analy-
sis has led to the prioritization of a tractable number of
potential drug targets leading toward the development of
nematocidal agents.

Methods

Orthology data

Orthology data were obtained from OrthoMCL [30],
available at http://www.orthomcl.org. OrthoMCL classi-
fies genes from 87 genomes into orthology groups. Files
containing protein sequence data and orthology group
information were downloaded from OrthoMCL version
2. This dataset contained 20084, 14034, 24435 and 6718
proteins from C. elegans, D. melanogaster, M. musculus
and S. cerevisiae, respectively and includes genes assigned
to orthology groups in the OrthoMCL dataset and also
those not assigned to any group (annotated in OrthoMCL
with 'no_group'). Orthologues are genes deriving from an
ancestral gene that were separated by a speciation event,
while paralogues are genes that were separated by a gene
duplication event within a genome. Subsequent specia-
tion can lead to paralogous relationships between genes
from different genomes (referred to as out-paralogues)
[67]. In practice, the identification of these relationships
is non-trivial and is most robust where complete genome
data and sequences with useful phylogenetically informa-
tive characters allow unambiguous phylogenetic trees to
be constructed. This is currently not computationally or
practically feasible for multi-eukaryote, whole genome
analyses. The OrthoMCL clustering method provides a
convenient, but necessarily imperfect means of estimat-
ing orthology and paralogy. In-paralogues and out-paral-
ogues that are separated by a recent duplication event will
normally be clustered into a OrthoMCL group that may
represent a gene/protein family, whereas more ancient
duplications are more likely to result in separate clusters
[68]. For the purposes of this paper, genes from different
species that share the same OrthoMCL cluster are con-
sidered to be orthologues, while multiple genes from
within the same species that share the same OrthoMCL
cluster are considered paralogues. Additional File 4 dem-
onstrates example phylogenetic trees of three representa-
tive types of orthologue clusters.

Phenotype data

Phenotype information was obtained for C. elegans, M.
musculus and S. cerevisiae from the databases Wormbase
WS191 http://www.wormbase.org[69], Mouse Genome

Informatics (http://www.informatics.jax.org; June 2008
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[70]) and Saccharomyces Genome Database (http://
www.yeastgenome.org; Aug 2008) [71], respectively. For
D. melanogaster we used the results of the genome-wide
RNAI screen [33]). In order to focus on phenotypes that
result from disruption/inhibition of proteins, as opposed
to overexpression phenotypes, we restricted our analysis
to phenotypes from the following experiment/mutant
types: C. elegans (RNAI), S. cerevisiae (null, reduction of
function, repressible), D. melanogaster (RNAi) and M.
musculus (included phenotypes from the following
experiments: Chemically and radiation induced, Chemi-
cally induced (ENU), Chemically induced (other), Gene
trapped, Radiation induced, Spontaneous, Targeted
(knock-out), Targeted (Reporter), Targeted (Floxed/Flt),
Transgenic (random, gene disruption)). Essential genes
were defined as follows; for C. elegans and M. musculus
these were genes with a phenotype description contain-
ing the term 'lethal' (see Additional File 5 for a list of these
phenotypes), for S. cerevisiae these were genes with the
phenotype 'inviable', for D. melanogaster these were
genes that showed lethality during the Adult, Pupal,
Before Pupal or Eclosion life-stage from [33]. We cannot
exclude the possibility that some of the phenotypes from
M. musculus may not result from protein disruption/
inhibition, for example, it is possible that chemical or
spontaneous mutation could result in constitutive activa-
tion of a protein or a gain-of-function. However, includ-
ing these phenotypes should only result in a more
conservative prediction of essentiality because it would
mean that some of the M. musculus genes might be
falsely classed as essential orthologues and when used to
predict essentiality in C. elegans would lead to a lower
probability of essentiality for C. elegans.

