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Abstract

Background: Filamentous fungi synthesize many secondary metabolites and are rich in genes
encoding proteins involved in their biosynthesis. Genes from the same pathway are often clustered
and co-expressed in particular conditions. Such secondary metabolism gene clusters evolve rapidly
through multiple rearrangements, duplications and losses. It has long been suspected that clusters
can be transferred horizontally between species, but few concrete examples have been described
so far.

Results: In the rice blast fungus Magnaporthe grisea, the avirulence gene ACE/| that codes for a
hybrid polyketide synthase-nonribosomal peptide synthetase (PKS-NRPS) belongs to a cluster of
I5 genes involved in secondary metabolism. Additional related clusters were detected in the
ascomycetes Chaetomium globosum, Stagonospora nodorum and Aspergillus clavatus. Gene-by-gene
phylogenetic analysis showed that in C. globosum and M. grisea, the evolution of these ACE/-like
clusters is characterized by successive complex duplication events including tandem duplication
within the M. grisea cluster. The phylogenetic trees also present evidence that at least five of the
six genes in the homologous ACE [ gene cluster in A. clavatus originated by horizontal transfer from
a donor closely related to M. grisea.

Conclusion: The ACE/ cluster originally identified in M. grisea is shared by only few fungal species.
Its sporadic distribution within euascomycetes is mainly explained by multiple events of duplication
and losses. However, because A. clavatus contains an ACE/ cluster of only six genes, we propose
that horizontal transfer from a relative of M. grisea into an ancestor of A. clavatus provides a much
simpler explanation of the observed data than the alternative of multiple events of duplication and
losses of parts of the cluster.
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Background

In filamentous fungi, genes involved in the same secondary
metabolite biosynthetic pathway are often located at the same
locus in the genome and co-expressed, defining gene clusters
[1]. Genomic clustering of genes with related cellular func-
tions (but unrelated sequences) also occurs in other eukaryo-
tes including mammals, nematodes and plants [2-4]. In
mammals, it has been shown that clusters of co-expressed
genes tend not to be rearranged among species, which indi-
cates that natural selection can act to conserve gene order
[5,6]. Similarly in fungi, natural selection seems to act to con-
serve gene clusters as exemplified in Aspergillus species by
the cluster for the biosynthesis of aflatoxin and sterigmato-
cystin that has been maintained as a cluster, despite many
internal rearrangements, for at least 120 million years [7,8].
The evolutionary mechanisms by which these clusters are cre-
ated and maintained are unclear, but there is evidence that
some instances of clustering result from strong natural selec-
tion. For example, the DAL cluster involved in nitrogen
metabolism in Saccharomyces cerevisiae was formed rela-
tively recently by a series of near-simultaneous relocations of
genes that were previously scattered around the genome [9].
Other mechanisms involved in the formation and mainte-
nance of clusters include selection for co-regulation by chro-
matin remodelling, epistatic selection for tight linkage
between genetically interacting genes, and the "selfish
operon”" hypothesis of origin by horizontal gene transfer
(HGT) [2,10-13]. Indeed, the clustering of the genes from a
pathway at a single locus certainly facilitates HGT of genes
involved in the same cellular function [10,14], increasing its
likelihood.

Despite frequent speculation (reviewed in [15]), and even
though some clear examples of HGT of single genes between
fungal species [16] or from bacteria to fungi [17] are known,
there are few reports that conclusively demonstrate HGT of a
fungal secondary metabolite cluster. The strongest candidate
reported so far is the epipolythiodioxopiperazine (ETP) syn-
thase gene cluster, recently analyzed by Patron et al [18], but
even in this instance alternative evolutionary scenarios can be
contemplated (see Discussion). One of the best-known cases
of possible HGT of a fungal secondary metabolite cluster con-
cerns the fungal B-lactam (penicillin) antibiotic biosynthetic
genes of Penicillium species. This proposal was originally
made when bacterial and fungal isopenicillin-N-synthetases
were found to have unexpectedly highly similar protein
sequences [19-21]. However, subsequent phylogenetic analy-
ses of these proteins failed to provide robust support for their
HGT [22,23].

The rice blast fungus Magnaporthe grisea is one of the rich-
est known fungi in terms of secondary metabolite gene clus-
ters [24,25]. One of them contains the avirulence gene ACE1
that encodes a hybrid polyketide synthase-nonribosomal
peptide synthetase (PKS-NRPS) likely involved in the biosyn-
thesis of an avirulence signal recognized by rice cultivars car-
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rying the resistance gene Pi33 [26]. The ACE1 cluster contains
15 genes that are co-expressed specifically during the appres-
sorium mediated penetration of the fungus into host tissues
(Collemare et al, unpublished results). During annotation of
the ACE1 cluster, a similar cluster was identified in the related
animal pathogen Chaetomium globosum. We were then
interested in identifying possible homologous clusters in
other fungi in order to decipher its evolutionary history. In
the present study, we combine phylogenetics and compara-
tive genomics to identify orthologs of the M. grisea ACE1
cluster in other ascomycetes. We define a set of three genes
that are shared across all instances of the cluster and hence
are probably ancestral to it. This analysis revealed that the
cluster in M. grisea expanded by internal duplication, and
that after this duplication, part of the ACE1 cluster was likely
horizontally transferred from an M. grisea-like ancestor into
an ancestor of Aspergillus clavatus.

