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Abstract

Background: Matrix metalloproteinases (MMPs) are members of the superfamily of Zn2*
dependent extracellular or membrane-bound endopeptidases which have been implicated to play
critical roles in vertebrate development and human pathogenesis. A number of MMP genes have
been found to be upregulated in some or all organs during frog metamorphosis, suggesting that
different MMPs may have different functions in various organs/tissues. The recent advances in EST
(expressed sequence tag) sequencing and the completion of the genome of Xenopus (X.) tropicalis
prompted us to systematically analyze the existence of MMPs in the Xenopus genome.

Results: We examined X. laevis and X. tropicalis ESTs and genomic sequences for MMPs and
obtained likely homologs for 20 out of the 25 MMPs known in higher vertebrates. Four of the five
missing MMPs, i.e. MMPs 8, 10, 12 and 27, were all encoded on human Chromosome || and the
other missing MMP, MMP22 (a chicken MMP), was also absent in human genome. In addition, we
identified several novel MMPs which appears to be derived from unique duplications over
evolution, are present in the genomes of both Xenopus species.

Conclusion: We identified the homologs of most of the mammalian MMPs in Xenopus and
discovered a number of novel MMPs. Our results suggest that MMP genes undergo dynamic
changes over evolution. It will be of interest in the future to investigate whether MMP expression
and functions during vertebrate development are conserved. The sequence information reported

here should facilitate such an endeavor in the near future.

Background

Matrix metalloproteinases (MMPs) are Zn2* dependent
extracellular or membrane-bound proteinases with over-
lapping substrate specificities [1-6]. They are capable of
cleaving proteinaceous components of the extracellular
matrix (ECM) as well as non-ECM proteins [2-5,7,8], thus
affecting cell fate through modifications of cell's microen-
vironment. MMPs have a similar domain structure that
includes a prepeptide for secretion, a propeptide to main-

tain latency, and a catalytic domain, featured by the signa-
ture sequence HEFGHXXH, for substrate cleavage. The
catalytic domain binds to a Zn2?+* ion through the three-
histidine residues within the signature sequence to form
the catalytic center [5,9,10]. The propeptide contains a
highly conserved sequence, PRCGXPD, the so called
"cysteine switch", within which the cysteine residue inter-
acts with the catalytic Zn?+ to maintain enzyme latency
[11]. Most MMPs are secreted as latent enzymes and proc-
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essed to the active forms upon the removal of the propep-
tide domain through various mechanisms. Other MMPs,
such as stromelysin 3 (ST3, also known as MMP11),
MMP21, MMP23, MMP28, and membrane type MMPs
(MT-MMPs) are activated intracellularly through the
removal of the propeptide domain by furin, a Golgi
enzyme [3,12,13].

MMP expression and distribution have long implicated
that MMPs play important roles in many physiological
processes including embryonic development, angiogen-
esis, tissue resorption and remodeling, and pathological
events such as tumor invasion and arthritis [8,14-22]. In
vitro and cell culture studies have provided strong evi-
dence to show that MMPs can regulate cell fate and behav-
ior by remodeling the ECM. On the other hand, increasing
evidences indicate that MMPs are capable of cleaving non-
ECM extracellular or membrane-bound proteins, suggest-
ing the existence of multiple pathways for MMPs to regu-
late cells. Despite the extensive in vitro and cell culture
studies, the in vivo functions of MMPs are poorly under-
stood. Surprisingly, with a few exceptions, transgenic
overexpression of MMPs and MMP knockouts in mouse
have little or weak phenotypes on mouse development
[23,24]. This appears to be at least in part due to the
redundancy in MMP expression and function. These find-
ings emphasize the need for further in vivo studies by
using different model systems.

Frog metamorphosis offers a unique opportunity to study
MMP function during postembryonic development in
vertebrates. This process is totally dependent on the pres-
ence of thyroid hormone (TH) and mimics the postem-
bryonic period from a few months before to several
months after birth in humans [25-27]. During metamor-
phosis, dramatic tissue-specific remodeling occurs
through TH-regulated cell fate changes. These include
complete absorption of the gill and the tail, de novo gener-
ation of the limbs, and remodeling of most other organs
such as the intestine. For example, in the intestine, the lar-
val epithelial cells die through apoptosis and adult epithe-
lial progenitor cells, which may be derived from de-
differentiated larval epithelial cells, proliferate and even-
tually differentiate to form a multiply folded adult epithe-
lium [28-31]. Numerous studies have shown that the
metamorphic effects of TH are mediated by thyroid hor-
mone receptors, which control a gene regulation cascade
by regulating the transcription of the so-called direct TH-
response genes. These direct response genes in turn affect
the expression of indirect TH-response genes to eventually
regulate cell fate and behavior during metamorphosis. Ini-
tial isolation and characterization of TH-response genes
revealed that Xenopus (X.) laevis ST3 (MMP11) and colla-
genase 3 (MMP13), and Rana catesbeiana collagenase 1
(MMP1) are regulated by TH during metamorphosis. Sub-
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sequent studies have found that essentially all MMPs ana-
lyzed so far are regulated by TH in at least some organs/
tissues during metamorphosis [32-48]. Among them, ST3
and MMP9-TH in X. laevis and collagenase 1 in Rana cat-
esbeiana have been shown to be direct response genes with
thyroid hormone response elements present in their pro-
moters [43,49,50]. Furthermore, in vitro organ culture
analysis and in vivo analyses have provided strong evi-
dence for the participation of MMPs in metamorphosis
[40,41,51-54]. For example, we have demonstrated that
ST3 is required for TH-induced ECM remodeling, intesti-
nal larval epithelial apoptosis as well as adult epithelial
cell migration in organ cultures and that transgenic over-
expression of ST3 alone at premetamorphic stages, e.g.,
stage 54, can induce larval epithelial apoptosis and ECM
remodeling in the intestine in the absence of TH [52,53].
These functional studies directly proved the function of
ST3 as first suggested based on expression analyses. Since
all MMPs analyzed so far are regulated by TH during met-
amorphosis, it is pertinent to ask whether the rest of the
MMPs are also regulated by TH and whether different
MMPs have different functions during metamorphosis in
different organs/tissues.

As an initiative to begin to address these important issues,
we have carried out a genome-wide analysis of MMP genes
in both X. laevis and X. tropicalis through a bioinformatic
approach by making use of the genome sequence infor-
mation for X. tropicalis and cDNA sequences available for
X. laevis and tropicalis genes from the NIH Frog Initiatives
Program. We demonstrate that essentially all mammalian
MMPs have homologs in Xenopus, although the homologs
for some MMPs cannot be assigned with certainty. Fur-
thermore, we have discovered a number of novel MMPs
and duplications that are uniquely present in the amphib-
ian genome.

Results and discussion

Bioinformatic search for Xenopus MMPs

Many X. laevis MMPs were previously cloned
[32,33,39,41,43,44,46,47,55-58]. These cDNA sequences
were used to search for other MMPs in the public EST

database at the NCBI http://www.ncbi.nlm.nih.gov/ and

the Gene Index Project in Computational Biology and
Function Genomics Laboratory http://compbio.dfci.har
vard.edu/tgi/. Putative MMP protein sequences that were
derived from the retrieved cDNA sequences were pooled
and analyzed on a phylogenetic tree. Closely related
entries were compared pair-wise by using MacVector
(Accelrys Inc., San Diego, CA) and redundant sequences
were removed. The resulting X. laevis MMPs were listed in
Table 1 (see Additional file 1 for their nucleotide
sequences). Compared to human MMPs, some X. laevis
MMPs were missing from the list and some others had
highly homologous duplicates, likely due to the pseu-
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Table I: The amino acid identities of XI-MMPs compared to their counterpart Xt-MMPs#.

Xenopus laevis

Xenopus tropicalis

Name Amino Acids Name Amino Acids Scaffold Identity (%)
XI-MMPIA 466 Xt-MMP| 466 119 87
XI-MMPIB 466 87
XI-MMP2 656 Xt-MMP2 655 458 94
XI-MMP3 458 Xt-MMP3 497 119 84
XI-MMP7A 252 Xt-MMP7 259 119 87
XI-MMP7B 259 8l
XI-MMP9 671 Xt-MMP9 670 29 87
XI-MMP9TH 683 Xt-MMP9TH 683 29 9l
XI-MMP1 | 477 Xt-MMP1 | 477 12 93
XI-MMP13 469* Xt-MMP13 472 119 93
XI-MMPI3A 472 93
XI-MMPI4A 575 Xt-MMP14 578 792 94
XI-MMP14B 576 93
XI-MMPI5 262* Xt-MMPI5 648 6 97
XI-MMP1 6 592 Xt-MMP16 607 452 94
XI-MMP17 159% Xt-MMP17 588 12 95
XI-MMP18 467 Xt-MMP18 467 119 86
XI-MMP19 123* Xt-MMPI9 476 101 95
XI-MMP20 478 Xt-MMP20 458 119 89
XI-MMP21 604 Xt-MMP21 604 32 92
XI-MMP23 381 Xt-MMP23 335% 414 80
XI-MMP24A 361%* Xt-MMP24 603 954 99
XI-MMP24B 247* 97
XI-MMP25 546 Xt-MMP25 545 1214 89
XI-MMP26 258 Xt-MMP26 261 119 88
XI-MMP28A 496 Xt-MMP28 499 72 92
XI-MMP28B 497 9l
XI-MMP NI 562* Xt-MMP NI 573 501 90
XI-MMP N3 519* Xt-MMP N3 627 508 9l
Xt-MMP N2 260 119 N/A
Xt-MMP N4 455 119 N/A
Xt-MMP N5 422 119 N/A
Xt-MMP Né 364 132 N/A

#Comparison of X. laevis and X. tropicalis MMPs. Pair-wise comparisons were done to obtain the percent of identities between the MMPs from the

two species (*: incomplete sequences).

dotetraploid X. laevis genome. The missing ones could be
due to either the absence of the genes in Xenopus genome
or incomplete sequence data available. Thus, we also
searched and analyzed the cDNA sequences for MMPs in
the highly related species, X. tropicalis. We aligned the
cDNA sequences of X. laevis or tropicalis MMPs to the JGI
X. tropicalis genomic scaffolds http://genome.jgi-psf.org/
Xentr4/Xentrd.home.html (Table 1). When needed, we
also used human MMP sequences to search the X. tropicalis
genome database to ensure a complete search of the
genome.

