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Abstract:

The first two steps of aflatoxin biosynthesis are catalyzed by the HexA/B and by the Pks protein. The phylogenetic analysis
clearly distinguished fungal HexA/B from FAS subunits and from other homologous proteins. The phylogenetic trees of the
HexA and HexB set of proteins share the same clustering. Proteins involved in the synthesis of fatty acids or in the aflatoxin
or sterigmatocystin biosynthesis cluster separately. The Pks phylogenetic tree also differentiates the aflatoxin-related
polypeptide sequences from those of other kinds of secondary metabolism. The function of some of the A. flavus Pks
homologues may be deduced from the phylogenetic analysis. The conserved sequence motifs of protein domains shared by
HexA/B and Pks - namely, B-polyketide synthase (KS), acetyl transferase (AT) and acyl carrier protein (ACP) - have been
identified, and the HexA/B and Pks involved in aflatoxin biosynthesis have been distinguished from those involved in
primary metabolism or other kinds of secondary metabolism.
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Background:
Aflatoxins, a group of polyketide-derived compounds [1], different polypeptides [7]. In fungi, all seven activities
are toxic and carcinogenic secondary metabolites reside in two polypeptides: 210-kD a(Fas-2, HexA) and

synthesised only by such Aspergillus species as 230-kD B(Fas-1, HexB) [8]. In vertebrates, they are located
Aspergillus flavus, Aspergillus parasiticus and Aspergillus in a single, large, 270-kD polypeptide [9]. As far as the
nominus [2, 3]. However, sterigmatocystin, which is the structure of fungal FAS is concerned, the acyl carrier
penultimate precursor of aflatoxin, is produced by several protein (ACP), the ketoacylreductase (KR) (E.C. 1.1.1.100)
species of Aspergillus [4]. Most genes encoding the and the ketoacyl synthase (KS) (E.C. 2.3.1.41) domains are
aflatoxin biosynthetic enzymes have been identified. These distributed in the a-chain; and the acetyl transferase
genes make up a large gene cluster in the fungal genome of domain (AT) (E.C. 2.1.3.39), the enoylreductase (ER)
about 90 kb [5]. The genomic DNA regions that represent (E.C. 1.3.1.9), the dehydratase (DH) (E.C. 4.2.1.61) and
the complete sequence of the well-organized aflatoxin the malonyl-ACP transferase (MPT) (E.C. 2.1.3.39)
pathway cluster are available for each species, A. flavus, A. domains are distributed in the B-chain [8].

parasiticus and A. nomius (EMBL ID: AF391094,

AYS510451, AY510454, respectively). The aflatoxin In the aflatoxin gene cluster, the pksA, which is also a large

biosynthetic pathway starts with the reception of acetyl- gene encoding for a polyketide synthase (Pks), is located
CoA and malonyl-CoA substrates, which produce hexanoic 3987 bp upstream from the fas2 gene position. Fungal
acid by a repetitive reaction sequence (Mahanti and polyketide synthases involved in the aflatoxin biosynthesis
colleagues 1996). Aspergillus species use the HexA/B are defined as iterative type I synthases which are
multienzymatic complex, a close homologue to the fatty multidomain enzymes that are similar to the FAS system

acid synthase (FAS) system, to catalyze the first step of the [10]. Polyketide synthases catalyze the second step of the
aflatoxin biosynthetic pathway [6]. Thus, FAS is aflatoxin biosynthetic pathway, in which

responsible for fatty acid synthesis in primary metabolism, hexanoyltethrahydroxyanthrone is formed from the
while HexA/B synthesises the carbon acyl chain in hexanoate resulting from step one [4]. As far as the
secondary metabolism. In the aflatoxin gene cluster, fasl structure of these proteins is concerned, the KS, AT, and
and fas2, large genes that encode for HexB and HexA ACP domains are essential for both FAS (HexA/B) and
respectively, are located side by side. These genes are also Pks, whereas the KR, DH, and ER domains are present in
named hexA and hexB because of the hexanoate synthase o FAS (HexA/B), but are absent in aflatoxin-related Pks.
and [ subunits, respectively. The same reaction that occurs This absence causes the formation of a B-polyketone
in fatty acid synthesis is considered to be involved in the which, with a subsequent cyclation, produces an anthrone
formation of hexanoate in aflatoxin synthesis [1]. The FAS that has a hexanoyl and four hydroxyls as the final reaction
from bacteria and plants is a complex of at least seven product.
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In this study we have phylogenetically analysed the
amino acid sequences of fungal FAS (HexA/B) and Pks
enzymes. Some protein domains are essential for both
FAS (HexA/B) and Pks, but their biological function is
very different so evolutionary relationships and protein-
level features should be indicated.

