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Abstract

Alternative splicing, an unknown mechanism 20 years ago, is now recognized as a major mechanism for proteome
and transcriptome diversity, particularly in mammals–some researchers conjecture that up to 90% of human genes
are alternatively spliced. Despite much research on exon and intron evolution, little is known about the evolution
of transcripts.
In this paper, we present a model of transcript evolution and an associated algorithm to reconstruct transcript
phylogenies. The evolution of the gene structure–exons and introns–is used as basis for the reconstruction of
transcript phylogenies. We apply our model and reconstruction algorithm on two well-studied genes, MAG and
PAX6, obtaining results consistent with current knowledge and thereby providing evidence that a phylogenetic
analysis of transcripts is feasible and likely to be informative.

Introduction
Alternative splicing is a mechanism to produce different
proteins from the same gene–the end of the paradigm
“one gene, one protein.” In many genomes, several, or
even most, genes are split into pieces called exons, sepa-
rated by regions called introns, and a splicing mechan-
ism takes the transcribed string of exons and introns,
removes the introns, and splices the exons to form a
single continuous string that is then translated into a
protein. In alternative splicing, a mechanism underesti-
mated until 1990, the splicing produces variants in
which some of the exons can be omitted (and occasion-
ally even some of the introns retained), thereby causing
different proteins to be produced. Alternative splicing
exists to some degree in most eukaryotes, but is most
frequent in the more complex lineages. Thus it is pre-
sent, but limited, in plants and fungi, but quite common
in vertebrates–some researchers have conjectured that
up to 90% of the human genes are alternatively spliced
[1-3]. Alternative splicing is now recognized as a major
mechanism for proteome and transcriptome diversity
[4,5].
The implications of this shift in paradigm are signifi-

cant. The basic model of transcriptome evolution–DNA

modification at the gene level and alternative transcrip-
tion start sites–is incomplete: any modification that
affects the splicing mechanism has to be considered.
However, while evolution of DNA at the gene level has
been the subject of intense scrutiny for decades, very lit-
tle is known regarding the changes in the splicing pro-
ducts of alternative splicing. Thus there is a need to
define a model of evolution for transcripts, not at the
nucleotide level, but at the splicing level–which exons
(and introns) are included, which excluded?
A better understanding of the relationships among dif-

ferent transcripts would benefit annotation transfer. Dif-
ferent proteins from one gene may have different
functions, may be localized to certain tissues, or may be
present at different developmental stages. Knowledge of
their evolution would help in assessing the function of
their homologues. Transcript phylogenies would also
contribute to next-gen sequencing methods, especially
RNA-seq. For instance, the “DREAM6 Alternative Spli-
cing Challenge” asks to reconstruct alternatively spliced
mRNA transcripts from short mRNA-seq data without a
reference genome, but using the transcriptomes of other
organisms [6]. A transcript phylogeny would help in
assessing the support value of a predicted transcript.
In this paper, we propose a model of transcript evolu-

tion and an associated algorithm to reconstruct tran-
script phylogenies.

* Correspondence: yann.christinat@epfl.ch
Laboratory of Computational Biology and Bioinformatics, EPFL, 1015
Lausanne, Switzerland

Christinat and Moret BMC Bioinformatics 2012, 13(Suppl 9):S1
http://www.biomedcentral.com/1471-2105/13/S9/S1

© 2012 Christinat and Moret; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative
Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.

mailto:yann.christinat@epfl.ch
http://creativecommons.org/licenses/by/2.0


Transcript evolution
Background
Many studies have been published on the rate of exon
insertion and deletion and on the statistics of different
types of splicing, but few researchers so far have studied
the evolution of transcripts [2]. Harr and Turner showed
that most transcripts among Mus subspecies were novel
[7]. Nurtdinov et al. compared the human and mouse
transcriptomes and concluded that half of the genes give
rise to species-specific isoforms and only three quarters
of all isoforms are present in their orthologous genes
[8]. Splicing is also affected by non-DNA events. Modifi-
cation of the chromatin structure can yield changes in
the expression of a given transcript and may even create
a new transcript or silence an existing one [1]. Finally, a
few groups studied the correlation between gene dupli-
cation and alternative splicing [9-11].
These studies indicate that alternative splicing is a

fast-evolving mechanism and hint that most of the tran-
scripts may be little more than evolutionary noise.
These studies also indicate that groups of species share
a significant number of transcripts, whose relationship
can only be delineated with a more complete model.

