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ABSTRACT

We have determined the complete nucleotide sequence of a sea urchin
actin gene, including the entire protein-coding sequence, introns and ap-
proximately 500 and 700 nucleotides adjacent to protein-coding-sequence on
the 5' and 3' sides, respectively. This gene is split between codons 121
and 122 and within codon 204 by two introns which are 233 and 181 nucleo-
tides in length, respectively. Comparison of the sequence of the two in-
trons indicates a region of distant relatedness which covers about 25% of
their lengths, suggesting that these sequences might have derived from a
common ancestral sequence. The encoded amino acid sequence, which matches
closely with that reported for actins from other species, is more cyto-
plasmic-1ike than muscle-1ike when compared to vertebrate actins. Analysis
of the coding-flanking regions indicates the presence of sequences similar
to those thought to be important for initiation of transcription and poly-
adenylation of mRNA. The location of these sequences and the size of an
actin mRNA, transcribed from this or a very closely related gene, suggests
that initiation occurs 347 nucleotides 5' of coding and polyadenylation
approximately 515 nucleotides 3' of coding.

INTRODUCTION

Actin is a highly conserved protein, which is present in every
eukaryotic tissue and cell type where it has been looked for (1). Since it
is present in distantly related organisms from divergent branches of the
phylogenetic tree, its gene must have been formed early in eukaryotic
evolution. In addition, the high degree of conservation of its primary
sequence must result from considerable selective constraints imposed due to
its function(s) in the cell. Because the actin genes are ancient and highly
conserved, an examination of their structure establishes an important frame-
work in which to consider the origin and evolution of eukaryotic gene
structure. More specifically, it is possible to compare the number and
location of introns in these genes from eukaryotic species located anywhere
on the phylogenetic tree and therefore construct a detailed evolutionary
history of this important gene family. Also, since members of the actin
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gene family are known to be differentially expressed in various tissues,
stages of development and cell types of several organisms (2-13), they are
also an excellent set of genes in which to examine the relationship between
gene structure and expression.

Here we report the complete nucleotide sequence of a sea urchin actin
gene which is thought to be expressed in early embryogenesis (9,14). The
sequence includes both introns and approximately 500 nucleotides of contigu-
ous 5' and 700 nucleotides of contiguous 3' non-coding sequence. Analysis
of this sequence demonstrates the location of the two introns and that the
encoded protein’is more cytoplasmic-1ike than muscle-like. Additionally, we
find sequences in the 5' coding-adjacent region which correspond to the
consensus TATA and ECAAT sequences and in the 3' region which resemble the
consensus AATAAA sequence. The locations of these putative transcription
initiation and polyadenylation associated sequences are appropriate to
produce an actin mRNA of the expected size.

MATERIALS AND METHODS
DNA Sequencing

Nucleotide sequences were determined by the procedure of Maxam and
Gilbert (16). Restriction enzyme digested DNA fragments were labeled either
at the 5' end with &;-32P]ATP and polynucleotide kinase or at the 3' end
with [a-32P]cordycepin triphosphate and terminal transferase. The labeled
fragments were cleaved by a secondary restriction enzyme digestion and the
resulting fragments separated by polyacrylamide gel electrophoresis.

RESULTS AND DISCUSSION
Intron Locations and Structure

We previously reported that the recombinant plasmid, pSpGl7, contains
an actin-coding DNA fragment from the genome of the sea urchin, Strongylo-
centrotus purpuratus, and that the gene is split with at least one intron
(15). Using the procedure of Maxam and Gilbert (16), we have now determined
the sequence of 2749 of the approximately 3600 nucleotides of sea urchin DNA
present in the plasmid. Figure 1 is a restriction map of the cloned sea
urchin DNA which indicates the regions that have been sequenced. From this
sequence it can be seen that the entire protein-coding portion of the gene
lies approximately in the center of the cloned fragment with about 1 kilo-
base (kb) of non-coding sea urchin sequence to either side. The sequence
itself and the encoded amino acids are displayed in Figure 2.
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Figure 1. Map of the recombinant clone pSpGl7 showing restriction enzyme
sites and sequenced regions. Restriction enzyme sites are represented on
the figure by the following numbers: 1, Hind III; 2, BamHI; 3, EcoRI; 4,
Pstl; 5, BglIl; 6, Pvull; 7, Xhol; 8, HincII; 9, BstEII; 10, Bgll. The sea
urchin DNA has a total length of approximately 3.6 kb, and is not cut by the
enzymes Kpnl, Sall, Xbal or Clal.