Methodology:

Sequences of Fas-1 (HexB), Fas-2 (HexA) and Pks were
extracted from the UniProt and Aspergillus flavus
database (http://www.aspergillusflavus.org). To construct
the FAS phylogenetic tree, 36 sequences were used from
22 fungal organisms. Most organisms belonged to the
Ascomycota phylum and only two sequences belonged to
Basidiomycota. The UniProt sequences were retrieved
using the BlastP search [11] on default settings against
all organisms found in UniProt. The sequences used as
queries during the blast were the A. flavus FAS aflatoxin
sequences (Q5VDA2, Q5VDAI1). From the original
BlastP results, 32 sequences were selected. These
sequences had an E-value of 0.0, there were no
duplicates and they appeared both in HexA and HexB.
For the Pks phylogenetic tree, 39 sequences were used,
mostly belonging to the Aspergillus species. The
remaining sequences were obtained from other
Pezizomycotina organisms such as Gibberella zeae or
Emericella nidulans. Sequences were extracted from the
UniProt database using the BlastP program, with default
parameters, and the sequence used as the query was the
A. flavus aflatoxin Pks (Q5VDF2). From the group of
similar sequences that resulted from the blast, we
selected 35 in accordance with the species they belonged
to. Thus all the results belonging to the Aspergillus
species were selected as were the sequences that
belonged to organisms that had previously appeared in
our analysis of the FAS proteins (i.e. Neurospora
Crassa) or which were taxonomically related to them
(Bipolaris oryzae).

To select the A. flavus sequences, we initially ran a blast
of the Aspergillus flavus database using the same
sequences we had used as queries in the initial blast
search of UniProt, and obtained four different sequences
for each protein. Some of these were not complete so we
took the various segments and made an initial study.
ClustalW was used for the multialignment and the
subsequent phylogenetic tree construction in its default
settings. Once the first version of the phylogenetic tree
had been constructed we used the sequences that
appeared closely clustered to the genes extracted from
the Aspergillus flavus database to run a second BlastP.
Once the complete sequences of the protein homologues
of A. flavus had been added to the initial sequences
obtained from UniProt, the final phylogenetic tree
construction was carried out using ClustalW [12]. The
tree was built by neighbour-joining (NJ) and the
parameter values were on default settings. Bootstrap
values were generated by 1000 replications of the
bootstrap procedure. Trees were represented using the
program MEGA 3.1 [13].

Results and discussion:
Phylogenetic analysis
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Figure 1 show the phylogenetic tree based on HexA and
HexB sequence multialignment. The fact that these two
proteins are involved in different kinds of metabolism means
that within a single species there can be several homologues.
We made two phylogenetic trees, one for each protein, which
contained sequences belonging to 22 fungal species. Of these
species, seven had at least two homologues, and the
maximum was five (A. Oryzae). The A. flavus species
contain four homologues for both the HexA and the HexB
proteins.

The two trees share many of their features and show that in
most cases the evolution of the two proteins is very similar.
In the case of HexA (Figure 1a), we find four main clusters
strongly supported by bootstrap values. Each one of them has
a homologue of A. flavus. These sequences are always
closely related to a matching sequence in A. oOryzae,
according to the similarity between the two species [14]. The
cluster coloured in blue contains the proteins that belong to
the aflatoxin gene cluster. Closely related to them is the gene
product belonging to the sterigmatocystin cluster and a
hypothetical protein from Coccidioides immitis (Q1DM99).
The fact that C. immitis has two apparent homologues of
HexA makes us think that it is related to some kind of
secondary metabolism.

The second cluster coloured in green, gathers proteins
involved in the synthesis of fatty acids. In this cluster, we
find many of the organisms that have only one gene
encoding for Fas-2, such as Saccharomyces cerevisiae or
Candida albicans. We also find the HexA homologues
involved in the primary metabolism of E. nidulans and C.
immitis, as well as the A. flavus sequence AFSG001384 and
the A. oryzae sequence Q2U734. From the data obtained, we
can deduce that these A. flavus and A. oryzae sequences are
also involved in primary metabolism. Proteins from other
species are also described as hypothetical proteins whose
function can be deduced by the same reasoning, so they are
probably Fas-2 proteins (i.e. Q41B77 G. zeae). A. parasiticus
and A. nomius do not appear in this group but that is
probably because their enzymes have not yet been sequenced
or introduced into the Uniprot database. The remaining
homologues are distributed in two clusters, coloured in
black. Their function has not been described but they may
belong to some kind of secondary metabolism.