Results

Identification of homologous ACEI clusters in other
filamentous fungi

The ACE1 secondary metabolism gene cluster of M. grisea
comprises 15 genes: ACE1 and SYN2 are PKS-NRPS hybrid
genes; RAP1 and RAP2 code for enoyl reductases; CYP1-CYP4
for cytochrome P450 monoxygenases; ORFZ for an o/f-
hydrolase; OXR1 and OXR2 for oxidoreductases; MFS1 codes
for a transporter in the MFS superfamily; BC2 codes for a
binuclear zinc finger transcription factor; OME1 codes for an
O-methyl transferase; and ORF3 has no homology to known
proteins (Collemare et al, unpublished results). To find gene
clusters homologous to the ACE1 cluster in other fungal spe-
cies, we used an algorithm that searched 26 fungal genomes
for loci where at least three likely orthologs of genes from the
ACE1 cluster were linked (see Materials and methods). This
search identified nine similar clusters in seven fungal species
from the subphylum Pezizomycotina: three Sordariomycetes
(Chaetomium globosum, Fusarium oxysporum and F. verti-
cillioides), one Dothideomycete (Stagonospora nodorum)
and three Eurotiomycetes (Aspergillus clavatus, Coccidio-
ides immitis and Uncinocarpus reesii) (Figure 1).

Two types of clusters related to the ACE1 cluster were identi-
fied: large clusters with eight or more genes are found in M.
grisea, C. globosum and S. nodorum, whereas smaller clus-
ters with three to six genes are found in the three Eurotiomyc-
etes and in Fusarium species (Figure 1). C. globosum is
unusual as its genome contains two large ACE1-like clusters,
which we refer to as clusters 1 and 2. Similarly, the A. clavatus
genome has two clusters as discussed below. Interestingly, a
core set of three genes (homologs of ACE1, RAP1 and ORF3;
boxed in Figure 1) is present in all eight species. The presence
of this core suggests that the physical linkage between these
three genes is ancient and can be inferred to have existed in
the common ancestor of all the genomes considered in Figure
1. As well as the genes in the eight clusters shown in Figure 1,
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Figure |

ACE| and ACE | -like gene clusters in filamentous fungi. Colors indicate gene orthology in different species and paralogs in the same species. Horizontal lines
indicate genes that are adjacent in the genome, with gene orientations as shown. Genomic regions are not drawn to scale. Parts A and B of the M. grisea
cluster as identified in the text are marked. The core set of three genes inferred to have been present in the ancestral cluster are boxed. Vertical lines
indicate the closest relatives of genes in the M. grisea cluster and one of the A. clavatus clusters, based on phylogenetic analyses (Figure 2 and Additional
data file I). The species phylogeny is based on the whole-genome supertree analysis of Fitzpatrick et al [27]; in that study the placement of
Dothideomycetes relative to Sordariomycetes and Eurotiomycetes varied depending on the method of analysis, so we have shown it as a trichotomy. The
analysis of Hane et al of the complete S. nodorum genome placed Dothideomycetes and Sordariomycetes in a clade with Eurotiomycetes outside [47].
Species-specific gene nomenclature is shown, except for M. grisea (Collemare et al, unpublished results). Red, green and blue coloring of species names
corresponds to the labelling of individual genes from the clusters in Figure 2 and Additional data file 1.0.

we also identified a small number of single homologs of genes
from the M. grisea ACE1 cluster that are located at dispersed
genomic locations in other species.

Phylogenetic analysis of the ACEI cluster in
filamentous fungi

Gene-by-gene phylogenetic analyses were carried out to deci-
pher the evolutionary history of the loci using homologs (even
at dispersed locations) of genes from M. grisea ACE1 cluster
(Figure 2 and Additional data file 1). The first trend evident
from this phylogenetic analysis is that genes from clusters in
Eurotiomycetes and Fusarium spp. are distant from those of
the M. grisea, C. globosum and S. nodorum clusters. Indeed,
genes in clusters from these last three species define clades
supported by high bootstrap values (> 91%), to the exclusion
of genes from Eurotiomycetes and Fusarium species (Figure
2a,b,e,f). Interestingly, genes from one of the two clusters in
A. clavatus are more closely related to genes in the M. grisea

ACE1 cluster than to those in ACE1-like clusters from other
Eurotiomycetes (see below). In view of the gene contents of
the clusters and their phylogenetic relationships, we refer to
the large clusters in M. grisea, C. globosum, S. nodorum and
the larger of the two clusters in A. clavatus as "ACE1 clusters",
and to the smaller clusters in Eurotiomycetes and Fusarium
spp. as "ACE1-like clusters". These two types of cluster have
probably had a long history of independent evolution,
although they certainly share a common ancestor.

We then focused on the origins of the duplicated genes in the
M. grisea cluster. Phylogenetic trees show clearly that in M.
grisea RAP2 is a paralog of RAP1, CYP3 is a paralog of CYP2,
CYP4 is a paralog of CYP1, and SYN2 is a paralog of ACE1
(Figure 2a-d). Notably, in each of these pairs, one gene is
located on the left-hand side of the M. grisea cluster and the
other is on the right-hand side. Thus the M. grisea cluster
appears to have undergone partial tandem duplication at
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Figure 2

Maximum likelihood trees for ACE| cluster genes and their homologs. (a) ACE[ and SYN2; (b) RAPI and RAP2; (c) CYPI and CYP4; (d) CYP2 and CYP3; (e)
ORF3; (f) ORFZ. In each tree, genes that appear in Figure | are named in color or bold black. Yellow highlighting shows the five genes in the A. clavatus ACE |
cluster whose closest relatives are genes from part B of the M. grisea cluster. Bootstrap percentages are shown for all nodes. Trees were constructed
from amino acid sequences as described in Methods using PHYML after alignment with ClustalW and Gblocks filtering. Trees for the other five genes in
the ACE/ cluster are shown in Additional data file |. The values of the shape parameter (a) for the gamma distribution were estimated from the data as
1.329, 1.441, 2.476, 2.615, 2.536 and 0.96| for panels a-f, respectively. The proportions of invariant sites are 0.028, 0.035, 0.030, 0.068, 0.000 and 0.000,
respectively. The M. grisea SYN2 gene corresponds to parts of the automatically-annotated gene models MGG_12452.5 and MGG_12451.5.