Pair-wise sequence comparison (not shown) and phylo-
genetic analysis (Fig. 1) allowed us to assign most of the
Xenopus MMPs to the corresponding human homologs
(except that chicken MMP22 was also used since MMP22
is absent in human [57]) (where an MMP name had been

previously assigned in the databases, we kept the same
name for consistency. As we discussed below, some of
these MMPs may not be the true homologs of the human
MMPs as currently assigned). As shown in table 1, all X.
laevis MMPs have a corresponding homolog in X. tropicalis
and the homologs are highly conserved with over 80%
amino acid sequence identities between X. laevis and X.
tropicalis. These include a duplicated gelatinase B
(MMP9TH) that is absent in mouse and human genome.
As X. laevis is a pseudotetraploid organism, it is not sur-
prising that some MMPs (MMP1, MMP7, MMP13,
MMP14, MMP24, MMP28) have duplicate copies in X.
laevis but only one in X. tropicalis. Only four X. tropicalis
MMPs (MMP N2, MMP N4, MMP N5, and MMP NG, see
below for more on these MMPs) have no available
homologs in X. laevis yet, likely due to incomplete cDNA
sequence information available for X. laevis.
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Figure |

Phylogenetic tree of X. tropicalis (Xt) and human MMPs. Also included are chicken MMP22 (cMMP22) and Rana cates-
beiana MMP1 (Rc-MMP1) as MMP22 was not found in human and Xenopus and Rc-MMPI has a unique sequence organization
(see description on MMP1). Novel X. tropicalis MMPs are highlighted in bold.
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Table 2: Percent homology between Xenopus tropicalis and human MMP proteins#.

MMP HI H2 H3 H7 H8 H9 HI0O HII HI2 HI3 HI4 HI5 HIé HI7 HI9 H20 H21 C22 H23 H24 H25 H26 H27 H28
Xl 51 42 54 48 52 36 51 32 51 53 38 38 40 36 33 46 28 50 25 41 36 39 49 33
X2 44 80 44 49 43 48 44 38 42 48 32 24 32 30 30 40 27 44 27 32 32 39 38 29
X3 48 38 50 50 47 33 47 33 46 46 36 36 37 31 30 43 27 45 26 37 31 41 42 31
X7 54 54 55 51 53 49 53 35 55 55 44 45 46 38 36 51 36 53 29 47 39 43 54 41
X9 37 50 40 41 38 57 40 34 37 41 25 24 26 26 32 34 24 38 32 23 30 37 34 27
X9TH 38 49 40 38 40 59 41 36 37 42 25 25 31 24 32 35 24 40 31 24 30 38 35 30
X1l 34 34 37 36 33 34 35 62 31 32 39 38 39 39 33 33 31 33 32 40 40 36 33 30
X13 46 45 49 46 49 38 51 34 43 67 38 42 38 35 33 45 29 48 26 39 34 40 49 31
X4 38 35 38 41 36 33 37 38 39 38 77 60 57 36 34 37 27 38 26 56 38 35 35 34
XI5 41 22 42 43 38 25 41 38 40 40 59 69 55 38 37 38 27 38 26 53 42 37 35 36
X16 41 34 38 41 39 31 40 36 39 40 56 57 87 36 35 38 26 39 30 67 38 36 35 32
X17 35 32 37 38 35 24 36 37 36 36 37 38 35 70 34 36 27 34 25 37 47 37 33 31
X18 55 47 53 48 52 36 50 34 48 51 38 40 39 36 35 43 29 50 28 41 34 41 50 33
X19 36 37 36 37 33 34 37 33 35 37 38 38 38 34 60 35 34 35 25 40 35 37 37 35
X20 45 41 47 46 44 36 47 33 44 45 39 39 38 36 32 70 30 44 25 39 36 35 42 35
X21 30 23 30 38 30 19 31 29 32 29 28 26 24 26 28 29 59 29 25 25 27 31 27 28
X23 28 29 24 24 23 33 22 28 24 24 26 27 32 25 22 24 27 25 60 32 26 24 22 25
X24 40 34 41 42 40 27 41 39 41 39 54 56 69 36 35 38 26 38 30 84 38 35 37 34
X25 36 33 34 37 38 31 35 37 36 34 39 42 40 50 35 32 30 34 29 41 49 35 30 31
X26 53 54 55 48 53 S5l 53 36 53 59 46 44 46 38 38 54 36 53 28 48 38 40 55 39
X28 34 34 34 35 31 30 33 31 33 33 35 37 35 32 35 34 30 31 29 36 32 36 29 56
XNI 34 29 35 40 34 27 36 31 35 32 30 31 30 26 33 33 24 35 27 29 27 38 31 30
XN2 56 56 56 54 57 48 56 37 54 57 44 44 47 38 42 54 36 53 33 46 40 41 53 40
XN3 30 21 30 36 28 18 31 29 29 30 26 27 27 23 28 28 52 29 26 25 27 31 29 30
XN4 49 40 51 47 48 35 51 34 49 48 38 39 40 35 32 46 28 50 27 42 34 39 49 31
XNS5 47 40 51 44 45 35 50 33 47 48 36 38 39 34 31 45 29 48 27 41 32 40 46 32
XN6 28 30 28 27 29 34 29 30 28 29 28 31 30 25 30 29 26 28 44 32 29 30 27 32

#Comparison of X. tropicalis and human MMP protein sequences. Pair-wise comparisons were done to obtain the percent of identities between the MMPs from the two species. HI ~ 28: human
MMPI| ~ 28; C22: chicken MMP22; X| ~ 28, X9TH, and XN | ~ Né: Xenopus tropicalis MMP1 ~ 28, 9TH, and NI ~ N6, respectively. The highlighted numbers with bold letters indicate homologies
suggesting that X. tropicalis and human MMPs are homologs.

Page 5 of 18

(page number not for citation purposes)



BMC Genomics 2009, 10:81

Xenopus MMPs with known human homologs
Phylogenetic (Fig. 1) and pair-wise sequence (table 2)
analyses suggest that the following human MMPs have
true homologs in Xenopus genome: MMP2, MMP9,
MMP11, MMP13, MMP14, MMP15, MMP16, MMP17,
MMP19, MMP20, MMP21, MMP23, MMP24, MMP25,
MMP28. The homologous human and X. tropicalis MMPs
cluster together in the phylogenetic tree (Fig. 1) and share
highest sequence identities with each other than with any
other MMPs (one exception to this is X. tropicalis MMP25,
which shares similar homologies with human MMP17
and MMP25. Since the structurally related X. tropicalis
MMP17 share 70% homology with the human MMP17
but only 47% homology with the human MMP25, we
assigned this MMP as X. tropicalis MMP25) (table 2). In
addition, the homologous MMPs have similar lengths and
domain organizations (data not shown).

Likely Xenopus homologs of human MMPs

The homologs of the rest of human MMPs could not be
easily identified based on sequence comparison and phy-
logenetic analysis. These MMPs may have corresponding
homologs in Xenopus but their sequences have diverged
significantly that it is difficult to match the human and
Xenopus counterparts. For these MMPs, we kept the puta-
tive names for any Xenopus MMPs with previously
assigned names in the public databases or assigned the
names as described below.

MMPI

There were two entries for X. laevis MMP1 (GenBank
accession # BC054233 and BC084836), encoding two
closely related MMPs of 466 amino acids (aa) that are
90% identical (data not shown). Alignment of these X.
laevis MMP1s (MMP1A and MMP1B) to the X. tropicalis
genomic scaffolds showed significant homology at three
different loci on the Scaffold_119 (Note that the X. tropi-
calis genomic sequence is not complete and the individual
sequences are assembled into scaffolds instead of individ-
ual chromosomes). The putative cDNA sequences were
derived from these loci and used to deduce the protein
sequences of three related MMPs. Among these three puta-
tive MMP genes, the best-matched one has 87% identities
with X. laevis MMP1s and has the same length; it was
therefore named as X. tropicalis MMP1 (Table 1). The
other two were tentatively named as X. tropicalis MMP N4
and N5 (Table 1).

Phylogenetic analysis revealed that X. tropicalis MMP1,
MMP N4 and N5 cluster together with MMP N4 and N5
more closely related to each other than to MMP1 (Fig. 1).
These MMPs are related to several human MMP sub-
families including collagenases (MMP1 and 8) and
stromelysins (MMP3 and 10), etc. The MMP that is most
closely related to these three MMPs is X. tropicalis MMP18,

http://www.biomedcentral.com/1471-2164/10/81

a homolog of X. laevis MMP18 (Table 1). X. laevis MMP18
is a known collagenase [42], suggesting that these three
MMPs are collagenases. Apart from the typical MMP
domains (i.e., the signal peptide, the conserved zinc bind-
ing motif characteristic of MMPs, and the conserved
cysteine-switch domain within the propeptide), X. tropica-
lis MMP1, as well as X. laevis MMP1A and 1B, contains a
16 aa proline-rich motif after the catalytic domain that
distinguishes collagenases from stromelysins, although
the X. tropicalis MMP N4 and N5 have deletions within the
region (X. tropicalis MMP N5 lacks the entire hinge
domain but has the intact catalytic and hemopexin
domain, a characteristic similar to that of the MMP21s)
(Fig. 2). These MMPs share less than 60% identity with X.
laevis collagenases MMP13 and MMP18. In addition, they
are also three amino acids shorter than the human MMP1
at the C- terminus (Fig. 2), just like the X. laevis MMP13
and MMP18. Taken together, these MMP genes are likely
X. tropicalis collagenases, but it is possible that the X. trop-
icalis MMP1 is not the true homolog of human MMP1,
especially considering that the MMP1 from another
amphibian species, Rana catesbeiana, is much more
homologous to human MMP1, although much shorter,
compared to Xenopus MMP1 (Fig. 1) [42].

