REVIEWS

HOW DID ALTERNATIVE SPLICING
EVOLVE?
Gil Ast
Abstract | Alternative splicing creates transcriptome diversification, possibly leading to
speciation. A large fraction of the protein-coding genes of multicellular organisms are
alternatively spliced, although no regulated splicing has been detected in unicellular eukaryotes
such as yeasts. A comparative analysis of unicellular and multicellular eukaryotic 5′ splice sites
has revealed important differences — the plasticity of the 5′ splice sites of multicellular
eukaryotes means that these sites can be used in both constitutive and alternative splicing,
and for the regulation of the inclusion/skipping ratio in alternative splicing. So, alternative
splicing might have originated as a result of relaxation of the 5′ splice site recognition in
organisms that originally could support only constitutive splicing.
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An average human gene is 28,000 nucleotides long and
consists of 8.8 exons of ~120 nucleotides that are separated by 7.8 introns1. Although the exons are relatively
small and embedded within large intron sequences, the
splicing machinery recognizes the exons with remarkable precision, removes the introns from the pre-mRNA
molecule and ligates the exons to form a mature
mRNA. The large number of exons per gene enables
the splicing machinery to splice-in different sets of
exons from a single pre-mRNA, generating different
types of mRNA from a single gene. Bioinformatic analysis indicates that 35–65% of human genes are involved
in alternative splicing2,3, which contributes significantly
to human proteome complexity and explains the
numerical disparity between the low number of human
protein-coding genes (~26,000) and the number of
human proteins, the latter of which is estimated to be
more than 90,000 (REFS 2,4).
Alternative splicing is important and widespread in
some animal groups — but where does it come from?
Our understanding of its origins has been limited until
recently. However, since the decoding of exon–intron
structure of genes in many organisms, and their mode
of alternative splicing, two theories have now been proposed — one sequenced based, the other trans-factor
based. Here, I suggest an evolutionary process for the
appearance of alternative splicing, in which the ancestral
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5′ splice site (5′ss) signal that only supported constitutive splicing accumulated mutations. The effect of the
mutations was to sub-optimize that site, allowing it to
be used in alternative splicing as well. The 5′ss that only
supports constitutive splicing is found in lower eukaryotic organisms (mostly unicellular organisms such as
yeast), whereas the one that supports alternative splicing
is found in higher eukaryotic cells (mostly of multicellular organisms). So, might there be a link between the
higher orders of complexity in higher organisms and
alternative splicing?
An evolutionary overview

The vast majority of introns in eukaryotic gene families
are unlikely to have been derived from the most recent
common ancestral genes, but were gained subsequently,
leading to the formation of multi-intron genes5,6. The
appearance of multi-intron genes probably predated
that of alternative splicing, and constitutive splicing
probably predated exon skipping. So, alternative splicing
might have originated from multi-intron genes with no
alternative splicing, through DNA mutations and/or the
evolution of splicing regulatory proteins.
Although there are introns in the genomes of most
eukaryotes, alternative splicing is prevalent only in multicellular eukaryotes. The yeast Saccharomyces cerevisiae
has introns in only ~3% of its genes (~253 introns), and
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only 6 genes have 2 introns7. By contrast, in another
yeast, Schizosaccharomyces pombe, 43% of the genes
contain introns, with many of them containing multiple
introns8. However, no alternative splicing has been
described in this organism7. Unlike the introns in mammals, which are relatively long, the yeast introns are
short: only 40–75- nucleotides long in S. pombe and
270- nucleotides long in S. cerevisiae 7.
The recent sequencing of the genomes of many
organisms and their mRNA has facilitated a large-scale
analysis of the intron–exon structure and mode of splicing for many genes in a given organism. Evolutionary
conservation of a certain sequence among different
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Models for the evolution of alternative splicing