The phylogenetic tree belonging to the HexB (Figure 1b)
protein is nearly a duplicate of the HexA tree. The main
clusters are supported by high bootstrap values. The
aflatoxin cluster remains completely unchanged, and even
the branching pattern is the same. The main difference in the
tree is found in the hypothetical protein clusters (coloured in
black). Instead of two hypothetical protein clusters there are
three, but the low value of the bootstrap that situates E.
nidulans (Q5AV07) closer to P. nodorum than to the two
Aspergillus indicates that that this grouping is not
statistically supported. The other difference between the two
trees is the position of Schizosaccharomyces pombe within
the fatty acid cluster. Although it appears close to the
Pezizomycotina in the tree representing HexA evolution, in
the HexB tree it appears to have separated from the ancestral
organism  before the  Pezizomycotina and the
Saccharomycotina branched into two different groups.

Bioinformation, an open access forum
© 2008 Biomedical Informatics Publishing Group



open access

B1oINTOrmation ., s o s oo
Hypothesis

www.bioinformation.net
.Y : 3 £ 4
o 5 = = g i
. Y E F = & &
% % 3 11 & £ 4
T & £ & F ®
’Q‘_,, G, %, 4 g 2 & ‘9‘? & A
8, @ g g pr & S g
Mo, % 3 2E 85 &
A (=] &
S, % % S & &° o
O, T, % % i A i
" ol
Qﬂf?ﬁ? S & * ef\a{\oddm
AS%"SW,Q, ol 7
Vs, i e
P
QﬂDM‘G‘m

p78a15 Emerioella mdulans

L4y
E)(?Aspargr#us fumr'gaits

i@ nodon
» OvaFT Phaausphaena foda
LA5)
2 st CPXSA
et T
Waﬁﬁp y’ Fg, g g s
e o :
) A 2 9y
| ’ ! “ Az,
o @e»c\f’ Z 3 4 ua@_%
o 2N % e " ’
. | ' § % H %
o o § :? 0? T Q a 2, % .
e & S ogsk B g S W, = 2, L
G o @ - 0% g ¢ 5 %, .
d & & & 2 F o ] Y ..
AV AV IR
o & 8 g 3 3 A
& F &g g s 1 ]
F §F & 4 L1 5 %
= > |
i : £ 5 5 3 ¢
B £ : n
E‘ o
-
b w
¥ w
b4 2
4 E B )
+ @ = g ; §
A 2 = i ,-a 3
Qﬁ‘« 3 s 2 4 P
“ 1 : ;
% % 3 A - A
% B B
o “e % 2 2 q@ y r 6
T, %, % % € g 5 & &
o % % S 5 & » A ’ o
%, - 2o o 3
e e B %8 55 5 & ¢ § D
; %@ : i «ég} e Bod\@
! -, b ol Nwa
» Qg [Ze 78 'g’v‘% = Qec Pj‘a“oap
“a
"y T2, 1 ?mgnw
200 Pty E |
e - . -
haeosphae . cmdw\das
"8 MOk 7 o ’
p7EG1G Emercatia nidulans

* QOVAFE Phaecsphaeria nodonrm
CHWEXB Aspargiyys

feryic] hperdis oryzas . Fimigat
i éf Qoce,
19 it
A U
ooz o 2/. Sog, !
S @ "3
e ol o "’(96, Az,
cﬁ@cﬁ' 6\06“ 5] 3 4 ’2;’.-,5:0@
o o o e %y Py
o & e & iy el o %, 8 %
e o~ ) & Bl ke e e %, S,
& %
o o o o r% S B 4 “% s %%7 &
) @ G i ® ]
i b 3 @§ £ & § S = o § %3’.6 %,
g & gﬁ” & & m 3 %,
el & & = i ) -
& A
= a =] =
& ] %
o g % g: 8‘; % %9
& ; 5 E 8 = 2, g
& S i 0§ B %m L
= & @ W
5 & 3 F 3
e = ¢ 5,
X 3
B