Comparison of the encoded amino acid sequence with that of known actins
indicates that the gene is split in two locations, at amino acid coding
positions 121/122 and 203/204. The lengths of the two introns are 233 and
181 nucleotides, respectively. In addition, the G+C content of the introns
(27 and 31% respectively) differs strikingly from that of the protein-
coding sequence, which is 55%. The sequences at the junctions of each
intron and protein-coding sequence correspond closely with the consensus
sequences derived by comparison of this region in a large number of
eukaryotic genes (17,18). By application of the GT-AG rule (17) the splice
points can be inferred (Figure 2). According to this analysis, the first
intron splits the gene between codons 121 and 122, while the second splits
the gene within codon 204.

Comparison of the precise locations of the introns in this gene to
those in actin genes from species on divergent branches of the phylogenetic
tree indicates a considerable diversity of intron locations among these
highly conserved genes. None of the actin-gene-intron locations found in
Drosophila, a protostome [codons 13 and 307 (19-21)], yeast, a fungus [codon
4 (22,23)] or Dictyostelium, a slime mold [none (24)] correspond to those
seen in this sea urchin (deuterostome) gene. Such diversity of intron loca-
tion might not previously have been recognized in other genes because it has
not been possible to compare the structure of protein-coding genes from such
distantly related species. Similarities of intron location are seen, how-
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ever, in actin genes within the deuterostome branch of animal evolution.

The intron positions reported here (i.e., codons 121/122 and 203/204) are
found in a rat a-actin gene (codon 204) (25), a rat g-actin gene (codon 121)
(25), and a chicken a-actin gene (codon 204, Ordahl and Kuncio, personal
communication). Two other sea urchin actin gene intron locations at codons
41/42 and 267/268 in a different gene (which also contains introns at codons
121/122 and 203/204, Crain and Cooper, unpublished) are also seen in the rat
(25) and chicken (Ordahl and Kuncio, personal communication) a-actin genes.
In Tight of these observations it is possible that, within the deuterostome
branch of animal evolution, the actin genes might have evolved from a single
ancestral gene with multiple introns which were subsequently deleted, as
suggested by Gilbert (26). On the other hand, lack of coincidence of intron
locations in actin genes from other branches of the phylogenetic tree sug-
gests that loss of introns during evolution from a single primordial gene
may not be a sufficient explanation for the structure of modern actin genes.
On the contrary, it seems possible, if not 1ikely, that new introns have
been inserted into these genes at various times during their evolution. In
the case of the sea urchin genes it also seems that duplication events have
given rise to multiple similar genes. This is suggested by the following
set of observations. (i) There are at least 7 two-intron-containing sea
urchin actin genes and at least 5 of these are closely linked to another
two-intron gene (9). (ii) These two-intron genes are at most 2% divergent
from one another (9). (iii) At least one additional sea urchin gene type
exists which contains four introns, does not seem to be 1inked to any two-