some stage during its evolution, although the gene order is
not conserved between the two parts. The presence of two
ACE1 clusters in C. globosum is suggestive of a second block-

duplication event in this species. However, for most genes
present in both C. globosum ACE1 clusters, the copy from
cluster 1 forms a clade with their M. grisea homologs. This
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close phylogenetic relationship is observed for ACE1, RAP1,
ORFZ, OXR1, CYP1, and OXR2. The only exception to this
pattern is M. grisea ORF3, which is marginally closer to the
C. globosum cluster 2 gene, but with low bootstrap support
(Figure 2 and Additional data file 1). This observation sug-
gests that the duplication that gave rise to the current C. glo-
bosum clusters 1 and 2 occurred in a common ancestor of C.
globosum and M. grisea, and that the corresponding cluster
2 in M. grisea was lost.

On the basis of this analysis, we divided the M. grisea cluster
into two parts, A and B, so that each of the duplicated genes
in M. grisea has one copy in part A and one in part B (Figure
1). Part A in M. grisea consists of nine genes, all of which have
orthologs in one or both of the clusters in its closest relative C.
globosum. The clusters in other species consist of homologs
of genes from M. grisea part A, plus one gene from part B
(ORF3; see Discussion). The order of the part A genes is not
conserved among M. grisea, C. globosum and S. nodorum.

Surprisingly, this phylogenetic analysis shows that five of the
six genes from part B of the M. grisea ACE1 cluster group with
genes from the larger of the two clusters in A. clavatus, rather
than with the genes in the more closely related (Sordariomyc-
ete) species C. globosum, or with their part A paralogs in M.
grisea. Bootstrap values for grouping the M. grisea part B
genes SYN2, RAP2, CYP4, CYP3 and ORF3 with their A. cla-
vatus homologs are 98-100% (Figure 2a-e). The only gene
from part B of the M. grisea cluster that does not group with
A. clavatus is OME1 (panel e of Additional data file 1), but this
is also the only gene whose detected homolog in A. clavatus
(ACLA_002520) is not physically clustered with the others,
which calls its orthology into question. The consistency of this
phylogenetic result for part B genes, and its disagreement
with the expected species relationships, are indicative of HGT
between A. clavatus and part B of the M. grisea cluster. In
contrast seven of the nine genes from part A of the M. grisea
cluster, including ACE1 itself, lie at the expected phylogenetic
position forming a clade with C. globosum (Figure 2 and
Additional file 1; the two exceptions are CYP2, which is dis-
cordant but has a low bootstrap value of 66%, and MFS1,
which cannot be analyzed because there is no homolog in the
C. globosum clusters).

For the four panels in Figure 2 that include sequences from
other Eurotiomycetes (C. immitis and U. reesii) as well as A.
clavatus, we used the likelihood ratio test (LRT) to test
whether the topologies shown (Figure 2a,b,e,f) have signifi-
cantly higher likelihoods than alternative trees where the
Eurotiomycetes were constrained to form a monophyletic
group. In all four cases the topology shown in Figure 2 is sig-
nificantly more likely than the tree expected if genes were
inherited vertically (p < 0.001 for each).
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Identifying the direction of gene transfer

To determine whether part B of the cluster was transferred
from an M. grisea-like donor to an ancestor of A. clavatus, or
vice versa, we examined phylogenetic trees constructed from
those genes that have orthologs both in species that are close
relatives of M. grisea and in species that are closer to A. cla-
vatus. We would predict that if an ancestor of A. clavatus was
the recipient of HGT, then the genes in its ACE1 cluster would
not show the expected close relationship to other Eurotio-
mycete species such as C. immitis and U. reesii (Figure 1), and
would instead form a clade with the donor lineage (repre-
sented by M. grisea). Conversely, if the direction of transfer
was from an A. clavatus-like donor into the M. grisea lineage,
we would expect the M. grisea part B genes not to form a
monophyletic clade with the other Sordariomycete species C.
globosum, and instead to group with A clavatus.

In the phylogenetic tree of ORF3 sequences, the shared A. cla-
vatus-M. grisea branch lies within a clade that contains
homologs from the two clusters in C. globosum, as well as the
Dothideomycete S. nodorum (Figure 2e). The ORF3
orthologs from C. immitis and U. reesii clearly lie outside this
clade with 95% bootstrap support. Similarly, the phylogenetic
tree of RAP1 and RAP2 orthologs (Figure 2b) shows that the
shared branch containing the A. clavatus gene and the part B
M. grisea gene (RAP2) lies within a larger clade that includes
the C. globosum and M. grisea part A (RAP1) orthologs. The
homologs from C. immitis and U. reesii lie outside (91% boot-
strap support). Likewise, the phylogenetic tree of the ACE1-
SYNz2 pair (Figure 2a) places the A. clavatus sequence within
a Sordariomycete/Dothideomycete clade, distant from the
other Eurotiomycetes (C. immitis and U. reesii). These topol-
ogies all indicate that an ancestor of M. grisea was the donor
of the transferred part B genes, and an ancestor of A. clavatus
was the recipient.

ORFZ is the only gene in the A. clavatus ACE1 cluster that
does not have a homolog in part B of the M. grisea cluster.
The origin of this gene in A. clavatus is not clear. Phylogenetic
analysis (Figure 2f) indicates that A. clavatus ORFZ does not
group with the C. immitis and U. reesii genes, and this conclu-
sion is supported by the LRT. This result suggests a foreign
origin for A. clavatus ORFZ, but the absence of a homolog in
M. grisea part B makes it impossible to test whether this gene
has a similar origin to its five neighboring genes in A.
clavatus.