There are at least two possible evolution models of alternative splicing. The first model emphasizes change as a
result of mutations in DNA sequences, whereas the second emphasizes the evolution of splicing regulatory factors. The first model suggests that the production of
weak splice sites would provide an opportunity for the
splicing machinery to skip an internal exon during several splicing events. This gives the cell the potential to
produce a new transcript with, perhaps, a new function(s), without compromising the original repertoire
of transcripts produced by the gene9. It has been shown
that alternative exons possess weaker splice sites than
constitutively spliced exons10–13, which allows for suboptimal recognition of exons by the splicing machinery
and leads to alternative splicing.
The second model argues that the evolution of
splicing regulatory factors, such as SR PROTEINS and hnRNP
PROTEINS, applies selective pressure on constitutively
spliced exons to become alternative. For example, the
binding of SR proteins in proximity to a constitutively
spliced exon weakens the selection of that exon, leading
to alternative splicing. This releases the selective pressure
from the splice sites, resulting in mutations that weaken
those splice sites. So, according to this model we should
not look at the linear sequence of the pre-mRNA molecule, but rather at the evolution of RNA and protein
factors that are involved in the splicing-machinery regulation (this is an adaptation of the Lenny Moss model
on evolution of transcription factors14).
It is important to realize that the two models do not
necessarily contradict one another. The splicing regulatory factor model has not received much experimental
attention and remains a possibility only.
The basics of intron splicing
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organisms indicates that the conserved sequences are
under PURIFYING SELECTION pressure and might have
important functions. So, comparative analysis has
recently provided important insights into the ways in
which alternative and constitutive sites vary, giving us
hints about the steps involved in the evolution of
alternative splicing.
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Figure 1 | The 5′ splice site of yeasts, humans and mice.
a | An example of a pre-mRNA intron. The consensus
sequences of the 5′ splice site (5′ss), 3′ splice site (3′ss), branch
site (BS), and polypyrimidine tract (PPT) are shown. Relative
positions upstream and downstream of the 5′ss are indicated
underneath and exons are shown in red. b | Profiles of 253
Saccharomyces cerevisiae, 4,697 Schizosaccharomyces
pombe and 49,778 human 5′ss are compared. There is no
significant difference between the human and mouse 5′ss
profile11. c | Base paring between the 5′ss and U1, U5 and U6
snRNA. Positions of U1 snRNA are shown underneath. Ψ
indicates pseudo-uridine. Upper and lower case indicate
exonic and intronic sequences, respectively.
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Only four short sequences define an intron: the
exon–intron junction at the 5′ and 3′ end of introns (5′ss
and 3′ss); the BRANCH-SITE sequence located upstream of
the 3′ss; and the polypyrimidine tract located between
the 3′ss and the branch site15 (FIG. 1a). All types of premRNA splicing take place within the spliceosome — a
large complex composed of five small nuclear RNA
(snRNA) molecules (U1, U2, U4, U5 and U6 snRNA)
and as many as 150 proteins16–18. Each of the five snRNAs
assemble with proteins to form small nuclear ribonuclear protein complexes (snRNP). A coordinated binding
of the five snRNPs with the splice signals of the premRNA results in the removal of each intron and the
ligation of the flanking exons15,19,20.
A growing list of spliceosomal proteins provides the
basis for positive and negative regulation of constitutive
and alternative splicing, which can affect regulation of
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Figure 2 | Exon and intron definition. a | Exon definition: SR proteins (purple) bind to exonic splicing enhancers (ESE; blue),
recruiting U1 to the downstream 5′ss and the splicing factor U2AF (orange) to the upstream polypyrimidine tract and the 3′ss. U2AF
then recruits U2 to the branch site. Therefore, when the SR proteins bind the ESE, they promote formation of a ‘cross-exon’ recognition
complex by placing the basal splicing machinery in the splice sites that flanked the same exon. b | Intron definition: the binding of U1 to
the upstream 5′ splice site (ss) and U2AF and U2 to the downstream polypyrimidine tract and branch site, respectively, of the same
intron. Therefore, intron definition selects pairs of splice sites located on both ends of the same intron, and SR proteins can also
mediate this process20,21,80.

GROUP II INTRONS

Autocatalytic introns that are
found in lower eukaryotic and
prokaryotic organisms. These
introns posses enzymatic
properties that enable them to
remove themselves from RNA
precursor and ligate the flanking
exons.