Construction of a database for whole-genome comparisons
of essentiality

To enable the comparison of phenotypes among all four
species, a relational database was constructed to map
phenotype data for these species to their OrthoMCL
genes and groups. This database was a PostgreSQL data-
base http://www.postgresql.org which used a Ruby on
Rails framework http://www.rubyonrails.org. Custom
tables were designed to store the data and the OrthoMCL
proteins were mapped to the genes in the phenotype files
using the gene identifiers present in the datasets (identifi-
ers of the type WBGene00000001 for C. elegans, CG3095
for D. melanogaster, ENSMUSG00000020473 for M.
musculus and YNL214W for S. cerevisiae). The software
used in this process is available at http://github.com/
wwood/essentiality. Phenotype data were available for
94% (18860/20084), 75% (10572/14034), and 88% (5908/
6718) of C. elegans, D. melanogaster and S. cerevisiae
genes in the OrthoMCL dataset, respectively. In contrast,
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phenotype data were available for 20% (5008/24435) of
M. musculus OrthoMCL genes.

Computational predictions of essentiality

Custom Ruby scripts were written to query the database
through the Ruby on Rails framework. Genes without
paralogues were defined as those genes in OrthoMCL
groups with only one gene from the query species, or
genes from the query species in the OrthoMCL dataset
that were assigned 'no_group'. The number of genes with
paralogues was obtained by subtracting the number of
genes without paralogues from the total number of genes
for the query species.

To analyze the effect of presence of orthologues on
probability of essentiality, for example, the effect of hav-
ing a yeast orthologue on probability of essentiality of C.
elegans genes, the OrthoMCL groups that contained a
gene from both species were first identified. Next the
subset of groups were selected that contained only one
gene from both S. cerevisiae and C. elegans, these were
the genes without paralogues for both species. Then, for
the C. elegans genes in these groups the number of genes
with lethal phenotypes was calculated and expressed as a
percent of the total number of C. elegans genes with
orthologues in S. cerevisiae (numbers of genes are given
in Additional File 1: Table S2).

To analyze the frequency of essentiality among genes
with essential orthologues in C. elegans, for example, to
examine how well the presence of an essential orthologue
in S. cerevisiae predicts essentiality in C. elegans, the
OrthoMCL groups that contained a gene from both spe-
cies were first identified. Next the subset of groups were
selected that contained only one gene from both S. cerevi-
siae and C. elegans, this was followed by identifying the
subset of groups that had an essential S. cerevisiae ortho-
logue. Then for the C. elegans genes in these groups the
number of genes with lethal phenotypes was calculated
and expressed as a percent of the total number of C. ele-
gans genes with an essential orthologue in S. cerevisiae
(numbers of genes are given in Additional File 1: Table
S3).

The set of C. elegans genes without mammalian ortho-
logues were those genes that were either in an OrthoMCL
group that did not contain a gene from any of the three
mammalian species in OrthoMCL (Homo sapiens, M.
musculus or Rattus norvegicus) or C. elegans genes that
were assigned to 'no_group' by OrthoMCL.

Prediction of drug targets for parasitic nematodes

All available ESTs for H. contortus and A. caninum were
downloaded from the National Center for Biotechnology
Information (NCBI) and comprised 21,975 and 80,551
ESTs respectively. The ESTs were cleaned of vector using
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SeqClean, repeats were masked with Repeatmasker, using
default parameters for both programs. We initially used
the CAP3 program for clustering the ESTs, however,
manual inspection of the results led us to discover that we
were getting incorrect clustering - clustering of ESTs
from similar but not identical genes into the same contig
for example ESTs from large gene families such as colla-
gens, lectins, cysteine proteases. We tried increasing the
percent identity cutoff of the CAP3 program from the
default 80% to 95% however we still found incorrect clus-
tering on manual inspection. The ESTs were therefore
individually mapped to OrthoMCL orthology groups
using the initial steps of the OrthoSelect method
described by Schreiber and colleagues [48]. Briefly, ESTs
assigned to an orthology group had to have a sufficient
BLASTX e-value, when averaged over the best hit from
each species, where the default score cutoff was used. As
ESTs frequently represent small fragments of genes, a
caveat for this type of analysis is that the shorter length
makes assignment to orthologue groups less robust.