We conclude that there is phylogenetic support for the
hypothesis that at least five of the six genes in the ACE1 clus-
ter of A. clavatus originated by HGT, and that the most prob-
able single donor is a Sordariomycete ancestor related to M.
grisea.
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Discussion

The ACEI cluster is specific to few fungal species

A complete ACE1 cluster is present in only four of the 23
sequenced Pezizomycotina genomes (M. grisea, C. globosum,
S. nodorum and A. clavatus). Such a sporadic distribution
could be the result of either independent HGTs or frequent
losses of the whole cluster in different lineages (Figure 3). We
favor the latter explanation because - with the exception of A.
clavatus - our phylogenetic trees of genes from the cluster
have topologies that are in broad agreement with the
expected species phylogeny [27]. We suggest that an ACE1-
like cluster consisting of at least three genes (homologous to
ACE1, RAP1 and ORF3) existed in the common ancestor of
Pezizomycotina, but this cluster has been lost in many line-
ages subsequently. The scheme in Figure 3 identifies four
independent lineages (shown by dashed lines) in which all
copies of the cluster have been lost. We cannot tell, with cur-
rent data, whether genes such as OXR1 that are present in the
ACET1 clusters of Sordariomycetes and Dothideomycetes but
not in the ACE1-like clusters of Eurotiomycetes correspond to
lineage-specific additions or losses.

Any tree showing apparent HGT of a gene can also be
explained by an alternative scenario of gene duplications and
losses. However, the situation reported here is rather differ-
ent to typical cases of possible HGT of individual genes,
because it involves multiple genes that are arranged as a large
tandem duplication (in M. grisea). The fact that the A. clava-
tus ACEI1 cluster forms a clade with the M. grisea part B genes
(to the exclusion of the part A genes) means that the only
alternative scenario to HGT is one where the part A/part B
tandem duplication occurred right at the base of the tree in
Figure 3. This scenario would then necessitate at least four
events of precise loss of exactly one part of the tandemly
duplicated set of genes: part B in C. globosum, part B in the
ancestor of C. immitis and U. reesii, part B in S. nodorum,
and part A in A. clavatus. Because of the precise nature of the
deletion required (and choice of gene copy to delete), we do
not regard this scenario as likely.

The discontinuous distribution of the ACE1 cluster among
fungal species suggests that evolutionary constraints act to
maintain this cluster only in few species. As M. grisea, S.
nodorum and C. globosum are plant or animal pathogens, it
is tempting to speculate that the ACE1 cluster is involved in
the infection process of these three species. The metabolite
produced by this biosynthetic pathway may be an important
pathogenicity factor, but such a role remains to be deter-
mined. A. clavatus is different as it is not pathogenic. The
presence of the ACE1 cluster in A. clavatus may arise from
selection involving an unknown biological role of this metab-
olite in this fungus. Identifying the molecules made by these
different clusters will be necessary to understand the role of
the ACE1 cluster in fungal biology and could give clues about
evolution of the ancestral biosynthetic pathway controlled by
this cluster.
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ACEI cluster evolution in Sordariomycetes involved
several duplication events

The ACE1 cluster has a complex history with multiple events
of large-scale duplication and multiple losses. The scenario
we infer is summarized in Figure 3. An ancient duplication
produced the large ACE1 and smaller ACE1-like clusters. A
second duplication event in an ancestral Sordariomycete gave
rise to the two clusters (1 and 2) presently seen in C. globo-
sum. This event occurred prior to the speciation between C.
globosum and M. grisea, but M. grisea later lost its counter-
part of cluster 2. Independently, cluster 1 underwent a tan-
dem duplication event, generating parts A and B. This tandem
duplication survived in M. grisea, but in C. globosum the
addition (part B of cluster 1) was lost again. It might seem
simpler to suggest that the part A/B tandem duplication was
an event that occurred specifically in M. grisea after it
diverged from C. globosum, but we know that this is incorrect
because the part B genes from M. grisea form outgroups to a
clade consisting of C. globosum and M. grisea part A genes.
We can also be sure that the surviving duplications seen in M.
grisea and C. globosum were separate events because of the
topology of the phylogenetic trees: if the surviving genes were
descended from the same duplication event we would expect
that in the ACE1-SYNZ2 tree, for example, M. grisea ACE1 and
SYN2 should each form a separate monophyletic group with
one of the C. globosum genes, but that is not seen (Figure 2a).
Instead we interpret the trees as indicative of two duplica-
tions of the whole cluster in a Sordariomycete ancestor of M.
grisea and C. globosum, the first of which was non-tandem
and the second of which was tandem. After this tandem dupli-
cation, the M. grisea lineage lost its ortholog of cluster 2 of C.
globosum, and the C. globosum lineage lost its ortholog of
part B of M. grisea (Figure 3). This pattern of frequent loss is
consistent with the cluster's sporadic distribution in fungi.

ORF3 is unusual as it is inferred to have been present in the
ancestor of all ACE1 and ACE1-like clusters, but in M. grisea
it is not duplicated and it shows phylogenetic affinity to A.
clavatus rather than to C. globosum or S. nodorum (Figure
2e). These properties suggest that a homolog of ORF3 was lost
from part A of the M. grisea cluster, after the tandem dupli-
cation occurred. Furthermore, we speculate that the location
of ORF3 on the boundary between parts A and B may indicate
that the tandem duplication event visible in M. grisea
involved a recombination between two copies of this gene.

