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Abstract

Background: Integrins are a functionally significant family of metazoan cell surface adhesion
receptors. The receptors are dimers composed of an alpha and a beta chain. Vertebrate genomes
encode an expanded set of integrin alpha and beta chains in comparison with protostomes such as
drosophila or the nematode worm. The publication of the genome of a basal chordate, Ciona
intestinalis, provides a unique opportunity to gain further insight into how and when the expanded
integrin supergene family found in vertebrates evolved.

Results: The Ciona genome encodes eleven O and five 3 chain genes that are highly homologous
to their vertebrate homologues. Eight of the 0 chains contain an A-domain that lacks the short
alpha helical region present in the collagen-binding vertebrate alpha chains. Phylogenetic analyses
indicate the eight A-domain containing O chains cluster to form an ascidian-specific clade that is
related to but, distinct from, the vertebrate A-domain clade. Two Ciona o chains cluster in laminin-
binding clade and the remaining chain clusters in the clade that binds the RGD tripeptide sequence.
Of the five Ciona [3 chains, three form an ascidian-specific clade, one clusters in the vertebrate 31
clade and the remaining Ciona chain is the orthologue of the vertebrate 34 chain.

Conclusion: The Ciona repertoire of integrin genes provides new insight into the basic set of these
receptors available at the beginning of vertebrate evolution. The ascidian and vertebrate o chain A-
domain clades originated from a common precursor but radiated separately in each lineage. It
would appear that the acquisition of collagen binding capabilities occurred in the chordate lineage
after the divergence of ascidians.

Background ogen interactions. Integrin receptors are structurally
Integrins are cell surface adhesion receptors which medi-  elaborate and composed of non-covalently associated a
ate cell-extracellular matrix (ECM), cell-cell and cell-path- ~ and [ subunits. Integrins have a large extracellular

Page 1 of 18

(page number not for citation purposes)


http://www.ncbi.nlm.nih.gov/entrez/query.fcgi?cmd=Retrieve&db=PubMed&dopt=Abstract&list_uids=15892888
http://www.biomedcentral.com/1471-2148/5/31
http://creativecommons.org/licenses/by/2.0
http://www.biomedcentral.com/
http://www.biomedcentral.com/info/about/charter/

BMC Evolutionary Biology 2005, 5:31

domain responsible for binding extracellular ligands, a
transmembrane domain and, a relatively small intracellu-
lar domain that interacts with the cytoskeleton and intra-
cellular signaling pathways. Integrins integrate
information from the extracellular and cytoplasmic envi-
ronments by transducing signals bidirectionally across the
plasma membrane. Hence, the binding of a specific ECM
ligand by an integrin may elicit the activation of intracel-
lular signaling pathways, cytoskeletal reorganisations and
changes in cell adhesion or migration; and conversely,
alterations in the intracellular environment and signaling
can result in the activation or inhibition of ligand binding
by the extracellular domain of an integrin [1,2]. Conse-
quently, integrins have fundamental roles in diverse phys-
iological processes including: tissue morphogenesis and
remodeling [3], immune and inflammatory responses [4],
and regulation of cell growth, migration and differentia-
tion [5].

Integrin ligands include ECM components such as lam-
inins, fibronectin and collagens [2], cell surface intercellu-
lar adhesion molecules (ICAMs) and plasma proteins
such as fibrinogen [4]. Since cell adhesion and the pro-
duction of a collagen-based ECM are essential characteris-
tics of metazoa, it is not surprising that integrins have
been detected throughout the multicellular animal king-
dom, from the simplest and most primitive phyla (sponge
and cnidarians) [6] to higher vertebrates. In humans, 18 a
and 8 (3 integrin subunits combine to form 24 function-
ally distinct heterodimers [2].

Within the complement of 24 human integrin receptors,
distinct functional sub-divisions can be made on the basis
of ligand specificity and tissue distribution. A previous
study of integrin phylogeny [7] identified 5 a subunit
clades with vertebrate chains occupying 4 of these,
namely: laminin binding (a3, a6 and a7 - PS1 clade),
RGD tri-peptide binding (aV, allb, a5 and a8 - PS2
clade), and 2 vertebrate-specific clusters consisting of a
small clade comprising the a4 and a9 subunits and a large
0A-domain containing clade including both collagen-
binding (a1, a2, al0 and all) and leukocyte-specific
(aD, aE, aL, aM and aX) a subunits (I-DOM clade). The
0A-domain is structurally homologous to the module
identified originally in von Willebrand factor. The colla-
gen-binding 0A-domains contain an inserted 0-helix
which appears to contribute directly to ligand binding. a
subunit integrin homologues from model invertebrates C.
elegans and D. melanogaster clustered in the laminin clade
(PS1) and the RGD binding (PS2) clade with remaining a
chains forming a drosophila-specific PS3 clade [7].

The o chain dA-domain, shared by all members of the I-
DOM clade, mediates ligand binding in a metal ion-
dependant manner by way of a conserved, non-contigu-
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ous sequence termed the metal ion-dependent adhesion
site (MIDAS) motif [8,9]. It is somewhat surprising that
no examples of collagen-binding (i.e. dA-domain-con-
taining) integrins have been found in protostomes since
basement membrane and fibrillar collagens are essential
components of some of the most primitive invertebrates
such as the cnidarian, Hydra vulgaris [10,11]. The origin of
the I-DOM clade remains to be fully determined although
since the urochordate Halocynthia roretzi has at least one o
integrin containing an aA-domain [12] the limited evi-
dence available to date suggests that it may be a chordate
invention. In contrast, all known (3 subunits have a con-
served BA-domain (also known as the I-like domain) [13]
that must therefore have been present in the prototypic
metazoan 3 subunit.

Vertebrate 3 subunits have been resolved into three
branches by phylogenetic analysis, with a majority of
sequences falling into two well-supported clades [7]. The
two clades, termed 31 (B1, B2 and B7) and B3 (B3, B5, B6
and 38) included seven of the eight known subunits. In
the B1 clade, the B2 and 7 subunits are leukocyte-spe-
cific, whereas their common ancestor, the B1 subunit,
forms heterodimers with 12 of the 18 a subunits. Clade
B3 subunits are all specific to RGD ligand binding
integrins. The B4 subunit was positioned separately to
other vertebrate clades and contains a unique extended
cytoplasmic domain (~1000 residues), which makes
direct contact with intermediate filaments via type
fibronectin III repeats [14]. Protostome 3 subunits from
C. elegans and D. melanogaster were not found to cluster
with vertebrate sequences. Similarly, early deuterostome
sequences (sea urchin) formed lineage-specific clusters
with poor resolution amongst all invertebrate clades. A
recent study by Miyazawa and Nonaka (2004) presented
a phylogeny of integrin  subunits including novel
sequences from the urochordate Halocynthia roretzi. These
subunits are expressed on ascidian phagocytic blood cells
(hemocytes) but phylogenetic analyses positioned them
distal from vertebrate leukocyte B integrins in an ascidian-
specific clade [15].

The recent sequencing of the genome of the ascidian Ciona
intestinalis [16], a urochordate and one of the closest
invertebrate relatives of vertebrates, provides a unique
opportunity to gain insight into the complete set of
integrins available in chordates prior to the large-scale or
genome duplication events that many believe were associ-
ated with the early stages of vertebrate evolution [17-20].
An early preliminary analysis identified candidate integrin
genes in the Ciona genome [21]. Here we have identified
and refined the sequences of 11 a and 5 B integrin subu-
nits from the Ciona genome. Eight of the a chains contain
an 0A-domain (also known as an [-Domain) that lacks
the collagen-binding a helix and these chains form an
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ascidian-specific clade related to, but distinct from, the
vertebrate - DOM clade. The remaining 3 o chains are pre-
dicted to bind laminins and RGD-containing motifs. Two
Ciona [ chains cluster with the vertebrate 31 clade and the
remaining 3 form an ascidian-specific 3 clade. The major-
ity of chains in ascidian-specific clades are expressed on
cells in the blood and are likely to be involved in innate
immunological processes. These novel data provide fur-
ther insights into the mechanism of evolution of the ver-
tebrate family of integrins, and specifically when and how
specific clades of integrin chains first arose. The differ-
ences between the ascidian and vertebrate complements
of integrins again emphasises how phyla and species
mould their genomes by the amplification of specific sub-
sets of genes as part of the process of acquiring a stable
and successful phenotype.