Figure 1: Phylogenetic tree of fungal HexA, HexB based on protein sequence multialignment. Tree branch lengths are
drawn proportional to the amount of sequence changes. Thick branches indicate bootstraps of over 900, thin branches
indicate bootstraps between 900 and 750, and lesser bootstraps are indicated by dots. Sequences are indicated by UniProt
code and species name (A. flavus gene name). Branches corresponding to proteins involved in the aflatoxin gene cluster are
denoted in blue, and those involved in primary metabolism are in green. A. flavus sequences are marked in red. Sequences

described as hypothetical proteins are marked with an asterisk (*).
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Figure 2: Phylogenetic tree of fungal Pks based on protein sequence multialignment. Tree branch lengths are drawn
proportional to the amount of sequence changes. Thick branches indicate bootstraps of over 900, thin branches indicate
bootstraps between 900 and 750, and lesser bootstraps are indicated by dots. Sequences are indicated by UniProt code and
species name (A. flavus gene name). Branches corresponding to proteins involved in the aflatoxin gene cluster are denoted in
blue, those involved in the synthesis of non-melanin pigments are marked in purple. A. flavus sequences are written in red.
Sequences described as hypothetical proteins are marked with an asterisk (*).

The function of the other clusters is difficult to
determine. Most of them are composed of hypothetical
proteins and Pks proteins of unknown functions.
However, there are cases in which we may be able to
computationally determine the function of a Pks protein
because of its similarity with other proteins which have a
known function. This is the case of one of the A. flavus
Pks sequences (AFSGO011713). This protein is clustered
in a group of proteins that are involved in the synthesis
of several pigments (Bikaverin, Aurofusarin and
Conidial yellow pigment) (coloured in purple). This
particular sequence of A. flavus is 72% similar to the
protein belonging to E. nidulans (Q03149) and 71%
similar to the one belonging to A. fumigatus (Q4WZAS).
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Both these proteins participate in the synthesis of Conidial
yellow pigment so it is very likely that AFSG011713 also
synthesises this same compound [6].

Figure 2 shows the phylogenetic tree based on the Pks
sequence multialigment. The phylogenetic tree is distributed
in five highly bootstrap supported clusters. The sequences
that belong to the aflatoxin biosynthetic cluster are clustered
together, as expected, and close to them we find the genes
that participate in the sterigmatocystin biosynthesis. The
other sequence in this cluster belongs to Gibberella
moniliformis and, while its exact function remains unclear, it
has previously been found to be closely related to the
aflatoxin Pks genes [15].
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Other clusters have sequences with known functions, but
there is not enough evidence to derive these functions to
the other proteins in the cluster. For example, in this
same cluster, Gibberella fujikuroi (Q9P855) is involved
in the synthesis of the red pigment, bikaverin. Closely
clustered with this sequence we find another homologue
of the Pks of aflatoxin biosynthesis for A. flavus
(AFSG005452) and its matching A. oryzae sequence
(Q2TXQ8). These two sequences may have the same
function as the sequence that belongs to Gibberella
fujikori, and yet they only share about 50% of similarity.
Further studies should be made to safely assign this
function to these sequences.

The phylogenetic trees are consistent with the great
similarity between A. flavus and A. oryzae. The former is
a plant, animal and human pathogen that can produce
aflatoxins. A. Oryzae, on the other hand, is not
recognized as a pathogen and, although it has the
aflatoxin gene cluster, it is unable to synthesise this
mycotoxin. As the clusters drawn in the tree show, for
each sequence of A. flavus there is a corresponding
sequence of A. oryzae.

ACP domain: comparison between primary and
secondary metabolism

Aspergillus species have several homologous FAS
proteins which are believed to participate in different
kinds of metabolism. Two of these proteins are involved
in the synthesis of fatty acids and aflatoxins. The
differences between the two kinds of proteins can be
found on the sequence level. A conserved pattern has
been described in the ACP domain of Fas-2, which holds
the binding site (prosite: PS00012 Phosphopantetheine
attachment site). This prosite is built around the active
Ser which unites the phosphopantetheine prostetic group
so that it can attach activated fatty acids. If we look for
this conserved pattern in the multialignment, we find that
it has been aligned together in all the fungal sequences.
Comparison of the use of amino acids around this Ser
position shows that there are two kinds of differences
(results not shown). The first kind is easily explained by
the different origins of the sequences. So in the second
position downstream from the active Ser we find that
sequences of the organisms that belong to the
Eurotiomycetes class opt for a Leu while the sequences
that belong to the Saccharomycotina class have a Val.
The chemical proprieties of these two amino acids are
not very different so it is not surprising to see that they
can be interchanged in organisms as closely related as
the ones we have been comparing. Other differences
between the sequences are easily attributed to the
different functions that the two proteins have. So we find
that in the fourth position upstream from the active Ser
we have a Val for the sequences belonging to primary
metabolism, a Ser for the aflatoxin sequences and a Cys
for the sequence of E. nidulans that participates in
sterigmatocystin biosynthesis. The chemical properties of
these amino acids are considerably different. They are
not as easily interchanged as the Val and Leu amino
acids we compared before and could introduce some
differences into the protein structure, especially as they
are situated so closely to the active site. In addition, the
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Arg located one position upstream from the ACP binding Ser
site in sequences involved in aflatoxin biosynthesis means
that the prosite is not noticed.