cell cycle, developmental stage, sex determination or a
response to an external stimulus21–23. In fact, aberrant
regulation of alternative splicing has been implicated in
an increasing number of human diseases, including
cancer2,22,24,25.
The mRNA splicing mechanism is well conserved
throughout evolution and seems to originate from
autocatalytic GROUP II INTRONS26. The five spliceosomal
snRNPs and an unknown number of proteins form
the backbone of this conserved mechanism — the
basal machinery. Exon and intron recognition is
achieved in metazoans by multiple weak degenerate
signals, resulting in a network of interactions across
exons and/or introns — known as exon definition
(ED) and intron definition (ID), respectively27. Both
exons and introns contain short, degenerate binding
sites for splicing regulatory proteins, that is, exonic/
intronic splicing enhancers/silencers (ESE, ESS, ISE
and ISS). When bound to these short sequences, the
SR proteins regulate the binding of the basal machinery to the corresponding splice sites and therefore, are
required for both constitutive and alternative splicing4,21,28. For example, binding of a SR protein to an ESE
can influence both the recruitment of U1 snRNP to the
downstream 5′ss and a protein of the basal machinery,
U2AF, to the upstream polypyrimidine tract4,20,21,28. So,
binding of the SR protein to the ESE promotes formation of a ‘cross-exon’ recognition complex, termed the
ED complex27,29,30. This complex is found only in metazoans. In unicellular eukaryotes such as yeasts, and for
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some introns in metazoans, there is another recognition mechanism — the ID mechanism — that defines
pairs of splice sites located on both ends of the same
intron27,31 (FIG. 2).
mRNA splicing seems to be controlled at two interconnected levels: the basal and the regulatory levels. The
mechanisms by which RNA polymerase II (the basal
machinery) and different sets of transcription factors (the
regulatory system) control the temporal and spatial activation of each gene are likely to share certain conceptual
similarities. ID seems to be the ancient mechanism that
allows the recognition of introns embedded in large
exonic sequences, which is the case for most of the
introns in lower eukaryotic cells27,31. The ED mechanism
can identify relatively short exon sequences (~120
nucleotides) located within large intron sequences, which
is the case for most of the exons in higher eukaryotic
cells1,27,31. Indeed, mutations in splice sites that are selected
via the ID system lead to activation of cryptic splice sites
located upstream or downstream of the mutated site.
Mutations in splice sites, which are introduced by the ED
system, cause a complete cessation of splicing of the
exons and lead to exon skipping, which is also the most
prevalent form of alternative splicing21,27,29,30,32.
Types of alternative splicing. There are five major
forms of alternative splicing. Exon skipping, also
known as cassette exon, accounts for 38% of the alternative splicing events conserved between human and
mouse genomes. Alternative 3′ss and 5′ss account for
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18% and 8% of the conserved events, respectively.
Intron retention is responsible for less than 3% of the
alternative splicing events that are conserved in human
and mouse genomes. Finally, there are more complex
events that account for the remaining 33% of the alternative splicing events and include mutually exclusive
events, alternative transcription start sites and multiple
polyadenylation sites35 (FIG. 3).
Characteristics of an alternatively spliced exon. Alternatively spliced exons possess certain features that distinguish them from constitutively spliced ones.
Conserved alternatively spliced exons are usually
flanked by intronic sequences that are found in both
human and mouse genomes, a feature only rarely
found in constitutively spliced exons36.
In the case of exon skipping, both intron regions that
flank the exon are conserved, and for alternative 5′ and
3′ splicing events, the conservation is greater near the
alternative splice site35,36. These conserved intronic
sequences are probably involved in the regulation of alternative splicing. Alternative exons that are conserved
between the human and mouse possess other characteristics. For example, they tend to be smaller and their length
(in nucleotides) is divisible by 3, which distinguish them
from constitutively spliced exons37,38.
Although alternatively spliced exons possess unique
features, alternatively and constitutively spliced genes
have similar amino-acid usage, indicating that, overall,
alternatively and consitutively spliced genes share a
high degree of similarity39. In fact, in 66% of the alternatively spliced genes the longer form is ancestral,
whereas the shorter form is associated mostly with
exon skipping. De novo emergence of exons, rather
than exon duplication, accounts for the other 34% of
alternatively spliced genes40. This indicates that constitutively spliced exons become alternatively spliced
exons (mostly by exon skipping) through evolution.
Defining an intron. The S. pombe introns have a degenerate branch-site consensus sequence, CURAY (where R
is purine and Y is pyrimidine), similar to that found in
mammals. However, in S. cerevisiae, the branch-site
sequence is highly conserved (UACUAAC). The polypyrimidine-tract architecture is also different in the two
organisms41. In S. pombe, the distance between the 3′ss
and the branch-point sequence is particularly short,
with an average length of 11 nucleotides. Approximately
75% of the introns in this region contain a polypyrimidine tract34,42, similar to the polypyrimidine tract found
in many vertebrate genes. Because there is no alternative
splicing in either S. pombe or S. cerevisiae (at least, in a
classical sense), the differences between the branch-site
and polypyrimidine-tract sequences cannot, by themselves, explain how alternative splicing evolved. The
degenerate branch site in S. pombe and metazoans presumably weakens the binding between this site and the
splicing factor — the snRNA U2. This weakening is
probably linked to a more predominant function of the
polypyrimidine tract in 3′ss selection in metazoans43.
Nonetheless, additional studies are needed to determine

776

| OCTOBER 2004 | VOLUME 5

Exon skipping 38%

Alternative 5′ splice sites 18%

Alternative 3′ splice sites 8%

Intron retention 3%

Mutually exclusive (% Unknown)

Figure 3 | Types of alternative splicing. In all five examples of
alternative splicing, constitutive exons are shown in red and
alternatively spliced regions in green, introns are represented by
solid lines, and dashed lines indicate splicing activities. Relative
abundance of alternative splicing events that are conserved
between human and mouse transcriptomes are shown above
each example (in % of total alternative splicing events35).