A model of transcript evolution
In the description of alternative splicing, the simplest
concepts are those of constitutive exons, which are part
of every transcript, and of cassette exons, which may or
may not be present in any given transcript. In general,
any exon that is not constitutive is called alternative.
There exists other types of splicing mechanisms, of
which alternative 3’- or 5’-sites and intron retention are
the most frequently cited [1,3,5,12,13]. Note that the
definition of a constitutive exon requires that all tran-
scripts for a given gene be known. If, however, alterna-
tive splicing is closer to a biased random sampling from
the space of all possible isoforms (so that every possible
splice form is produced at some or other time), then
there may be no such thing as a constitutive exon. As
the debate on this issue continues and as our aim is to
provide a model against which to test various hypoth-
eses regarding transcript evolution, we develop a model
in which we consider the existence of constitutive exons
as a given.
We thus model a transcript as a subset of the gene

exons. We model alternative 3’- or 5’-sites as constitu-
tive exons with two or more internal states–each state
encoding for one particular configuration. Finally, we
assimilate intron retention to cassette exons. We model
transcript evolution as a two-level process. The gene
structure, viewed in terms of its collection of exons and
introns, constitutes one level, while the collection of
transcripts obtained from that structure constitutes the

other level. Modification of the gene structure affects
the transcriptome, but modification of the transcriptome
does not affect the gene structure. Peng and Li [14]
showed that the status of an exon, constitutive or alter-
native, is conserved through tandem exon duplication, a
finding that hints at a model of evolution where the sta-
tus of an exon is encoded at the gene level. Conse-
quently we have three possible exon states in our model
of gene evolution: absent, constitutive, or alternative.
We assume that all transitions–birth, death, and muta-
tion between constitutive and alternative–are equally
likely.
In addition to the model of exon evolution at the gene

level, transcripts can gain or lose exons. Table 1 sums
up the possible evolutionary changes at the transcript
level, given the evolution of a particular gene exon.
Note that a transition from alternative to alternative
does not imply that the exon will still belong to the
same transcripts.
Finally we assume that a transcript can undergo a

lethal mutation or be subject to regulation and disap-
pear at any time. In a manner similar to gene duplica-
tion, new transcripts may also be created at any time
during evolution.
The model focuses on transcript evolution and the

cost reflects only transcript events. Any gene-related
evolutionary event–gene duplication and loss, exon gain
and loss–has zero cost. For instance, the gain of a con-
stitutive exon in the gene will automatically affect all
transcripts and thus will not be reflected in the total
cost. This concept is illustrated through an example in
Figure 1.
Our model yields a forest of transcript trees, which

represents the evolution from ancestral transcripts to
observed transcripts. Each transcript tree is a subtree of
the gene tree, since all transcripts arise from that gene

Table 1 Evolutionary events on the transcriptome

↗ 0

0 No transcript had this exon and none will have it.

1A Some transcripts had this exon and none will have it.

1C All transcripts had this exon and none will have it

↗ 1A
0 No transcript had this exon and some will have it.

1A Some transcripts had this exon and some will have it.

1C All transcripts had this exon and some will have it.

↗ 1C
0 No transcript had this exon and all will have it.

1A Some transcripts had this exon and all will have it.

1C All transcripts had this exon and all will have it.

All evolutionary changes for transcripts for a given exon at the gene level. 1c:
constitutive exon 1A: alternative exon, 0: no exon
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family and, if they evolve, must evolve on the same tree.
If a new transcript arises from an existing one, the new
transcript will be considered as the root of a new tran-
script tree. Our basic model uses a fixed cost for the
creation of new transcripts. Of course, the basic model
does not assume that transcripts are created ab initio;
rather, it postulates a hidden relationship with an
unknown ancestor.
New transcripts arise from existing ones and thus are

the result of evolutionary changes that may legitimately
correspond to different costs. We use a fixed cost for
simplicity and also because it leads to a very efficient
pruning of the search space. We have designed and
implemented an extended model in which the creation
of a new transcript is dynamically assigned a cost that
corresponds to its evolution from its closest ancestor
(a maximum parsimony approach). However, the
dynamic cost computation prevents good pruning and

makes the problem intractable for medium-sized
instances.
Our algorithm starts by reconstructing the exon struc-

ture of the ancestral genes, then looks for the most par-
simonious forest of transcript trees. For the ancestral
gene reconstruction algorithm, we used a maximum
parsimony approach, using Dollo’s parsimony–that is,
an exon cannot be created twice [15,16].

Results
The algorithm was tested on two well studied gene
families to assess the correctness of the model on biolo-
gical data. Further testing was done on simulated data
to test the algorithm itself.

Results on the MAG gene
The Myelin-Associated Glycoprotein (MAG) is a neuro-
nal transmembrane glycoprotein that acts both as a

Figure 1 Illustration of the two-level model. The first level is represented in A where the gene evolution happens. In B, one can see the
transcript phylogeny. The total edge costs of TA and TB are both zero. While this is expected for TB as transcripts t11 and t21 share the same
exons, it is not obvious for TA. Transcripts t12 and t31 differ by exon C. However the latter was gained during the evolution from G0 to G12. This
event belong to the first level and thus has zero cost in the transcript phylogeny. The dotted line represents the hidden relationship of the new
transcript to its ancestor. In the extended model, that link would be revealed.
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ligand for an axonal receptor and as a receptor for an
axonal signal [17]. It has been extensively studied and
due to its short length and limited alternative splicing, it
makes a perfect candidate for testing our algorithm.
Two main isoforms are known in mammals: L-MAG