An OrthoMCL group was defined as containing paral-
ogues in the parasitic nematodes if any two of the ESTs
had a TBLASTX hit (e-value < 1e-19) to each other, as well
an imperfect BLASTN hit (identity < 95%). This conser-
vative e-value was used to avoid missing potential paralo-
gous relationships at the cost of flagging potential false
positive paralogues pairs that could be manually checked.
Additionally, OrthoMCL groups containing two or more
C. elegans proteins were considered as containing paral-
ogues. The C. elegans gene(s) in that group were then
classed as orthologues of the parasite EST and our drug
target selection criteria were applied to these C. elegans
genes. A caveat to this OrthoSelect/OrthoMCL cluster-
ing approach is that members of a recently diverged gene
family, or some genes that share only a common domain,
may be classified here as paralogues, even where they
now have distinct roles that are not functionally redun-
dant. This should be improved by a preliminary EST-
clustering step, which could be included for future analy-
ses of EST datasets more amenable to such clustering.
The A. caninum ESTs could be assigned to 2313
OrthoMCL groups, resulting in 2743 C. elegans genes
being predicted as orthologues of the A. caninum ESTs.
The H. contortus ESTs could be assigned to 2230
OrthoMCL groups, resulting in 2650 C. elegans genes
being predicted as orthologues of the H. contortus ESTs.

For the assayability requirement enzymes, ion channels
and GPCRs were identified using gene ontology (GO)
terms. GO terms for C. elegans genes were obtained from
the Amigo CVS database, using version 1.127 of
gene_association.wb.gz and included in the database

(retrieved Feb 2009 from http://cvsweb.geneontol-

ogy.org/cgi-bin/cvsweb.cgi/). A custom software library,
named GORuby, was developed to classify C. elegans
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genes as enzymes if they had a GO identifier for catalytic
activity (GO:0003824) or one of its more specific sub-
terms (e.g., GO:0016301 kinase activity). Similarly, a
script was written to identify ion channels and GPCRs -
genes that had a GO identifier for ion channel activity
(GO:0005216) or G-protein coupled receptor activity
(GO:0004930) or one of their more specific subterms
(e.g., GO:0001584 rhodopsin-like receptor activity). The

software was written in Ruby http://www.ruby-lang.org/
using the RSRuby library http://rubyforge.org/projects/

rsruby/ to communicate with R http://www.r-project.or
and the GO.db Bioconductor package http://www.bio-
conductor.org/packages/data/annotation/html/
GO.db.html. Using this approach, the reference list of GO
terms did not need to be loaded into a database but were
instead installed with GO.db. The software is available

under GPLv3 license at http://github.com/wwood/
goruby.

For the C. elegans genes that were predicted ortho-
logues of the A. caninum and H. contortus ESTs we iden-
tified those that met the assayability requirement,
followed by identification of those we identified those
that were essential in C. elegans. This resulted in 421 C.
elegans genes in our final drug target list, 163 were ortho-
logues common to both A. caninum and H. contortus, 124
were only present in H. contortus and 134 were only pres-
ent in the larger dataset of A. caninum. All genes in the
list were enzymes or ion channels as no GPCRs met all
our selection criteria. A quantitative weighting scheme
was applied according to the present analysis of the rela-
tive importance of each feature in determining essential-
ity - absence of paralogues, presence of orthologue (with
no paralogues) in D. melanogaster M. musculus and/or S.
cerevisiae, presence of essential orthologue (with no par-
alogues) in D. melanogaster, M. musculus and/or S. cere-
visiae.

Network connectivity data for C. elegans genes were
obtained from the Wormnet vl (available at http://
www.functionalnet.org/wormnet/); [37] and integrated
into the database by mapping the genes in Wormnet to
the C. elegans OrthoMCL genes using the gene identifiers
from the Wormbase gff3 file. The "core" higher confi-
dence set were those with linkages with LLS of >
0.405465108108 (In1.5). For each C. elegans gene the LLS
for all linkages in the core network were added and this
resulted in 10,041 genes with a network score greater
than zero. This approach for the identification of drug
targets in parasitic nematodes is summarised in Figure 4.

Additional material

Additional file 1 Numbers of genes in orthology analysis.doc. This file
shows the numbers of genes meeting each of the criteria in our orthology
comparisons of essentiality.
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Additional file 2 Fisher's exact test results for orthology analysis.xIs.
This file contains the results for Fisher's exact test applied to comparisons of
essentiality for the model organisms.