how the splicing machinery defines the 3′ end of introns
as strong or weak sites.
The splicing factors, the snRNAs and branch-site
consensus sequence of S. pombe are similar to those of
mammals, rather than to S. cerevisiae, which, together
with the presence of SR-like proteins and proteins that
are involved in ED in S. pombe, but not in S. cerevisiae 33,34,
indicate that S. pombe is ‘on the verge’ of acquiring alternative splicing capabilities. So, why does S. pombe stick
with default splicing instead of taking the plunge? It
might be that the extremely short introns that are
spliced only through ID are the missing link31. ED of
multicellular organisms could provide an opportunity
for the splicing machinery to skip an internal exon on
several splicing events27.
The age of the exon. Human–mouse comparative
analysis revealed that alternative splicing is often
associated with recent exon creation and/or loss44,45.
So, alternative splicing has the potential to create
species-specific alternatively spliced exons. Two
processes are known to create new exons that are
often alternatively spliced: exon duplication46,47 and
exonization of intronic sequences46,48–50.
Young, alternatively spliced exons that are at an early
stage in their evolution have the potential to provide the
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minimal conditions required to regulate their splicing
pattern. More than 5% of the alternatively spliced internal exons in the human genome are derived from Alu
elements50. Alu elements are short primate-specific
RETROTRANSPOSONS, of which humans have ~1.4 million
copies, more than 500,000 of which are located in
introns12,48. As far as we know, all alternatively spliced
Alu exons were created exclusively through the exonization of intronic elements. An examination of minimal
conditions that lead an intronic element to become an
alternatively spliced exon revealed that, remarkably, the
only selective pressure was creation or maintenance of
weak splice sites that flank the alternatively spliced Alu
exon12,48,50.
Comparative approaches

Comparative analyses of splice sites between organisms that only have constitutive splicing and those
that also have alternative splicing provide important
clues regarding the minimal conditions required for
alternative splicing.
Unicellular organisms — S. pombe and S. cerevisiae
— are estimated to have diverged into two separate lineages about 370 million years ago and from metazoa
more than 1,000 million years ago51. In the case of
humans and mice, 75–130 million years has passed since
divergence from the common ancestor52,53. Comparative
analysis of S. pombe, S. cerivisiae, human and mouse
splicing factors shows a higher degree of similarity
between S. pombe and mammals than between S. pombe
and S. cerevisiae 34. There are, therefore, many significant
differences among S. pombe, S. cerevisiae and mammals,
with regard to both the number of introns per gene and
the ability to support alternative splicing.

RETROTRANSPOSONS

A mobile genetic element; its
DNA is transcribed into RNA,
which is reverse-transcribed into
DNA and then is inserted into a
new location in the genome.

Comparative analysis of 5′ss. The 5′ss reveals major differences among S. cerevisiae, S. pombe and mammals. In
S. cerevisiae, the first six intronic nucleotides are well
conserved (GTATGT). There are several deviations from
that sequence between S. cerevisiae, S. pombe and mammals (FIG. 1b): the conservation level of the G at position
–1 increases from 37% to 55% to 80% between S. cerevisiae, S. pombe and humans, respectively (there was no
significant difference between the human and mouse
5′ss profile11; supplementary S1 (figure and table) shows
the per position conservation of each nucleotide among
the 4 species). There is a gradual change at position 4,
from T in S. cerevisiae, to an A or a T in S. pombe and to
predominantly A in mammals. The conservation level
of A at position –3 decreases from 53% in S. cerevisiae,
to 45% in S. pombe and 34% in mammals. Also, only
~16% and 46% of C at position –3 and A at position –2,
respectively, is conserved in S. cerevisiae and S. pombe
5′ss, whereas 36% and 64%, respectively, is conserved in
mammals. Finally, the conservation level of A, G, and T
at positions 3, 5 and 6, respectively, decreases from
S. cerevisiae to S. pombe to mammals.
Although a comparison of additional multicellular
organisms is needed to examine whether this is a bona
fide evolutionary process, the four-species-comparison
shown in FIG. 1b indicates that the level of conservation
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of three positions in the intronic portion of the 5′ss
(positions 3, 4, and 6) decreases in the order of S. pombe,
S. cerivisiae, mice and humans, whereas conservation of
the last three positions of the exon (positions –1 and –3)
increases in the order S. cerevisiae, S. pombe, mice and
humans11,33,54.
Conservation of intron removal. A similar molecular
mechanism removes introns from pre-mRNA in all
eukaryotes15. During mRNA splicing, three snRNAs can
base pair with the 5′ss. U1 snRNA forms base pairs
across the intron–exon junction (potentially base pairing at positions –3 to 6). The conservation of the exonic
portion of the 5′ss in vertebrates allows U1 to base pair
with that region11,54. However, in yeasts, this region is
less conserved. Therefore, the base pairing of U1 with
the exonic portion in S. cerevisiae — although demonstrated experimentally55 — is probably not of principal
regulatory importance in U1/5′ss binding.
Before the first catalytic step of splicing, U1 is
replaced by U5 and U6; the invariant loop of U5 snRNA
can potentially base pair with positions –3 to 1, and likewise, U6 snRNA can potentially base pair with positions
5 and 6 (FIG. 1C). An A or C at position –3 can base pair
with U5 or U1 respectively, indicating that the decrease
in the conservation level of A and appearance of a conserved C at position –3 between S. cerevisiae, S. pombe
and mammals is indicative of the expansion of the
U1/5′ss binding to the exonic portion of the 5′ss11.
Furthermore, the base pairing of the invariant loop of
U5 with the exonic portion of the 5′ss, which is essential
for the second catalytic step of splicing in S. cerevisiae, is
dispensable for in vitro splicing in human nuclear
extract56,57. Despite the differences in the 5′ss between
yeasts and mammals, there is no change in the sequence
of the 5′ end of U1 snRNA gene (the binding site to the
5′ss) among these organisms58,59.
Differences in U1/5′ss binding. The rigid 5′ss sequence
in S. cerevisiae provides six potential sites that can base
pair with U1, all located in the intronic portion of the
5′ss (a U·Ψ pairing of the U in position 4 of the 5′ss with
the Ψ in position 5 of U1 snRNA is considered as one
pairing; where Ψ is pseudo-uridine). In metazoans,
however, the 5′ss provides nine potential positions for
U1 binding, but only seven are involved in base pairing
with a typical 5′ss11. U1/5′ss pairing in metazoans
includes Watson–Crick base pairings (G·C and A·T), as
well as non-Watson–Crick pairings (G·U and U·U). The
seven nucleotides that are involved in base pairing with
U1 in an average 5′ss are presumably a combination of
nucleotides that maintains the base pairing of U1 above
a certain minimal number; 5–6 nucleotides can provide
the minimal 5′ss signal and also the minimal binding site
for U1, but without surpassing a certain maximum that
might lead to a strong U1/5′ss binding that reduces the
efficiency of the splicing reaction (>8 pairings)60.
The extension of the conserved sequence to the
exonic portion of the 5′ss in metazoans is directly linked
to U1 binding to both the exonic and intronic portions
of the 5′ss, as shown both experimentally and by using
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bioinformatics tools. A ‘see-saw’ effect can be observed,
in which a higher number of base pairings of U1
snRNA with the exonic portion of the 5′ss is linked to a
lower number of base pairings with the intronic portion, and vice versa. Also, a dependency of positions –1
and –2 on 5 indicates that the conservation of the exonic
portion of the 5′ss is directly related to U1 binding11,61.
Hard- and soft-wired organisms