The ACP domain is a shared domain between Pks and HexA
and, although they have the same function, there are
differences between the two domains. While the ACP
domain found in the HexA protein is located at the N-
terminal end of the protein, the one found in the Pks is
located at the C-terminal end. This domain also has a
fragment of the sequence surrounding the binding site that
nearly complies with the consensus pattern of the prosite
found in the HexA protein of primary metabolism.
Comparison between the three conserved parts of the
phosphopantetheine attachment site (results not shown)
demonstrates that while the binding site remains conserved
there are substantial differences between the surrounding
amino acids. Only one other amino acid (Gly) remains
unchanged: it is in the third position upstream from the
active Ser and it is already established in the consensus
pattern that few other amino acids can occupy its place.

Conserved patterns in the KS and AT protein domains
While HexA, HexB and Pks have different functions, they
share several enzymatic activities which are found in specific
domains in all the polypeptides: namely, the KS, AT and
ACP. In order to find patterns that have been conserved in
the different domains through evolution and then use them to
identify other homologous sequences, we compared each of
the domains to a group of bacterial sequences. To this end,
each domain from the A. flavus aflatoxin proteins was used
to run a BlastP search of all bacterial sequences (results not
shown). A multialignment was done so we could find the
pattern signatures that would define each domain. The
motives shared by both fungi and bacteria from some of the
domains are shown in Figure 3 and Figure 4.

Figure 3 shows a comparative analysis of the HexA- Pks-KS
domain. The sequences selected as examples in Figure 3
belong to several clusters. The first sequences were taken
from the phylogenetic representation of the aflatoxin cluster.
The remaining sequences belong to A. flavus and its
matching A. oryzae sequences. A few more sequences were
added for each cluster so that they would properly represent
the cluster. In the HexA group of sequences, the
Saccharomyces cerevisiae sequence for primary metabolism
was added as a reference. On the other hand, in the Pks
group, the sequence belonging to A. parasiticus, whose
function has yet to be determined, was added because of the
singular localization of the ACP domain, which appears
much farther to the C-terminal side of the sequence than the
ACP of the other sequences of the multialignment. This
domain is located on opposite sides in the two protein
sequences. One of the motives we located that is maintained
by the bacterial and fungal organisms is the prosite detected
for KS (prosite: PS00606, Beta-ketoacyl synthase active
site). This domain catalyzes the condensation of malonyl-
ACP with the growing fatty acid chain and its active site is
on a Cys. Of the whole prosite, only the active site and the
amino acid one position upstream from it (Ala) are
conserved. The remaining amino acids differ mostly when
the proteins are hypothetical. Figure 4 shows a similar
analysis for the AT domain. This domain in Pks is in a
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central region while in the HexB it is in the C-terminal
region. In this case, there were not as many regions
located which were conserved in HexB, Pks and the
homologous bacterial sequences. However, quite a large

region of conserved amino acids surrounds the malonyl
binding site and it is conserved in all the sequences we have
studied. Curiously, this conserved region is larger than the
one found in the KS prosite.

Fas-2 (HexA)

Acyl camrier protein B eta-ketoacyl

reductase

Beta-ketoacyl Synthase (K 5)
(PFO109, PFO2801)