Additional file 3 Prioritized list of drug targets for A. caninum and H.
contortus.xls. The genes in this list are the C. elegans predicted orthologues
of the A. caninum and H. contortus ESTs, as identified in the present study.
Genes that correspond to validated anthelmintic drug targets are shown in
bold. All the genes in this list are predicted enzymes (by GO term) and have
a lethal RNAi phenotype in C. elegans. Targets were first prioritized by the
essentiality weighting assigned from the present study, then by network
connectivity score. "Present in mammals” is defined by having an ortho-
logue in one or more of the mammalian species in the OrthoMCL 2.0 data-
set (human, rat, mouse). Essential orthologue in yeast, drosophila or mouse:
? = orthologue (with no paralogues) associated with a lethal phenotype, ? =
orthologue (with no paralogues) that had only non-lethal phenotypes
recorded, ? = orthologue (with no paralogues) but no phenotype informa-
tion was available. Presence of paralogues in C. elegans was determined
from the OrthoMCL grouping. Presence of paralogues in A. caninum and H.
contortus was determined as described in Materials and methods. The net-
work connectivity score is the sum of all interaction scores (log-likelihood
scores) for the gene in the Wormnet core network [37].

Additional file 4 Phylogenetic trees of nematode and OrthoMCL clus-
ters. This file contains phylogenetic trees of illustrative gene clusters that
include ESTs from parasitic nematodes.

Additional file 5 Essential phenotypes for C. elegans and M. muscu-
lus.doc. This file contains the phenotype descriptions for the C. elegans and
M. musculus genes that were classed as essential genes in the current analy-
sis.

Abbreviations
GPCR: G-protein coupled receptor; EST: expressed sequence tag; GO: Gene
Ontology; LLS: log-likelihood score.

Authors' contributions

Project was conceived by SAR and RBG. MAD and BJW performed the bioinfor-
matic experiments, BJW assisted with creation and development of the data-
base, MAD, BJW, RSH, SAR and RBG analysed data. SAR, RBG and MAD wrote the
manuscript, all authors read and approved the final manuscript.

Acknowledgements

The authors wish to thank the Wormbase, Flybase and MGI teams for assis-
tance with data access. SAR is supported by a Future Fellowship (FT0990350)
from the Australian Research Council (ARC). Financial support to the present
study was provided by grants to RBG from the ARC.

Author Details

Department of Biochemistry & Molecular Biology, Bio21 Molecular Science
and Biotechnology Institute, The University of Melbourne, Victoria, 3010,
Australia, ZDepartment of Veterinary Science, The University of Melbourne, 250
Princes Highway, Werribee, Victoria, 3030, Australia and 3Current address: Peter
MacCallum Cancer Centre, St Andrew's Place, East Melbourne Victoria, 3002,
Australia

Received: 11 September 2009 Accepted: 3 April 2010
Published: 3 April 2010

References

1. Trouiller P, Olliaro P, Torreele E, Orbinski J, Laing R, Ford N: Drug
development for neglected diseases: a deficient market and a public-
health policy failure. Lancet 2002, 359(9324):2188-2194.

2. Nwaka S, Hudson A: Innovative lead discovery strategies for tropical
diseases. Nat Rev Drug Discov 2006, 5(11):941-955.

3. Gerdes SY, Scholle MD, Campbell JW, Balazsi G, Ravasz E, Daugherty MD,
Somera AL, Kyrpides NC, Anderson |, Gelfand MS, et al.: Experimental
determination and system level analysis of essential genes in
Escherichia coli MG1655. J Bacteriol 2003, 185(19):5673-5684.

4. Giaever G, Chu AM, Ni L, Connelly C, Riles L, Veronneau S, Dow S, Lucau-
Danila A, Anderson K, Andre B, et al.: Functional profiling of the
Saccharomyces cerevisiae genome. Nature 2002, 418(6896):387-391.

20.

22.

23.

24.

25.

26.