Gene order and orientation is quite poorly conserved among
the ACE1 clusters, as is typical of many secondary metabolism
gene clusters [7,8,28]. This makes it all the more striking that
the duplicated M. grisea genes each have one copy in the part
A and one copy in part B. Because the tandem duplication
that is evident in the M. grisea genome is not particularly
recent (it predates the M. grisea/C. globosum speciation), we
suggest that some form of selection has acted on gene order in
the cluster, preventing intermixing of the two parts. In this
context it is notable that recombination seems to be inhibited
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Figure 3

Inferred history of ACEI and ACE|-like clusters in filamentous fungi. The gray rectangle corresponds to the ancient core cluster of three genes (ACE/,
RAPI, ORF3) that is common to all ACE/ clusters (pink) and ACE[-like clusters (orange). The black arrow denotes the inferred HGT of part B of the cluster
from a donor related to M. grisea to the A. clavatus recipient. Dashed branches and smaller fonts indicate euascomycetes that were included in our analysis
but lack the clusters entirely. Phylogenetic relationships are based on [27] and N Fedorova and N Khaldi, unpublished data, for the topology within the
genus Aspergillus. The tree is not drawn to scale.
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in the M. grisea ACE1 cluster, because it displays a low fre-
quency of targeted gene replacement, even in a KU80 null
mutant background where homologous recombination rates
are increased ([29]; Collemare et al, unpublished results).
The way that part A and part B genes of the ACE1 cluster are
distributed among species may indicate that they are involved
in the biosynthesis of different molecules. Alternatively, parts
A and B of the ACE1 cluster may be each involved in the bio-
synthesis of independent polyketide precursors that are fused
into a final complex molecule as observed for lovastatin
[25,30,31]. The fact that all 15 genes in the M. grisea ACE1
cluster are co-expressed at a very specific stage of the infec-
tion process (Collemare et al, unpublished results) favors the
hypothesis that both part A and part B genes are involved in
same biosynthetic pathway. However, gene knockout experi-
ments have shown that two part B genes (RAP2 and SYN2)
are not essential for the avirulence function supported up to
now only by the part A gene ACE1 (Collemare et al, unpub-
lished results). These latter results suggest that part A and
part B genes could be involved in the biosynthesis of two dif-
ferent molecules, with only one (ACE1, part A pathway) being
recognized by resistant rice cultivars. However, these two
hypotheses are both plausible, and await the biochemical
characterization of the Ace1 metabolite.

HGT of a fungal secondary metabolism gene cluster
Although the genomics era has uncovered evidence for wide-
spread horizontal gene transfer among prokaryotes [32,33],
and from prokaryotes to eukaryotes [17,34-37] or vice versa
[38,39], relatively few instances of horizontal gene transfer
have been documented from one eukaryote to another [40-
42]. Among fungi, the best documented is the transfer of a
virulence gene from S. nodorum to Pyrenophora tritici-
repens, which occurred only about 70 years ago [16]. In that
case, the transferred DNA fragment was about 11 kb in size
but contained only one gene. In this study we showed that
part B of the ACE1 cluster (30 kb in size, containing 5-6 genes)
was likely horizontally transferred from a close ancestor of M.
grisea (a Sordariomycete) into an ancestor of A. clavatus (a
Eurotiomyete). The mechanism by which HGT might have
occurred remains a matter of speculation, but could perhaps
have involved hyphal fusion between species, or endocytosis.
Our inference of HGT is valid only if the Sordariomycete and
Eurotiomycete clades are monophyletic as shown in Figure 1,
but their monophyly is supported by several molecular and
systematic analyses [27,43-47].

To our knowledge, our study and the recent work of Patron et
al [18] are the first reported instances of HGT of groups of
linked genes involved in the same pathway between eukaryo-
tic species. In both cases these secondary metabolite clusters
show a punctate (sporadic) distribution among other species,
with an ancestral cluster apparently having been lost by more
species than the number that retain it. This pattern of fre-
quent losses of genes and their occasional reacquisition by
HGT resembles the pattern of evolution of "dispensable path-
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way" genes in ascomycete yeasts [48]. Hall and Dietrich [48]
noted that genes whose products function in dispensable
pathways are one of the few categories of genes in S. cerevi-
siae that are physically organized into gene clusters. They
found that the pathway for biotin synthesis was lost in a yeast
ancestor and then regained in the S. cerevisiae lineage by a
combination of HGT from bacteria and gene duplication with
neofunctionalization. One possible explanation for this
strange pattern of evolution could be that an intermediate in
the pathway is toxic [48], although there is no direct experi-
mental evidence of this. If a pathway can confer a selective
advantage in some circumstances but also involves the pro-
duction of a toxic intermediate, there can be strong selection
in favor of the pathway in some conditions and strong selec-
tion against it in others. The consequences of such a situation
could include the formation of physical gene clusters (to
reduce the chances of coding for only part of the pathway, or
for strong repression of transcription mediated by chromatin
remodelling), and occasional selection for re-gain of function
by HGT. Further exploration of this hypothesis will require
the discovery of more examples of similar sets of genes, and
detailed characterization of the biochemical pathways
involved.

Materials and methods

We set up a local basic local alignment search tool (BLAST)
database of the proteins encoded in 26 completely sequenced
fungal genomes (A. niger, A. nidulans, A. terreus, A. flavus,
A. oryzae, A. clavatus, N. fischeri, A. fumigatus Af293, A.
fumigatus CEA10, C. immitis, C. posadasii, P. chrysogenum,
U. reesii, S. sclerotiorum, F. graminearum, F. oxysporum, F.
verticillioides, M. grisea, N. crassa, C. globosum, H. jecorina
(T. reesei), N. haematococca (F. solani), P. chrysosporium, S.
nodorum (P. nodorum), C.neoformans, U. maydis). To find
candidate ACE1-like clusters in other fungi, we used a two-
step process outlined below.