MMP3

MMP3 and MMP10, also referred to as stromelysin 1 and
2, respectively, are MMPs that have quite broad substrate
specificities and were originally described as proteoglyca-
nases [59-62]. Neither Xenopus MMP3 nor MMP10 has
been characterized. A putative MMP deduced from a
cDNA entry for each Xenopus species (GenBank accession
number: BC077966 of X. laevis clone and
NM_001030331 of X. tropicalis clone) structurally resem-
bles MMP3 and MMP10 (Fig. 3). Similar to human MMP3
and MMP10, the Xenopus MMP has an insertion (8 aa for
the X. tropicalis MMP and 14 aa for the X. laevis MMP) in
the 16 aa proline-rich motif after the catalytic domain
whose integrity is important for collagenase activity (Fig.
3). This suggests that the Xenopus MMP is likely a strome-
lysin. The two Xenopus homologs share 84%  identity,
although the X. laevis one is 45 aa shorter than X. tropicalis
MMP3 at the N-terminus, likely due to incomplete 5'-end
cDNA sequence. Thus, the Xenopus MMPs are homologs of
each other and are tentatively named as MMP3 since they
are slightly more similar to human MMP3 than MMP10
(Table 2).

MMP23

MMP23 is characterized by the presence of a furin activa-
tion site, a type Il transmembrane domain at the N-termi-
nus, and a unique truncated C-terminal domain unrelated
to the hemopexin domain found in other MMPs, and it
lacks a typical prepeptide [63-66]. There are two reported
MMP23, MMP23A and MMP23B, in human that are
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Xt-MMP N4 386 ....N.ET..... E...R.SK.........E.A.R...M..L.5..0Q... 435
Xt-MMP N5 358 ....N.ET..... E...R.SK.........E.A.R......L.5..0Q... 402
X1-MMP1A 397 sieess ERL:wcsiws BT s ow wm s Posasmewsman Meisowinssan 446
X1-MMP1B 207 <icina BAK.R...... i 5es G 0 ok 5 @0d 5 06 & i1 5 s i o M i 50s e iem sl 446
hMMP 1 397 ..R...YKRS..PGY.KM.AHD...I.H..D.V.MKD.FF...H.T...K 446

Xt-MMP1 447 FSIANKRVLRLLKYTSWLNC 466
Xt-MMP N4 436 .. 455
Xt-MMP N5 408 .. 422
X1-MMP1A 447 ... 466
X1-MMP1B 447 466
hMMP 1 447 . RKN 469

encoded by two genes, likely due to a very recent, partial
duplication at Chromosome 1p36.3 [65]. Human
MMP23A and B are identical in amino acid sequences and
thus both are referred to as MMP23 here. Two overlapping
EST entries (CD302225 and CD302813) encode a puta-
tive X. laevis MMP23 of 381aa. Sequence search of the X.
tropicalis genome identified a putative X. tropicalis MMP23
on Scaffold_414. There was no EST entry representing the
X. tropicalis MMP23. However, two X. tropicalis EST entries
(CX344815 and CX344816) composed of cDNA
sequences that together encode another putative MMP
related to MMP23 (tentatively named as MMP N6). These
cDNA sequences aligned on to X. tropicalis genomic

http://www.biomedcentral.com/1471-2164/10/81

Figure 2

Sequence comparison of MMPI with MMP N4 and
MMP N5. X tropicalis (Xt) MMPI, N4 and N5, and X. laevis
(XI) MMPIA and |IB were aligned with human (h) MMPI for
comparison. The sequences of the putative signal peptide are
underlined. The predicted cleavage site between the signal
peptide and the propeptide is indicated by an arrow, and the
predicted cleavage site between the propeptide and the cata-
lytic domain is indicated by solid arrowhead. The conserved
sequence in the propeptide involved in the "cysteine-switch"
is boxed, and the zinc-binding motif within the bracketed cat-
alytic domain is indicated by a solid line on top. The three
conserved histidine residues in the zinc binding motif and the
conserved methionine residue of the nearby "Met-turn" are
indicated by stars below. The 16 aa sequence (shadowed) at
the end of the catalytic domain (bracketed) indicates the
region whose integrity is important for collagenase specificity
for collagen. An insertion of 8 or more aa within this region
at the site indicated by an arrowhead is characteristics of
stromelysins. The arrow marked "C" shows the beginning of
the C-terminal hemopexin-like domain. A dot indicates an
identical amino acid as the corresponding one in Xt-MMP].
Gaps (dashes) are introduced to optimize the alignment
among proteins. Note that MMP N4 and N5 contain internal
deletions in the linker region between the catalytic domain
and C-terminal hemopexin-like domain.

Scaffold_132. X. tropicalis MMP23 and MMP N6 differ
from each other at both the cDNA and protein sequence
levels, unlike the two human MMP23 genes (note that
there is only one MMP23 in the mouse genome).
Sequence comparison showed that X. laevis MMP23, X.
tropicalis MMP23 and MMP N6 have the same features of
human MMP23, although there is a sequence gap in X.
tropicalis MMP23 (Fig. 4), possibly due to incomplete
genomic sequence information (see Additional file 1).
The Xenopus MMP 23, MMP N6, and human MMP23 clus-
ter together and are away from all other MMPs (Fig. 1)
with the MMP23 sharing 60% identity between Xenopus
and human, similar to other homologous MMPs (table
2).

MMP2 1|

MMP21 was first cloned in X. laevis [67]. It has since been
found to be present in other vertebrates including human.
The common features of this MMP across different spe-
cies, in addition to those characteristics of MMPs, are a
putative furin cleavage site between the propetide and the
catalytic domain, a relative long insertion (20~44 aa)
between the PRCGXPD cysteine switch motif and the
furin cleavage site (RXKR), and a unique cysteine residue
in the catalytic domain (Fig. 5). The putative X. tropicalis
MMP21 composes of 604 aa and shares 92% and 59%
identities with the X. laevis and human MMP21, respec-
tively (Tables 1 and 2).
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'

Xt-MMP3 1 MVLSWLLTLSVLLHINMVALVPLPEEPTYLTHGDVPAAPELSELTLEITQ 50
X1-MMP3 1 M.MIE S
hMMP 3 1 MKSLPILLLLCVAVCSAYP---em e e e e e LDGAAR 25
hMMP10 1 MMHLAFLVLLCLPVCSAYP--=--———e—eme— e e e e e - LSGAAK 25
hMMP 1 1 MHSFPPLLLLLFWGV.SHS-—--—-—--——————mm—m FPATLE 25
Xt-MMP3 51 VTEHDQIKVQKYLDLFYRG-—-—-— VAAIGRKASSVAEKIKAMQKFLGLEV 95
X1-MMP3 6 I..N..L...E..NQY.S.===== «TeseeaesPTEcuesessRecsess 50
hMMP 3 26 GEDTSMNL..... ENY.DLKKDVKQFVRRKDSGP.VK..RE......... 75
hMMP10 26 EEDSNKDLA.Q..EKY.NLEKDVKQF-RRKDSNLIVK..QG......... 74
hMMP 1 26 TQ.Q.VDL..... EKY.NLKNDGRQVEKRRNSGP.V..L.Q..E.F..K. 75
Xt-MMP3 96 TGKIDSNTMTVIQKPRCGVPDVERFSHFAGNPKWGKTTVTYRILNYTPDI 145
X1-MMP3 51 veveoVoo Koo oeeeeeaeoiQReeiceeveeQeeeenieeeneena. 100
hMMP 3 76 ...L..D.LE.MR.|[csesee:.GH.RT.P.I...R..HL.:v:Vouooo 125
hMMP10 75 ...L.TD.LE.MR.[e.2c....[.GH..S.P.M...R..HL....V.....L 124
hMMP1 76 ...P.AE.LK.MKQ.......[.AQ.VLTE...R.EQ.HL....E.....L 125

Xt-MMP3 146 TKSEVDYAIAQAFRVWSDVTPLNFQKLNSGDADIMISFNTRAHGDFDSFD 195

X1-MMP3 101 cievncensvosonsacancsanansnans ViewesDeooas Kiveos N... 150
hMMP 3 126 P.DA..S.VEK.LK..EE....T.SR.YE.E.......AV.E....¥YP.. 175
hMMP10 125 PRDA..S..EK.LK..EE....T.SR.YE.E.......AVKE....Y... 174
hMMP1 126 PRAD..H..EK..QL..N....T.T.VSE.Q....... VRGD.R.NSP.. 175

Xt-MMP3 196 GPNGVLAHAYAPSDGIGGDAHFDEDEQWTLGPTGANLFHVAAHEFGHSLG 245

X1-MMP3 e ¥ cesasaaa Q...liLiccaesnns -... 200

hMMP 3 176 ..GN....c.u GP..N...... Decess EDT..T..Leceee j P 225

hMMP10 175 ..GHS..... P.GP.LY..I...D..K..EDAS.T...L.:vcwo Lecess 224

hMMP1 176 ..G.N.e.FO.GP.cvevenonnan R..NNFREY..HR..... ) P 225
* *

Xt-MMP3 246 MSHSTDTNALMYPTVSFGVTIDPAQYKLSADDIAGIQTLY
X1 MMP3 201 L...N.P.v.ooFeeAee e MoeNotioeieencaaosnnns
hMMP 3 226 LF..AN.E..... LYHSLTDL--TRFR..Q...N...S...
hMMP10 225 LF..AN.E..... LYNSFTEL--AQFR..Q..VN...S...
hMMP 1 226 L..... IG..... SYT.S===== GDVQ.AQ...D...AI..