P12097 Saccharomyces cerevisia BEmTPVERCATEY 1309 // 1430 // CWASFHSTSTEANDENES 1554
QEVDAZ/AFSC010418 Aspergillus flavus B ';(Tpvﬁimp_f_w 1117 44 1238 f/ DVAQLI-B:TSTRGNDLMD 1328
QZUGD2E Aspergillus oryzae GACATEW 1125 /7 1z46 // DVASLHGTSTRGHDLNEP 1333
0BTGAZ Aspergillus parasiticus BEIKTPVEACATEY 1117 // mems‘avm;y&ﬁ@nsmn 1z38 // DVASLHETSTRGNDLMED 1325
QEVD?T Aspergillus momius BRIKTPVBACATGY 1118 ;¢ MAIDKIGSSVPAPBOGILSFSE 1239 // DVASLHGTSTRGHDLMEP 1326
AFSCO0L384 Aspergillus flavus BRIRTPVEACATAY 1280 // TATDKIGRSVEAFSOEVLTTAR 1401 // GVASFHCTSTVANDEMES 1525
Q2U734 Aspergillus oryzze BRIKTPVEACATAY 12800 // 1 1401 7/ GUASFHSTETVANDENES 1523
QOCPRE Aspergillus terreus BEIRTPVBACATAV 1283 // TATDKIGREVPAFBOGVLTTAR 1404 // GVASFHSTSTVANDENES 1530
AFSGO0Z450 Aspergillus flavus BRIRTSVEACATET 11594 // TASDKTSHEVEAPSOEILTNAL 1315 // DFVSLHCTSTVMHDEMEL 1440
Qz2UF7? Aspergillus oryses GRIRTSVEACATST 1194 // TASDKTSREVBAPGOGILTNAR 1315 // DFVSLHGTSTUMNDKNEL 1440
AFSGO0S1EE Aspergillus flavus ERIKSPEETCATEY 1187 // MACDEVCREVPABEDEULTALD 1308 / QVASFHGTSTEANDEMES 1426
QZTHFO Aspergillus cryzae BRIKEPSBICATEY 1197 // MAGDKVGREVEAPBOGVLTALR 1313 // QVAQIHGTSTK.@HDIG{ES 1436

Pks

Beta-ketoacyl Synthase (KS5) Acylmalony Acyl carrier protein Thioesterase
(PFO0109, PFO2801) transferase
QEVDFZSAFSCO104EZ Aspergyillus flawvus GEEYTNDTACEESL (40) LESRT- E!-IIZ‘RDYDDKADGYCRA B07 fF MTAALNTTGLHPI\DFSYI%M—IGTGT BEE
Q7IMI] Aspergillus Sp GPEYTHDTACSEESL (40) LSRT- E"NC,I-(DYDDKADGYCRA &07 fF MTMLMTGMPWFW@MGTGT E8E
QEPHL] Aspergillus orysae GCPEYTHDTACEESL (40) LERT-CGNEKPYDDEADGYCRA 607 /S MTAALNTTGLI—IPI\DFSYI}_ZM—IGTGT BEE
Q12053 Aspergillus parasiticus GPSYTHDTACSSSL (40) LERT-CGNEKPYDDEADGYCRA 607 // M{TAALNTTGIHPLDFSYI;MGTGT BEE
QEVDTE Asporgillus momius GEPEYTHDTACSEZSL (40) LSRT—E!-IIT:KDYDDNADGYCRA E07 [fF MTAULNTTGLHPI\DFSYI,\%M—IGTGT BEE
AFECO0E4EE Aspargillus flavus GPEITVDTACSSSL (40) LEST-GNEKTFDDDADGYCRA £83 // LFREFLLAEZGIHPHEIZTIEMHGTCT 652
QETHQE Aspergillus orysacs GDPSITVDTACSSSL (40) LEST-GNOHTFDODADCYCDAL 622 /77 LFR}CL.LAESGIHPI—IEISYI’M!HGTGT 527
Q3PEEE Gibberella fujikurod GPSIAVDTACESSSL (40) LSRT-GHEHAFNDGADGYCEA 578 77 LF}G{I.LNETGH{PI—DVSYV&T!HGTGT EE2
AFSGOL1712 Aspergillus flavus GPEVEVDTACSEEL (400 LSRT—EEJdNTFDDGADGYCRA BlZ f/F IFNRLLI\DANDPHDVSYVEHHGTGT 27
QEUR4E Aspergillus orysacs GPEVEVDTACSESSL (40) LSRT—CNQ_NTFDDGADGYCRA BlE f/F IFNKL.LI\DANDPRDVSYV&TIHGTGT 687
Q02149 Imericella nidulans GPEVEVDTACSSEL (40) LERT-GNENTFDDGADGYCRA 6l2 [/ IFI-(KLLN'EANVDPH\IISYI’EHHGTGT 27
AFSGO041lcl Aspergillus flavus GPEYSVDTACSECL (400 LSRT—EWEI"(TFDDDADGYCRG 12l /4 IFEKULTSAGVDPYSVGY@!HGTGT zEg
QZURES Aspergillus oryzae GPEYSVDTACSECL (40) LSRT—EEJQ}{TFDDDADGYCRG s2Z0 fF IFEKVLTSAGVDPYSVGYUEEHHGTGT £9L
D72E24 Aspergillus peresiticus GPETAVDAACAZEL (40) LSSD—GRE:':HSFDDTASGYGRG 247 S/ VADFALDVARVDAST IDYVEAHATST 222