In the first step, each protein encoded by the M. grisea ACE1
cluster was used as a query in protein-protein BLAST
(BLASTP) searches against this database, and for each query
the top 25 hits were retained provided that their E-values
were less than 1e-4. Each set of proteins was aligned using
ClustalW [49] and poorly aligned regions were removed using
Gblocks [50]. Sequence alignments are available as Addi-
tional data file 2. Maximum likelihood trees were constructed
using PHYML [51] with the JTT amino acid substitution
matrix and four categories of substitution rates. Bootstrap-
ping was done using the default options in PHYML with 100
replicates per run. To avoid long branch attraction problems
we withdrew highly divergent sequences and repeated the
alignment and tree reconstruction steps on the new sets. We
also verified at each step that the alignment obtained after
running Gblocks represented at least 30% of the initial pro-
tein sequence. Genes were considered as orthologs of an M.

Genome Biology 2008, 9:R18

Khaldi et al. R18.8



http://genomebiology.com/2008/9/1/R 18

grisea ACE1 cluster gene if they grouped in a monophyletic
clade with a bootstrap support of >70%.

Many of the genes identified in this first step were located in
gene clusters. For each cluster so identified (defined as the
presence of at least two homologs of M. grisea ACE1 cluster
genes adjacent to one another) we then made a second step of
analysis, examining any other genes that are physically
located within these clusters but which were not picked up at
the first step (either because their BLASTP E-values were too
weak, or because they were not in the top 25 hits when the
database was searched). This process added genes
CHGO05286.1, CHG05287.1, SNU00307.1 and FVEG_12610
to the analyses.

Abbreviations
BLAST, basic local alignment search tool; HGT, horizontal
gene transfer; LRT, likelihood ratio test.

Authors' contributions

JC and MHL isolated the M. grisea ACE1 cluster and identi-
fied initial evidence of HGT. NK and JC conducted genome
searches and phylogenetic analyses. KHW drew the figures.
All authors contributed to writing the manuscript. All authors
read and approved the final manuscript.

Additional data files

The following additional data are available with the online
version of this article: a figure (Additional data file 1) showing
maximum likelihood trees for the ACE1 cluster genes that are
not included in Figure 2 (OXRi, BC2, OXR2, MFS1 and
OME]1), and a data file (Additional data file 2) containing the
sequence alignments used to produce Figure 2 and Additional
data file 1.

Acknowledgements
NK and KHW are supported by Science Foundation Ireland. MHL and JC
are supported by CNRS, and Bayer Cropscience, France.

References

1. Keller NP, Hohn TM: Metabolic pathway gene clusters in fila-
mentous fungi. Fungal Genet Biol 1997, 21:17-29.

2. Hurst LD, Pal C, Lercher MJ: The evolutionary dynamics of
eukaryotic gene order. Nat Rev Genet 2004, 5:299-310.

3. Qi X, Bakht S, Leggett M, Maxwell C, Melton R, Osbourn A: A gene
cluster for secondary metabolism in oat: implications for the
evolution of metabolic diversity in plants. Proc Natl Acad Sci USA
2004, 101:8233-8238.

4. Shimura K, Okada A, Okada K, Jikumaru Y, Ko KW, Toyomasu T,
Sassa T, Hasegawa M, Kodama O, Shibuya N, Koga ], Nojiri H,
Yamane H: ldentification of a biosynthetic gene cluster in rice
for momilactones. | Biol Chem 2007, 282:34013-34018.

5. Singer GAC, Lloyd AT, Huminiecki LB, Wolfe KH: Clusters of co-
expressed genes in mammalian genomes are conserved by
natural selection. Mol Biol Evol 2005, 22:767-775.

6. Semon M, Duret L: Evolutionary origin and maintenance of

Genome Biology 2008,

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

Volume 9, Issue |, Article RI8 Khaldi et al.

coexpressed gene clusters in mammals. Mol Biol Evol 2006,
23:1715-1723.

Cary JW, Chang P-K, Bhatnagar D: Clustered metabolic pathway
genes in filamentous fungi. In Applied Mycology and Biotechnology,
Agriculture and Food Production Volume |I. Edited by: Khachatourians
GG, Arora DK. Amsterdam: Elsevier; 2001:165-198.

Cary JW, Ehrlich KC: Aflatoxigenicity in Aspergillus: molecular
genetics, phylogenetic relationships and evolutionary
implications. Mycopathologia 2006, 162:167-177.

Wong S, Wolfe KH: Birth of a metabolic gene cluster in yeast
by adaptive gene relocation. Nat Genet 2005, 37:777-782.
Lawrence J: Selfish operons: the evolutionary impact of gene
clustering in prokaryotes and eukaryotes. Curr Opin Genet Devel
1999, 9:642-648.

Keller NP, Turner G, Bennett JW: Fungal secondary metabolism
- from biochemistry to genomics. Nat Rev Microbiol 2005,
3:937-947.

Batada NN, Urrutia AO, Hurst LD: Chromatin remodelling is a
major source of coexpression of linked genes in yeast. Trends
Genet 2007, 23:480-484.

Batada NN, Hurst LD: Evolution of chromosome organization
driven by selection for reduced gene expression noise. Nat
Genet 2007, 39:945-949.

Walton |D: Horizontal gene transfer and the evolution of sec-
ondary metabolite gene clusters in fungi: an hypothesis. Fun-
gal Genet Biol 2000, 30:167-171.

Rosewich UL, Kistler HC: Role of horizontal gene transfer in the
evolution of fungi. Annu Rev Phytopathol 2000, 38:325-363.
Friesen TL, Stukenbrock EH, Liu Z, Meinhardt S, Ling H, Faris |D, Ras-
mussen JB, Solomon PS, McDonald BA, Oliver RP: Emergence of a
new disease as a result of interspecific virulence gene
transfer. Nat Genet 2006, 38:953-956.