GNPSQVPV 290
.SIEPKP 250
PPD.PETP 268
PPA.TEEP 267
SQNPVQ-- 263

Xt-MMP3 291 GKPNPA--—--—-- PPPEKNQPNKCDPNLTFDAVTSMRGDLLFFKDEVFWRKS 339
X1-MMP3 251 NPMP.VITPKPA.............. Qecenereannannnn G.oonns 300
hMMP 3 269 LV.TEPV-——-—- --EPGT.AN...A.S....STL..EI.I...RH..... 318
hMMP10 268 LV.TKSV--——- eSGSEM.A....A.S...ISTL..EY..... RY...R. 317
hMMP1 264 ———mmmmmmm -IGPQT.KA..SK..... I.TI..EVM....RFYM.TN 306
C
Xt-MMP3 340 ARFPEVETIPISIIWPSVG-RVDAAYEVVGRDIVYLFKGRQHWATRGWTI 388
X1-MMP3 301 cienvveeeSMNuereree=recncancrersssncresncrscsesesess 349
hMMP 3 319 L.KL.P.LHLI.SF...LPSG....... TSK.L.FI...N.F..I..NEV 368
hMMP10 318 HWN..P.FHLI.AF...LPSYL...... NS..T.FI...NEF..I..NEV 367
hMMP 1 307 PFY....LNFI.VF..QLPNGLE....FAD..E.RF...NKY..VQ.QNV 356

Xt-MMP3 389 LPGYPKDIAS-FGFPKDVKKIDAATFIREEMKAIFFVGDRYYSYSHRTSA 437

X1-MMP3 350 tiiveeseSemeresernsarnssrnassrsassessrsssesssNoo . N. 398
hMMP 3 369 RA...RG.HT-L...PT.R.....ISDK.KN.TY...E.K.WRFDEKRNS 417
hMMP10 368 QA...RG.HT-L...PTIR.....VSDK.KK.TY..AA.K.WRFDENSQS 416
hMMP 1 357 .H......Y.5....RT..H....LSEENTG.TY...ANK.WRYDEYKRS 406

Xt-MMP3 438 MDFVRPKKIKSDFPGIGKKVDAAFQN-GYLYFSDGARQAEFDNRGKKVVR 486

X1-MMP3 399 ..SRK.R.u:t.vrcennnannnnnnnn —eeeaans A..K...¥.Y....... 447
hMMP 3 418 .EPGF..Q.AE..... DS.I..V.EEF.FF..FT.SS.L...PNA...TH 467
hMMP10 417 .EQGF.RL.AD....VEP....VL.AF.FF..FS5.55.F...PNARM.TH 466
hMMP 1 407 ..PGY..M.AH...... HK...V.MKD.FF..FH.T..YK..PKT.RILT 456

Xt-MMP3 487 YLONYRWMSCK 497

X1-MMP3 448 ciiineivias 458
hMMP3 468 T.KSNS.LN. 477
hMMP10 467 I.KSNS.LH. 476
hMMP1 457 LQKANS.FN.RKN 469

Figure 3

Comparison of Xenopus MMP3 with human MMPI, 3, and 10. Note that the shadowed region at the end of the cata-
lytic domain corresponds to the same region in Fig. 2 except the insertion of 8—14 aa in stromelysins (MMP3, 10) compared to
collagenases (e.g., the MMPI| shown here). See Fig. 2 for other information.
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Xt-MMP23 1 MGDIQEIEHWQK-—--RYIWTFLAIFAGTVLVAGIFTASNSVSLDSKVDF 46
Xt-MMP N6 1 MDWGLADR----S.G.ICVSAAVTFL.LSNW.CYQQKSLIFP.FQN 42
X1 MMP23 l1 .pGT.D...RR.———=..T.A...L.v.... Tiie_ st oie V.K..P.ET.... 46
hMMP2 3 1 ..RGARVPSEAPGAGVERR.LGA.LV.LCL.P.LVLLARLGAPAVPAWSA 50
Xt-MMP23 47 VVAPTPALQL----PLQLPRHL--RNKRYTLTPGLLKWDHYNLTYRIVSF 90
Xt-MMP N6 43 E.VECGTNCS----- FRSSILT--.R....IN.LGY....L....K.. 85
X1 MMP23 AT s seedQEane s=m=mped s suae="0 suiagsse: sunvae s seawenals 90
hMMP23 51 AQGDVA..G.SAVP.TRV.GP.AP.RR...... AR«RussFssunws L.l. 100
Xt-MMP23 91 PRNLINESDTKKGMAQAFQOMWSEVSPFHFKEVPADQPSDLVIGFYGINHT 140
Xt-MMP N6 86 .-.TL.KD..ERAL.L..R...K..SLT.QR.QSH.V...R....TF..S 134
X1 MMP23 91 simncmwanms RBawwsin s e D s s 565 Raowis s siw HossBs sauwsmns 140
hMMP23 101 ....LSPRE.RRAL.A..R...D....S.R..APE.....R....P.... 150
Xt-MMP23 141 DCLESYIHYCFDGTTGELAHAYFPKTGEIHFDDSEFWILGNTRFSWKKGV 190
Xt-MMP N6 135 ..WG.PL.P....LN....uo FLzPReuwwwww NHusuVssPSasuwws Q.. 184
X1 MMP23 AL sivmmtpndsanmumsd snnnipnid s unniped s shaumes sWeasnpee s 130
hMMP23 151 0o oVehlicH, oo uPTiaws a 00w FooPHGouosniess Y uViowPe X waninms 200
Xt-MMP23 191 WLTDLVHVAAH-—-——————————— e 203
Xt-MMP N6 185 .¥N...Q....EIGHALGLWHSSNVTALMHPNATYTRIRHVTKDDIMAIQ 234
X1 MMP23 190, o vommmns o EIGHALGLMHSLNSNALMHINATLTGKKLISQDEIWGIF 240
hMMP2 3 201 ...........EIGHALGLMHSQHGRALMHLNATLRGWKALSQDELWGLH 250
* * * *
Xt-MMP23 204 ---4-KDKYLVCASWAHKGYCDSRKRIMKKYCPYSCDFCYDFPFPTKLPT 251
Xt-MMP N6 235 SLYQCPSSGSR.Y.LEPS.S.G-—-——-——- .Q.HLK..S.KESLD--QR.K 275
X1 MMP23 241 RLYQC...... smeEkE s REREEE Rilswwaniss npussnias sinmis Q.. 290
hMMP23 251 RLYQCL.RLF......RR.F.DA.R.L..RL..S......E.....VAT. 300
# # # # # #
Xt-MMP23 252 PPPPRTKVRLVPEGRNVTLRCGKKIMHKKGKVFWYKDKELLEYSYYGYLS 301
Xt-MMP N6 276 QYRIKI.N.Y.SQ..P..FH.SH.VSQASKR.S....GAR.SS.TP.LVN 325
X1 MMP23 2L, 1o o o mEE e e R e e e Toowwin ¥evomos Lie o o5 0 S.... 340
hMMP23 301 ::issssdTRLsswwess sFasne@ealissnnssXs 5as@ePse sFPaaPianad 350
———— 1

Xt-MMP23 302 LDDDHMSIIANAINEGLYTCIVKKRDRILTTYSW 335

Xt-MMP N6 326 .SLSSLVLK.EEETQ.R...VIRHGKV.VGGK..NLHIT 364

X1 MMP23 341 sNsussussnsneinssansnesnmasns Oanwenias KHPTANV 381

hMMP23 351 .GEA.L.II...V...T...V.RRQQRVL.....RVRVRG 390

— 1
Figure 4

Comparison of frog and human MMP23 with MMP Né. The predicted signal anchor (transmembrane domain)
sequences are underlined and the putative furin recognition sequences are in bold. The cysteine residues in the "cysteine-
array" unique to MMP23 are in bold and indicated with # below. The amino acid residues characteristic of an Ig (immunoglob-
ulin)-fold are indicated with rectangle boxes below. See Fig. 2 for other information.
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Xt-MMP N3 1 MESRIRPSLDRMEQFAHRGKMPVTVAIIFLMLIAGW 36
X1-MMP N3 1 0
Xt-MMP21 1 MPSTIKLLIWCSLCLISSRL 19
X1-MMP21 1 MPSIKLL.WCCLCVISPRL 19
hMMP21 1 MLAASTIFRPTLLLCWLAAPWP 21

Xt-MMP N3 37 SDSEKIFHNRDHSDFDVQNIPHAGAILTPEARQQYLVKYGWVAPVNWEEQ 86

X1-MMP N3 1 0
Xt-MMP21 20 CH...L..S5..R..LOPSG.QQ.ELVKDLLS. .. .. AcisT= 61
X1-MMP21 20 gﬂ;..L «R..LOPSA.EQ.ELVKDMLS...F.A.... 61
hMMP21 22 TQP.SL. «R..LEPSPLRQ.KP.ADLH. RF.SR;.. 64

Xt-MMP N3 87 AFTDFPVHDLAPQDVSQLISEGESEEHPRV!

ETEINPSFIDSLKK 136

X1-MMP N3 1  Eimda Poviianann --.0.0M.L..V .. 30
Xt-MMP21 62 --EPVIWDPSSANENEP.KDFSLMQ.GVSNARQEVA.PTKS.Q. «as 109
X1-MMP21 62 ——QPVIWDPSSTNENEP.KDFSLMQ.GVCNPRQEVA.PTKS.Q...A... 109
hMMP21 65 ——VWAAWGPSPEGP-——-———————— e P..PKGAALAEAVRR 91

NATLSFTDADSN L

Xt-MMP N3 137 PQDANGLTATGVLDSATKIAMNKPRCGVP-r
X1-MMP N3 31 .
Xt-MMP21 110 ..

X1-MMP21 110 ..

hMMP21 92 ..R..A.P.S.E..A..

N 80
g 159
4 159
141

—
230
. 122

Xt-MMP N3 187 H§
X1-MMP N3 81 BN

FLDML.--.SNKY..EQE.LQK.TG.V].

Xt-MMP21 160 207

X1-MMPZ1 160 FLDML.--YSNKY..EQEALQK.TG.V|.T 207

hMMP21 142 . 172
.