and S-MAG. The S-MAG is created by the inclusion of
the penultimate exon that creates an early stop codon
and hence removes the cytoplasmic domain. In rodents
the second exon is also alternatively spliced and occurs
in both the S- and L- forms, yielding four transcripts in
total [18]. Two major MAG isoforms have been
observed in both zebrafish and fugu: L-tail (exon 9,
from the left, is skipped) and XL-tail. The retention of
the eighth intron in the fugu fish yields a third form (S-
tail), which is not observed in the zebrafish [19]. The
transcripts corresponding to these isoforms are dis-
played in Figure 2.
Data
Transcripts and exons for the five species were compiled
from the literature [17-21]. The sequences and the gene
tree, as shown in Figure 3-A, were obtained from the
Ensembl database [22].
We concatenated the gene’s exons and aligned the

resulting sequences using Mauve [23]. Every exon either
was not aligned to any other exon or provided close to
one hundred percent coverage of its ortholog. The only
exception was the first human exon, which corresponds
to the first two exons of the rodents. Such a situation
might have posed a problem had the human exon been
alternative, but fortunately it is a constitutive exon. The
first human exon was consequently modeled as two
exons. The eighth intron of the fugu fish, which triggers
an early stop codon, could not be aligned to any exon
in any other species. Orthologous exons were then
inferred from this alignment and are shown in Figure 4.
Results
We tested two setups. In the first experiment, we used a
cost of infinity for exon gain/loss, cE= ∞, whereas in the

second we used a unit cost, cE= 1. An infinity cost for
exon gain/loss allows us to test if some transcripts are
exactly similar in the second level of the model. The
cost of every transcript tree is consequently either zero
or infinity. Note that two transcripts with different
exons can be reunited under a zero-cost tree as exon
gains and losses at the gene level may explain the differ-
ence. In both setups, the cost of transcript birth, cB, and
death, cD, was set to a single parameter and varied. As
shown in Figure 5, each experiment yielded solutions
consistent with our biological knowledge of the iso-
forms. The S- and L-forms in mammals and the L- and
XL-tail in fishes are clustered on their respective trees.
However, the relationship between the fish and mammal
isoforms is unclear. If the cost of exon gain is infinity,
then the only relation between fishes and mammals is a
link from the L-tail to the alternative L-form in
rodents–but our model requires such a link, since it
demands that all genes be connected. The same reason-
ing applies for cB= cD≤ 2 and cE= 1. The cost of con-
necting a mammal transcript to a fish transcript is
always greater than the cost of adding a new tree. The
S-tail in the fugu fish is isolated and shows no relation
to the S-form of mammals. Its distance to the mammal
S-form is too great to allow the two to be clustered.
There is no evidence that those two transcripts are bio-
logically related, nor do their sequences align well–their
only common feature is that both induce an early stop
codon.
Results with the extended model
Since the search space for the MAG instance is small,
we were able to run the extended model on it. As seen
in Figure 6, the result on cB= cD= 1 is the same as for
the basic model using cB= cD> 2, except that newly cre-
ated transcripts are linked to their closest ancestor. For
cB= cD> 1, our algorithm reconstructed three ancestral
transcripts. Isoforms are still well clustered within fishes
and mammals but the relationship between them seems

Figure 2 Transcripts of the MAG gene family. Transcripts are color-coded by their isoforms.
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complicated. For instance, the fugu S-form is linked to
the “standard” L-form in mammals, which seems a bit
unlikely. When cE= ∞, no phylogeny could be found
that did not have an infinity score.
Many solutions of minimum cost may exist. Conse-

quently our algorithm can return several solutions. In
order to sort the best solutions, we computed the total
number of events including exon gain and loss at the
gene level. This process acts as a second filter. However,
the number of solutions is highly informative. For
instance, Figure 6-B shows only one of the 32 solutions
whereas only 2 solutions were found for cD= cB= 1. This
indicates that the phylogenies for cB= cD> 1 are far from
being certain and should thus be considered with
extreme care. Moreover, only constitutive exons are
shared between fishes and mammals. Consequently, the
edges linking a fish transcript to a mammal transcript
will highly depend on the ancestral gene reconstruction.

Results on the PAX6 gene
The PAX6 gene is part of the well-studied paired box
gene family (PAX), which encodes transcription factors
for many developmental processes and is subject to
heavy alternative splicing [24-26]–41 transcripts were
found in a gene in the pigeon retina [27]. The canonical
isoform is characterized by an N-terminal paired

domain followed by a linker, a paired-type homeodo-
main, and a (P/S/T)-rich C-terminal domain, yielding a
422-amino-acid protein (437 in zebrafish). The gene
undergoes alternative splicing and the best-known alter-
native isoform, +5a, differs from the canonical isoform
by the inclusion of exon 5a. This 14-amino-acid inser-
tion in the paired domain disrupts the DNA-binding
ability of the N-terminal domain and enhances the bind-
ing of the C-terminal domain, thus creating a new set of
interactions [28]. As can be seen in Figure 3-B, gene
duplication occurred in the fish species leading to two
PAX6 genes in the zebrafish and the fugu fish.
Transcripts and orthologous exons
Mammal transcripts were obtained from the Human-
transcriptome Database for Alternative Splicing (H-
DBAS) [29] and fish transcripts from the Ensembl data-
base [22]. In the H-DBAS database, we considered only
transcripts that were present in both the cDNA and
mRNA databases, except in the case of R. norvegicus,
where only the mRNA database was available. Similarly,
with the Ensembl database, we used only transcripts
that had CDS or UTR support. The gene tree was
obtained from the Ensembl database and genes are thus
named accordingly. The canonical and the +5a tran-
scripts were identified through their protein product
and the literature.