Page 13 of 14

Winzeler EA, Shoemaker DD, Astromoff A, Liang H, Anderson K, Andre B,
Bangham R, Benito R, Boeke JD, Bussey H, et al.: Functional
characterization of the S. cerevisiae genome by gene deletion and
parallel analysis. Science 1999, 285(5429):901-906.

Kang Y, Durfee T, Glasner JD, Qiu Y, Frisch D, Winterberg KM, Blattner FR:
Systematic mutagenesis of the Escherichia coli genome. JBacteriol
2004, 186(15):4921-4930.

Sassetti CM, Boyd DH, Rubin EJ: Comprehensive identification of
conditionally essential genes in mycobacteria. Proc Natl Acad Sci USA
2001,98(22):12712-12717.

Sassetti CM, Boyd DH, Rubin EJ: Genes required for mycobacterial
growth defined by high density mutagenesis. Mol Microbiol 2003,
48(1):77-84.

Bethony J, Brooker S, Albonico M, Geiger SM, Loukas A, Diemert D, Hotez
PJ: Soil-transmitted helminth infections: ascariasis, trichuriasis, and
hookworm. Lancet 2006, 367(9521):1521-1532.

Chan MS: The global burden of intestinal nematode infections--fifty
years on. Parasitol Today 1997, 13(11):438-443.

Wolstenholme AJ, Fairweather |, Prichard R, von Samson-Himmelstjerna G,
Sangster NC: Drug resistance in veterinary helminths. Trends Parasitol
2004, 20(10):469-476.

Pomroy WE: Anthelmintic resistance in New Zealand: A perspective on
recent findings and options for the future. New Zealand Veterinary
Journal 2006, 54(December):265-270.

Besier B: New anthelmintics for livestock: the time is right. Trends
Parasitol 2007, 23(1):21-24.

Gilleard JS, Beech RN: Population genetics of anthelmintic resistance in
parasitic nematodes. Parasitology 2007, 134(Pt 8):1133-1147.

Nguyen M, Alfonso A, Johnson CD, Rand JB: Caenorhabditis elegans
mutants resistant to inhibitors of acetylcholinesterase. Genetics 1995,
140(2):527-535.

Lewis JA, Wu CH, Levine JH, Berg H: Levamisole-resistant mutants of the
nematode Caenorhabditis elegans appear to lack pharmacological
acetylcholine receptors. Neuroscience 1980, 5(6):967-989.

Campbell BE, Nagaraj SH, Hu M, Zhong W, Sternberg PW, Ong EK, Loukas
A, Ranganathan S, Beveridge |, McInnes RL, et al.: Gender-enriched
transcripts in Haemonchus contortus--predicted functions and genetic
interactions based on comparative analyses with Caenorhabditis
elegans. IntJParasitol 2008, 38(1):65-83.

Hoekstra R, Visser A, Otsen M, Tibben J, Lenstra JA, Roos MH: EST
sequencing of the parasitic nematode Haemonchus contortus
suggests a shift in gene expression during transition to the parasitic
stages. Mol Biochem Parasitol 2000, 110(1):53-68.

McCarter JP, Mitreva MD, Martin J, Dante M, Wylie T, Rao U, Pape D,
Bowers Y, Theising B, Murphy CV, et al.: Analysis and functional
classification of transcripts from the nematode Meloidogyne
incognita. Genome Biol 2003, 4(4):R26.

Mitreva M, Jasmer DP, Appleton J, Martin J, Dante M, Wylie T, Clifton SW,
Waterston RH, McCarter JP: Gene discovery in the adenophorean
nematode Trichinella spiralis: an analysis of transcription from three
life cycle stages. Mol Biochem Parasitol 2004, 137(2):277-291.

Nisbet AJ, Gasser RB: Profiling of gender-specific gene expression for
Trichostrongylus vitrinus (Nematoda: Strongylida) by microarray
analysis of expressed sequence tag libraries constructed by
suppressive-subtractive hybridisation. IntJParasitol 2004,
34(5):633-643.

Thompson FJ, Mitreva M, Barker GL, Martin J, Waterston RH, McCarter JP,
Viney ME: An expressed sequence tag analysis of the life-cycle of the
parasitic nematode Strongyloides ratti. Mol Biochem Parasitol 2005,
142(1):32-46.