Xt-MMP N3 231 RNTVKWRLMGEGYSMQLTIQQQRAILALAFRMWSEVVPLLFVEDLTG--D 278
R1-MMP N3 123 co.licuconcrtnsssnvsnnssanssnsnnssnsans [+ --. 170

Xt-MMP21 208 KKLL...MI S.NE..¥YVFR...vwunn IM..D.E..N.SPLs 257
X1-MMPZ1 208 KKLL...MI N..S.NE..YVFR.........M..D.E..N.SPLS 257
hMMP21 173 KR.LS...L..AL.S..SVAD..R.V..........T..D.R..LAAPGA 222

Xt-MMP N3 279 DIDIRIGFGTGQHLGCSQAFDGVGQQFAHAWYLGDIHFDDDEHFVGPSSE 328

K1=MMP N3 171 covcionsonmccnussnscnmacssaosonassnssssnsnessnssssn 220
Xt-MMP21 258 Q...KL...R.R..... ReveeS.wEvvnns Fovinvarnnnnas TA.... 307
X1-MMP21 258 Q...KL...R.R..... R....S5..E..... Fovervennnnans TA.... 307
hMMP21 223 AV..KL...R.R....PR....5..E..... Reveveonnnans TP.T.D 272
+*
Xt-MMP N3 329 378
X1-MMP N3 221 270
Xt-MMPZ1 308 . 357
X1-MMP21 308 . 357
hMMP21 273 322
Xt-MMP N3 379 428
X1-MMP N3 271 . 320
Xt-MMP21 358 . .Y..KNQY..L.V.Y.....RNS....... R.. 407
X1-MMP21 358 . -Y..KNQY..L.V.Y. RNS ....... R.. 407
hMMP21 323 . ..NQY..VMV..S.;..RNS...L.‘.RN. 372

Xt-MMP N3 429 RTRFGDPLPIKGGWNGIPDKDIDAYVHVWIWNIDAQYFFKGTQVWRYDPD 478
HLI=MMEP NI 321 e cmrmmomsmsnsmen mmas o s e aomn e miwm o ) 370
Xt-MMP21 408 ...Y....A. F . --Y.H..SE 457
X1-MMP21 408 ...Y¥....R.AN..H...VON...F.....0 TReu«Sesusssn ¥....S5E 457
hMMP21 373 ...¥ F..I...KR.ER...Q.N.¥....5. 422

Xt-MMP N3 479 KDRAFTEDWRKVKYPQPIADVFPGIPSPVDARYFNKKERFIYFFRGNNVT 528

X1-MMP N3 371 ........... Aceeann VEI...V.....0n Focerernennnnnannn 420
Xt-MMP21 458 N.K.YA..TQGKS..RL.SEG....... IN....DRRWQY..... DSQ.F 507
X1-MMP21 458 N.K.YA..AQGKS..RL.SEG....... IN....DRRRQY..... DSQ.F 507
hMMP21 423 ..0Q.L...EQGKS..KL.SEG....... L.T...DRRQKL....KESL.F 472

Xt-MMP N3 529 AFSVDKNQKVEKFPKSIIDVFPPVDPNDHPRGNIDAVYFSYSYQTTFFIK 578

X1-MMP N3 421 .........c0c.ann P..‘I ............................. 470
Xt-MMP21 508 ..DIN..RV.PD. F..A.AA.N..K. -A.¥..THSSL.LF. 557
X1-MMP21 508 ..DINR.RVAPD...R.L.F..A.AA.N..K....VA.Y..T.SSL.LF. 557

hMMP21 473 ..D.NR.RVLNSY..R.TE...A.I.QN..FR...SA.Y..A.NSI..F. 522

Xt-MMP N3 579 DKYYWKMVIDQERQTNSSLPLNGLWPRKKINSQWFDICDVHPSVLLLST 627

X1-MMP N3 471 ... 519
Xt-MMP21 558 604
X1-MMP21 558 604
hMMP21 523 569

Figure 5

Comparison of MMP21 with MMP N3. The predicted
signal peptide is underlined and the putative furin recognition
sequences within the propeptide are in bold. The sequence in
white on dark background indicates the unique insertion in
the propeptide in MMP21. A unique cysteine residue in the
catalytic domain is in bold and indicated with a black diamond
below. Note that the sequence for XI-MMP N3 is incomplete
at the N-terminus. See Fig. 2 for other information.
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Interestingly, sequence search also revealed a cDNA entry
(TC84199), composed of X. tropicalis ESTs DR836290 and
CX386748, that encodes a putative MMP of 524 aa. This
MMP is highly homologous to X. tropicalis MMP21 and is
tentatively named as X. tropicalis MMP N3 (Fig. 5). In
addition, 4 highly homologous X. laevis ESTs, BG234242,
BU905338, CB558404, and CF547511, were also found
to constitute a putative ¢cDNA sequence encoding a
homolog of X. tropicalis MMP N3 (see Additional file 1,
Table 1, and Fig. 5). The X. tropicalis MMP N3 is located on
the X. tropicalis genomic Scaffold_508, from which the rest
5'-end cDNA sequence was predicted. The putative X. trop-
icalis MMP N3 encodes a predicted protein of 627 aa. The
N-terminal sequence of X. laevis MMP N3 is still missing
in the databases. Sequence comparison clearly showed
that MMP N3 is highly homologous to MMP21 and is
likely derived from a gene duplication event (Fig. 5). Fur-
thermore, phylogenetic analysis indicated that Xenopus
MMP21 clusters with human MMP21 and is closely
related to MMP N3.

MMP7 and 26

MMP7 and MMP26 are the smallest MMPs known and
have no hemopexin domain at their C-terminus [62,68-
70]. X. laevis MMP7 was previously reported (GenBank
accession # AF573380) and found to be expressed specif-
ically in tissue resident macrophages [56]. Bioinformatic
search revealed a closely related X. laevis cDNA clone
(GenBank accession # BC056040) encoding a protein of
259 aa vs. 252 aa for X. laevis MMP7. These two X. laevis
MMPs shared 85% identities in amino acid sequences and
82% identities in nucleotide sequences, and therefore, are
likely duplicated MMP7 genes in the pseudotetraploid
genome. We designated them as MMP7A (GenBank acces-
sion # AF573380) and 7B (GenBank accession #
BC056040), respectively. Both X. laevis MMP7A and 7B
aligned to X. tropicalis Scaffold_119 at the location that
encodes a X. tropicalis cDNA (GenBank accession #
NM 001005043). Thus, this X. tropicalis cDNA represents
X. tropicalis MMP7. X. tropicalis MMP7 is 259 aa in length
and highly homologous to X. laevis MMP7A/B (Tables 1
and Fig. 6).

In addition to the MMP7 genes, the X. laevis cDNA clone
MGC69070 (GenBank accession # BC056080) and X.
tropicalis cDNA clone MGC108008 (GenBank accession #
NM _001032335) also encode a small MMP each (258 aa
and 261 aa, respectively). Like MMP7, both proteins
lacked the hemopexin domain (Fig. 6). They share 88%
identities with each other and the X. tropicalis gene is also
located on X. tropicalis genomic Scaffold_119. These two
proteins are closely related to X. laevis MMP7A/B and X.
tropicalis MMP7 on the phylogenetic tree and thus are ten-
tatively named as X. laevis MMP26 and X. tropicalis
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Xt-MMP N2 1 MLOVMFFVFCSLSYSTAMPTPQOSEDVISQSDYKFAEDYLGKFYPMNPKLK 50
Xt-MMP7 l ...ATT.T,.TV...CIQ...A.TLPQ.P..P..RM...Q..DT..L.RS.5. 50
X1-MMP7A l ...EFLL..LA..CIQ...M..P..PM.P.ERM...K..DT..Q.RS.-- 48
X1-MMP7B 1 ...ATPL.IL....IK...V..P.EPMRP.ERM...K..DT....GS.-—- 48
hMMP7 1 .RLTVLCAV.L.PG.L.L.L..EAGGM.ELQWEQ.Q...KR..LYDSET. 50
Xt-MMP26 l ...,ATV.AILA..CIH...A.ITDNN..P..RQ...G..D.¥.L.TA.S. 50
X1-MMP26 l1....v.LATIL..SCIL...ASPTNNN..P..RT...T..DNY.L.TA.S. 50
hMMP26 1 .QL.ILR.TIF.PWCF.V.V.PAA.HKG---WD.V.G.FHQ.FLTKKESP 47
Xt-MMP N2 51 —ANVFVEKIKEMQKFFRMTVSGKLDRDTLAMMKAPRCGMPDVSEgéKFPG 99
Xt-MMP7 51 == .T.A.csseraneeG.S.T.Re.8, Moo eTleone.a TAJFRO... 98
X1-MMP7A 49 -, TiAicLissunss GBS TesReeSesMBussThauwsss .AJFRQ... 96
X1-MMP7B 49 --.T.A..IR......G.5.T.R..SH.MT...T|ve+.....ANFTQ.5. 96
hMMP7 51 N..SLEA.L.......GLPIT.M.NSRVIEI.QK[....V..[.A...L..N 100
Xt-MMP26 Bl ==2TuB.susnmwses GBS o TaRa a8 el « s olanins - me .A.[FRQ... 98
X1-MMP26 Bl ——TTsnesssnninssBuBeTaRe iBsaMTss sThavnsss|«HERO: 2. 298
hMMP26 48 ——LLTQ.TQTQLLQQ.HRNGTDL..MQMH.LLHQ.H..V..G.DE&IS.. 95
Xt-MMP N2 100 HPRWKNTKLTYRIQNYTPDLPRQKVDEATQRAFKLWSDVAPLTFREKLTSG 149
Xt-MMP7 99 N..oTE«Re s eSaVecsnnn SeeVeeTewwnss e GVauN.T..C.T.VS.. 148
X1-MMP7A 97 N. . «8KA0. « S Viesusos RiwVeiDoswuse GVeelN-T. . .0.T.VS.. 146
X1-MMP7B 97 NiweBTeOwssBaVewnvnnmanliveswaliss GV ulle Ty 0 TATS. » 146
hMMP7 101 S.K.TSKVV....V5..R...HIT..RLVSK.LNM.GKEI..H...VVW. 150
Xt-MMP26 99 RO.:TEQ:sssseoVessonunwodDMesnouBhsseVesneTs K- TRIS.R 148
X1-MMP26 99 R...AK.Q.8...Veeeve...PV. ., ..RM...V....T..K.TRVS.R 148
hMMP26 96 RCK.NKHT.....I..PH.MK.SA.KDS.YN.VSI..N.T..I.QQVON. 145

Xt-MMP N2 150 TADIMIKFAKRSHGDFDPFDGPHGVLAHAFAPGNGIGGDAHFDEDEKWTN 199

Xt-MMP7 149 D...L.R.GA.T...SS..... Seie s s me ¥YCanRisannpn o sunn R..S 198
X1-MMP7A 147 NesoFeR.GRT: s «8Nus v 0w s Buewuwes Y¥G.wRspsnnevwwnae R..5 196
X1-MMP7B 147 DessFPeReGlaBus «BlhivsnmaBocssnn YovoRywnswsssmmnsDesns LI
hMMP7 1Bl ssssedGe sBEReseBYssnnaBNTssansness Lalmwsssnaevale D 200
Xt-MMP26 132 R. vs+:6Q:Ghosmnnalonaanlae o« saagemeD osesfe s saanee «5 198
X1-MMP26 149 R...L.Q.GA..... CLewsss 1 SR Tondspreasaesy sspan R..S 198
hMMP26 146 D...KVS.WQOWA.E.GW.....G.I.G...L.NS.NP.VV...KN.H.SA 195