A region of base pairing between
two stands of RNA or DNA.

Alternative splicing might be one of the ways in which
organisms evolve in a more rapid and dynamic fashion;
and hard- and soft-wired organisms are defined as those
without and with this ability, respectively62. Let us examine this model with respect to the molecular differences
between 5′ss of hard- and soft-wired organisms, such as
yeasts and mammals.
There have been several reports of alternative splicing
in unicellular organisms: for example, in S. cerevisiae 63,64,
S. pombe 65, Plasmodium falciparum and Dictyostelium
discoideum 66. Most of the above cases are unspliced
mRNA (that is, intron retention) — they involve shuttling of an unspliced pre-mRNA from the nucleus to the
cytoplasm. Intron retention is, however, only a minor
form of alternative splicing in multicellular organisms
(less than 3% of the cases). Exon skipping, which is the
prevalent form of alternative splicing in multicellular
organisms, was not reported in unicellular organisms.
The alternative splicing events listed above, therefore,
might represent isolated cases and/or mis-splicing, indicating that alternative splicing is rare or non-existent in
yeasts, whereas a large fraction of the protein-coding
genes of multicellular organisms are alternatively spliced.
The absence (or rarity) of alternative splicing in unicellular organisms does not necessarily mean this is the
primitive state; it could, for example, be a derived state;
in yeast it could reflect streamlining of the genome or
the lifestyle. Alternative splicing is not only an opportunity but also a risk (for example, of mis-splicing, inefficiency and extra genetic burden) and therefore, is perhaps
a luxury that the fast-growing unicellular organisms cannot afford. S. cerevisiae might have lost a key protein that
is required for dealing with multiple introns. Although
S. pombe would still have this protein and therefore not
be forced to dispense with multiple introns, both yeasts
would have dispensed with the alternatively splicing
machinery. It was proposed that the presence of introns
in a minority of yeast genes, and always either at the 5′
or 3′ end of the genes, means that, in the past, all the
genes had introns. However, the efficient recombination in yeast erased the introns by GENE CONVERSION from
cDNA except where there was not enough homology to
allow for recombination67, or when the intron retained
its function68. For this reason, I compare yeast and
mammal 5′ss from the point of view of organisms
without and with alternative splicing ability.

HEMIASCOMYCETOUS YEASTS

Every base pair counts

A group of yeast that includes S.
cerevisiae and at least 13 other
yeasts species that have a small
genome size and a low frequency
of introns.