Yin'Y, Martin J, McCarter JP, Clifton SW, Wilson RK, Mitreva M:
Identification and analysis of genes expressed in the adult filarial
parasitic nematode Dirofilaria immitis. /ntJ Parasitol 2006,
36(7):829-839.

Ghedin E, Wang S, Spiro D, Caler E, Zhao Q, Crabtree J, Allen JE, Delcher AL,
Guiliano DB, Miranda-Saavedra D, et al.: Draft genome of the filarial
nematode parasite Brugia malayi. Science 2007,317(5845):1756-1760.
Mitreva M, Zarlenga DS, McCarter JP, Jasmer DP: Parasitic nematodes -
from genomes to control. Vet Parasitol 2007, 148(1):31-42.

Gilleard JS, Woods DJ, Dow JAT: Model-organism genomics in veterinary
parasite drug-discovery. Trends Parasitol 2005, 21(7):302-305.


http://www.biomedcentral.com/content/supplementary/1471-2164-11-222-S2.XLS
http://www.biomedcentral.com/content/supplementary/1471-2164-11-222-S3.XLS
http://www.biomedcentral.com/content/supplementary/1471-2164-11-222-S4.PDF
http://www.biomedcentral.com/content/supplementary/1471-2164-11-222-S5.DOC
http://www.biomedcentral.com/1471-2164/11/222
http://creativecommons.org/licenses/by/2.0
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12090998
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17080030
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=13129938
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12140549
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10436161
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15262929
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11606763
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12657046
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16679166
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15275146
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15363440
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17151723
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17118708
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17608973
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7498734
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7402460
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17707841
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10989145
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12702207
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15383298
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15064128
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15907559
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16697384
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17885136
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17560034
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15923143

Doyle et al. BMC Genomics 2010, 11:222
http://www.biomedcentral.com/1471-2164/11/222

27.

28.

29.

30.

32.

33.

34

35.

36.

37.

38.

39.

40.

42.

43.

44,

45.

46.

47.

48.

49.

50.

Geldhof P, Murray L, Couthier A, Gilleard JS, McLauchlan G, Knox DP,
Britton C: Testing the efficacy of RNA interference in Haemonchus
contortus. IntJParasitol 2006, 36(7):801-810.

Geldhof P, Visser A, Clark D, Saunders G, Britton C, Gilleard J, Berriman M,
Knox D: RNA interference in parasitic helminths: current situation,
potential pitfalls and future prospects. Parasitology 2007, 134(Pt
5):609-619.

Knox DP, Geldhof P, Visser A, Britton C: RNA interference in parasitic
nematodes of animals: a reality check? Trends Parasitol 2007,
23(3):105-107.

Chen F, Mackey AJ, Stoeckert CJ Jr, Roos DS: OrthoMCL-DB: querying a
comprehensive multi-species collection of ortholog groups. Nucleic
Acids Res 2006:D363-368.

Kamath RS, Ahringer J: Genome-wide RNAI screening in Caenorhabditis
elegans. Methods 2003, 30(4):313-321.

Kamath RS, Fraser AG, Dong Y, Poulin G, Durbin R, Gotta M, Kanapin A, Le
Bot N, Moreno S, Sohrmann M, et al.: Systematic functional analysis of
the Caenorhabditis elegans genome using RNAi. Nature 2003,
421(6920):231-237.

Mummery-Widmer JL, Yamazaki M, Stoeger T, Novatchkova M, Bhalerao S,
Chen D, Dietzl G, Dickson BJ, Knoblich JA: Genome-wide analysis of
Notch signalling in Drosophila by transgenic RNAi. Nature 2009,
458(7241):987-992.

Blaxter M: Caenorhabditis elegans is a nematode. Science 1998,
282(5396):2041-2046.

Gilleard JS: The use of Caenorhabditis elegans in parasitic nematode
research. Parasitology 2004, 128(Suppl 1):49-70.

Zhong W, Sternberg PW: Genome-wide prediction of C. elegans genetic
interactions. Science 2006, 311(5766):1481-1484.