Xt-MMP N2 200 -SAAEYNLFLVAAHEFGHSLGLGHSRDPNALMYPTYRYWNTGNFRLPQDD 248
Xt-MMP7 199 - RIGF.:vssumnsssswwemabesTsaRes sl o wels VDeQBer 28w 247
X1-MMP7A 197 — RGP s sassvnsssnmnmenlesTesiBuealsssHaVB. TS wuwwSe s+ 245
X1-MMP7B 197 —.ReGFevvvwsanoneseossnleeTVeDowsF.Neo sED.AT«S.5... 245

hMMP7 201 G.SLGI.FLYA.T..L.....MG..S....V.....GNGDPQ..K.S... 250

Xt-MMP26 199 —IBGF . &6 s wmm -« & 5 mwee | DS B o mB o m oMo Bl m e o sm 8 247

X1-MMP26 199 —~.BEF s s osviuspinswindiiesBRessFiNowaVWe sRssinwwas s 247

hMMP26 196 -.DTG..eeee.TeoIoee...0..GNOSST.....W.HDPRT.Q.SA.. 244
* * * *

Xt-MMP N2 249 VKGIQSIYGREK 260
Xt-MMP7 248 TIN..ewsse| RQ 259
X1-MMP7A 246 IN..... 252
X1-MMP7B 246 IN.......KRQOA 259
hMMP7 251 I....KRL..RKRSNSRKK 267
Xt-MMP26 248 .N.......l..TGK 261
X1-MMP26 248 Nesoss I 258

hMMP26 245 IQR..HL. .CSSDIP 261

Figure 6
Comparison of MMP N2 with MMP7 and MMP26. Note that like human and Xenopus MMP7 and MMP26, MMP N2 lacks
the linker peptide and hemopexin-like domain at the C-terminal. See Fig. 2 for other information.
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MMP26, respectively. (It should be pointed out that it is
difficult to assign with certainty which of the Xenopus gene
is the homolog of human MMP7 and which is that of
human MMP26. For consistency, we kept Xenopus MMP7
for the previously published sequence [56]).

Surprisingly, an additional X.  tropicalis clone
(IMAGE7719439, EST# CX982585 and CX982586) was
also found to encode a similar MMP lacking the hemo-
pexin domain. The cDNA sequence had two in-frame stop
codons after the 3'-end of the coding sequence (see Addi-
tional file 1) and another independent EST sequence (EST
#CX979196) overlapped with this region with 100%
identity (data not shown). Thus, this gene represents a
novel MMP that is structurally similar to MMP7 and

http://www.biomedcentral.com/1471-2164/10/81

MMP26. 1t is tentatively named as X. tropicalis MMP N2
(Fig. 6). X tropicalis MMP N2 is also located on X. tropicalis
Scaffold_119 in between MMP7 and MMP26, suggesting
that it was derived from a gene duplication event.

Novel Xenopus MMPs

Gelatinases

Sequence analysis revealed the existence of an alterna-
tively spliced form of X. laevis gelatinase A (MMP2)
(MMP2asv, Fig. 7). This alternatively spliced MMP?2 tran-
script encodes a MMP that lacks most of the catalytic
domain, including the zinc binding motif, and part of the
C-terminal hemopexin domain. To date, no such spliced
form of MMP2 has been reported for other vertebrate spe-
cies, including X. tropicalis.

A
1 ATTCATACAAAGAAACTGCAACACAGACATTAACTCAAAGCTGTTTACCTGGAATGAGCAGTCCATTTATCTATTAGAACAGTTCCATAAAGGTTTTCGG 100
101 CAGAAAGTCAGGCTTTAGCATGCGGACAATTAAAATTATTAACGTTTTAGTACTCATTTTCAATAGTTTTAGTATATTTTATTATGTTTCCCCTGCTCCA 200
M R T I XK T T N ¥V L, Vv L. I F N S F S I F ¥ ¥ V 8 P A P
201 TCTCCTATCATAAAGTTTCCAGGAGACAAATCTCCAAAGACAGACGTGGAACTTGCTGCGCAATACCTGAATCAGTTTTATGGCTGCCCTAAGGAAARAT 300
S P I I KF P GDZXKSZPKTDVETLA® AS® QTYTZLN G QTFZ?YGCZPKE K
301 GTCACCTGATGGTTCTTAAGGATGCCCTAAAGAAAATGCAAAGTTTTTTTGGTCTTCCTGAAACTGGGGAGTTTGATCAAAATACCATTGAAACCATGAA 400
c H L M VL K DAL KX KXMOQSVF F GL P ETGEU FUDOQNTTIETMK
401 AAAGCCAAGATGTGGGAACCCCGATGTAGCCAACTATAATTTCTTTCCCAGGAAARCCGAAATGGGACAARAAACCATCTGACATACAGGATTCTTGGTTAT 500
KPRCGNPDVAN*YNFFPRKPK‘WDKNHLTYRILGY
501 ACAACAGATCTGGATTCTGAAACAGTTGATGATGCTTTTGCACGTGCTTTTAAAGTTTGGAGTGATGTCACACCATTGGAATTTAACAGAATTCATGATG 600
T TDLDSETV VDDA ATFA ARABATFI KV YV®WSDVTZ®PILTETFDNT RTIEHED
601 GAGAAGCAGATATCATGATCAATTTTGGACGATGGGAACATGGTGTACCAGATAATTTAGATGCTGTTCTAGATCAAACCGGAAGTGGCTACAGCTACTT 700
G EADTIMTIDNTFGRUWE/H GV PDINTZLTDA ATYTILDIGOQTTGS G Y S Y F
701 TTTCAAAGACTGGTATTACTTTCAAGTTGAAGACAAAAGTGTGAAGATTGTAAAGGTTGGCAATGTCAAAAATGACTGGCTACGCTGCTGAAATATATTC 800
F XK D WY Y F Q v ED X S V K IV KV GNV KNDWT LR C *
801 ATTTAATTACTCTGTATTGCTTAACATGAACTTTCATACGTGTATGGCATTTTTATAGCATAATAARACTATTATAAGGGACCAGTCTGGTACTGGTATTT 900
901 GGGGAGCATACCAAGATATACTACAGTAACACTCAAACACTGCATTTTTAAGAATTTGTTCATTCCATTAGTTTTTTTCACTTGCTTGCTTAACTATAGC 1000
1001 TTTTAACTTCATCTTAAAATGTTTTTATTATTGTAAGCAGTGTCACAATGAGTTAACTCCTGCTACTTTTTTATATTGACCTTAATARATCARATCARAT 1100
1101 TTACTAACCCATTTGTACATAGGTACCGGCTGCCTATACTGTACACTTTAATAATGCTATGGATTTTTGAGAGAAAACACTGATAAGACCCCATTTCTGT 1200
1201 AAGTGCTTTCAATTTTATTCACCAAACTGCAGTGAGAGACTACAGTGCAAAATTAATCAACTATTGTGTGCTGTTATTTTICACACAGCTGTATGTTATCC 1300
1301 ATATTTCAAAAGAAAATCTGTACATCATCAAAAGAACGTATATAATTATAACATAAAAGATAAACATTCAAAGTGTCTAATTTGTGCGCAAARAGTARAA 1400
1401 TAAATGGGCAATTGTAGTTATGCATTGACATTACTTTTTGGAATGCTTTTAAGGGTATTTAAAGTGTACCTGTCACCCAGACACAAARAGCTGTATAATA 1500
1501 AAAGTCCTTTTCAAATTGAAAAAAAAARAAAAAAAAARAAARAAARARR 1549
B
XI-MMP2 HE .
XI-MMP2asv [ {1 L]
Figure 7

Putative alternative splicing variant of X. laevis MMP2 (MMP2asv). A) Nucleotide and deduced amino acid sequences
of MMP2asv. The protein contains, from the N-terminus to C-terminus, a signal peptide (underlined), the conserved sequence
in the propeptide involved in the "cysteine-switch" (in bold letters), a truncated catalytic domain linked to a truncated hemo-

pexin domain (separated by double slash lines). The predicted cleavage site between the propeptide and the catalytic domain is
indicated by an arrow. B) Comparison of the full length and alternatively spliced X. laevis MMP2 exon/intron organization. Solid
blocks stand for exons present in the mRNAs and lines are introns.
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In addition, there are two MMPs in both X. laevis and X.
tropicalis that are highly homologous to MMP9 or gelati-
nase B, MMP9 and MMPITH, respectively [43] (Tables 1
and 2), and both cluster with human MMP9 in the phyl-
ogenetic tree (Fig. 1). Xenopus MMP9 and MMP9TH have
all the features characteristic of a gelatinase (data not
shown). Since only one MMP9 genes have been found in
other vertebrates, MMP9TH and MMP9 represent a
unique duplication in Xenopus.

MMP N|

The assembly of a group of overlapping X. laevis ESTs (EST
# BE509380, BJ032306, BG813136, EB469763,
EC276067, BX852582, BJ047339, and BG578455) led to
a cDNA (see Additional file 1) encoding a protein of 562
aa that lacks the N-terminus and shares low levels of
homologies with others MMPs but has all the characteris-
tics of an MMP (Fig. 8 and data not shown). Similarly, the
homologous X. tropicalis ESTs could be assembled into a
cDNA encoding a full length MMP of 573 aa that is 90%
homologous to the X. laevis counterpart (Fig. 8 and table
1). This X. tropicalis MMP has less than 40% homology to
any of human MMPs and represents a novel frog MMP
tentatively named as X. tropicalis MMP N1 (Fig. 8 and
Table 2). Its counterpart in X. laevis is therefore named as
X. laevis MMP N1 (Fig. 8 and Table 1).