Figure 3 Gene trees. Gene trees for the MAG and the PAX6 gene families across five species.

Figure 4 Orthologous exons of the MAG gene family. A gray background indicates orthologous exons. Constitutive exons are shown in
black. Note that alternative exons are not conserved between mammals and fishes.
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The literature on the PAX6 gene in the fugu fish is
very sparse–we could find only one article, by Miles et
al. [30], but that article does not corroborate the infor-
mation in the Ensembl database. Thus we used the
Ensembl data, as it is more recent, but we have no
ground truth regarding the canonical or alternative
isoforms.
The H-DBAS database conveniently indicates ortholo-

gous exons for the mouse, rat, and human. We ran an
all-against-all semi-global alignment of all exons to con-
firm the mammalian orthologs and to obtain the ortho-
logs for the two fishes. Orthologous exons are shown in
Figure 7 and transcripts in Figure 8. In all species, we
observe that several transcripts can produce the same
isoform.

Results
As with the MAG gene, we tested two setups, with unit
and infinite costs for exon gain or loss. However no solu-
tion could be found with cE= ∞. Figure 9 reveals a correla-
tion between cB, cD and the number of ancestral
transcripts. A higher cB affects the total number of trees.
Any hypothesis should thus be tested under different para-
meters before drawing any conclusion. The best result
uses cB= cD= 5, showing well-clustered isoforms within
mammals. Note that the model imposes a link between all
genes, so that the relevance of a single connection between
fishes and mammals at low values of cB is uncertain.
The number of solutions with minimum cost also

increases along with cBand cD. The algorithm returns 36
solutions of equal cost for cB= cD= 5. We tested the

Figure 5 Transcript phylogenies for MAG under the basic model. Inferred transcript phylogenies for the MAG gene under the basic model
and different costs. Transcripts Sb and Lb in rodents represent the S- and L-forms in which exon 2 is skipped. Thicker trees contain similar
transcripts. Only solutions with a minimal number of events are displayed.

Figure 6 Transcript phylogenies for MAG under the extended model. Inferred transcript phylogenies for the MAG gene under the extended
model and different costs. Note that we have 3 transcript losses for cB= cD> 1.
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same setup under a wrong gene tree. As shown in Fig-
ure 10, we kept the structure but shuffled the leaves.
Under this setup, the number of solutions increased
nearly tenfold for the same parameters–a change that
gives us confidence that phylogenetic information is
indeed contained in the transcripts. Note that Figure 9
shows only solutions that have a minimum number of
evolutionary events among solutions of minimum cost.

Results on simulated data
In order to test the performance of the algorithm, we
designed a simple scheme to generate transcripts with a

given tree structure. Starting with nT ancestral tran-
scripts at the root and nE random exons, each gene
exon can either be born or die independently along the
tree. The same evolutionary process applies to tran-
scripts with exon gain or loss depending on the current
set of gene exons.
The reconstruction algorithm works by splitting the

search space into topologies–a topology being a forest
of transcript trees whose leaves are not assigned. Figure
11 illustrates the topology space on a simple 3-gene
example. The algorithm first explores the topology
space rapidly then finds the best leaf assignment on

Figure 7 Orthologous exons of the PAX6 gene family. Orthologous exons of the PAX6 gene for the 7 genes of the 5 species. A gray
background indicates orthologous exons. Constitutive exons are shown in black. Alternative 3’- and 5’-end are shown in gray. Note that only
exons belonging to a transcript are shown.

Figure 8 Transcripts for the PAX6 genes. The canonical isoforms are shown in black and the +5a isoforms in gray. Note that several
transcripts are translated into the same isoform.
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good candidates. (More details are given in the methods
section.) The search on the topology space is optimal,
but under unfavorable circumstances may explore the
entire search space. For a given number of genes, we
tested the algorithm on caterpillar trees (trees where
one of the two children is always a leaf) with a random

number of ancestral transcripts. Caterpillar trees repre-
sent difficult instances since the depth of the tree is
maximized for the number of leaves. Figure 12 shows
that the percentage of topologies that get passed on to
the leaf assignment procedure decreases quickly as the
number of leaves increases. The size of the search space