Lee |, Lehner B, Crombie C, Wong W, Fraser AG, Marcotte EM: A single
gene network accurately predicts phenotypic effects of gene

perturbation in Caenorhabditis elegans. Nat Genet 2008, 40(2):181-188.

Zhang K, Rathod PK: Divergent regulation of dihydrofolate reductase
between malaria parasite and human host. Science 2002,
296(5567):545-547.

Bacchi CJ, Nathan HC, Hutner SH, McCann PP, Sjoerdsma A: Polyamine
metabolism: a potential therapeutic target in trypanosomes. Science
1980, 210(4467):332-334.

Kraus JM, Verlinde CL, Karimi M, Lepesheva Gl, Gelb MH, Buckner FS:
Rational modification of a candidate cancer drug for use against
Chagas disease. JMed Chem 2009, 52(6):1639-1647.

Silvian LF, Wang J, Steitz TA: Insights into editing from an ile-tRNA
synthetase structure with tRNAile and mupirocin. Science 1999,
285(5430):1074-1077.

Conant GC, Wagner A: Duplicate genes and robustness to transient
gene knock-downs in Caenorhabditis elegans. Proc Biol Sci 2004,
271(1534):89-96.

Gu X: Evolution of duplicate genes versus genetic robustness against
null mutations. Trends Genet 2003, 19(7):354-356.

Liao B-Y, Zhang J: Null mutations in human and mouse orthologs
frequently result in different phenotypes. Proc Natl Acad Sci USA 2008,
105(19):6987-6992.

Mushegian AR, Koonin EV: A minimal gene set for cellular life derived by
comparison of complete bacterial genomes. Proc Natl Acad Sci USA
1996, 93(19):10268-10273.

Amsterdam A, Nissen RM, Sun Z, Swindell EC, Farrington S, Hopkins N:
Identification of 315 genes essential for early zebrafish development.
Proc Natl Acad Sci USA 2004, 101(35):12792-12797.

Sakharkar KR, Sakharkar MK, Chow VTK: A novel genomics approach for
the identification of drug targets in pathogens, with special reference
to Pseudomonas aeruginosa. In Silico Biol 2004, 4(3):355-360.
Schreiber F, Pick K, Erpenbeck D, Worheide G, Morgenstern B:
OrthoSelect: a protocol for selecting orthologous groups in
phylogenomics. BMC Bioinformatics 2009, 10:219.

Lundstrom K: Latest development in drug discovery on G protein-
coupled receptors. Curr Protein Pept Sci 2006, 7(5):465-470.

Hwang YC, Lin CC, Chang JY, Mori H, Juan HF, Huang HC: Predicting
essential genes based on network and sequence analysis. Mol Biosyst
2009, 5(12):1672-1678.

Kwa MS, Veenstra JG, Roos MH: Benzimidazole resistance in
Haemonchus contortus is correlated with a conserved mutation at

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71

Page 14 of 14

amino acid 200 in beta-tubulin isotype 1. Mol Biochem Parasitol 1994,
63(2):299-303.

Cully DF, Vassilatis DK, Liu KK, Paress PS, Ploeg LH Van der, Schaeffer JM,
Arena JP: Cloning of an avermectin-sensitive glutamate-gated chloride
channel from Caenorhabditis elegans. Nature 1994, 371(6499):707-711.
Prichard RK: Mode of action of the anthelminthic thiabendazole in
Haemonchus contortus. Nature 1970, 228(5272):684-685.

Dent JA, Smith MM, Vassilatis DK, Avery L: The genetics of ivermectin
resistance in Caenorhabditis elegans. Proc Natl Acad Sci USA 2000,
97(6):2674-2679.

Martin RJ: Modes of action of anthelmintic drugs. VetJ 1997,
154(1):11-34.

Thanassi JA, Hartman-Neumann SL, Dougherty TJ, Dougherty BA, Pucci
MJ: Identification of 113 conserved essential genes using a high-
throughput gene disruption system in Streptococcus pneumoniae.
Nucleic Acids Res 2002, 30(14):3152-3162.

Roemer T, Jiang B, Davison J, Ketela T, Veillette K, Breton A, Tandia F,
Linteau A, Sillaots S, Marta C, et al.: Large-scale essential gene
identification in Candida albicans and applications to antifungal drug
discovery. Mol Microbiol 2003, 50(1):167-181.