While the Xenopus MMP N1 has all the domains typical of
an MMP, there are some differences distinguishing it from
other MMPs. First, both X. laevis and X. tropicalis MMP N1
had a "cysteine-switch" made of "PRCGKHE" instead of
the conserved "PRCGXXD" sequence and a deletion of
two amino acid residues around the predicted cleavage
site for the mature MMPs (Fig. 8). Second, these two
MMPs are most similar to collagenases and stromelysins
in their domain organization but have a 16 aa insertion in
the 16 aa collagen-binding motif of collagenases at the
exact position where an insertion is found for strome-
lysins (Fig. 8). Finally, there are a number of insertions
throughout Xenopus MMP N1 compared to human colla-
genases and stromelysins (Fig. 8). These unique features
suggest that Xenopus MMP N1 is a novel MMP distinct
from other known MMPs.

MMP N2

As described above, there are three X. tropicalis MMPs
homologous to human MMP7 and MMP26. Sequence
analyses allowed us to assign two of them as X. tropicalis
MMP7 and MMP26, respectively. The third one thus rep-
resents a novel gene of this subfamily (Figs. 1 and 6).
Interestingly, all three X. tropicalis MMP genes are located
consecutively on a single chromosome with MMPN2 in
between MMP7 and MMP26 (Fig. 9), suggesting that a
duplication event in amphibians led to the extra MMP in
the subfamily.

http://www.biomedcentral.com/1471-2164/10/81

Xt-MMP N1 1 MATRRVPLALAWAAWLLVLPLSFSRPIVEESNSGEYRGTPSPEVNVPPNM 50
X1-MMP N1 1 I...GST. L 3%
hMMP1 1 MHSFPPLLLL.FWGVV.H 28
X1-MMP18 1 MNSLLLKL. .CVAITA, 27
hMMP3 1 MESLPILL. .CVAVCS. 27
hMMP12 1 MKFLLIL..QATA.GA- --L LNSSTSLE-- 26

Xt-MMP N1 51 DPRGVKPEGPLQID'I‘EQFKLA}\DYLIEFGYLPDENFTEYSVPNTQFFSED 100
X1-MMP N1 40 EvvuTrnaraVennoasonsanarsansnsananns LissessssPo I... 8%

hMMP1 -ODVD. VQK. .EKY¥N.KND- ——GR VEKRR 55
X1-MMP18 28 ATKEEMAEN . . KR.YS.GTD~- --GGPVGRKK 55
hMMP3 28 DTSMN.VQK..ENYYD.KKD- --VK..VRRK 55
hMMP12 27 KNNVLFGER. .EK.YG.EIN==m=m==- KLPVIKME 54
|-
Xt-MMP N1 101 ELPBEFISGLEWFQRQNGLKVTGKLDTDTAEMRLERCGKHB——QMSYN 148
X1-MMP N1 WO iin avevora e s e o o e e e e s | J I— Feefeoees 137
hMMP1 56 NSG-PVVEK.KQM.EFF....... P. AE LKV.KQ. ...VPDVA.FVLTE 104
X1-MMP18 56 HIQ-P.TEK.EQM.KFF...... T..PK.V.V.EK....VYDNVG.¥STVA 104
hMMP3 56 DSG-PVVKKIREM.KFL..E......S..L.V..K....VPDVGHFRTFP 104
hMMP12 55 ¥YSGNLMKEKIQEM.HFL......Q...S5.L.M.HA....VPDVHHEREMP 104

Xt-MMP N1 149 LGSKWKKDMLTYKILNTIAQLPEKHVKDELSKALKVNQDVSSLKFVEVGI 198

X1-MMP N1 138 VisassoeToosansossssnassliassuosvassssansssseonsnnns 187
hMMPL 105 GNPR EQTH «R.E.Y.PD..RAD.DHAIE..FQL.SN.TP.T.TK.SE 154
X1-MMP18 105 KS.A.Q.KD...R...F.PD..QAD.ETAIQR.F...S..TP.T.’I‘RIYN 154
hMMP3 105 GIP..R.TH...R.V.Y.PD..KDA.DSAVE...... EE.TP.T.SRLYE 154
hMMP12 105 G.PV.R.HYI..R.N.Y.PDMNRED.DYAIR..FQ..SN.TP.K.SKINT 154

Xt-MMP N1 199 NETADIDMFFVSGLHNDGIKNAFDGPGRVLGHAFMPPFSKNKKDIDGDLH 248
X1=MMP N1 188 .....ccuivesnaanaans Aiciiiciiininnnsanaas G.T.Rivcucunn 237

hMMPL 155 GQ-...MIS..R.D.R.NS=-P..... GN.A...Q. ..A. 196
X1-MMP18 155 EV-S..EIS.TA.D.K.NS--P...S5.GI.A...Q. -.A. 196
hMMP3 155 G.-...MIS.AVRE.G.FY=--P. «N..A.. ..A. 196
hMMP12 155 GM-...LVV.AR.A.G.FH--....K.GI.D... + -.A. 196

Xt-MMP N1 249
X1-MMP N1 238 .

298
287

hMMP1 197 244
X1-MMP18 197 . . . 245
hMMP3 197 KD T e s 3 5 G 245
hMMP12 197 +TH=-SG.T. «V..I1..8. . B 244
Xt-MMP N1 299 --KFQLHEDDIQA1QAL'!GKPKI.NMTASNATV]KTGD\I’KTD'I.'I'SNTKPK 346
X1-MMP N1 288 -—-..... [* V... . .T.T.D..A....K.PKPT. 335
hMMP1 245 --DV. .AQ..«DG...I..RSQN’WQ 7777777777777777 PIGPQ'I‘.. 276
X1-MMP18 246 K-T...PQ...NA..¥...KSSNPVQ PTGPST.S 278
hMMP3 246 LTR.R.SQ...NG..S...P.PDSPETPLVPTEPV-------PPEPGT.A 288
hMMP12 245 INT.R.SA...RG..8. :;‘D.XBNQRLpfffffffAfffAffl{PD.SEAA 280

Xt-MMP N1 347 AEDKDPKKQSVVKMCGQEPIDTFVSTKNGSIFLFKGEYFWEMSHGKLPLT 396

X1-MMP N1 336 . 385
hMMP L 277 .C. 308
X1-MMP18 279 .MR,ELIP . 310
hMMP3 289 ..LR.E.LI.. ..RK. 320
hMMP12 281 312

Xt-MMP N1 397
X1-MMP N1 386

446
435

hMMP1 309 YPEVELNF..VF.PQ..NGLE. NK -AVOG 353
X1-MMP1B 311 ASEAELMFVQAF.P.. .TN...,YENP-—--ITE—Q.LV. ...K.TAL.G 355
hMMP3 321 KLEPELH...SF.P....GV...YEVF----SK.-LV.I...NQF.AIRG 365
hMMP12 313 RP.TSVN...SL.PT...G.E..YEIE----ARN-QV.L..DDK..LIS. 357

Xt-MMP N1 447 GQMEPGYPKLISE--GFPGVPDHLDMFTQPAIVAKGGKVIREERIFFIK 494

X1-MMP N1 436 ..oenvnnnensn R R LR R TR TS S 483
hMMP1 354 -RTVK.TI. EENTGKTYFF AN YWRY 400
X1-MMP18 356 FDVVQ.. .RN.YE—L, . .KTVKRI...VHIEQLGKTYFFAAKK---YWSY 401
hMMP3 366 NEVRA...RG.HT-L...PTVRKI...ISDKEKNKTYFF.EDK---YWRF 411
hMMP12 358 LRPE.N...S.HS-F...NFVKKI...VFN.RFYRTYFF.DNQ---YWRY 403

Xt-MMP N1 495 GKNFTVYNPATGNSTSPQSLODDWVGVKLPITAALSLKNEMFLISKKKFQ 544

X1l-MMP N1 484 ....I....G...... K § 55 § wEs FES FRH Bodis 500§ piE¥ § %k L SE W 533
hMMP1 401 DEYKRSMD.G--—--Y.KMIAH.FP.IGHKVD.VFMKDG-F.YFFHGTR. 444
X1-MMP18 402 DEDKKQMDKG-----F.KQISN.FP.IPDK.D..FYYRG-RLYFFIGRS. 445
hMMP3 412 DEKRNSME.G-----F.KQIAE.FP.IDSK.D.VFEEFG-F.YFFTGSS. 455
hMMP12 404 DERRQMMD.G===-==Y.KLITKNFQ.IGPK.D.VFYS..KYYYFFQGSN. 448

Xt-MMP N1 545 KVLMLTYTQDHVYGNIHQPKNLNQLLQCD 573
X1-MMP N1 534 562

hMMP1 445 - -.KF.PKTKR.LTLQKA.SWFN. RKN 469

X1-MMP18 446 -FEYNINSKR.V.VLRS.5W.G. 467

hMMP3 456 -LEF.PNAKKVTHTLKS.SW.N. 477

hMMP12 449 ————mm FEY.FLLOR.TKTLKS. SWFG. 470
Figure 8

Comparison of Xenopus MMP NI with human MMPI,
3, 12, and X. Iaevis MMP 8. The amino acid sequence in
shadowed letters corresponds to the region equivalent of
the proline-rich sequences (16 aa) at the end of the catalytic
domain in human MMPI whose integrity is important for the
collagenase specificity for collagen. A short peptide insertion
(in bold letters) within this region is characteristics of
stromelysins as shown here for MMP3. The Xenopus MMP
NI has a 16 aa-insertion within the same region (in bold let-
ters) as well as some additional insertions within the C-ter-
minal hemopexin-like domain (in italics). See Fig. 2 for other
information.
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Xenopus tropicalis Scaffold_119

MMP N4 MMP N5
—_—
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MMP18
4—

0 100 2635 kb
| | // |
[ [ // |
T MMP3  mp7  MMP26 MMP20  MMPL
Homo sapiens Chromosome 11
MMP27  MMP8 MMP10 MMP12
— — — -—
0 4.9 5.0 101.80  101.90 102.0 10;2.10 102.2 02.30 102.40 Mb
| // | | // | : | | |
7/ /\' 7/ A ﬂ | | i
—_—- % < -
MMP26 MMP7 MMP20 MMP1  MMP3 M'MP13

Figure 9

Comparison of the MMPs cluster on X. tropicalis Scaffold_1 19 to that on human Chromosome | 1. X. tropicalis
MMP cDNA sequences were used to do BLAST search against the X. tropicalis genomic sequences to locate the genes on the
assembly scaffolds. MMP I, 3, 7, 13, 18, 20, 26, as well as the novel ones MMP N2, N4 and N5 are found on Scaffold_119. They
were arranged on the scaffold according to their location and orientation. The human MMPs on Chromosome | | were
arranged according to the annotations for their locations and orientations in Human Genome Build 36.3 on the NCBI website.
The MMPs shown above the line for the chromosome/scaffold are MMPs specific to X. tropicalis or human while those shown
below are the MMPs present in both species. Mb, mega base pair; kb, kilo base pairs. Note the gene size was not drawn to scale

for clarity.