Results
Obtaining refined protein sequences for integrins encoded in
the Ciona genome

The C. intestinalis genome database was searched for o and
[ integrin genes and the sequences listed in Fig. 1A were
obtained. These sequences were already annotated and no
additional genes were obtained during extensive BLAST
searching of the Ciona genome using the 26 human
integrin chain sequences. The 12 annotated o chain
sequences recovered directly from genome database
clearly represented fragments of genes, whereas the five 3
chain sequences represented a much more complete data
set (Fig. 1A). In order to generate more complete o chain
data, DNA flanking the predicted gene fragments were
downloaded and searched manually for putative "miss-
ing" exons. The search involved the identification of ORFs
based on their sequence being present in EST clones or
conservation of their translated sequence in comparison
with homologous genes. Eleven Ciona a chain genes were
confirmed by this process (Fig. 1B) with two of the JGI
predicted genes (ci0100152017 & ci0100152002 - Fig.
1A) proving to represent different regions of a single gene
(Fig. 2). The sequence refinement process was aided by
the fact that four of the Ciona a chain genes were very
highly conserved and had clearly radiated relatively
recently by a process involving tandem duplication. The
completion of one full-length gene sequence therefore
considerably simplified the elucidation of the exon struc-
tures of the remaining three genes since these were well
conserved (Table 1), which was not the case when com-
paring the gene structures of more distantly related
integrins (data not shown). The size and relative genomic
loci of these four genes (ci100152017, ci0100130149,
€i0100152615 & ci0100131399 - subsequently referred
to as 05-8) is presented in Fig. 2.

http://www.biomedcentral.com/1471-2148/5/31

Sequence alignments and characterization

The sequences for the 11 Ciona o chains were aligned with
human homologues. An annotated version of this align-
ment is presented in Fig. 3,4,5. Eight of the 11 Ciona a
chains (01-8) have a well conserved adA-domain includ-
ing the essential residues that constitute the MIDAS motif
(Fig. 3). The position of the aA-domain insertion in the
human and Ciona chains is identical, indicating that all
these chains have arisen from a common progenitor.
However, all 8 Ciona chains lack 9-11 amino acid resi-
dues corresponding to the 'collagen binding' a-helical
domain present in the collagen binding (Hs_al & a10)
vertebrate o chains (Fig. 3). The Ciona a chains share all
other major features with their vertebrate homologues
across the alignment including the well-defined trans-
membrane and conserved intracellular interaction
domains (Fig. 3,4,5).

The sequences of the five Ciona B chains are also highly
conserved with respect to their vertebrate orthologues
including the MIDAS motif within the I-like domain, the
four EGF domains, the transmembrane domain, and the
intracellular interaction motifs and PTB-like domains
(Fig. 6 &7).

Phylogenetic analyses

The o chain analysis is presented in Fig. 8 in the form of a
maximum likelihood tree with supporting data from
1,000 neighbor-joining bootstrap replicates and Bayesian
analysis. Overall the inferred phylogenetic relationships
are consistent with a previous phylogenetic reconstruction
[7]. The clades identified by Hughes (PS1, PS2, and the
vertebrate -DOM and a4/9) are all present (Fig. 8). Note,
the PS3 clade is not shown because it is specific to Dro-
sophila. Ciona a9 and a10 cluster in the PS1 clade and
their position, separating the protostome and vertebrate
sequences, is as expected. In contrast, Ciona a11 clusters
with its ascidian orthologue (Hr_02) in the PS2 clade but
at an anomalous position distal to the protostome
sequences. Only Neighbor Joining analysis (not shown)
produced the anticipated branching in this region of the
tree with protostome PS2 clade members being most dis-
tal. The remaining eight Ciona a chains (Ci_a1 to a8) all
have an aA-domain and form an ascidian specific clade
that includes the aA-domain containing H. roretzi a1
chain (I-DOM [ascidian] - Fig. 8).

The B chain analysis is presented in Fig. 9. Again, phyloge-
netic relationships are consistent with Hughes [7]. The
vertebrate clades B1 and B4 include Ciona orthologues
(Ci_B1 and B5 respectively). The vertebrate 33 clade has
no identified Ciona orthologue (Fig. 9). The remaining 3
Ciona 3 chains (Ci_2 to 4) form an ascidian specific clade
including H. roretzi f1 & 2 chains (Fig. 9).
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Comparison of sequences recovered directly from the JGI C. intestinalis database before (A — Recovered) and after (B —
Refined) sequence refinement. The annotated cartoons represent the domain structures of generic a & 3 integrin chains. Each
subsequent row represents: (A — Recovered) the domain structure encoded by a sequence as retrieved directly from the data-
base together with its assigned database accession number; and (B — Refined) the refined version of that gene after detailed
analysis of the genomic sequence as described in the methods together with the name assigned during these analyses (e.g.
Ci_al). Refined sequences are presented as alignments in Fig. 3-7 and are also included as amino acid residue sequence files
(see additional file I).
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Table I: Exon sizes (bp) of Ci_a5-8 genes.

http://www.biomedcentral.com/1471-2148/5/31

Scaffold 21 91 21 21
JGl acc no ci0100152002 ci0100131399 ci0100152615 ci0100130149
Exon no Ci_a5 Ci_ab Ci_a7 Ci_a8
| 170 161 167 167
2 128 128 128 128
3 63 63 63 63
4 127 127 67 127
5 123 123 121 123
6 116 92 80 90
7 187 205 187 219
8 179 179 181 179
9 57 68 68 68
10 179 180 180 180
I 87 88 90 86
12 256 256 234 256
13 210 210 232 210
14 307 310 313 304
15 149 146 146 146
16 224 224 224 224
17 143 143 143 143
18 80 107 107 107
19 87 89 89 89
20 101 99 99 99
21 121 120 122 120
22 108 109 109 109
23 129 129 129 129
24 114 114 126 202
25 88 88 76 135
26 135 132 135 97
27 151 92 95 No Exon
Discussion and, somewhat surprisingly, form an ascidian-specific

The urochordate C. intestinalis occupies a pivotal position
in the animal kingdom for understanding the evolution of
vertebrates. The Ciona genome provides an insight into
the basic set of genes available at the very beginning of
vertebrate evolution since the urochordates diverged just
prior to the widespread gene duplication processes that
are thought to have shaped and transformed the verte-
brate genome [16].

The Ciona genome encodes 11 a and five B integrin
chains. As expected, some Ciona o chains cluster in the
PS1 laminin-binding clade (Ci_a9 & a10), and in the PS2
RGD-binding clade (Ci_al1l together with its ascidian
orthologue Hr_ a2 - see Fig 8). It is unclear why the uro-
chordate members of the PS2 clade cluster in an anoma-
lous position distal to the protostome sequences although
this suggests that the ancestral urochordate PS2 gene
underwent significant and rapid sequence changes after
divergence from the lineage leading to vertebrates. The
remaining eight Ciona o chains all contain an dA-domain

clade related to, but distinct from, the vertebrate I-DOM
clade. This phylogenetic relationship suggests the verte-
brate and ascidian dA-domain containing clades arose
from a common progenitor but that this gene radiated
separately in both the ascidian and vertebrate lineages
after their divergence. Data supporting this hypothesis
includes: i) ascidian and vertebrate genes have the O0A-
domain inserted at the same location supporting the
notion of both lineages having a common progenitor
(Fig. 3); ii) all eight ascidian a chain aA-domains lack the
same 9-11 amino acids encompassing and adjacent to the
a-helical domain in the collagen-binding o chains (Fig.
3); and iii) at least four of the Ciona aA-domain-contain-
ing o chains (05-08) appear to have arisen very recently
as a result of tandem duplications within the ascidian
genome based on retained similarities in exon size (Table
1), their high level of sequence identity (Fig. 3,4,5 and 8)
and their genomic location (Fig. 2). The common
progenitor gene presumably evolved in deuterostomes,
possibly in the earliest chordates since the vertebrate and
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Figure 2

The genomic locations and orientations of recovered and refined o integrin genes present on scaffolds 21 and 91. The genomic
locations and orientations of the four very closely related A-domain containing O integrin genes identified after sequence
refinement (Ci-05-8, coloured red) together with the original five JGl-predicted gene fragments (blue) are indicated.

ascidian lineages of adA-domain o chains have radiated
entirely separately and no protostome orthologues have
been identified. The most likely function for the progeni-
tor dA-domain-containing d chain involves the adhesion
of blood cells to complement-like proteins or the extracel-
lular matrix. In the urochordate H. roretzi, the Hr_o1 0A-
domain gene, together with the Hr_f1 & [32 genes, are
expressed on hemocytes and are thought to act as comple-
ment receptors [12]. A large number of EST's for Ciona
0A-domain-containing o chains have been found in
either blood cell or hemocyte cDNA libraries (Table 2).
Finally, the expression of half of the genes comprising the
vertebrate I-DOM clade is leukocyte-specific. In addition,
it would seem that the collagen-binding property exhib-
ited by the other half of the -l DOM a chains was a late
functional acquisition of this vertebrate clade, perhaps
associated with an insertional mutagenic event creating
the collagen binding a-helix. It is noteworthy that Ciona
expresses progenitor forms for all three clades of verte-
brate fibrillar collagens [22]. It is therefore apparent that
the early evolution of chordates did not require collagen-
binding integrins. Functionally important interactions
between integrins and collagen triple helices must have
developed later in chordate evolution, possibly in the ear-
liest vertebrates and co-incidental with the acquisition of
the collagen-binding helix.