Figure 2. Nucleotide sequence of the sea urchin actin gene contained in the
recombinant plasmid pSpGl7 and the amino acid sequence of the encoded protein.
The nucleotides are numbered from 1 to 2749 in parenthesis below the se-
quence at every hundred nucleotides, with the first digit directly under the
nucleotide with that number (N = unspecified nucleotide, P = purine, Y =
pyrimidine). Regions which resemble consensus sequences found in the 5' and
3' regions oE eukaryotic genes are boxed and are located at the following
positions: TCAAT sequence, 71-75; ATA sequence, 108-110; putative ribosome
binding site, 158-162; AAT(T)AAA sequence, 2552-2558. The most 1ikely point
of initiation of transcription is at nucleotide 148 and is indicated by +.
The inferred splice points at the coding-intron borders are indicated by f
The encoded amino acids, which are shown above the appropriate codons, are
numbered at every fifth position starting inmediately after the initiator
methionine codon and ending with amino acid number 374 which is immediately
followed by a stop codon. The encoded actin sequence begins with a cysteine
residue as has been inferred for all six Drosophila actins from the gene
sequences (20,21). The restriction enzyme recognition sites shown in Figure
1 are underlined. Two sets of homologous sequences are indicated by M~ ~"1
(490-524; 1063-1100) and | ] (1058-1116; 1493-1545) over the sequences.
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intron genes and is 10% divergent from the pSpGl7 gene over 40% of its
protein-coding sequence (Crain and Cooper, unpublished). Thus it appears
that at some point in sea urchin evolution and possibly as early as the time
of the echinoderm radiation there existed a small number of two actin gene
types (two- and four-introns) and that at least one of these (the two-intron
type) was subsequently duplicated resulting in multiple linked copies of
this actin gene type. It has been suggested that such gene duplication
events may be important in establishing new genomic regulatory modules
necessary for the evolution of new biological structures (27). Examination
of the actin gene types and their copy number and linkage patterns in other
echinoderms would define how recently this gene duplication event has oc-
curred.

To determine whether the sequences of the two introns are related, we
searched for homologies using a computer program (SEQ) described by Brutlag
et al. (28). This computer assisted comparison of the intron sequences
revealed a region of 67.7% homology at the 3' end of each intron, which
extends across 60 and 53 nucleotides in the first and second introns, res-
pectively (shown in Figure 2). The match (which contained a maximum 1oopout
of either DNA strand of 2 nucleotides) was considered to be statistically
highly significant (i.e., Expectation < 0.01). This similarity between the
two introns, which spans 25.8% (gg§) and 29.3% (%%T) of their respective
lengths, suggests that, at least in this region, they are distantly related
to each other. The possibility is thus raised that they derive from a
common ancestral sequence. If this were the case it would suggest that the
two introns were formed, at least partially, as a result of a common event;
which could have been the integration of a common sequence.

Comparison of the intron sequences to the coding-adjacent sequence
further revealed a 5' sequence with 75.7% homology with a region at the 3'
end of the first intron (this match contained loopouts of only 1 nucleotide
in either DNA strand and was statistically significant; i.e., Expectation <
0.05). This homology, which extends 6 nucleotides into the beginning of
protein-coding sequence, also falls within the region, described above,
which the introns have in common (shown in Figure 2). It thus appears that
there are sequences present to the §' side of each block of protein-coding
sequence which are distantly related. The extent of difference between
these regions suggests that they are not involved in a function requiring a
high degree of sequence specificity. It seems more 1ikely that they are the
remnants of a common ancestral sequence, as discussed above. Recognition of
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related sequences such as these within a gene, may be helpful in elucidating
the evolutionary events which resulted in the modern gene.

5' and 3' Protein-Coding-Flanking Regions Contain Putative Transcription
Initiation and Polyadenylation Signals

Analysis of the sequence which flanks the actin-coding region of this
gene reveals the presence of sequences which are characteristic of many
eukaryotic genes and are thought to be important for transcription and
translation. The location of these sequences suggests approximate positions
for messenger RNA initiation and polyadenylation. In the 5' flanking se-
quence there are five AT-rich regions which contain the tri-nucleotide ATA
and therefore resemble the consensus TATA sequence reported to lie approxi-
mately 30 nucleotides 5' of the mRNA capping site of all cellular eukaryotic
genes transcribed by RNA polymerase II (29-31). One of these (ATA at posi-
tions 108-110, Figure 2) begins 33 nucleotides to the 3' side of the se-
quence TCAAT (positions 71-75, Figure 2), which matches with the consensus
$CAAT sequence found to be located approximately -70 to -80 nucleotides
upstream from the mRNA capping site in many eukaryotic genes (30-32). The
relationship of these two sequences to each other is characteristic of the
5' sequence of many eukaryotic genes and suggests that transcription should
be initiated approximately 30 nucleotides 3' of the ATA sequence. Addi-
tionally, the sequence CAT (positions 147-149, Figure 2), which begins 37
nucleotides 3' of the ATA conforms to the properties of an mRNA start site;
that is, an A surrounded by pyrimidines (31). From this analysis and the
observation that most eukaryotic messages are initiated with an A (31), we
conclude that the most likely point of mRNA initiation is at the A found at
position 148. Furthermore, initiation at this site would give a mature mRNA
of the expected size (see below).