Figure 9 Transcript phylogenies for the PAX6 gene family. Transcript phylogenies for the PAX6 gene for different values of transcript birth,
cB, and death, cD. Multiple solutions are superimposed. Thicker lines connect similar isoforms.
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grows faster than exponential, but the search procedure
reduces the growth rate of the number of refined topol-
ogies. Still, the growth rate of the explored space is
large but it gets closer to an exponential behavior.
As the leaf assignment algorithm is not optimal, we

tested how often it yields the best solution. Given a gene
tree and its associated transcripts, for every topology,
every possible transcript assignment is generated. The
best score is retained and tested against the solution pro-
posed by the leaf assignment algorithm. We define
optimality as the percentage of occurrences where the
leaf assignment algorithm yields the same score as the
optimal solution during a single run. We performed one
hundred runs, each with randomly generated hundred-
exon genes, on difficult trees (caterpillar trees) and tested
the optimality for different numbers of genes and of tran-
scripts per gene. (The sizes of the instances are necessa-
rily limited by the exhaustive search.) Figure 13 shows
that, as expected, the optimality decreases as the number

of leaves or transcripts increases. The large deviations
come from the simulation process that allows random
transcript birth and loss. Two instances may thus differ
quite significantly even though they share the same num-
ber of ancestral transcripts.
The optimality criterion, as we described it, is rather

strict. It fits well for small instances and allows tracking
of programming errors. (For instance a tree with one
transcript should always return the minimum score.)
However as the trees grow larger, the optimality criter-
ion will indicate that most solutions are not optimal but
will not give any information on the badness of the
non-optimal solutions. Consequently, we looked at the
difference between the optimal and reconstructed score
for each topology. As shown in Figure 14, the results do
not look as bad as with the optimality criterion. The dif-
ference is indeed increasing but in a logarithmic fashion
and seems to stabilize to a constant. As the number of
transcripts and leaves increases, few solutions will have
the optimal score but they will not be far from it. Note
that up to three leaves or if there is only one transcript,
the algorithm always returns the optimal solution. This
is due to the algorithm which, by design, performs an
exhaustive search for any tree of depth two or less.
We also tested the algorithm for scalability, since the

running time grows faster than exponential in the worst
case. Running the algorithm on the MAG gene takes a
few seconds while running it on the PAX6 gene takes a
few days. However our focus in this paper is to validate
the concept of transcript phylogenies and show that
reconstruction, within some limits, is possible. Past this
step, we are confident that a heuristic can be designed
to handle large problems with reasonable accuracy.

Methods
The input of the algorithm is a gene tree with a set of
leaf transcripts and orthologous exons. (Paralogous
exons are considered as unrelated.)

Figure 10 Wrong PAX6 gene tree. A wrong gene tree for the
PAX6 family. Some leaves are shuffled.

Figure 11 A topology example. The 9 topologies corresponding to a trivial 3-gene example. In a topology, a dot represents a transcript birth
and a square a transcript death. Grayed out topologies are not valid as some genes are unconnected.
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The algorithm begins by reconstructing the state of
the ancestral genes’ exons–absent, alternative, or consti-
tutive–using Sankoff’s algorithm for the small parsimony
problem [31]. Without any further knowledge on exon
evolution, we assumed that every transition has equal
cost. A constraint is added to the algorithm to ensure

that the result is consistent with Dollo parsimony–that
an exon cannot be created more than once.
Transcript phylogenies are then reconstructed using a

two-step algorithm. For each topology, a lower bound is
computed. If the lower bound is higher than the mini-
mum encountered so far, then the topology is discarded,

Figure 12 Efficiency of the search procedure. Percentage of topologies that get passed to the leaf assignment procedure. The average
number of topologies per number of leaves is plotted on the second Y axis. Box plots and average sizes were computed on 1000 runs.

Figure 13 Optimality of the leaf assignment. Optimality of the leaf assignment algorithm for caterpillar trees. Error bars show the standard
deviation on a hundred runs.
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since there could not exist a solution with this topology
with a lower score than the current optimum. Otherwise
the best solution for this topology is computed. We call
this last step the leaf assignment step; it is the only part
of the algorithm that makes use of the previously recon-
structed evolution of the gene’s exons.
Now, in order to prune the search space efficiently, we

need to establish quickly a rather good solution. Since
the algorithm explores the topology space in a determi-
nistic, breadth-first search manner, it could, in the worst
case, move from worst to best topology, improving the
score at each step, and thus unable throughout the pro-
cedure to prune any part of the solution space. To make
such a behavior extremely unlikely on any data, we
establish initial solutions by randomly sampling the
search space for each number of trees before the
exploration of the search space starts and retaining the
configuration with the lowest score as an upper bound.
When all topologies have been tested or scored, the

algorithm returns all solutions of minimum cost. This
process is described more precisely in Figure 15.
Our model makes no distinction between an event of

zero cost and no event at all. Yet we would like to see
only solutions that have the lowest number of events, so
our algorithm uses (a version of) the number of events
as a secondary criterion to rank the optimal solutions.
For each tree in a given solution, we sum over all leaves
the exons that are present in at least two leaves, and
then divide this value by the number of exons that are
present in at least one leaf and by the number of leaves.

The result is an index between 0 (all exons are unique
to their leaves) and 1 (all leaves have the same exons).