The phylogenetic relationships of the Ciona and vertebrate
[ integrin chains (see Fig. 9) emphasizes the pivotal posi-
tion invertebrate chordates occupy with respect to under-
standing how vertebrates and their genes evolved.
Previous phylogenetic analysis has suggested that neither
protostome nor early deuterostomes (echinoderm) f3
chain sequences cluster with their vertebrate orthologues
[7]. The clustering of a Ciona (Ci_PB1) and a previously
reported echinoderm sequence (Sp_ BC) with the verte-
brate 1 clade genes (Fig. 9) resolves more clearly how the
promiscuous vertebrate 31 chain and its paralogues have
evolved from a deuterostome-specific progenitor. In addi-
tion, the vertebrate 34 chain, which fails to cluster with
any other vertebrate genes, has a Ciona orthologue (Ci_
B5, Fig. 9) and must therefore have evolved prior to the
divergence of ascidians. It was not possible to determine
for certain whether the Ci_ B5 chain has the extended
intracellular C-terminal domain present in the vertebrate
34 chain using either EST analysis or the search for exons
containing conserved ORFs. Nevertheless, direct transla-
tion of 10 kb of genomic sequence 3' to the predicted C-
terminus of the Ciona gene revealed the presence of short
ORFs homologous to a domain present in the vertebrate
integrin 4 intracellular domain and shared by Na+-Ca2+
exchangers (data not shown). The remaining three Ciona
B gene sequences formed an ascidian-specific clade
together with two 3 chains from H. roretzi (Fig. 9).
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MCAPQFAQKSVVTRSS--~-- -~~~ GKSIYYDLVGICYF
kigspvihfgasvvgk ty ¢ sq gv apl 1 kngsl lglslaetaf ktlaacgp lskdncge vyvsgicst
MIDAS motif A_Domain
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RHQLSKISIAKTDDRSLACP IAXLTADIIFVVDESGTVNRLEYLSSLNWMKQVISSFRSYIDTGDVEVGY IGFSYDNDVDTRVRVRLQRWAYETLLNELD
RHQLSKISATKPNDWS - TCPTEGLTADI IFVVDESGSVDVDEYRDSLNWMKQVISSFRSYIDKGDVHVGVIGFSRLNNIDTKVRIR - -LQATKYTSGQIN

HNKLPDHTAAK' KIILIADIMFVLDDSSSVDDTAFRSALNWIIQVVSYFSSYIDSGDLRVGVYGFSND- - -DHRSGIR
RHQLSKISIAKTDDRSLTCPIGKLTADIIF DTVEYLSSLI VISSFRSYIDTGDVAVGVIGFSYDDDIDTGVRIP-TIYKPLHLSGQID
LNGKYTKNEDLNHTCYSLCKR- | -

TTDFSADNLVTYRYSPCSSPLGH -

r slsklsiaktpdrslecp akltldiifvldgsgsvdp dfrsvknwlkqvissfrsyidtgdtqvgviqgysn vkiefhlrirrsle plklvkgid

MIDAS motif MIDAS motif o C-helix
1SN

-QRGGRQTMTALGTDTARKEAFTEARG - ARRGVKKVMVIVTDGESHDN- - HRLKKVIQDCEDENIQRFSTAILGSYNRGNLSTEKFVE
-RREGRETKTAQATIMVACTEGFSQ: RPEAARLLVVVT: -EELPAALKACEAGRVTRYGIAVLGHYLRRQRDPSSFLR
-QLKG-LTFTATGILTVVTQLFHHKNG - ARKSAKKILIVITDGQKYKDP - LEYSDVIPQAEKAGIIRYATIGVGHAFQ
-QLLG-RTHTATGIRKVVRELFNITNG-ARKNAFKILVVITDGEKFGDP - LGYEDVIPEADREGVIRYVIGVGDAFR
- AILYL' THENG-VRPNAKRLVVVLTDGKSQDD- - - -VIVPSRIAKESGIVMFAIGVG-
KQEFSAAVRN- - ISLH! YT. N-KTIVFDF! PKTSKVLILLTDGLSTDK~--QLLPSSANYVRSLNITTFAVGVG-
IDCFNRAIKANMIELKAANTFTSYAIKRAVEFDFAQSK - -NKEDKAKKILVLITDGKANFQ- -SQLIKSYELTQSENITVYAIGVA-
-TFLDIYRMIDAVRYPYGQTFIHTAIN-EAVQEYQRAG- - -RASVPEKLLIVITDGEATVP - - SAVAPSANAARYRAAGIILTAVG-

TYIGYAIN-LATT ---RKSIPREMIFLTDGRADDV- - DNVQPAAEAAR- - ANGIVTVSVG-
VRSLNGLTYIGYAIN-LTITEFDDHG RESVPKEMILLTDGAATKP - - ENVKPAAERAR - - ANGIVTVSVG:
REKGISKEIILLTDGGASDW- -WLLKGEADTAR- -DKGIVLVSVG.
REKSIPREMILLTDGRATDP - - ANVQPAAEKAR - - ANGIVTVSVG-

nmvn irltgg tytayain ltv efngsgg arksa keliiltdgeatd enlkpaaeaar aigifaigvg y vgssvq
B prop 3
EIKSIASEPTEKHFFNVSDELALVTIVKTLGERIFALEATADDSAASFEMEMSQTGFS- -AHYSQDWVMLGAVGAYDWNGTVVMQKASQITITPRNT
EIRTIASDPDERFFFNVTDEAALTDIVDALGDRIFGL 'qLEMSQIGFS- -THRLKDGILFGMVGAYDWGGSVLWLEGGHRLFPPRM
ELNTISSAPPQDHVFKVDNFAALGSIQKQLQEKIYAVEGTQSRASSSFQHEMSQEGFS - ~TALTMDGLFLGAVGSFSWSGGAFLYPP- NMSP
ELNTIASKPPRDHVFQVNNFEALKTIQNQLREKIFAIEGTQT! FHHEMSQEGFS- -~AAITSNGPLLSTVGSYDWAGGVFLYTS~-----KEKS
GELRAIASDPDRYVYKINDFSALESIRRELSHSIASLESQVLRTGKTSTKEQGQAGLS-=-~ -~~~ ATFLEGAPIIGVPGLNDWSGGISYFISGNETSDAPG
LQEIANGQGTNERVYYTSNFAGLNKIVSQLRSAILNFVL GQSGFSIASGKRPSGRLILGAPGAYDWAGTITKYDSASDTTADIP

T
LRISANGGVSKERVLDANNYSELSKALRNLTETIAQSSGEGQ ATGGITLENAVLGVS - - - - ANYNPKGGK LFFSGVGSYDGSGAIIKYDSISSTKGDVT
ENELTTIAGAAERVFRVSDFSSLGSILAP------------- - - - LQKKSNLYVGGVGSYDRAGTVFDFVGSSG - IPTSF
EDQLLTIAGAASRVFKATDYDNLASVVEGVKLTIQDTASVKLEGAQTNTTN- -KLDECQLGISS - - - - NNKMYVGAVGSYDRAGTVVDY SASAGSVSTQY
ETQLLTIAGNASRVFKATNYDNLDSVVEGVKSTIQDTASVKLEGDITNTTN - - ELAECQLGTSSHVTKNNNMYVGAVGS YDRAGAVVDY SAVAGSVSTQY
NDQLLATAGNKSRVFQATDYNTLDEVVN- - -NVVDKTLTARTN- - - - - - - - - - LPNANLGAHLILQRNNKMYVGAVGSYDRAGTVVDY SASAGSVSTQY
EDQLLTIAGAASRVFKATDYDNLASVVEGVKSTIQDTASVKLEGQITNTTS - - LLAECQLGTSSHVTKNNKMYVGAVGSYDRAGTVVDY SASAGSISTHY

APDHDGQADYAQAGTSAAFAG- ~-DNEYLIGGPGMWSWTGGMFDIQMADLEATEAL
SHYADIHSYCQAGFSAAFTK - DNRKLVLGAIGSYYNQGSIMLVKDLLONISSLP
edglisiag asrvfkvtdfealgsive lketifate tklpa stfthemsqlgfsglgissal knnklylgavgsy gtvvdy istqy

http://www.biomedcentral.com/1471-2148/5/31

Alignment of the refined Ciona 0 chain sequences with representative human orthologues (residues 1-391 based on human o |
integrin chain). Protein domains and conserved motifs are annotated. Levels of sequence conservation are indicated (>50%
identical, red; conservative substitutions, blue). MIDAS and a C-helix within the inserted A-domain are highlighted, as are the

[B-propeller domains [-3.
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B prop 4