Figure 3: Extract of the HexA and Pks multialigments from selected sequences corresponding to the predicted KS domain
(Pfam references denoted). Diagrams of sequence domain organization are shown. Highlighted in blue are the residues that
are strictly conserved in this fragment of the fungal multialigment. Highlighted in yellow are the residues that are also
conserved in bacterial sequences. Protein sequences are named by their UniProt code and species name, gaps are denoted by
a dash. Numbers on the right side represent the residue position on the N-terminus. Numbers between brackets denote the
length of the omitted fragment.

Asperqgillus species

Aspergillus species are closely related fungi which,
despite their similarities, also have important differences.
One very clear example of this is their capacity to
synthesise aflatoxins [2, 3]. A few Aspergillus species
can synthesise aflatoxins using the aflatoxin biosynthetic
cluster (A. flavus, A. parasiticus, A. nomius). Other
organisms cannot catalyze the final steps of the aflatoxin
pathway and produce instead one of its intermediate
metabolits (E. nidulans). Despite having the complete
aflatoxin cluster, some species cannot synthesise this

mycotoxin (A. oryzae). Finally, some species do not even
have the aflatoxin cluster (A. fumigatus). Of all these species
only the genome of A. oryzae, E. nidulans and A. fumigatus
is completely sequenced while the whole genome sequencing
project for Aspergillus flavus, funded by the USDA/NRI
Microbial Genome Sequencing Project and the USDA/ARS,
is complete. Therefore, in order to obtain information about
the sequences extracted from the A. flavus genome project,
we will mostly rely on the information provided by their
three organisms.
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PO71458 Secclmromyces cerevisia

QEVDAL FAFSGOL0417 Aspergillus flavees
QEUGOZ Aspergillus oryEaes

QETCAL Aspergillus perasiticus

QEVD 7S Aspergillus nomius

AFEGOO13585 Aspergillus flavus
QEUT33 Aspergillus oryrae
Q4EXE Aspergillus fumigaetis

AFEGODZZEL Aspergillus flavus
QEULGE Aspergillus oryzes

AFEGOOEL40 Aspergillus flavus
QETHGE Aspergillus orycae

Pks

Beta-ketoacwl
smthase

QEVDFESAFESG010422 Aspergillus Flavus
Q7IMT] Aspergillus Sp

QZPH1] Asperoillus oryZas

QlE0E3 Aspergillus perasiticus
QEVD7S Aspergillus momius

AFSGO0E4EZ Aspergillus flavus
QETHNS Aspergillus oryoee
QaPE55 Gibberells fujikwirod

AFEG011713 Aspergillus flavus
QEUL4S Asporgillus orysac

Q032149 Emericella nidulans

AFEGO0416]1 Aspergillus flavus
QEUREE Asperoillus oryzas

P78E8d Aspergillus perasiticus

Fas-1 (HexB) == g — z
Acetyltransferase Enoyl reductase Dehydratase Malonyl/palmitoyl
Transferase (MPT)
(PFOOG98E)

s E}Q}@};SA?‘QFTQPA {z2) TFAGHS LGEYAD:_};'ASLADUHSIES LVEVWFYRCHTH 1839

(22) FFAGHELGETVAALGACASFLSFEDLISLIFYRGLEN 1650
LEZ) RFAGHSLGEYA&;!’.’{GACASFLSFED LISLIFYRGLEM 1620
(£2) BFAGHSLGEYAALGACASFLSFEDLISLIFYRGLEM 1620
(22) FFAGHSLGETAMGACASFLSFEDLISLIFYRGLEM 159l

SPSJ_E'{:]E;‘,I;SAE'\‘@FT:_Q’PA (ZZ) SFACHSLGETZALAALADVMPIESLUVEVVFYRGLTH 1267
SPS&I{.‘ESA?QFT&PA (Z2) SFACGHSLGETSALAALADVMPIESLVEVVFYRGLTM 1867
SPS%LESAI_QFTBPA (Z2) SFACHSLCGETSALAALADVMPIESLVEVVFYRGLTM 1867