The 5′ss of yeast provides six rigid, constitutive positions
of base pairing with U1 (all located in the intronic portion of the 5′ss), which presumably mark the location of
the splice site at the 5′ end of a STEM STRUCTURE with U1.

GENE CONVERSION

A non-reciprocal recombination
process that causes one sequence
to be converted into the other.
STEM STRUCTURE
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The average number of base pairings with U1 in mammals is, on average, one greater than that in yeast.
However, recent findings indicated that there is a complex mechanism by which the sequence of the 5′ss
(especially at positions 3 and 4) and its base pairing with
U1 govern both alternative and constitutive splicing and
the amount of skipping/inclusion at that site12. Positions
3 and 4 are located between two regions that form
strong base pairing with U1; in almost 80% of the 5′ss
analysed, positions –1 to 2 and position 5 are GGT and
G, respectively. The base pairing of positions –1 to 2 with
U1 probably provide the anchor for U1 binding to the
5′ss, which is then anchored again by base pairing with G
in position 5. This structure ‘traps’ positions 3 and 4 from
both sides with strong Watson–Crick pairings and allows
the positions to form non-Watson–Crick pairings (such
as G·U and U·U). (A non-Watson–Crick pairing can only
form when it is adjacent to a Watson–Crick pairing69.)
The hierarchy of pairing, A·T > G·T > T·T ≠ C·T, regulates the level of usage of this splice site in mRNA
splicing, with A·T pairs encouraging constitutive
usage, G·T and T·T pairs supporting different levels
of skipping/inclusion and C·T pairs leading mostly
to exon skipping12. The plasticity of a 5′ss, therefore,
lies in the type of pairing with U1 (FIG. 4). Indeed, different HEMIASCOMYCETOUS YEASTS have deviations from the
canonical GTATGT 5′ss found in S. cerevisiae: GTAAGT,
GTGAGT and GTAGGT (REF. 33).
These deviations affect only positions 3 and 4, and
although one Watson–Crick pairing (A·T) is maintained, the other becomes a non-Watson–Crick pairing
(G·T or T·T). One exception to this is the GTAAGT 5′ss
for which both positions form a Watson–Crick pairing.
This highlights an interesting point: the importance of
Ψ·U pairing in mRNA splicing between position 4 of
the 5′ss of S. cerevisiae and position 5 of U1 was recently
reported70, which indicates the importance of a nonWatson–Crick pairing in either position 3 or 4, presumably to trigger unwinding of U1/5′ss binding — an
essential step in mRNA splicing.
Other positions might also contribute to the plasticity of the 5′ss. Positions 6 and –2 are located adjacent to
a prominent site that forms a G·C pairing with U1, and
might, therefore, form a non-Watson–Crick pairing
with U1. Substituting T with C (at position 6 of the 5′ss
of exon 20 of the human IKBKAP gene; inhibitor of
kappa light polypeptide gene enhancer in B-cells, kinase
complex-associated protein) causes exon 20 to shift
from constitutive to alternative splicing. This leads to
familial dysautonomia (FD), an autosomal recessive
congenital neuropathy11. The shift to alternative splicing, owing to mutation at position 6, indicates the
involvement of that position in generating plasticity in
the 5′ss. Although the mutation in this 5′ss is deleterious, it is probably part of the general nature of mutations to induce genomic diversity — a constant quest to
find the best conditions for the organism’s survival in a
given environment.
Based on these findings, we can assume that some of
the mutations that accumulated in constitutively spliced
5′ss lead to inactivation of that site and to exon loss —
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a process that generates species-specific transcripts44.
Others might lead to the sub-optimal recognition of
that site (a weak splice site) causing that exon to become
alternatively spliced. This type of mutation could cause
genetic disorders, presumably by reducing the concentration of the protein in the cell below a crucial level, as
in the case of FD. The newly created alternatively spliced
exon could also present an advantage to the organism.
In this case, the additional transcript acquires a new
function(s) or, at least, it is not deleterious. This is a way
of enriching the transcriptome and enhancing the coding capacity and regulatory versatility of the genome
with new isoforms, without compromising the integrity
and original repertoire of the transcriptome and its
resulting proteome.
Some of the weak splice sites require regulatory
sequences (exonic/intronic splicing enhancer/suppressor) that are located outside the splice site, to which regulatory proteins (such as SR and hnRNP proteins) can
bind and determine if that splice site is used in either a
constitutive or alternative manner19,21. The idea that
alternatively spliced exons contain splice sites that have
weaker binding than constitutive sites was recently supported by experimental evidence: the free energy of U1
binding to constitutively spliced exons is –6.53 kcal mol–1
(REF. 11), compared to –5.2 kcal mol–1 in alternatively
spliced exons12, indicating that constitutively spliced
mammalian 5′ss bind more tightly to U1 snRNA than
alternatively spliced exons (lower free energy indicates
stronger binding).
An alternatively spliced exon that inserts or removes
an entire sequence from a protein, without compromising the integrity of the reading frame of the region
located downstream of that exon, is less likely to be deleterious. Exons whose length is a multiple of three
nucleotides are therefore candidates for alternative
splicing, because skipping that exon does not change the
reading frame of the downstream sequence. Furthermore, it has recently been reported that alternatively
spliced exons (which are part of the reading frame) display
a bias towards multiples of three nucleotides37,38.
Extension of 5′ss conservation