He_al 392 TFNVESTKKNEPL- - YTVNSATASS - - GDVLY IAGQPRYNHTGQVI IYRME - DG- -NIKILQTLSG-
Hs_al0 415 ALEDEFPPALQNH- -YSVSSMLLRG- - GRRLFLSGAPRFRERGKVIAFQLKKDG-
Hs_aD 388 TFINMSQENVDMR- -YSTELALWKG- -VQNLVLG-APRYQHTGKAVIFTQV-SR-
Hs_aM 388 TFINMTRVDSDMN- -YAAATTLRNR- - VQSLVLG - APRYQHIGLVAMFRQN - TG- - MWESNANVKG-
ci_al 302 VFTKRPT------- -YSITTGVFRK -NSSEVILVGAPRMLS IGAVY ILDKQDFL- - SKPKFSDELKVEKEFMS
ci_a2 458 TFTQVQG--VLPNR| - YSVSTGLYDG- SGKQFVASGAPRYMLEGGVVLYEPQVGS - - SNFINSQTIQAYGS - - - -
ci_a3 393 SHKQVPG--LFPKEP-------------KDSYLG----- YSIASGYFEG-NGTLYVATGAPRHALLGLVLVYEPQTDN- - S- VSNPRIIKPNNCSSCSTN
Ci_a4 227 TGSINVD--ELKTT] -=-ET-IQSLI IFYSVTSGNFF EYIATGVPKYHSKGTVVVSKSNTPI--TSQSQ-VHSVEPYGS----~-
ci_as 396 TSVLNIT--EYSNI| -SGSNASLS) TSGNFFG-GNVSYVASGAPK IYESNNVI--SSPSN-FLLLEPSETS- - -G
ci_aé 394 RSVLNIT--QYANT| - -SGISANLS] VTSGNFFG- YVASGAPRY Y - -ESSSK-FLLLHPSETS---G
ci_a7 375 TAVLNET--DYAALRGS----KN-HSNIANSYLGIS- - - YSVTSGLFFG-GNIEYVASGAPAHESKGMVVIYKSDNVT- - GFPPKYLLFLEPSETS- - -G
ci_as 398 TSVLNIT--EYSNIPSA----SGSNASLS| - YSVTSGNFLG- YVASGAPKY IYESNNVI- - GSSTN-FLLLHPSETS - - -G
ci_alo 1 Al -FSLDTGRLYG--RFINYVAGAPRANDTGSVVVFEKEEDA- - KVLTMKEILQG- S
ci_a9 249 DIFTSSTAMYETLGFYKNELDRGKVKCDK] -FSVASSNAIK-PGETTYVAGAPRGNYTGAIVMYRKISNL- - -APILTDTILG-
ci_all 106 YHTAEFKPDVPSGW[- - - -EVDYYRHTYDENYMG- - - - - YSVATGITGS- -NLPLLVTSAPRRLGYNLLGSVIVYDET- - -MQAPLANFTG- - - - - - - - -
consensus 501 tfvin t lysnihsa sg aslkfsylg ysvtaglffg gnveyvasgaP iyesnndl 1llhpsets g
Ca s moun B prop 5
Hs_al 456 -EQIFSYFGSILTTTDIDKDSNTDILLVGAPMYMGTE- - -KEEQGKVYVYALNQTRFEYQMSLEP IKQTC:H T GTAIAAVK
Hs_al0 480 -EQI: DDARFGFAMGALP
Hs_aD 451 -TYT: PWGRFGAALTVLG
Hs_aM 451 -TQTHAYFGASLCSVDVDSNGSTDLVLIGAPHYY--E PWGRFGAALTVLG
ci_al 370 -N@MESYPGYSLSA’ IDEVFVGAPLWMDKN- I GARFGFSFATPG
ci_a2 529 YKQLESYFGATLLSADINGDGKDDLLVGAPLYIGDN- VGGRFGSAISSAG
ci_a3 469 YKQLESYFGATLLSADINGDGKDDLLVGAPLYIGDN- YDEGRVFVYLSQASN-SIQAWASSGFVH /GGRFGSAISSAG
ci a4 312 LWQLESYFGQSVRGIDLNKDSYDDLVVSAPLYNEVN- - - - GYDQGRVFIFMNNLQN - PVLAWVNETYQH EGARFGMSIASAG
ci_as 478 LWQLEAYFGHSVCAVDINKDSLDDLIVSAPLFSNVTT- - - GYDQGKVFVFINNPNDTKLOKWVSASYRH X GARFGMSVAVVG
ci_aé 476 LWQLEAYFGHSVCAVDINKDSLDDLIVSAPLFNDVAT- - -GYDQGRVFVYINDPKDTKLOKWVSASYHH
ci_a7 459 LWQLEAYFGHSVCAVDINKDSFDDLIVSAPLFNDMN- - - - GYDQGRVFVYINNKEGTHGLLQTSESYRY
ci_as 480 LWQLEAYFGHSVCAVDINKDSLDDLIVSAPLFSDVTT- - - GYDQGRVFVFINNPKDVSLOKWVSRSYRH
ci_alo 55 DVKVIDIT -RYGGAVYIY IEIRPII WDSSFGNSISTLG
ci_as 331 -ERIBSGFGFSVATID GKHGGAVYVYINQRGVAFSQITPKKLLGY LDSFFGYSIASVG
ci all 183 -EQIGEYFGEGLEV )DIIIGSPLYSDVKQK--VPEIGRIYVYYQETERRLEFSPPTIINGN EMARFGRTIVSIG
consensus 601 1 ¢lysyFG slcavDinkdglddllvgaplyydvne gydqGrvEvyinnrg rsigkwvsvlygd gtlsgsnakgarFGmsiavvg
ook mour2 B prop 6 B prop 7 ca? motrs
Hs_al 552 DLNLDGFNDIVIGAPLEDD-------HGGAVYIYHGS-~--- GKTIRKEYAQRIPS- -~ FFGQSIHGEMDLNGDGLTDVTIGGLG- -GAALF
Hs_al0 DLNQDGFADVAVGAPLEDG- -QSGVRPHPAQRIAA- - - ASMPHARSY DLL QG- -AAILL
Hs_aD -ESGISPSHSQRIAS- - - SQLEPRIQYFGQALSGGQDLTODGLMDLAVGARG- -QVLLL
He_aM -GSGISPSHSQRIAG- - - SKLEPR}QYFGQSLSGGQDLTMDGLVDLTVGAQG- -HVLLL
ci_al - -EGITPVPSQVIRA- - - SQKKKRRVYFSYSL IAVGAPGNDRVVIL
ci_a2 -GAGVVYVYHGSS-DFGTANSLQYKQRIAAT - - - ALSETN}QYFGQSLQGGVDL Y PRSDTVVIF
ci_a3 -GAGVVYVYHGSN-NLNTV- - - - YSQRIQSS - - - SLQFPHYSNFGLSTSSGADLDGNKYPDVVVGAPNSNLAT IF
ci_ad - SSGVVYVYYNSQLGLNEINRQGIPGTTLKS - - - SIQDFGYSVLGGT-AIPVDIDNNHYPDVVVGAPRSDSVFLL
Ci755 -GSGAVYIY TREQRITGKSVTS - - -PLELFGEFIVSGT -GAQNDVL IISAPSSDRIIIL
ci a6 -GSGTVYIY IETRKQRILGKSVSP - - - SLKFFGEFITSGA - GSKND II IIIL
ci_a? VT TD IVI IIIL
ci_as FGAFITMG- - -AQNDVDGNGYSDMIISAPSSDRIIIL
ci_alo FNYTGFGYSLDGGL PDLLVGSLS - EVAVMY
Cci_a9 SGAVDIDNNKYPDLLVGTLS-DYVVLL
ci_all 263 DVNGDGYNDILVSAPYERNG' YGALYL YPSQVIHGLKL NFTP RGLGYGMKGGKDTDGNGYPDVVVGAYLSDKVVVI
consensus 701 DvnldgynDiaigAPleddtst gsGavyiyhgsseglset igpihgg ias  slkpfglsyfg slsggvDldgngypDvvvgapgsdrviil
Hs_al 635 WSRDVAVVKVTMNFEPNKVN-|- IQKKNCHM-EG-KETVCINATVCFEVKLKSKEDT - - - ITYEADLOYRVTLDSLRQISRSFFSGTQERKVQR - -NITVRK
Hs_al0 641 SSRPIVHLTPSLEVTPQAIS--VVQORDCRR-RG-QEAVCLTAALCFQVT - -DHQFYMRFTASL RAAFDGSGQRLSPRRLRLSVGN
Hs_aD 614 RSLPVLKVGVAMRFSPVEVA--KAVYRCWE-EKPSALEAGDATVCLTIQKSSLDQL - -GDIQSSVRFDLALDPGRLTSRATFNETKNPTLTRRKTLGLGT
Hs_aM 613 RSQPVLRVKAIMEFNPREVA--RNVFECND-QVVKGKEAGEVRVCLHVQKST! IQSVVTYDLAL FNETK VLGLTQ
ci_al 533 FSRPVIHVDLSVSASPQVIN--TTTPSK- - - - AHTNDSCNDNGTRTCVTVKACFHAYGVSTPEAIILRYQF YKGNLKIISNTT
ci a2 700 RTRPVAKFNTTLTFNKLNVP - ~-REFRDCLQLRACIGLS - - -GKGLEKSIKTLFSVVLDSSVTKKRVEFRNQANQTANGYTSRDIVLNIT
ci_a3 638 RSRPVARFSAQITLTPPRRD -LPSRKCFNVTSCLTVY - - - GKSVEDFLDVNVMILLDK - - SKKRLNLGGFNNATKEVKLSRNVTS - - -
ci_a4 489 KSRPIVDVQATIELIPPVFD -DVTA-CSTVKICIKAKFRREHAPATLG-MDLSTVLDSKIFDSQSKRITFFGKTTSVETKTLSVTSTY
ci_as 657 RARPIVKVRTQITLNPPSID -NSSAPCTSVTVCLTAFYTDDQVLTSPAP INVTMKLDSLLGNQGNKRLVFAGTTSSTHIKVYNVTSSR
Cci_aé 655 RARPIVKVQTQITLKPPSID-LINCLS- ----SSVAPCTSAAVCLSAFYTDNRTLTAPARINVTMKLDSLLGNPVNKRLVFAGTTSSTHTMVYNVTSRS
ci_a7 638 RARPIVKVRTQITLNPPSID--LINCLS-----NSSAPCTSVIVCLTAFYTGDQVLTSPARMNVIVDLDSKFGNPASKRLVHSGTTFPSKTFIFNATSVN
ci_as 657 RARPIVKVRTQITLNPPSID--LINCLS-----NSSAPCTSVTVCLTAFYTDETPLSSPARVNVTIMKLDSLLGNQGNKRLVFAGTTSSTHIKVYNVTSLR
ci_alo 219 RSRPIINVYASIKASVKKINA--LNPDX------QMNTRFNAIVCMNYTSTPI IDSERLENDL SPTNLQONSITQMLKLKP
ci_as 495 RSRPVITIESSLSASPTSLDLRNPNCTLAS- - - -KTYSCFELQFCFRYNARHKEYTEILPIHYSITLDSELQKERKAARVAFASPQGPSLMSDVANVERA
ci_all 363 KARPVVKLLVIQTITPNKIDLETLSCDLN- - - PTTKSACFYVETCFSYSGKTLPDTVNMSYSYDVDSGKEEREK - - - - RSYLLDDSPRNLTLRAGDQQQ-
801 rsrp tlnppsid | lincl tveltviytse rl illdslvgnran r vfagtt strtrrynvts
Hs_al 726 S-- -DPEN-GPVLDDSLPN-SVHEY IPFAKDCG- - NKEKCISDLSLHVAT - -
Hs_al0 734 V-- ~NTTKPGPVLNEGSPT- SIQKLVPFSKDCG- - PDNECVTDLVLQVNMDI
Hs_aD 709 H-- - PSPQNLRPVLAVGSQD - LFTASLPFEKNCG - - QDGLCEGDLGVTLSFSG
Hs_aM 710 T-- -NCIEDPVSPIVLRLNFSLVGTPL- -SAFGNLRPVLAEDAQR - LFTALFPFEKNCG - -NDNICQDDLSITFSFMS
ci_al 627 E-- -LPIYKQLEPLIVSVEYKLSPK- - - ~MTVSKKSALLDIFDAN-QARTEVTFTKVCS - - -DSHCESDLRINGIITX
ci_a2 790 TPAAPVCFNYPVYVK- -TSIEDYSEPIVATMTYSLSSS--- -HLAVPLSSISDPFIPK-VKTASTSFETDCG- - VDQTCSYDLSIAGTQY I
ci_a3 723 —----- -KNMIDFVSPLSAEVQYSLTST- -~ -HSNT ATN-KVSTTASFNTGCT- - SDLFCSYDLMVNSSITL
ci_a4 580 CFVYSVKLNANALG- - TSAGALEISPTISFSYDFTAA- -~ -HKQAVLSGIIDPLKEK-KISADWIFNKSCSGTNG-KCVHEDLSVSATYSI
ci_as 750 CFTLPVQLNPAYFESTLSTGDFGIVSRLEVSYDYTTS- - - ~HKNTIMSAMLDPWSPR-VTTADWS FQKKCSEMKGTRCSHDLKIETAYS -
ci_as 748 CFTLPVRLNSAYFASTLSTGDFGIAARVEASYDYTVN- - - ~HKNTIMSAVIDPLLPR-VTTADWTLEKQCSEINGTRCSHDLKIETVFSV
ci_a7 731 CVDLQVHLSSSHFTSVSAKQETLDPPQVKMTYDYIDS - - - -HKNTIMSNVLDPVTSK- VY TADWS FHKKC HDLEVETTYSV
Cci_as 750 HENTIMSAMLDPWS PR - VT TADWSFQRKCSEMNGTRCSHDLKIETTIYSV
ci_alo 310 HEVQDKLSPIQLDLTFNVLEEAIPPTTNVMIPLNKYPVLNNQVPR - HDVTNVQISKDCG - - PDEICRSQIMMSANYV
ci_as 591 SIWDTLSTSYLNVLIVEINGVKRERPDQPVFNMINDP IMDADFPHARTSVVNLANNCG- - - DDGCQSNLKLRGSIPP
ci_all TEPVLDVLAGT- SSTTRADIFKDCG- - PDEICIPDLVVNAKLSP
consensus 901 s cftlpvylnsayf stlsvgdfl pirltveydlt s i hkntimspvldplspr fek cg 1kietsysv