The only sequence which has been recognized as being consistently
present to the 3' side of protein-coding sequence among eukaryotic cellular
genes is AATAAA or a related sequence AATTAAA found approximately 20
nucleotides 5' of the polyadenylation site. We find the sequence AATTAAA at
positions 2552-2559 (beginning 489 nucleotides 3' of the TAA stop codon).
Comparison of the sequence of this gene with that of the cDNA clone SpG2 [a
plasmid constructed by cloning RNA-DNA hybrids after reverse transcription
of poly(A) containing RNA from sea urchin gastrula; (33,9)] shows 97.8%
homology between the two. Thus SpG2 probably derives from a transcript of
the pSpGl7 gene. While it is possible that SpG2 derives from a different
but closely related gene, the sequence differences are most likely due to
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sequencing errors and/or polymorphisms between individuals. The 3' end of
SpG2 is at nucleotide 2498 of the pSpGl7 sequence, indicating that the
messenger RNA extends at least 435 nucleotides beyond coding. Since no
AATAAA sequence is present in the 3' untranslated portion of SpG2, it was
previously suggested that reverse transcriptase synthesis may not have
initiated at the 3' end of the message (9). The presence of the AATTAAA
sequence an additional 54 nucleotides beyond the end of SpG2 supports this
hypothesis and suggests that the polyadenylation site might be located
approximately 20 nucleotides beyond this sequence.

Assuming these inferred initiation and polyadenylation sites, a mature
message transcribed from this gene would consist of approximately 374 nucleo-
tides of 5' non-coding sequence and 515 nucleotides of 3' non-coding se-
quence. The predicted total message length would thus be 2100-2200 nucleo-
tides [374+4515+1125 (protein-coding) + 100-200 (poly A)J. Since an mRNA of
approximately 2.2 kb in sea urchin embryos is transcribed from this or a
closely related gene (9,14), it is possible that the initiation and poly-
adenylation sites are at the approximate locations defined here.
Relationship of this Gene and its Encoded Protein to Other Actin
Genes and Proteins

Comparison of the amino acid sequences of various mammalian actins
indicates that there are substitutions at specific locations which appear to
be characteristic of muscle and cytoplasmic actins (34,35). The question of
how crucial these residues are for the proposed different functions of these
actin variants may ultimately be answered by comparison of the sequences of
actins specifically expressed in various tissues from many different species.
The actin encoded in pSpGl7 does not strictly conform to either mammalian
type; that is, it contains muscle-like, cytoplasmic-1ike and previously
unreported residues at the putative diagnostic positions. Of the 22 most
characteristic sites, the sea urchin protein contains 16 cytoplasmic-1ike
substitutions (6, 10, 16, 76, 103, 162, 176, 201, 225, 259, 266, 286, 296,
298, 357, 364), three muscle-like substitutions (17, 271, 278), one pre-
viously unreported substitution (153) and one substitution found in Physarum
and yeast and not in mammalian actins (5). Although this actin does not
fall entirely into either category, it is considerably more cytoplasmic-1like
than muscle-like. It has been noted that actins from lower eukaryotes
[Dictyostelium discoideum (36); Physarum polycephalum (37)] and insects
[Drosophila melanogaster (20,21)] have greater similarity to vertebrate
cytoplasmic actins than to vertebrate muscle actins. Whether sea urchins
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contain a gene which encodes a more typical muscle actin will be determined
by sequencing other cloned genes.