Why is the exonic portion of the 5′ss well conserved in
metazoans but less so in yeasts? One can argue for an
evolutionary model based on conservation that has
been shaped by the splicing machinery requirements.
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The 5′ss of the ancestral introns closely resembles those
that we find in hard-wired unicellular organisms, such
as yeasts. The first six positions of the intron are well
conserved and provide a strong splice-site signal to the
splicing machinery. This strong signal can support only
constitutive splicing. But as mutations accumulate in
that 5′ss during evolution, the pairing between certain
positions and U1 change from Watson–Crick to nonWatson–Crick. For these mutations to give an advantage
to the organism, they must not be deleterious, they must
be located no more than one position away from a
Watson–Crick base pairing with U1 and — if they
weaken the strength with which the 5′ss binds U1 to
below a certain minimal value — they must be compensated for by other mutations that strengthen U1 binding. The compensatory mutations could be in positions
7 and 8 or –1 to –3, which are the only two regions that
have the potential to form additional base pairing with
the 5′ end of U1 snRNA. In S. cerevisiae, positions 7 and
8 can compensate for the loss of a base pair, which is
probably only the case in mammals for a minor subset of
introns11,71. However, substitutions have mainly occurred
at positions –1 to –3 — presumably to enhance marking
the location of the intron–exon junction from the edge
of a region that base pairs with U1 in yeasts — to
between two nucleotides that base pair tightly with U1.
So, the exonic portion of the 5′ss is under two evolutionary constraints — conservation of protein coding and also of splice-site signal. Therefore, we can
assume that in almost 80% of the 5′ss in mammals,
selective pressure has led to a mutated G at position –1.
In 64% and 35% of 5′ss an A and a C at positions –2
and –3 was substituted, respectively11,54. We can also
assume that the mutations were not detrimental to the
organism’s survival.
There might be an alternative explanation for the
conservation of the exonic portion of the 5′ss. According
to the ‘proto-splice’ site model, introns can be inserted
into a target sequence of (C/A)AGG, so that (C/A)AG
and G become the flanking 5′ and 3′ exonic sequences72.
It is tempting to assume that the conservation of the
exonic portion of the 5′ss is related to the invasive nature
of introns and not to the splicing mechanism.
Presumably introns can invade multiple exonic sites,
but will finally ‘settle down’ in sites that best support
their splicing mode — those containing a (C/A)AG in the
exonic portion of the 5′ss73. However, the most compelling evidence for the importance of the exonic portion
of the 5′ss in mRNA splicing came from the exonization
of Alu elements. In most Alu exons, the selected 5′ss contain CAG in the exonic portion, except in 4% when it is
TAG (REF. 12). Because Alu exons originated from
exonization of intronic sequences and are not related to
the insertion of introns into a target sequence, the conservation of the exonic portion of the 5′ss of exonized
Alu elements therefore, is directly related to the splicing
machinery, probably to U1 binding.
The substitution to G at position –1 is probably the
most prominent because it provides three constitutive
positions that can base pair with U1 (–1 to 2). The free
energy that is obtained from binding of U1 to these
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three nucleotides is lower (indicating stronger binding)
than the sum of each base pair alone (STACKING ENERGY).
Mutations in the last nucleotide of the exon are least
deleterious when the intron is located between codons
(phase 0), so that position –1 is the WOBBLE SITE. This
allows substitution to G without affecting the type of
amino-acid synthesis from that codon in a large portion
of cases. 64% of alternatively spliced exons end in phase
0 (REFS 37,74,75). Selection for A and C at positions –2 and
–3 was observed only when the next nucleotide could
also base pair with U1, indicating the need for a minimum of at least two adjacent positions that base pair
with U1 (REF. 11). The fact that, in humans and mice,
mutation at position 5 reduces the likelihood for other
mutations at positions –1 and –2, and vice versa, indicates that the conservation reflects the binding of one
splicing factor across the 5′ss motif — which can only
be U1 snRNA. This is not the case in S. cerevisiae, in
which conservation of AAG in the last three exonic
nucleotides is low11,33,54.
The invariant loop of U5 snRNA can base pair with
the last nucleotides of the exonic portion of the 5′ss
during mRNA splicing. In S. cerevisiae, the invariant
loop is essential for the second step of splicing,
although in humans it is dispensable for the entire reaction57,58. This indicates that the extension of U1 into the
exonic portion of the 5′ss in humans and mice (and
presumably in all metazoans) relinquishes the need for
U5 snRNA base pairing with this region in 5′ss selection. We can therefore argue for gradual molecular evolutionary changes that turn an intronic 5′ss into an
exonic–intronic site. Such an extension can provide
both a signal that is sufficient for the recognition of that
site by the splicing machinery and the plasticity that is
needed for regulated splicing. Therefore, the plasticity
is, in part, the sum of the binding affinity of U1 snRNA,
and probably of other splicing factors to that site, which
determines whether it is a strong or weak site.
Furthermore, increased flexibility owing to mispairing
at the base of the domain that forms RNA–RNA interactions downstream of the 3′ss (IBS3-EBS3) was
recently reported as the reason for alternative 3′ss in
autocatalytic group II introns76. This lends further support to the hypothesis that alternative splicing evolved
by increasing the flexibility of RNA based interactions
— such as U1/5′ss binding.
Weakening strong splice sites