Figure 4

http://www.biomedcentral.com/1471-2148/5/31

Alignment of the refined Ciona 0 chain sequences with representative human orthologues (residues 392-796 based on human
ol integrin chain). Protein domains and conserved motifs are annotated. Levels of sequence conservation are indicated (>50%

identical, red; conservative substitutions, blue). Ca2*-binding motifs in B-propeller repeats 5-7 are highlighted.
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Figure 5
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- SQNDKFNVSLTVKNTK - -DSAYNTRTIVEYSPN-
-GGRRKVLVSTTLENRK - - ENAYNTSLSIIFSRN-
788 -@SSLELNVIVTVWNAG- -EDSYGTVVSLYYPAG- - - - - LSHRRVSGAQKQPHQSALRLACETVPTEDEG- -LR
789 GGPREFNVTVTVRNDG - - EDSYRTQVTFFFPLD - LSYRKVSTLONQRSQRSWRLACESASSTEVSGALK
703 ci a2
GGTTLVISRGSDTQRIVAKLNLTNTG- - EPAFDPQVTLSFTSALGWGGTQNVQSSNPDYVQCIQ- - SQDPTTVGSTKSVVLSY
GSDVIIIDKDTATKPIILHVTISNVG- - ENAYGVKFDVTYSSSLIWNGIKEANILNHRNASCFDEVSTQDQTHGQLKIKSLTY

-LVFSGIEAIQKD
~LHLASLTPQRESPIK--VECAAPSA

799 PKTTNQELNSKL---

663 RTDNSVLVLG ANPGILSVGITIRNNGP-DNAFFTRLNITSG- -ILVLSY
835 ----- PLILG SNPGLLSINVTITNLGP-DHSYFTRINVVG -DTTVTF
834 PSLGEPLILR SNPGITSINVTITNLGP-DHSYFTRVNVVG -DTTVSF
817 QQLGQPLILG -TTTVSY
836 LPFGEPLVLS- -VTTLSF
........... RCTTVGNNASFV

-AEIVCTTSDIGGS

- - -RVISCVDLN

snpgii vevtitnlgp enayftrvavtyp 1 lafnldlnkvsgscis v lgcps tt sttlsy

855 NITCKVGYPFLRRGEMVTFKILFQFN- -TSYLMENVTIYLSATSDSEEPPETLSDNVVNISIPVKYEVGLQFYSSASE- YHISIAANETVP
874 ARLCSVGHPVFQTGAKVIFLLEFEFS- -CSSLLSQVFGKLTASSDSLERNGTLQ IQYEPHLL: o HRYEVHPYGTLP
858 SSRCSVNHPIFHEGSNGTIFIVIFDVS- = YKATL: A KATFQLELPVKYAVYTMISRQEES- TKYFNFATSDEK

861 STSCSINHPIFPENSEVIFNITFDVD- -SKASLG-NKLLLKANVTSENNMPRTNKTEFQLELPVKYAVYMVVTSHGVS- TKYLNFTAS -EN
961 KYN-AFLGSIMQRGQWCYFELKLSYNQLTNIGNIPRVLVNILADTKKFGLSNDTNP - - SDNSFQSTTPVIYVAAADVTSQVNLQNIP- - - FNFTDTNVTI
892 KYN-EDLGSIMPAGDSCSFEIHLLPTNLKTSGVIQNVYAALHVYTMYAPNGNDSNP - - TNNVANYTRTIRYVSDVSVTRRESTQFVTRE - FTFPKTNETV
731 QRTASVLGDMMLANTMGQFTVEYSLDSLTSKATSKQLQLNGIIYSKAGGVAVASDPNLONNKFELKRTVQYSSAVSVSGQSNPDYLFYERSTEPKVAYT-
893 KSANSNLPGFMFKDEKCFFILEYSLESLTKKATVREILLKGSVYSSANDTANVIDPMMENNQFELRKQVFYTATIARTSNSVPNSMFYNRTVSPLAS THN
900 KSENSILQGFMLKGEKCSFILEYSLLSLTKRAMVQDILLKGSVYSGVNDTASVIDPIMHNNQFEFRKKVLYTATIVQTSNSAPNAMFYNRTDSTTASIYN
883 KASVSSVL 'NFLLEYSLLSLTQTSETKEILLNGIVYSN DPDMTNNVFEYRKTVLYATTLRQTSESQQSATFYNRVVSKEAKTHN
902 KSKKSTLQGFMGKNEKCTFIMKYSLLSLTKKAVVKEI ILKGAVHWNVNDTINAIDPVLONNQFEFRKKVLYKAAIVHTSDSAPNSMFYNRTVSSTATVHN
484 ECSLGNPLETDSRITAIVKLEND--- - -ERLYKTNGFVIQLQVLQPGHDDNVTYPVNVRVQAKIMIDGYTNVD- -QVRFGGEIVGESAV
745 TFVVCTLGNPYVEGSADTIDILLDVQ- QLTADTKQIVIEVIGSTTS INPEIPPTPLYSDVIIQMMLSLSGYGKPQQ- - - - - -VRYVNAPIKGE
587 PFLLCEVANPLKVDTRIDLVIQFGVN--====--- ELQGDVDVLPLLLYANCTNEQNNQSPLFHTMIHVEVVANVKFYNVSTP--=--=- -~ SLIRLDKES

1101 ksscavlgpvmlkgekctfiiefslnsltkkavvkelllngtvyskanatsneidp lgnnvfelrkpv yva llvtsgs pn mfynryvsp asi n

943 EVINSTEDIGNEINIFYLIRKSGSFP-
962 VGP GPEFKTTLRVQNLGCYV-
945 KMK -EAEHRYRVNNLS -
947 TSR - VMQHQYQVSNLG~-

MPELKLSISFPNMTSNGYPVLYPTGLSSSENA- - -
VSGLIISALLPAVAHGGNYFLSLSQVITN-NA-
QRDLAIS INFWVPVLLNGVAVWDVVMEAPSQS -
QRSLPISLVFLVPVRLNQTVIWDRPQVTFSEN- - -

~-NCRPHIFEDPFSINSGKEMTTST
SCIVQONLTEPPGPPVHPEELQHT
LP--CVSERKPPQHSDFLTQISR
-LSSTCHTKERLPSHSDFLAELRK

1055 TSVEEIAD--RDIPIDFEI

PESTITLHYPNKIGDLMHLFYLYKVDCLTTGVDYFVLL - IQGNARCVCDTSIVNPYQLSLDPPNVNITT

1000 ISNSYLGDSKYAVFHNHSVYNRGPNL-
983 LSNLHLGEKANF ITHKHMVDNRGPNI- - - - VAKASLVFTWPRQSKEGLPLLYLYHFQCLPLK- - -
1002 ISNDYLGDPTYALFHSHSVYNRGPNL- - --VAKASLVFTWPRQTKEGLPLLYLYHFQCLPLT- - -
566 NVPQDAGTYITHGYEVINAGTSK----IEDVYVNITWPQVIHNGKWLLYLIDTQVTGSGATN- - -