MMP N3

MMP N3 is one of the two genes in both X. laevis and X.
tropicalis that have similar levels of homology to human
MMP21 (Figs. 1 and 5). Although MMP N3 and MMP21
are located in different scaffolds in X. tropicalis genomic
sequence, it is possible that they are located adjacent to
each other in a chromosome as the genomic sequence
annotation is incomplete in X. tropicalis. Thus, these two
genes might have derived from a unique gene duplication
event in amphibians.

Collagenases

Based on sequence features and its enzymatic activity, X.
laevis MMP18 was proposed to be a novel collagenase
[42]. Indeed, potential homologs of mammalian colla-
genases MMP1 and MMP13 have been reported for Xeno-
pus. Interestingly, while the amphibian MMP13 and

human MMP13 are 67% identical, the corresponding
MMP1s are only 51% identical (Table 2), similar to the
levels of homology that MMP18 has with human colla-
genases (MMP1, 8, and 13). Furthermore, human MMP1
and MMP8 have 3 extra amino acids (RKN) at the C-ter-
minus that are lacking in Xenopus MMP1 and MMP18 as
well as the putative, novel Xenopus collagenases (MMP N4
and N5) (Fig. 2). In addition, a most likely homolog of
human MMP1 has been reported for another amphibian
species, Rana catesbeiana [40]. The Rana MMP1 is much
shorter but much more homologous to human MMP1
(about 80%), compared to these Xenopus collagenases
(data not shown and [42]). Furthermore, unlike the Xeno-
pus MMP1, the Rana MMP1 clusters with human MMP1
on the phylogenetic tree (Fig. 1). Thus, it is possible that
MMP1 has diverged extensively between amphibians and
mammals, leading to a very different size in Rana or its
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loss in Xenopus. On the other hand, all known and puta-
tive collagenases in Xenopus are located consecutively in a
single chromosome in the order of MMP1, MMP N4,
MMP N5, MMP18, and MMP13 (Fig. 9). This suggests that
multiple duplication events might be responsible for the
generation of these MMPs. It is interesting to note that
human MMP 1, 3, 7, 8, 10, 12, 13, 20, 26 and 27 are all
encoded by Chromosome 11 (Fig. 9). With the exception
of four MMPs (MMPS8, 10, 12 and 27) that have no appar-
ent homologs in X. tropicalis, the other six MMPs found on
human Chromosome 11 are clustered on the
Scaffold_119 together with four frog-specific ones
(MMP18, MMP N2, N4, and N5) in X. tropicalis (Fig. 9).
Thus, X. tropicalis Scaffold_119 appears to contain a large
region syntenic to human Chromosome 11 [71]. On the
other hand, with the exception of MMP13 and MMP20, it
is difficult to determine which MMP in this cluster of 10
X. tropicalis MMPs is the homolog of an MMP in the
human cluster based on sequence homology and syntenic
analyses. X. tropicalis MMP13 and MMP20 share high
degrees of homology (about 70%) with their human
counterparts, supporting that they are true homologs of
the human MMPs. Consistently, phylogenetic analysis of
X. tropicalis and human MMPs showed that these two
MMPs evolved earlier than the other MMPs in the cluster
(see Additional file 2). In addition, the drastic differences
in the distances between MMP7 and MMP26 on the chro-
mosome (100 mega bp in human and 100 kb in Xenopus)
(Fig. 9) and on the phylogenetic trees (Supplemental Fig.
2), suggest that this duplication occurred after the separa-
tion of amphibians from mammals. The other six MMPs
in the cluster appear to have diverged rapidly during evo-
lution and/or evolved through duplications and/or losses
independently in amphibians and mammals.

Conclusion

Through a bioinformatic approach, we have identified
Xenopus homologs for most human MMPs. By comparing
the MMPs in the two highly related species, X. tropicalis
and X. laevis, we have been able to discover several unique
duplications of MMPs genes in amphibians that are
absent in mammals. On the other hand, several human
MMPs have no apparent homologs in Xenopus and were
possibly evolved de novo in mammals. Among the likely
duplicated genes, genes in the following two pairs, MMP9
and MMP9TH, MMP21 and MMP N3, MMP 7 (or
MMP26) and MMP N2, are more homologous to each
other than to their human homologs (Fig. 1), suggesting
that the duplications occurred after the separation of
amphibians from mammals. On the other hand, MMP23
clusters closer to its human homolog than to the putative
duplicate MMP N6 (Fig. 1), suggesting the possibility that
MMP23 might have duplicated before the separation of
amphibians and mammals and one copy was lost subse-
quently in mammals. Duplications and loss in MMP

http://www.biomedcentral.com/1471-2164/10/81

genes are also evident when comparing the largest MMP
cluster located on human Chromosome 11 with the MMP
cluster on X. tropicalis Scaffold_119, where a number of
novel MMPs were found and several MMPs were lost in X.
tropicalis. Our findings thus demonstrate a dynamic proc-
ess for MMP gene evolution. It will be of interest in the
future to investigate whether MMP expression and func-
tion are conserved during vertebrate development. The
sequence information reported here and the advantage of
the amphibian metamorphosis for functional studies in
vivo should facilitate such an endeavor in the near future.

Methods

We first searched the public EST database at the National
Center for Biotechnology Information (NCBI, http://
www.ncbi.nlm.nih.gov/) and the Gene Index Project in
Computational Biology and Function Genomics Labora-
tory http://compbio.dfci.harvard.edu/tgi/ with known
Xenopus MMP genes for other possible MMP sequences
based on sequence similarities. The identities of putative
Xenopus MMPs were tentatively determined by building a
phylogenetic tree with human MMPs. This was done
through Multiple Sequence Alignment by CLUSTALW

http://align.genome.jp/. Human MMPs used were: MMP1

(NP_002412),  MMP2  (NP_004521),  MMP3
(NP_002413),  MMP7  (NP_002414),  MMP8
(NP_002415), MMP9  (NP_004985),  MMP10
(NP_002416), MMPI11  (NP_005931), MMP12
(NP_002417), MMP13  (NP_002418), MMP14
(NP_004986), MMP15  (NP_002419), MMP16
(NP_005932), MMP17  (NP_057239), MMP19
(NP_002420), MMP20  (NP_004762), MMP21
(NP_671724), MMP22  (NP_990331), MMP23
(NP_008914), MMP24  (NP_006681), MMP25
(NP_071913), MMP26  (NP_068573), MMP27

(NP_071405), and MMP28 (NP_077278). The X. laevis
MMPs were: MMP1A (BC054233), MMP1B (BC084836),
MMP2 (AY037943), MMP3 (BC077966), MMP7A
(AY573380), MMP7B (BC056040), MMP9 (AF072455),
MMPITH (AB288054), MMP11 (Z27093), MMP13
(L49412), MMP13A (U41824), MMP14A (AY633953),
MMP14B (BC077870), MMP15 (AY573378), MMP16
(AY310397), MMP17 (CK806816), MMP18 (L76275),
MMP19 (BX847184), MMP20 (DQ885892), MMP21
(U82541), MMP23 (CD302225 &CD302813), MMP24A
(CA791076 &EB480268), MMP24B (EB483310),
MMP25 (BC078136), MMP26 (BC056080), MMP28A
(EF187277), MMP28B (BC061659), MMP N1 (Assembly
of BJ032306, BE509380, EC276067, BX852582,
BJ047339 and BG578455) and MMP N3 (Assembly of
BG234242, BU905338, CB558404, and CF547511) (See
Supplemental Fig. 1). Pair-wise comparison of protein
sequences was conducted by using MacVector (Accelrys
Inc., San Diego, CA) to further confirm the identity assign-
ment. X. laevis or tropicalis cDNA sequences were used to
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do BLAST search against the X. tropicalis genome assembly
4.1 http://genome.jgi-psf.org/Xentr4/Xentr4d.home.html
to determine the corresponding gene structures and pre-
dict cDNA sequences if necessary. The X. tropicalis MMPs
thus obtained from the GenBank database were: MMP2
(NM_001015789), MMP3 (NM_001030331), MMP7
(NM_001005043), MMP9 (NM_001006842), MMP14
(NM_001030388), MMP15 (NM_001015921), MMP16
(NM_001015992), MMP17 (NM_001102999), MMP18
(NM_001030330), MMP19 (BC153750), MMP25
(CU075461), MMP26 (NM_001032335), MMP N1
(BC155487, DN028798, DN034177 and DN076875),
MMP N2 (CX982585, CX982586 and CX979196), MMP
N6 (CX344816 and CX344815). Other X. tropicalis MMP
sequences were derived from predicted exons of the
genomic sequences (see Additional file 1 and Table 1 for
their sequences and locations in the genome).
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Additional file 1

The nucleotide sequences of the X. tropicalis and X. laevis MMPs. The
data presented all the all the nucleotide sequences of the X. tropicalis and
X. laevis MMPs that were used for deducing Xenopus MMPs in the study.
GenBank accession numbers or the scaffold of the X. tropicalis genome
on which the Xenopus MMP locates were included if applicable.
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Additional file 2

Phylogenetic trees of X. tropicalis and human MMPs. X. tropicalis
MMPs along with Rana catesbeiana MMP1 (ReMMP1) or human
MMPs along with chicken MMP22 (CMMP22) were analyzed using the
multiple sequence alignment program CLUSTALW to generate the corre-
sponding phylogenetic trees with defined ancestral nodes marked by purple
square. The MMPs located on human Chromosome 11 and those located
on X. tropicalis Scaffold_119 are in red.
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2164-10-81-S2.tiff]
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