To further examine the relationship between this sea urchin gene and
encoded protein and other actins and actin genes, we compared the DNA and
encoded protein sequence to other reported protein and complete actin gene
sequences (Table 1). As has been previously pointed out, the degree of
conservation of the actin amino acid sequence across large phylogenetic
distances is quite remarkable, with the largest difference noted here being
only 11.5% between the yeast and the sea urchin proteins. The sea urchin
actin is most similar to mammalian cytoplasmic actin (4.3% amino acid
sequence difference), the actins from the lower eukaryotes, Dictyostelium
discoideum (5.6%) and Physarum polycephalum (4.8%) and two Drosophila actins
(6.4 and 5.6%). It is possible that all of these actins are cytoplasmic,
with similar functions and thus similar selective constraints. On the other
hand the differences between sea urchin and rabbit skeletal muscle (8.3%)
and yeast (11.5%) are noticeably greater. Since sea urchins are more
closely related to mammals (both are deuterostomes) than to Drosophila (a
protostome) and the sea urchin actin is more similar to Drosophila actins
than rabbit skeletal muscle actin, it is likely that the vertebrate muscle
actins are evolving under somewhat different selective constraints than the
cytoplasmic species. Furthermore, since the Drosophila actin gene, 79B,
which is more similar to mammalian cytoplasmic actins than muscle actin, is
thought to encode a larval muscle actin (11), the rather distinctive ver-
tebrate muscle actins may have evolved after the branch which gave rise to
the protostomes and deuterostomes as suggested by Fyrberg et al., (20). The
yeast actin, which shows a greater difference from this sea urchin actin

Table 1. Sequence Comparison of the Sea Urchin Actin Gene and Encoded Protein with Other Actin
Genes and Proteins.

Difference in Amino Difference in Protein-Coding
Actin Gene or Protein Acid Sequence Compared a Nucleotide Sequencs
to Protein Encoded in pSpGl7 Compared to pSpGl7
Rabbit skeletal muscle 82; 31/375 = 8.3%
Mammalfan cytoplasmic (21) 16/375 = 4.3%
Drosophila (798; (21) 24/375 = 6.4% 197/1125 = 17.5%
roso a (88F (37) 21/375 = 5.6% 194/1125 = 17.2%
Dictyostelium discoideum 38) 21/375 = 5.6%
Physarum polycephalum ((22 23) 18/375 = 4.8%
Yeas * 43/375 = 11.5% 275/1125 = 23.6%

2In the cases of the yeast and mammalian cytoplasmic actins, which do not contain an amino acid corresponding
to position number 1, this was calculated as a difference of one amino acid or three nucleotides.
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than the actins from the other reported species (11.5%) is puzzling in the
context of the above considerations. Since yeast has no muscle, it is
reasonable to conclude that its actin is non-muscle in function, yet it is
not closely related to the cytoplasmic-like actins. The yeast actins,
therefore, may be somewhat unique in their function and their evolution.

The divergence of the nucleotide sequence between the sea urchin gene
and the other three reported complete actin gene sequences corresponds to
phylogenetic relatedness to the extent that the gene from the most distantly
related organism, yeast, shows a greater difference (23.6%) than either of
the Drosophila genes (17.2 and 17.5%). The Drosophila genes, which encode
proteins that differ from the sea urchin actin by 24 (79B) and 21 (88F)
amino acids, each show a similar nucleotide sequence divergence compared to
the sea urchin gene (17.5 and 17.2%, respectively). Further breakdown of
the differences between the genes indicates that the percent silent sub-
stitutions (those which do not change the amino acid sequence) are 14.5
(Drosophila, 79B) and 14.7 (Drosophila, 88F) and 18.3 (yeast). These dif-
ferences approach the maximum difference possible with no change in amino
acid sequence [approximately 23% (38)] and thus suggest no unusual selection
on the nucleotide sequence itself.
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