Generating topologies
Topologies are generated with increasing numbers of
trees. For each topology with t trees (t-topology), any
edge removal yields a new topology with t+1 trees.
However, that process alone does not suffice to generate
all (t + 1)-topologies. Therefore, once that procedure
has been applied to all t-topologies (and duplicates have
been removed), we use branch-swapping to generate the
remaining (t + 1)-topologies. A branch swap disconnects
edge (n1, p1) from tree t1 and edge (n2, p2) from tree t2
and creates two new edges: (n1, p2) and (n2, p1). Here n1
and n2, and also p1 and p2, represent transcripts from
the same ancestral gene. The algorithm again checks for
duplicates, as it searches for all branch swaps on the set
of (t + 1)-topologies until no new topology can be
generated.

Scoring solutions and topologies
The score of a particular solution is composed of two
parts, the first reflecting the structure of the trees and
the second, SF, providing the parsimony score of the
trees. The cost of creating or losing a transcript is a
constant and thus we have

S = (cB · Ntree + cD · Ndeath) + SF (1)

where Ntree is the number of trees, Ndeath the total
number of transcript losses, and SF the sum of the

Figure 14 Difference to the optimal score. Average difference between the optimal and the reconstructed score per topology. Error bars
show the standard deviation on a hundred runs. Values seem to stabilize to a constant.
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maximum parsimony scores of each tree. SF is the only
quantity that depends on the evolution of the gene’s
exons. cB and cD are parameters that control the cost of
transcript birth and death.

A lower bound for topologies can be computed by
considering the first part of the scoring function, cB·
Ntree+ cD· Ndeath. This value does not depend on the
transcripts, but only on the topology. However, a better
lower bound can be computed by adding a lower bound
on the SFscore. For each tree, we compute the best leaf
assignment as if all transcripts were available, corre-
sponding to a topology with a single nontrivial tree. (In
the real leaf assignment procedure, of course, trees com-
pete for transcripts.) The sum of these values is a true
lower bound.

Leaf assignment procedure
Given a topology, leaf assignment remains challenging:
given N genes and k transcripts per gene, a topology
can lead to k!N-1 possible leaf assignments. To tackle
this problem, we combine a bottom-up dynamic pro-
gramming algorithm with Sankoff’s algorithm for the
small parsimony problem.
We define a state as an ordered list of transcripts for a

given gene. Each transcript t in a state has pointers to
its left and right children, l(t) and r(t)–if any. The order-
ing of the transcripts is the same in two states of the
same gene, but the pointers change to reflect phyloge-
netic relationships. The number of transcripts of ances-
tral genes (inner nodes) is defined by the topology.
For each ancestral gene, every possible state is gener-

ated. If a gene has kLR transcripts that have two chil-
dren, kL transcripts with a single left child, kR transcripts
with a single right child, and both children of the gene
have n transcripts, then we have up to

(
n

kLR

)
· n!

(n − kLR)!
·
(

n − kLR

kL

)
·
(

n − kLR

kR

)
(2)

possible states. The product of the first two terms of
Equation 2 is the number of possible assignments for
the kLR transcripts that have two children, while the last
two terms compute the number of assignments for the
transcripts that have only child. Since the first part
selected kLR elements, there remains only n - kLR ele-
ments to choose from.
However, this number is constrained by the topology:

a transcript in some state cannot be connected to any
transcript in its child’s state–the subtrees have to match.
We represent these constraints through a guide tree,
which indicates the possible interactions for each tran-
script. Figure 16 illustrates the guide tree for an example
topology. There could be up to 18 states at node A
without the topology constraints, but these reduce the
number down to just 4.
Our algorithm traverses the gene tree in postorder; at

each node N, it computes the parsimony score of each
state. Given a gene N, its parent P, and its two children

Figure 15 Main algorithm. Sketch of the main algorithm with and
without the extended model.
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L and R, the score for a given state s of N is given by

S(sN, sP) = min
sR∈R,sL∈L

{S(sR, sN) + S (sL, sN)

+
∑
t∈T

min MP(t) s.t. T = roots(sN, sP)} (3)

Where roots (sA, sparent) contains all transcripts of sA
that have no ancestor in sparent. (If sparent is null then it
is the set of transcripts in sA.)
minMP (t) is the parsimony score of transcript t as

inferred by Sankoff’s algorithm. A profile is built for
each exon and the score of exon i in state u is com-
puted by

tiu = min
x∈E

{c(u, x) + rix} + min
y∈E

{c(u, y) + liy}

where l and r are the left and right children of transcript
t, c(a, b) is the cost of evolving from a to b and E is the set
of all exon states. In our case we have c(a, b) = 0 for a = b
and c(a, b) = 1 otherwise. However the cost function must
be slightly modified to account for exon evolution at the
gene level. If a constitutive exon was gained or an exon
was lost (at the gene level), then we set the cost of the
change to zero. Additionally, if exon i is absent in the
gene, then for all transcripts in the gene we have tix= ∞,∀x
> 0. Note that the left and right children of t depend on
the choice of sLand sR. A similar equation can be derived
in case of single-child transcripts. minMP(t) is then the
sum over all exons of minutiu.
The values in Equation (3) are assigned during the

postorder traversal; once the score of every state at the
root of the gene tree has been computed, the minimum
score is retained. Backtracking from the root to the leaves
will then produce all optimal transcript phylogenies.

An extended model
The extended model sets a dynamic cost for transcript
birth, but retains a constant cost for transcript death.