Wenzl P, Wong L, Kwang-Won K, Jefferson RA: A functional
screen identifies lateral transfer of beta-glucuronidase (gus)
from bacteria to fungi. Mol Biol Evol 2005, 22:308-3 6.

Patron NJ, Waller RF, Cozijnsen AJ, Straney DC, Gardiner DM, Nier-
man WC, Howlett BJ: Origin and distribution of epipolythiodi-
oxopiperazine (ETP) gene clusters in filamentous
ascomycetes. BMC Evol Biol 2007, 7:174.

Weigel BJ, Burgett SG, Chen V], Skatrud PL, Frolik CA, Queener SW,
Ingolia TD: Cloning and expression in Escherichia coli of iso-
penicillin-N-synthetase genes from Streptomyces lipmanii and
Aspergillus nidulans. | Bacteriol 1988, 170:3817-3826.
Aharonowitz Y, Cohen G, Martin JF: Penicillin and cephalosporin
biosynthetic genes: structure, organization, regulation, and
evolution. Ann Rev Microbiol 1992, 46:461-495.

Liras P, Martin JF: Gene clusters for beta-lactam antibiotics and
control of their expression: why have clusters evolved, and
from where did they originate? Int Microbiol 2006, 9:9-19.

Smith MW, Feng DF, Doolittle RF: Evolution by acquisition: the
case for horizontal gene transfers. Trends Biochem Sci 1992,
17:489-493.

Buades C, Moya A: Phylogenetic analysis of the isopenicillin-N
-synthetase horizontal gene transfer. | Mol Evol 1996,
42:537-542.

Dean RA, Talbot NJ, Ebbole D), Farman ML, Mitchell TK, Orbach M),
Thon M, Kulkarni R, Xu JR, Pan H, Read ND, Lee Y-H, Carbone I,
Brown D, Yee Oh Y, Donofrio N, Jeong JS, Soanes DM, Djonovic S,
Kolomiets E, Rehmeyer C, Li W, Harding M, Kim S, Lebrun M-H,
Bohnert H, Coughlan S, Butler ], Calvo S, Ma L], Nicol R, Purcell S,
Nusbaum C, Galagan JE, Birren BW: The genome sequence of the
rice blast fungus Magnaporthe grisea. Nature 2005, 434:980-986.
Collemare J, Billard A, Bohnert H, Lebrun M-H: Secondary metab-
olism of the rice blast fungus Magnaporthe grisea: the role of
hybrid PKS-NRPS in pathogenicity. Mycol Res 2007. doi:
10.1016/j.mycres.200708.003

Bohnert HU, Fudal I, Dioh W, Tharreau D, Notteghem ]L, Lebrun
MH: A putative polyketide synthase/peptide synthetase from
Magnaporthe grisea signals pathogen attack to resistant rice.
Plant Cell 2004, 16:2499-2513.

Fitzpatrick DA, Logue ME, Stajich JE, Butler G: A fungal phylogeny
based on 42 complete genomes derived from supertree and
combined gene analysis. BMC Evol Biol 2006, 6:99.

Gardiner DM, Cozijnsen AJ, Wilson LM, Pedras MS, Howlett BJ: The
sirodesmin biosynthetic gene cluster of the plant pathogenic
fungus Leptosphaeria maculans. Mol Microbiol 2004,
53:1307-1318.

Villalba F, Collemare J, Landraud P, Lambou K, Brozek V, Cirer B,

Genome Biology 2008, 9:R18


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9073477
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=9073477
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15131653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15131653
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15148404
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15148404
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15148404
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17872948
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17872948
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15574806
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15574806
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15574806
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16757654
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16757654
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16944284
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16944284
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16944284
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15951822
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15951822
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16322742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16322742
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17822800
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17822800
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17660811
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17660811
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11035938
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11035938
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11701846
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11701846
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16832356
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16832356
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16832356
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15483318
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15483318
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17897469
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17897469
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17897469
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=3045077
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16636985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16636985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16636985
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1471257
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=1471257
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8662005
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=8662005
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15846337
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15319478
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17121679
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17121679
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17121679
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15387811

http://genomebiology.com/2008/9/1/R 18

30.

31

32
33.
34.

35.

36.

37.

38.

39.

40.
41.

42.

43.

44,

45.

46.
47.

48.

49.

50.

Morin D, Bruel C, Beffa R, Lebrun MH: Improved gene targeting
in Magnaporthe grisea by inactivation of MgKU80 required for
non-homologous end joining. Fungal Genet Biol 2007.

Kennedy J, Auclair K, Kendrew SG, Park C, Vederas JC, Hutchinson
CR: Modulation of polyketide synthase activity by accessory
proteins during lovastatin biosynthesis. Science 1999,
284:1368-1372.

Hutchinson CR, Kennedy ], Park C, Kendrew S, Auclair K, Vederas J:
Aspects of the biosynthesis of non-aromatic fungal
polyketides by iterative polyketide synthases. Antonie Van
Leeuwenhoek 2000, 78:287-295.

Doolittle WF: Phylogenetic classification and the universal
tree. Science 1999, 284:2124-2129.

Beiko RG, Harlow TJ, Ragan MA: Highways of gene sharing in
prokaryotes. Proc Natl Acad Sci USA 2005, 102:14332-14337.
Kondo N, Nikoh N, ljichi N, Shimada M, Fukatsu T: Genome frag-
ment of Wolbachia endosymbiont transferred to X chromo-
some of host insect. Proc Natl Acad Sci USA 2002, 99:14280-14285.
Dunning Hotopp JC, Clark ME, Oliveira DC, Foster JM, Fischer P,
Torres MC, Giebel D, Kumar N, Ishmael N, Wang S, Ingram |, Nene
RV, Shepard J, Tomkins ], Richards S, Spiro D), Ghedin E, Slatko BE,
Tettelin H, Werren JH: Widespread lateral gene transfer from
intracellular bacteria to multicellular eukaryotes. Science
2007, 317:1753-1756.