Hu W, Sillaots S, Lemieux S, Davison J, Kauffman S, Breton A, Linteau A, Xin
C, Bowman J, Becker J, et al.: Essential gene identification and drug
target prioritization in Aspergillus fumigatus. PLoS Pathog 2007,
3(3):e24.

Aguero F, Al-Lazikani B, Aslett M, Berriman M, Buckner FS, Campbell RK,
Carmona S, Carruthers IM, Chan AW, Chen F, et al.: Genomic-scale
prioritization of drug targets: the TDR Targets database. Nat Rev Drug
Discov 2008, 7(11):900-907.

Joyce AR, Palsson BO: Predicting gene essentiality using genome-scale
in silico models. Methods Mol Biol 2008, 416:433-457.

Lamichhane G, Zignol M, Blades NJ, Geiman DE, Dougherty A, Grosset J,
Broman KW, Bishai WR: A postgenomic method for predicting essential
genes at subsaturation levels of mutagenesis: application to
Mycobacterium tuberculosis. Proc Natl Acad Sci USA 2003,
100(12):7213-7218.

Seringhaus M, Paccanaro A, Borneman A, Snyder M, Gerstein M:
Predicting essential genes in fungal genomes. Genome Res 2006,
16(9):1126-1135.

Volker C, Brown JR: Bioinformatics and the discovery of novel anti-
microbial targets. Curr Drug Targets Infect Disord 2002, 2(4):279-290.
Butland G, Peregrin-Alvarez JM, Li J, Yang W, Yang X, Canadien V,
Starostine A, Richards D, Beattie B, Krogan N, et al.: Interaction network
containing conserved and essential protein complexes in Escherichia
coli. Nature 2005,433(7025):531-537.

Krogan NJ, Cagney G, Yu H, Zhong G, Guo X, Ignatchenko A, Li J, Pu S,
Datta N, Tikuisis AP, et al.: Global landscape of protein complexes in the
yeast Saccharomyces cerevisiae. Nature 2006, 440(7084):637-643.
Overington JP, Al-Lazikani B, Hopkins AL: How many drug targets are
there? Nat Rev Drug Discov 2006, 5(12):993-996.

Sonnhammer EL, Koonin EV: Orthology, paralogy and proposed
classification for paralog subtypes. Trends Genet 2002, 18(12):619-620.
Li L, Stoeckert CJ Jr, Roos DS: OrthoMCL: identification of ortholog
groups for eukaryotic genomes. Genome Res 2003, 13(9):2178-2189.
Harris TW, Antoshechkin I, Bieri T, Blasiar D, Chan J, Chen WJ, De La Cruz N,
Davis P, Duesbury M, Fang R, et al.: WormBase: a comprehensive
resource for nematode research. Nucleic Acids Res 2010:D463-467.

Bult CJ, Kadin JA, Richardson JE, Blake JA, Eppig JT: The Mouse Genome
Database: enhancements and updates. Nucleic Acids Res
2010:D586-592.

Hong EL, Balakrishnan R, Dong Q, Christie KR, Park J, Binkley G, Costanzo
MC, Dwight SS, Engel SR, Fisk DG, et al.: Gene Ontology annotations at
SGD: new data sources and annotation methods. Nucleic Acids Res
2008:D577-581.

doi: 10.1186/1471-2164-11-222

Cite this article as: Doyle et al,, Drug target prediction and prioritization:
using orthology to predict essentiality in parasite genomes BMC Genomics
2010, 11:222



http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16469321
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17201997
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17276139
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16381887
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12828945
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12529635
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19363474
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9851921
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16527984
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18223650
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11964483
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=6775372
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19239254
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10446055
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15002776
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12850437
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18458337
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8816789
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15256591
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15724285
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19607672
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17073697
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19452048
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7911975
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7935817
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=4319844
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10716995
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9265850
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12136097
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14507372
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17352532
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18927591
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18392986
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12775759
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16899653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12570736
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15690043
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16554755
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17139284
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12446146
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12952885
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19910365
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=19864252
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17982175


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