831 SAIHYTNEIGPFVEYTFIVKNDGKYHXLOLANGVRLIVDFPIEL MYL HFKLPVTASVSAARRT
670 ENAALNQSASKPLTHTYET AV~ - - - ISKAEISLLWPLS PVICHYSHIADAICNKNTF
1201 isneylgd gyeifhtysv nrgpnv  vaklslsftwprqtkeglpllylyhfgelpt lenest nkvneygiavnngtglst
1024 DELKRGTILDCNTCKFATITC-=======mmsnmmmnmmmnns NLTSSDISQVNVSLILWKPTFIKSY----=--= FSSLNLTIRGELRSENASLVLSSS

1036 NRLN-GSNTQCQVVRCHLG-- -QLAKGTEVSVGLLRLVHNEFFRRAK - FKSLTVVSTFELGTEEGSVLQLTE
1013 SPMLDCSIADCLQFRCDVP-- -SFSVQEELDFTLKGNLSFGWVRETL - QKKVLVVSVAEITFDTSVYSQLPG
1017 APVVNCSIAVCQRIQCDIP------------------cmmonn FFGIQEEFNATLRKGNLSFDWYIKTS-------- HNHLLIVSTAEILFNDSVFTLLPG

1148 PNVTILPNPDNLSAGTYDCSG--
1073 PSILLLPNPTQLPLSLYNCSSSI
906 ISRTTPIDLTFPEATT
1076 ISIDFNSNTVLPTDTTCNDVK--
1083 ISIDFNSNTTLPSETTCNDVE-
1066 FTLNYDSKATFPAQTTCEHTN-
1085 ISIDFNSNTVLPTDTTCNDVK

-PSLPG-YCQSLKCNISNLAQDDVVKFSAKFKLWSKTLRQQNKTQIDFVTTFLFSANKSAYLVDAQGNPLTDIT
-VDPPA - YCEELHCSVNNLVQGSKVNFVAS FRFWSHSVKLVDYPTVTFVTGFSYTTNQSKLVINKNGSMITEYS
ILPSIVVSGITFKQ---
CDSITCTVNQLGKFSTVVVTSSFKVWLPTLTQNN-
CDSIMCSVEQLGKFSTVVVTSSFKVWLPTLTQONK -
CDSITCSINHLKTFSNVTIISSFKIWIPSLSQVY -

924 KREVTSSLYEPRRLSSTQSGSNFVTLDCHGDTARCVK IGCTLDPIQPGSTTSVNLQARLWNNTFLEEFVDID-

747 SSFSSLONCHIDPQNCYEMT-==-=-m-eemecnannnx CDILEMQPKTDILIELKTELQLAPVLRTSMDT- -
1301 isidf snt cptvttcndt yedsitctvnglgkfstvvvtlsfklwlptlrgtk lvtkfsstttfnvelspiyaslvttts
™ Interaction motif
KxGFFKR

1
1094 NQKRE-LAIQISKDGLPGRVEL-WVILLSAFAGLLLLMLLILALWKIGFFEKRPLK-KKMEK
1103 ASRWS-ESLLEVVQTRPILISL-WILIGSVLGGLLLLALLVFCLWKLGFFAHKKI-PEEEKREEKL--- -EQ
1081 QEAF] YNAI-PIT LLLLALITATLYKLGFFKRHYK - EMLEDKPEDT- - - -ATFSGDDFSCVAPNVPL
1085 QGAFVRSQTETKVEPFEVPNHL-PLIVGSSVGGLLLLALITAALYKLGFFKRQYK-DMMSEGGPPG- - -

1241 QTVSQSINLFIAPEFVTTTDYL-WVYILAAIGGLLLLLLIIGIMYKTGFFKSKYA-EMKQEALEWN------cccoooononn
1168 AETEVAVKKYVPPVVIEQLNLL-LIVIISAAVTLLLVIAGLGALYKKGFFESEYN- KLMKEEKHWQ- - -

115¢ ATTVVSKYLPPVPPIDQSKLOI-GPLIGAIVGGIVLLVVIML IMWKVGFFKSKYA-KMRREA
1165 ATTVVSEYVPPVP-VYESEINL-GLLIGAIVGGICLLVAIVLIMWKAGFFESKYA-KLRYDAEH------=-c--ocecaaa
1148 ATTKVSAYVAPTPPPDPNQVIT-GAVVGAVVGGCSLLIVIVFVMWEKAGFFESKYA-KMRQEAEQ- EEAESKEKGAQEKNK
1167 ATTVVSKYLPPVPPIDQNKLOI-GPLIGAIVGGIVLLVVIMLIMWKAGFFESKYA-KMQKDAQR- -ETDDLDKTIEVDVNEX
750 VIDEVATSVLSEEVIAPQQEWKLWIIVVATLAGVILLVIIVLLLWRCGFFKRRRDFGDYHKARRHKQASKKVDETTEGMLY
1020 HEALTTVDHAYFEVSVKSSFEW-WYILIGILIALIIYIIIIYLLIKCGFFERKKYPRNQHHAQDDNGA
823 TLSEVNTYAEYPQVPESSTIEW-WIIAIAVAAGVLFLLLIILLL FERMTHP AQQQKL
1401 attvvslylepvpppdeskvdl wiiigaivggllllvliililwhagffkekya kmkedae n deaddnertveevade

http://www.biomedcentral.com/1471-2148/5/31

Alignment of the refined Ciona o chain sequences with representative human orthologues (residues 797 to C-terminus based
on human ol integrin chain). Protein domains and conserved motifs are annotated. Levels of sequence conservation are indi-
cated (>50% identical, red; conservative substitutions, blue). Transmembrane domain (TM) and cytoplasmic interaction motif

are indicated.
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ci bl
Ci b2 1 MERIKLFMLFAVLVVYSTQVSGQ
ci b3 1 MVCNDVYGLIAWFILLMVCETWIVES
ci b5 1 sssssss-
ci_b4 1 MPALFIQAESDCKEVCLDKDIRTRVLSSVAQCUDKCKESYTDACKHLIDTTQYT DQYDRVTCGKNIENKL
consensus 1 y ilv
PSI
Hs_bl 24 (RCLKANAKS CGECTQAGPNCGWCTNSTFLQEGMPTSARCDDLEALKKKGCPEDD IENPRGSKD IKKNKN
Hs_b5 25 - IC LI P-RSITSRCDL NGCG-GET RSLP
Hs_b8 44 -- -DNRCASSNAASCARCLALGPECGWCVQEDFISG-GSRSERCDIVSNLISKGCSVDSIEYP -~ == =- - SVH
ci bl 1 SN
ci_b2 24 -STTD- - - IDKLCEDTAITSCDQCIRKHPQCAWCSRTSDNSN- - IKR - CRSYTKTLQASACATADITMPRSDVIFQKNLE
ci_b3 27 TDPCTAATTCADC IKINPMCTWCADNKTTPG- - TRR - VRCKLLINNQRDCLIGF TENPKS I SAPTKNLE
ci_bs 8 SSVCVQARVPEDCIKVNPNCQWCAQEDFSGQ- - - - - - RCNIQPILEEQGCSOLQIIESSVAMDAANEAN
Ci b4 81 RQTEMGGVSSGSQEKSAQLSCKQCITTNPRCTWCNDNRVPTA- - IRKNCKLDRY IENNQTCSWG-VNSPQTLINKTINEE
consensus 81 c 8 a sc eci i p cgwe £f 8 r rc 1 gc |gieps knl
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DS

Hs_bl 95 VINRSKGTAEKLKP - -EDIHQIQ RLR- QTFTLKFKRAEDYPIDLYYLMDLSYSMKDDLENVK SLGTDLMN
Hs_b5 94 -WDVIQMTPQEIAVNLR - PGDKTTFQLQVRQVEDYPVDLYYLMDLSLSMKDDLDNIRSLGTKLAR
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Ci_bs 73 RPDHQSASVS----------- -VTSLCRDARIR-VGGNVNINFRIREPMVYPVDFYYLMDVSYSMLDDLKSVQTLAQQLVA
ci b4 158 FTAENKTNVTHP------- IQLRPQETSLKLR- IGQPTKVNITFHKLIDFPLDLYYVMDLSLSMRDODLAQLKILGSSLID
consensus 161 vt r g iigirpg i 1rlR Ge  fnlsfrrv dyPvDlYYlmD1lS SMkddl 1lkslg La

MIDAS I-Like Domain LIMBS

D —
Hs_bl -DFRIGFGSFVEKTVMPYISTTPAKLRNPCTSE- - - QNCTTPFSYKNVLSLTNKGEVFNELVGKQRISGN
Hs_bS -NFRLGFGSFVDKDISPFSYTAPRYQTNPCIGYKLFPNCVPSFGFRHLLPLTDRVDSFNEEVRKQRVSRN
Hs_b8 -DFRLGFGSYVDKTVSPYIS IHPERIHNQCSDYN- - LDCMP PHGY IHVLSLTENITEFEKAVEROK ISGN
ci_bl -DFRLGFGSFIDKTVMPYISTVPAKIRNPCNDK - - - APCVP T¥ SFHNDLPLTPEIDAFVNSVNNVTHSSN
ci_bz 166 EIRQNVTSD-- - INMGFGTFVDKVMMPFTSTVPDQLKNPCVKAD - - EFCSAPFGFRHQQPTSGDLTAFKESVONTNISGN
ci_b3 179 DIR-NVTKN-- -VRLGFGTFVDKVVMPFASTIPDQLRDPCLKIAN- ETCAPVFGFRHQLGITADGALFREAVNSTLISGN
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consensus 241 emr its fr1GFesfvdKvvmPf st p klrnpc cvppfgfrhvl 1t dve F e v kq iSgN