Hall C, Brachat S, Dietrich FS: Contribution of horizontal gene
transfer to the evolution of Saccharomyces cerevisiae. Eukaryot
Cell 2005, 4:1102-1115.

Woolfit M, Rozpedowska E, Piskur ], Wolfe KH: Genome survey
sequencing of the wine spoilage yeast Dekkera (Brettanomy-
ces) bruxellensis. Eukaryot Cell 2007, 6:721-733.

Guljamow A, Jenke-Kodama H, Saumweber H, Quillardet P, Frangeul
L, Castets AM, Bouchier C, Tandeau de Marsac N, Dittmann E: Hor-
izontal gene transfer of two cytoskeletal elements from a
eukaryote to a cyanobacterium. Curr Biol 2007, 17:R757-759.
Rogers MB, Patron NJ, Keeling P): Horizontal transfer of a
eukaryotic plastid-targeted protein gene to cyanobacteria.
BMC Biol 2007, 5:26.

Andersson JO: Lateral gene transfer in eukaryotes. Cell Mol Life
Sci 2005, 62:1182-1197.

Richards TA, Dacks ]B, Jenkinson JM, Thornton CR, Talbot NJ: Evo-
lution of filamentous plant pathogens: gene exchange across
eukaryotic kingdoms. Curr Biol 2006, 16:1857-1864.

Andersson JO, Sjogren AM, Horner DS, Murphy CA, Dyal PL, Svard
SG, Logsdon JM Jr, Ragan MA, Hirt RP, Roger AJ: A genomic survey
of the fish parasite Spironucleus salmonicida indicates
genomic plasticity among diplomonads and significant lat-
eral gene transfer in eukaryote genome evolution. BMC
Genomics 2007, 8:51.

James TY, Kauff F, Schoch CL, Matheny PB, Hofstetter V, Cox CJ,
Celio G, Gueidan C, Fraker E, Miadlikowska J, Lumbsch HT, Rauhut
A, Reeb V, Arnold AE, Amtoft A, Stajich JE, Hosaka K, Sung G-H,
Johnson D, O'Rourke B, Crockett M, Binder M, Curtis JM, Slot ]JC,
Wang Z, Wilson AW, Schiiler A, Longcore JE, O'Donnell K, et al.:
Reconstructing the early evolution of fungi using a six-gene
phylogeny. Nature 2006, 443:818-822.

Blackwell M, Hibbett DS, Taylor JW, Spatafora JW: Research coor-
dination networks: a phylogeny for kingdom Fungi (deep
hypha). Mycologia 2006, 98:829-837.

Kuramae EE, Robert V, Snel B, Weiss M, Boekhout T: Phylogenom-
ics reveal a robust fungal tree of life. FEMS Yeast Res 2006,
6:1213-1220.

Robbertse B, Reeves |B, Schoch CL, Spatafora JW: A phylogenomic
analysis of the Ascomycota. Fungal Genet Biol 2006, 43:715-725.
Hane JK, Lowe RG, Solomon PS, Tan KC, Schoch CL, Spatafora JW,
Crous PW, Kodira C, Birren BW, Galagan JE, Torrianie SFF, McDon-
alde BA, Oliver RP: Dothideomycete plant interactions illumi-
nated by genome sequencing and EST analysis of the wheat
pathogen Stagonospora nodorum. Plant Cell 2007, 19:3347-3368.
Hall C, Dietrich FS: The reacquisition of biotin prototrophy in
Saccharomyces cerevisiae involved horizontal gene transfer,
gene duplication and gene clustering.  Genetics 2007,
177:2293-2307.

Thompson JD, Higgins DG, Gibson T): CLUSTAL W: improving
the sensitivity of progressive multiple sequence alignment
through sequence weighting, position-specific gap penalties
and weight matrix choice. Nucleic Acids Res 1994, 22:4673-4680.
Castresana J: Selection of conserved blocks from multiple
alignments for their use in phylogenetic analysis. Mol Biol Evol

Genome Biology 2008,

51,

Volume 9, Issue |, Article RI8 Khaldi et al.

2000, 17:540-552.

Guindon S, Gascuel O: A simple, fast, and accurate algorithm
to estimate large phylogenies by maximum likelihood. Syst
Biol 2003, 52:696-704.

Genome Biology 2008, 9:R18


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17716934
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17716934
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10334994
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10334994
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11386351
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11386351
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=11386351
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10381871
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10381871
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16176988
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16176988
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12386340
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=12386340
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17761848
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17761848
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15947202
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17277171
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17803924
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17803924
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17803924
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17584924
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17584924
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15761667
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16979565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16979565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16979565
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17298675
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17298675
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17298675
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17051209
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17051209
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17051209
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17486960
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17486960
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17486960
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17156018
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=17156018
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16781175
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=16781175
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18024570
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18073433
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=18073433
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7984417
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7984417
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=7984417
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10742046
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=10742046
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14530136
http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=14530136

	Abstract
	Background
	Results
	Conclusion

	Background
	Results
	Identification of homologous ACE1 clusters in other filamentous fungi
	Phylogenetic analysis of the ACE1 cluster in filamentous fungi
	Identifying the direction of gene transfer

	Discussion
	The ACE1 cluster is specific to few fungal species
	ACE1 cluster evolution in Sordariomycetes involved several duplication events
	HGT of a fungal secondary metabolism gene cluster

	Materials and methods
	Abbreviations
	Authors' contributions
	Additional data files
	Acknowledgements
	References