Given a topology, the best leaf assignment is computed
and backtracking is used to reconstruct the ancestral
transcripts’ sequences. Creation of new transcripts is
assigned a cost that corresponds to its evolution from
its closest ancestor. The birth cost is added only once
the leaf assignment procedure has terminated and thus
has no influence on the transcript assignment, except in
case of multiple solutions, where only those that have a
minimum birth cost will be selected.
Developing a good lower bound on the birth cost

remains a challenge. This cost can vary between zero
and the number of exons, so that simply using the low-
est possible value would produce very loose bounds and
thus be of no help in the search. (On simulated data
and our two test genes, the search procedure using a
zero value as a bound on the birth cost always had to
look at every topology.)

Conclusion
In this study we addressed the lack of evolutionary
model for alternative splicing by presenting a two-level
model of transcript evolution and an algorithm to
reconstruct transcript phylogenies. Our work opens the
door for the study of transcript evolution, as it provides
tools for testing evolutionary hypotheses.
We presented two models. The basic model uses a

fixed cost for the creation of new transcripts–an unrea-
listic assumption, but one that greatly decreases the
computational cost. The extended model assigns a cost
dynamically by finding the closest (least cost) ancestor;
however, the dynamic nature of the cost defeats our
pruning strategy and the problem became intractable for
medium-sized instances.
Results on a well-studied gene, MAG, showed that the

extended model yielded results similar to those obtained
with the basic model. Good clustering of known iso-
forms was achieved with the basic model for both gene
families (MAG and PAX6) we studied.

Figure 16 The guide tree for a given topology. Topology: There are two ancestral transcripts at A. Another transcript is created at B, two are
lost between B and E, and a new transcript is created at E. A similar reasoning applies to C, F, and G. Guide tree: Boxes in the guide tree
indicate a specific subtree. For instance, at B, we have only two kinds of subtrees: B(D,E) and B(D,-), thus we have two boxes. Within a box, each
dot represents a transcript. At B we have two transcripts with subtree B(D,-), thus there are two dots in the second box.
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Future work involves a faster version of the algorithm,
and eventually approximation methods to enable us to
use the extended model on large problems.

Acknowledgements
We would like to thank Prof. Marc Robinson-Réchavi and Dr. Eyal Privman
for fruitful discussions that helped us to make our model more biologically
plausible.
This article has been published as part of BMC Bioinformatics Volume 13
Supplement 9, 2012: Selected articles from the IEEE International Conference
on Bioinformatics and Biomedicine 2011: Bioinformatics. The full contents of
the supplement are available online at http://www.biomedcentral.com/
bmcbioinformatics/supplements/13/S9.

Authors’ contributions
YC designed and implemented the algorithm, ran the different experiments,
and drafted the paper; BMEM provided guidance and advice; both authors
worked closely on the final draft.

Competing interests
The authors declare that they have no competing interests.

Published: 11 June 2012

References
1. Keren H, Lev-Maor G, Ast G: Alternative splicing and evolution:

diversification, exon definition and function. Nat Rev Genet 2010,
11(5):345-55.

2. Artamonova II, Gelfand MS: Comparative genomics and evolution of
alternative splicing: the pessimists’ science. Chem Rev 2007,
107(8):3407-30.

3. Kim E, Magen A, Ast G: Different levels of alternative splicing among
eukaryotes. Nucleic Acids Res 2007, 35:125-31.

4. Harrison PM, Kumar A, Lang N, Snyder M, Gerstein M: A question of size :
the eukaryotic proteome and the problems in defining it. Nucleic Acids
Res 2002, 30(5):1083-1090.

5. Modrek B, Lee C: A genomic view of alternative splicing. Nat Genet 2002,
30:13-9.

6. DREAM6 Alternative Splicing Challenge. 2011 [http://www.the-dream-
project.org/challenges/dream6-alternative-splicing-challenge].

7. Harr B, Turner LM: Genome-wide analysis of alternative splicing evolution
among Mus subspecies. Mol Ecol 2010, 19(Suppl 1):228-39.

8. Nurtdinov RN: Low conservation of alternative splicing patterns in the
human and mouse genomes. Hum Mol Genet 2003, 12(11):1313-1320.

9. Roux J, Robinson-Rechavi M: Age-dependent gain of alternative splice
forms and biased duplication explain the relation between splicing and
duplication. Genome Res 2011, 21(3):357.

10. Su Z, Wang J, Yu J, Huang X, Gu X: Evolution of alternative splicing after
gene duplication. Genome Res 2006, 16(2):182-9.

11. Kopelman NM, Lancet D, Yanai I: Alternative splicing and gene
duplication are inversely correlated evolutionary mechanisms. Nat Genet
2005, 37(6):588-9.

12. Lu J, et al: Alternative splicing in teleost fish genomes: same-species and
cross-species analysis and comparisons. Mol Genet Genomics 2010,
283:531-539.

13. Matlin AJ, Clark F, Smith CWJ: Understanding alternative splicing: towards
a cellular code. Nat Rev Mol Cell Biol 2005, 6(5):386-98.