STACKING ENERGY

Energy contributions from base
pair stacking.
WOBBLE SITE

Pairing between the codon and
anticodons of tRNA at the last
codon position. Wobble enables
the anticodon base to form
hydrogen bonds with bases
other than those in standard
base pairs.
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The only selective pressure that was found in the
exonization of Alu elements was in creating or maintaining weak splice sites, which supports the hypothesis
that alternative splicing evolved by turning strong splice
sites into weak sites.
Alternative splicing of the transposable element
Restless is the only known case of exon skipping in fungi.
The regulation of this alternative splicing is similar to that
of most of the Alu exons, namely, through weak 5′ and 3′
splice sites that regulate the inclusion/skipping ratio12,78.
The Restless cassette exon and some Alu exons (such as
exon 8 of the ADARB2 gene see Online links) contain
similar splicing regulatory sequences — for example, a

| OCTOBER 2004 | VOLUME 5

3′ss motif of GAGACAG led to the selection of the distal
AG (underlined). In this motif, there is a delicate interplay
between the two AGs. The G at position –7 (bold) suppresses the selection of the proximal AG. However, the
proximal AG is essential for the weakening of the selection of the distal AG, and so maintains alternative
splicing48.
The other splicing regulatory sequence is the 5′ss. It is
a weak site because the intron begins with GC and alternative splicing is maintained owing to the unpairing of
U1 with the C at position 2 of the 5′ss12. It is important to
note that more than 98% of human introns begin with
GT, whereas only ~0.7% begin with GC. The latter were
shown to be frequently involved in alternative splicing
and probably evolved as a result of a T to C mutation of
position 2 of a canonical GT 5′ss1,12,78,79.
The regulation of the Restless cassette exon seems to
be the most ancient form of controlling the exon inclusion/skipping ratio in alternative splicing. Remarkably, it
is almost identical to the way by which new alternatively
spliced exons are regulated in the human genome — it
depends almost solely on the sequence composition of
the 3′ and 5′ss. This similarity further supports the
hypothesis that alternative splicing might have originated
by relaxation of the splice site recognition.
Conclusions

Based on what is known so far, we can predict that the
appearance of multi-intron genes predated the appearance of alternative splicing. Alternative splicing probably
evolved following a combination of mutations in splice
sites that generated sub-optimal recognition of the sites
by the basal splicing machinery (such as U1 binding to
the 5′ss), evolution of protein splicing factors that can
identify short exons in the multi-intron genes and the
placement of the basal splicing machinery in the flanking
splice sites across the same exon (ED). Sub-optimal
recognition of the exon subsequently generated exon
skipping, which is the prevalent form of alternative splicing. Other types of alternative splicing, such as alternative
5′ and 3′ss — although not necessarily intron retention
and mutually exclusive events — are probably a specific
adaptation of that mechanism. Such conclusions are based
on the observations that, in exon skipping, both intron
regions that flank the exon are conserved, and for alternative 5′ and 3′ splicing events, the conservation is limited to
the alternative splice site35,36. These observations suggest
that alternative 5′ and 3′ss are a subgroup of the prevalent
form of alternative splicing — exon skipping.
What is required for a constitutively spliced exon
to become alternatively spliced and to be conserved as
an alternatively spliced exon among different organisms? There are certain features that characterize alternatively spliced conserved exons: conservation of both
intron regions flanking the exon, a smaller size and
divisibility by three. The conservation of the flanking
intronic sequences suggests that part of the splicing
regulatory sequences for that exon needs to reside
outside the exon sequence. The smaller size of the
exon is probably part of the sub-optimal recognition
of that exon by the ED system, which presumably
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works best for internal exons of ~120 nucleotides.
Finally, the divisibility by three ensures that the
removal of the exon will not change the reading frame
for the rest of the protein.
The evolutionary aspects of the splicing regulatory
proteins, SR and ED proteins, gain little attention. SRlike proteins that were found in S. pombe, but not in S.
cerevisiae31, raise many questions. What is the original
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