LIMBS
XDXPE
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consensus 561 [C pns ¢ gngtf CglC en g gshC e lgi g fer icsgnG Cveg CvC

Figure 6

Alignment of the refined Ciona 3 chain sequences with representative human orthologues (residues |-542 based on the human
BI integrin chain). Protein domains and conserved motifs are annotated. Levels of sequence conservation are indicated (>50%
identical, red; conservative substitutions, blue). Adjacent to MIDAS (AMIDAYS), ligand associated metal binding site (LIMBS) and
MIDAS cation binding sites, and interaction motifs are highlighted as are the plexin/semaphorin/integrin (PSI), B-A domain (I-

like) and epidermal growth factor (EGF) domains |1-2.
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Figure 7
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I-EGF 3 I-EGF 4
NTNEIYSGKFCECDNENCDRSNGLICGGNGVCKCR---- - VCECNPNYTGSACDCSLDTSTC- - -~~~ EASNGQI----C
FG--KIYGPFCECDNESCARNKGVLCSGHGECHCG---- - ECKCHAGYIGDNCNCSTDISTCR----~-- GRDGQI----C
LG--KVYGKYCEKDDESCPYHHGNLCAGHGECEAG---- - RCQCFSGWEGDRCQCPSAAAQHCVN- - - -~ SKGQV----C
N--KKIDGKYCECDNTTCDRAGARVCNGFGKCNCG- - -~ - VCECQNGWKGKACDCTLDQTHECYDLSPDAVDSSKP-~---C
--=-=-NYHGKYCQCTNTGCPVTDGNVCGKLCVGGKCENCYNQPKCNCTSKNGIPYTLDNVGSCTCHESECIDQRSNNTMVC
----GFFGRLCECRST--=-=-======~ GADKG-VCNNCNNDGRCICNSGGGY - FLNNITNTCICNLKDCADVGG- - - TLC
HGKSKIFGDFCECD-4ECPVRAGLVCSGNGRAVTGTGCSCDCVCDAGWEGSDCACASNTTICMG- -~~~ - LGGEI----C
----SYNGTFCECSSTGCPSASGSMCGGSDKG-RCENCYGNKQCVCNTNDGW - YLD - QSGECTCNNRSCMAAGSN- -VTC

k yGkfCecdntl cp g icgg gke g ¢ cC gyg cc tstc g i c

NGRGICECGVCKCTDP - - -KFQGQTCEMCQTICLGVCAEHKECVQCRAFN-KGEK -KDTCTQECSYFNITKVESRDKLPQP
SERGHCLCGQCQCTEPG- - -AFGEMCEKCPTICPDACSTKRDCVECLLLH - SGKPDNQTCHSLCRDEVITWVDTIVKDDQ -
SGRGTCVCGRCECTDPR- - - SIGRFCEHCPTCYTACKENWNCMQCLHPHNLSQAILDQCKTSCALMEQQHYVDQT - - - - -
NGNGECECGQCVCNSRGGAKFRGQYCKTKP -|- LVICDIHKDCIQCKAWK - TGNYNTTECEKQCTKYNVTKMSKEYQYSG-
SGNGNCSCSSCICDP--- -KYDGIYCQHCNESCKTITAECS SHEACAICNANDLCQVQCKDVTFQTVKAIPDCSVCTA-

NGRGTCECNTCECTDTR--LYSGATCQTCN.
SGFGQCVCGACVCDVTSG--YSGPTCSDCV

SGHGTCDCSTCTCSENI-VIHN
sgrG CeCg C Ctd fg

c

ECTGIDGTCSGTTIRACVECIYDNQRLKKVNLYP- - --- PHDTLIAP-
CPSCAAFKDCIQCTMHQ- - SGALADSCVTSCNDEVIEDIDEASG- - - -

t . kecvge g c c i v t

Interaction motif

K
TM LhxhHDxxXE

VQPDPVSHCKEKDVDDCWFYFTYSVNGNNEVMVHVVENPECPTGPDIIPIVAGVVAGIVLIGLALLLIWKRLLMITHDRRE
----EAVLCFYKTAKDCVMMFTYVELPSGKSNLTVLREPECGNTPNAMTILLAVVGSILLVGLALLAIWHLLVTIHDRRE
-------------- SECFSSPSYLRIFFIIFIVTFLIG------LLKVLITRQVILQWNSNKIKSSSDYRVSASKKDKLI
----YTNECRFTDLTDDCNYQATFEEIDGIIMVEVEPDKTCTTYANBVYIIIGIIAAIVGIGLAILLIWHLLTSIKDARE
----- NTQSTGQCKVSYNIVWKKSLRNYLVLIKEFDQAIDCPKPINELVIVLPIVAGIVILGLIALVAWHVYQTWRDKRE
————— NQKSLIDCPNYEPYRKQSPTKLPRDLLIITFLVPDCPQPINEBWLIVGPVVGGIVLIGLIILI IFQTIKDKVE
----EVLCAALDKIDNCKFYYSYKPSGSGMVFKAEVEKR - -CKPEYSLLIILWCILLFLLIGLILLCCWRCCVYVIDKEE

de fty ivmv v ec n|ilivl wvvagivligl 111liwKl tihdkre

PTB motifs

FAKFEKEKMNAKWDTGENPIYKSAVTT-------- VVNPKYEGK
FAKFQSERSRARYEMASNPLYRKPISTHTVDFTFNKFNKSYNGTVD
LQSVCTRAVIYRREKPEEIKMDISKLN- -~ -~~~ -~ AHETFRCNF
YKNFQKESQNPKWQGGENPIFKKATST-------- FKNPMYSGGKTAGN
WKVFENEMKKSKWTKGQNPIFEEASTR-------- FENPTFHGT
YEQFLEDSKNKTWSKGNNPLYSKASVR-------- VVNPAFE
SKNYKLSNI
f £ e kw g npiy a t npyg

Alignment of the refined Ciona 3 chain sequences with representative human orthologues (residues 543 to the C-terminus

based on the human B1 integrin chain). Protein domains and conserved motifs are annotated. Levels of sequence conservation
are indicated (>50% identical, red; conservative substitutions, blue). EGF domains 2—4, transmembrane (TM) domain, interac-
tion and phosphotyrosine binding (PTB) motifs are indicated.
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Figure 8

Phylogenetic relationship of Ciona O integrin chains with representative protostome and vertebrate orthologues. Maximum
Likelihood tree is shown with supporting Neighbor Joining bootstrap replicates (red) and Bayesian clade credibility values
(green). Horizontal scale is amino acid replacements per site.

Page 12 of 18

(page number not for citation purposes)



BMC Evolutionary Biology 2005, 5:31

http://www.biomedcentral.com/1471-2148/5/31

1000
100
Hs_b4
| Sp_bC
998
100
Ci_b1
pos
Hs_b1
933
Hs_b2
997
Hs_b7
Hs_b8
836
100 Hs_b6
1400
Hs_b5
1000
100
Hs_b3
Hr_b1
1000
100
Ci_b2
1000
100
Hr_b2
99 Ci b3
100
Ci_b4

——
0.2

Figure 9
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Phylogenetic relationship of Ciona 3 integrin chains with representative deuterostome orthologues. Maximum Likelihood tree
is shown with supporting Neighbor Joining bootstrap replicates (red) and Bayesian clade credibility values (green). Horizontal

scale is amino acid replacements per site.

Page 13 of 18

(page number not for citation purposes)



BMC Evolutionary Biology 2005, 5:31

http://www.biomedcentral.com/1471-2148/5/31

Table 2: Expression profiles of A-domain containing 0-integrins in Ciona intestinalis. Data has been obtained from the TIGR Gene
Indices database http://www.tigr.org/tdb/tgil.

Ciona Integrin JGI Acc Code TIGR cDNA Index Acc Code Tissue specific expression from EST data
Ci_al Ciolool31118 BW029582 Blood cells
Ci_a2 Ci0100149446 TC42900 Blood cells
Ci_a3 Ci0100130596 TC56905 Heart, neural complex, digestive gland
Ci_a4 Ci0100130838 TC66015 (Whole embryo only)
Ci_a5 Ci0100152002 TC6I115, TC63051, TC63231 Blood cells, heart, hemocytes
Ci_a6é Ci0l100131399 TC73566, TC69775 Blood cells, heart, neural complex
Ci_a7 Ci0l100152615 TC59274 Blood cells, digestive gland, gonad
Ci_a8 Ci0l100130149 TC75204 Blood cells, neural complex, gonad
A B
Ci_a1_I-Do Ci_al I-Do — —
Hr_a1 Hr_al” S
Ci_a2_I-Do Ci_a2_|-Do N
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Figure 10

Prediction of dimerisation patterns for novel integrin chains based on a combination of known interactions and phylogeny. A.