14. Peng T, Li Y: Tandem exon duplication tends to propagate rather than to
create de novo alternative splicing. Biochem Biophys Res Commun 2009,
383(2):163-6.

15. Dollo L: Les lois de l’évolution. Bull Soc Belge Geol Pal Hydr 1893, 7:164-166.
16. Alekseyenko AV, Lee CJ, Suchard Ma: Wagner and Dollo: a stochastic duet

by composing two parsimonious solos. Syst Biol 2008, 57(5):772-84.
17. Quarles RH: Myelin-associated glycoprotein (MAG): past, present and

beyond. J Neurochem 2007, 100(6):1431-48.
18. Lai C, et al: Two forms of 1B236/myelin-associated glycoprotein, a cell

adhesion molecule for postnatal neural development, are produced by
alternative splicing. Proc Natl Acad Sci USA 1987, 84(12):4337-41.

19. Lehmann F, Gäthje H, Kelm Sr, Dietz F: Evolution of sialic acid-binding
proteins: molecular cloning and expression of fish siglec-4. Glycobiology
2004, 14(11):959-68.

20. Fujita N, et al: Developmentally regulated alternative splicing of brain
myelin-associated glycoprotein mRNA is lacking in the quaking mouse.
FEBS Lett 1988, 232(2):323-7.

21. Georgiou J, Tropak MB, Roder JC: Myelin-associated glycoprotein gene.
Myelin Biology and Disorders 2004, 1:421-467.

22. Flicek P, et al: Ensembl’s 10th year. Nucleic Acids Res 2010, 38(Database
issue):D557-62.

23. Darling AE, Mau B, Perna NT: progressiveMauve: multiple genome
alignment with gene gain, loss and rearrangement. PLoS One 2010, 5(6):
e11147.

24. Holland LZ, Short S: Alternative splicing in development and function of
chordate endocrine systems: a focus on pax genes. Integr Comp Biol
2010, 50:22-34.

25. Short S, Holland LZ: The evolution of alternative splicing in the Pax
family: the view from the Basal chordate amphioxus. J Mol Evol 2008,
66(6):605-20.

26. Nornes S, et al: Zebrafish contains two pax6 genes involved in eye
development. Mech Dev 1998, 77(2):185-96.

27. Bandah D, et al: A complex expression pattern of Pax6 in the pigeon
retina. Invest Ophthalmol Vis Sci 2007, 48(6):2503-9.

28. Epstein JA, et al: Two independent and interactive DNA-binding
subdomains of the Pax6 paired domain are regulated by alternative
splicing. Genes Dev 1994, 8(17):2022-2034.

29. Takeda J, et al: H-DBAS: human-transcriptome database for alternative
splicing: update 2010. Nucleic Acids Res 2010, 38(Database issue):D86-90.

30. Miles C, et al: Complete sequencing of the Fugu WAGR region from WT1
to PAX6: dramatic compaction and conservation of synteny with human
chromosome 11p13. Proc Natl Acad Sci USA 1998, 95(22):13068-13072.

31. Sankoff D: Minimal mutation trees of sequences. SIAM J Appl Math 1975,
28:35-42.

doi:10.1186/1471-2105-13-S9-S1
Cite this article as: Christinat and Moret: Inferring transcript phylogenies.
BMC Bioinformatics 2012 13(Suppl 9):S1.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Christinat and Moret BMC Bioinformatics 2012, 13(Suppl 9):S1
http://www.biomedcentral.com/1471-2105/13/S9/S1

Page 14 of 14

http://www.biomedcentral.com/bmcbioinformatics/supplements/13/S9
http://www.biomedcentral.com/bmcbioinformatics/supplements/13/S9
http://www.ncbi.nlm.nih.gov/pubmed/20376054?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20376054?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17645315?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17645315?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17158149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17158149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11861898?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11861898?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11753382?dopt=Abstract
http://www.the-dream-project.org/challenges/dream6-alternative-splicing-challenge
http://www.the-dream-project.org/challenges/dream6-alternative-splicing-challenge
http://www.ncbi.nlm.nih.gov/pubmed/20331782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20331782?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12761046?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12761046?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21173032?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21173032?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21173032?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16365379?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16365379?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15895079?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15895079?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20383527?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20383527?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15956978?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15956978?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19351527?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19351527?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18853363?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18853363?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17241126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17241126?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2438699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2438699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2438699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15229193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15229193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2454205?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2454205?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19906699?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20593022?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20593022?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21558185?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21558185?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18473110?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18473110?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9831649?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9831649?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17525177?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17525177?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7958875?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7958875?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7958875?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19969536?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19969536?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9789042?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9789042?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9789042?dopt=Abstract

	Abstract
	Introduction
	Transcript evolution
	Background
	A model of transcript evolution

	Results
	Results on the MAG gene
	Data
	Results
	Results with the extended model

	Results on the PAX6 gene
	Transcripts and orthologous exons
	Results

	Results on simulated data

	Methods
	Generating topologies
	Scoring solutions and topologies
	Leaf assignment procedure
	An extended model

	Conclusion
	Acknowledgements
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /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 /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. 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 suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