APQBLLSATOFTAPA (22) STAGHSLOEYAMLGAVGKTFSVESLVOVWFYEGLLM 1307
APOBLESATOFTAPA (22) STACHSLGETAALGCAVGEIFSVESLVOVVFTRGLLN 1507

DSBELLYATQFAQPA (22) AFACHSLGEYGULASLVDFLPFEMMMSVVFYEGLVI 1819
DERBLLYATOFAQPA (22) AFACHSLCEYCUVLASLVDFLPFEMMMSVUFYRCLVM 1519

Acylimalomy Acy camier protein Thioesterase
Transferase (AT)
(PFODGIE )

LFAFTGQGEQYATH (35) FGIRADVTVEHSLCGEFAALYAAGVLSASDUVYLVGQRAELLO 1023
LFAFTGQGSQYATH (35) FOIRADVTVGEHSLGEFALLYARGUVLESASDUVYLVGQRAELLO 1023
LFAFTGQGSQTATH (35) FOIRADVTVEHSLCGEFALLYARGVLSASDUVYLVGQRAELLO 1023
LFAFTGQCEQYATM (35) FGIRPDUTVGHSLCEFALALYAAGVLEASDUVYLVGQERAELLD 10Z3
LFAFTGQCEQYATH (35) FCIHADATVGHELCEFASLYAAGVLEASDUVYLVGKERAELLD 10Z3

GFLFTGQGAQOTAM (235) WCLTPEYALGHSLGETAALQIAGVLEISDTIVLAGSPAALLE 1011
GFLFTGQGAQOTAM (35) WOLTPEYALGHSLGETAALQIAGVLAISDTIVLAGSRALLLE 1040
GFLFTGOGAQETAM (35) LGITPOQYVIGHSLCGETALLQIAGVLAVNDATFLCGHRAALLD 1010

CFUVFTCQEAQHTCH (325) LCTEPAFVLGHELCEFALLNTAGVLETSDTIYLCGREBATLLT 103Z
CFVFAGQEAQHTCH (325) LCIFPAFVLCHELCEFALLNTAGVLETSDTIYLCGREBATLLT 103E
GFLFTGQGAQVALM (35) LGITPEFVLGHSLGDFALMMAAGVLETSDTIVACCGREAQLLT 1031

AFAFTGOGSQYIGH (35) WGIEPCAVVEHSLGETAALNIAGVLAEADTIFLAGERAQLLO 527
AFAFTGOGSQYIGH (35) WoIEPCAVVEHSLCGETALLMIAGVLAEADTIFLAGKRAQLLO 1036

VIWFSCHEAQUADM (35 LOVECCAVICHEWCETALSVAACCITRAECTLIVIREAKLYE &50

Figure 4: Extract of the HexB and Pks multialigments from selected sequences corresponding to the predicted MPT and AT
domains (Pfam references are denoted). Diagrams of sequence domain organization are shown. Highlighted in blue are the
residues that are strictly conserved in this fragment of the fungal multialigment. Highlighted in yellow are the residues that
are also conserved in bacterial sequences. Protein sequences are named by their UniProt code and species name. Numbers on
the right side represent the residue position on the N-terminus. Numbers between brackets denote the length of the omitted

fragments.

In this study, we found that for the HexA and HexB
proteins, five homologues of the protein that belongs to
the aflatoxin gene cluster were found in A. oryzae; four
in both E. nidulans and A. flavus; and only one in A.
fumigatus. Of the four homologues in A. flavus, the one
resulting from fatty acid synthesis was found in the three
other organisms as it is an essential part of fungal
primary metabolism. Another homologue belongs to the
aflatoxin gene cluster. The similarity between A. flavus
and A. oryzae can be seen by comparing the proteins
belonging to this cluster. Despite being unable to
produce aflatoxins, the proteins from the A. oryzae
cluster are closer to A. flavus than any other aflatoxin-
producing organism. While E. nidulans has a
sterigmatocystin  homologue within the selected
sequences, A. fumigatus has no other homologue to the
fatty acid synthase proteins, which shows that it lacks
any secondary metabolism related to aflatoxin
production. The function of the remaining proteins
remains unknown but since A. fumigatus has none of
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these homologues we believe they may be related to some
kind of undiscovered secondary metabolism. As far as the
Pks proteins are concerned, A. oryzae and A. nidulans both
have seven homologues while A. fumigatus and A. flavus
have only four.
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