Schematic phylogenies of 0 and 3 chains with established heterodimer pairing indicated by adjoining solid colored lines. B. Het-
erodimer pairings predicted (dashed lines) on the basis of the data presented in A. The color coding in B related to the known
parings in A used to make the prediction.
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Table 3: Summary of a integrins used in phylogenetic analysis.

http://www.biomedcentral.com/1471-2148/5/31

Lineage Species Database Acc Code Gene
Chordate H. sapiens Swiss-Prot P56199 Hs_al
Chordate H. sapiens Swiss-Prot P17301 Hs_a2
Chordate H. sapiens Swiss-Prot P08514 Hs_allb
Chordate H. sapiens Swiss-Prot P26006 Hs_a3
Chordate H. sapiens Swiss-Prot P13612 Hs_a4
Chordate H. sapiens Swiss-Prot P08648 Hs_ab
Chordate H. sapiens Swiss-Prot P23229 Hs_aé
Chordate H. sapiens Swiss-Prot Q13683 Hs_a7
Chordate H. sapiens Swiss-Prot P53708 Hs_a8
Chordate H. sapiens Swiss-Prot QI13797 Hs_a9
Chordate H. sapiens Swiss-Prot O75578 Hs_al0
Chordate H. sapiens Swiss-Prot Q9UKXS5 Hs_all
Chordate H. sapiens Swiss-Prot Q13349 Hs_aD
Chordate H. sapiens Swiss-Prot P38570 Hs_aE
Chordate H. sapiens Swiss-Prot P20701 Hs_aL
Chordate H. sapiens Swiss-Prot Pl1215 Hs_aM
Chordate H. sapiens Swiss-Prot P06756 Hs_aV
Chordate H. sapiens Swiss-Prot P20702 Hs_aX
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_al
Urochordate C. intestinalis JGICivl.0 ci0100149446 Ci_a2
Urochordate C. intestinalis JGICivl.0 See Fig. S| Ci_a3
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_o4
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_a5
Urochordate C. intestinalis JGICivl.0 See Fig. S| Ci_aé
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_a7
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_o8
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_o9
Urochordate C. intestinalis JGICivl.0 See Fig. SI Ci_alo0
Urochordate C. intestinalis JGICivl.0 ci0100154687 Ci_all
Urochordate H. roretzi Genbank ABO04826| oHrl
Urochordate H. roretzi Genbank AB048262 oHr2
Arthropod D. melanogaster Swiss-Prot Q24247 Dm_aPS|
Arthropod D. melanogaster Swiss-Prot P12080 Dm_aPS2
Arthropod D. melanogaster Swiss-Prot U76605 Dm_aPS3
Arthropod D. melanogaster Swiss-Prot AAF58154 Dm_al 6827
Arthropod D. melanogaster Swiss-Prot AAF47029 Dm_a5372
Nematode C. elegans Swiss-Prot P34446 Ce_al
Nematode C. elegans Swiss-Prot Q03600 Ce_a2
Echinoderm S. purpuratus Swiss-Prot AF177914 Sp_aP
Porifera G. cydonium Swiss-Prot X97283 Gc_alpha

As phylogenetic relationships between novel a and f3
chains become defined, it is possible to start predicting
likely interactions based on the known dimerisation part-
ners of close relatives (Fig. 10). For instance, the vertebrate
B1 chain dimerises with the laminin (PS1) and RGD
(PS2) clade a chains. It is therefore probable that the
Ciona B1 clade orthologue (Ci_p1) dimerises with the
Ciona PS1 and PS2 clade a chains (Ci_a9, 010 & all; see
Fig. 10). Likewise, it has been established that the 2 3
chains from H. roretzi (Hr_ 31 & 2) dimerise with Hr_a1
[15] and it is therefore probable that the related Ciona 32~
4 chains partner Ciona o chains in the ascidian QOA-
domain clade (Ci_a1-8; Fig. 10). In H. roretzi, the 1, 32

and a1l chains are expressed on hemocytes [15] and it is
noteworthy that the Ciona orthologues (Ci_a1-8 & 32-4)
are also expressed predominantly in blood tissues based
on EST analysis (data not shown).

The phylogenetic relationships of integrin genes within
the vertebrate and invertebrate branches of the chordate
phylum provides new insights into the evolution of both
of these divergent lineages. The integrin gene complement
of the ascidian genome gives a strong indication of the
numbers and classes of integrin chains available to
organisms at the very start of vertebrate evolution. For a
integrins, it would appear that there was a minimum of
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Table 4: Summary of (3 integrins used in phylogenetic analysis

http://www.biomedcentral.com/1471-2148/5/31

Lineage Species Database Acc code Gene
Chordate H. sapiens Swiss-Prot P05556 Hs_bl
Chordate H. sapiens Swiss-Prot P05107 Hs_b2
Chordate H. sapiens Swiss-Prot P05106 Hs_b3
Chordate H. sapiens Swiss-Prot Pl6144 Hs_b4
Chordate H. sapiens Swiss-Prot P18084 Hs_b5
Chordate H. sapiens Swiss-Prot P18564 Hs_bé
Chordate H. sapiens Swiss-Prot P26010 Hs_b7
Chordate H. sapiens Swiss-Prot P26012 Hs_b8
Urochordate C. intestinalis JGICivl.0 ci0100141446 Ci_bl
Urochordate C. intestinalis JGICivl.0 ci0100143908 Ci_b2
Urochordate C. intestinalis JGICivl.0 See Fig. S| Ci_b3
Urochordate C. intestinalis JGICivl.0 ci0l00131678 Ci_b4
Urochordate C. intestinalis JGICivl.0 ci0100143050 Ci_b5
Urochordate H. roretzi Genbank ABI154831 Hr_bl
Urochordate H. roretzi Genbank AB154832 Hr_b2
Echinoderm S. purpuratus NCBI AF0559607 Sp_bC
Echinoderm S. purpuratus NCBI NP_999732 Sp_bG
Echinoderm S. purpuratus NCBI NP_999731 Sp_bL
Arthropod D. melanogaster Swiss-Prot P11584 Dm_bPS
Arthropod D. melanogaster Swiss-Prot L13305 Dm_bv
Nematode C. elegans Swiss-Prot Q27874 Ce_b-pat3
Mollusc B. glabraba Swiss-Prot AF060203 Bg_beta
Chnidaria A. millepora Swiss-Prot AF005356 Am_beta
Porifera G. cydonium Swiss-Prot 097189 Gc_beta
one laminin binding (PS1), one RGD binding (PS2) and  Methods

one OA-domain containing chain (Fig. 8). The novel
Ciona data therefore clearly indicate that radiation of ver-
tebrate o chain genes took place after the divergence of
urochordates. The 3 chain phylogeny (Fig. 9) indicates
that the common progenitor of urochordates and
vertebrates had a minimum of one 31-like gene (that sub-
sequently radiated in vertebrates) and a single Hs_{34/Ci_
5 progenitor that radiated in neither lineage (Fig. 9). The
origins of the ascidian and vertebrate-specific B clades is
not resolved.

The ascidian lineage exhibits amplifications of subsets of
integrin genes to produce ascidian-specific classes of novel
integrins (Fig. 8,9,10). In particular, these novel integrins
appear to be expressed in blood (see above) and may be
involved in mechanisms associated with innate immu-
nity. It has been proposed that the major metamorphic
transformations between ascidian larval and adult body
forms may be dependent upon innate immune responses
[23]. This suggestion would provide a plausible explana-
tion of the requirement for an expanded set of urochor-
date hemocyte integrins although more generic
explanations, such as the preparation for a sessile life-style
under attack by pathogens, are also possible.

The complete sequences of the 26 known human integrin
genes were used to probe the Ciona intestinalis genome
and TIGR cDNA gene index (http://genome.jgi-psf.or

ciona4/ciona4.home.html and http://www.tigr.org/tdb/
tgi/cingi using TBLASTN and PSI-BLAST with cut-off
expectancy values of E = 1) to identify homologous genes
[16,24]. Ciona gene models were also detected using the
orthologue detection program InParanoid using a key-
word search using 'integrin' as the query http://abi.mar
seille.inserm.fr/cgi-bin/karine/inparanoid-para[25]. To
identify all the integrin genes, reciprocal BLAST searches
of the Ciona, human and non-redundant databases were
used. Frequently, EST for the Ciona genes contradicted the
proposed gene models from JGI. In instances where an
EST clearly demonstrated the misplacement of exons in
the recovered JGI model, the protein sequence was cor-
rected to reflect this. To detect missing exons not sup-
ported by EST data, genomic DNA flanking the sequence
of interest was retrieved and analysed using the GENES-
CAN  [26]http://genes.mit.edu/ GENSCAN.html and
GENEWISE [27]http://www.ebi.ac.uk/Wise2 gene predic-
tion programmes. Modified sequences were checked by
aligning with respective human integrin profiles using
CLUSTAL X [28] and corrected coding sequences used for
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subsequent analyses. Expression profiles for the Ciona
genes were obtained from the TIGR database (see above).

The a and [ integrin sequences were aligned separately
using CLUSTAL X. The variable domain structure amongst
o integrins necessitated subdivision of the alignment
groups based on the presence/absence of an 0A-domain.
Subgroups were aligned and then combined so that the
final alignment contained all the o integrins with a 200-
residue (approx) gap region corresponding to the OA-
domain.

For phylogenetic analysis, gap-containing sites were
removed from each alignment and Maximum Likelihood
trees were inferred using PROML from the PHYLIP
package [29]. The JTT model of amino acid substitutions
was used with and without global rearrangements and
correction for rate heterogeneity (o value obtained from
TREEPUZZLE [30]). The topologies of the trees were
tested using two independent methods: Neighbour-join-
ing bootstrap replicates and Bayesian tree inference using
PHYLIP and Mr Bayes programmes respectively [31]. The
accession numbers for protein sequences used in this
study are presented in Tables 3 &4.
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