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Abstract

Pancreatic islet formation is a highly regulated process that is initiated at the end of gestation in
rodents. Endocrine precursor cells first form within the epithelium of duct-like structures and then
delaminate from the epithelium, migrate, and cluster during the early stages of islet formation. The
molecular mechanisms that regulate endocrine cell migration and islet formation are not well
understood. Cell culture studies suggest that matrix metalloproteinases (MMPs) 2 and 9 are required
for islet formation. To address whether MMP2 and MMP9 function are essential for endocrine cell
migration and islet formation in vivo, we analyzed pancreas development in MMP2/MMP9 double-
deficient mice. Our results show that islet architecture and function are unperturbed in these knockout
mice, demonstrating that both MMP2 and MMP9 functions are dispensable for islet formation and
endocrine cell differentiation. Our studies also show that a number of other MMPs are expressed at
the time islet formation is initiated. This observation suggests that other MMPs may substitute for
MMP2 and MMP9 loss in pancreatic tissue. However, islet formation is unaffected in transgenic
mice with modified tissue inhibitor of metalloproteinase-1 (TIMP1) levels, suggesting that MMP
activity may contribute little to islet morphogenesis in vivo.

During embryogenesis, the dorsal and ventral buds of the vertebrate pancreas develop as an
evagination from the primitive gut epithelium (1). The epithelial sheet of cells spreads out into
the overlying mesenchyme, which provides essential factors that regulate epithelial cell
differentiation. Although most of the pancreatic mesenchyme is lost during organogenesis, the
epithelial cells expand dramatically and give rise to the mature pancreatic cell types. The
exocrine pancreas is composed of acinar and ductal cells. The acinar cells produce and secrete
digestive enzymes into the elaborate structure of interconnecting ducts that release their content
through the main pancreatic duct into the duodenum. By contrast, the endocrine pancreas is
composed of five different hormone-producing cell types, including insulin- and glucagons-
positive cells, which are organized into the islets of Langerhans (cell clusters with well-defined
architecture that are scattered throughout the exocrine tissue) (2,3). These endocrine cells
produce and secrete hormones directly into the blood, where they function to regulate glucose
levels.

Although numerous studies have addressed the function of mature islets in the regulation of
glucose homeostasis, much less is known about the signals that guide islet formation during
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embryogenesis. B-Cells form within the duct-like epithelium during the secondary transition
at approximately embryonic day 13-14 (E13-14) in the mouse (4). The islet progenitor cells
leave the contiguous epithelium, migrate through the adjacent extracellular matrix (ECM) into
the surrounding mesenchyme, and aggregate to form the islets of Langerhans (2). Interestingly,
cell lineage studies have shown that individual islets are not monoclonal, i.e., formed via the
expansion of one founder cell, but are generated from several progenitor cells that aggregate
to form the functional structure (5). Although the exact mechanisms by which islets form is
still unknown, cell culture experiments have suggested that MMPs are essential for this process
(6). MMPs are proteolytic enzymes that degrade different substrates that include other
proteinases, growth factors, cell-surface receptors, and virtually any component of the ECM,
thereby regulating both cell-cell and cell-ECM interactions (7). Thus, MMPs influence diverse
physiological and pathological processes, such as cancer, inflammatory diseases, tissue
morphogenesis, and embryonic development (7,8). MMPs, their inhibitors tissue inhibitors of
metalloproteinase (TIMPs), and integrins (extracellular matrix receptors) have been implicated
in endocrine cell migration and islet formation (6,9).

Two members of the MMP family, MMP2 and MMP9 (gelatinase A and B, respectively), have
been detected during pancreas development (6,10-12). The active form of MMP2 is only found
in developing pancreatic tissue at the time islets form (6,10). A requirement for MMP2 function
has been observed in cell culture experiments in which treatment with chemical MMP
antagonists resulted in aberrant islet formation (6). Additional suggestive evidence for a crucial
role of MMPs during pancreas development in vivo comes from mice carrying targeted
deletions of the epidermal growth factor (EGF) receptor (EGF-R). Signaling through this
receptor has been shown to increase MMP2 and MMP9 release (13), and loss of EGF-R
function in knockout mice results in impaired epithelial branching, reduced p-cell proliferation,
and defective islet morphogenesis (10). MMP activity is regulated by TIMPs, and two of these
proteins have been detected in pancreatic tissue during development (6). These observations
point to an important role of MMPs during islet morphogenesis. However, in vivo data directly
addressing the functional requirement for these proteins during pancreas development have
not been reported.

MMP2 and MMP9 belong to the same subgroup of metalloproteinases (gelatinases) and share
substrate specificities that could result in redundant functions. Thus, we generated double
MMP2/9 mutant mice to analyze islet formation and function. Here we present evidence that
MMP2 and MMP9 activities are dispensable for islet formation and function. RT-PCR analysis
revealed that numerous other MMPs are expressed in the pancreas at the time when islet
formation is initiated, suggesting that some of these proteinases could substitute for MMP2/9
activity during islet formation. Furthermore, neither more general inhibition of MMP signaling
via ectopic expression of TIMP1 in transgenic mice nor excessive activation of MMP function
in TIMP1 knockout mice impairs islet formation and architecture.

RESEARCH DESIGN AND METHODS

Mice used in these studies were maintained in the barrier facility according to protocols
approved by the Committee on Animal Research of the University of California, San Francisco.
MMP2 and MMP9 mutant mice have been described previously (14,15). Both mice strains
were maintained in the C57BL6 background and were used to generate MMP2/9 double
mutants. Genotyping was performed using the following primers: MMP2 wild-type primers:
5-CAACGATGGAGGCACGAGTG-3' and 5-GCCGGGGAACTTGATCATGG; MMP2
mutant primers: 5-TGCAAAGCGCATGCTCCAGA-3' and 5-TGTATGTGATCTG
GTTCTTG; MMP9 wild-type primers: 5-GCATACTTGTACCGCTATGG-3' and 5'-
TAACCGGAGGTGCAAACTGG-3'; and MMP9 mutant primers: 5'-
GCATACTTGTACCGCTATGG-3' and 5-GACCACCAAGCGAAACAT-3'.
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PCR was performed under the following conditions: one cycle of 94°C for 5 min, followed by
34 cycles of 94°C for 1 min, 59°C for 1 min, 72°C for 1 min and 30 s, and one cycle of 72°C
for 7 min. Zymography (16) was performed to verify the absence of serum protein in knockout
animals.

TIMP1 null mice have been described previously (17). Genotyping was performed using the
following primers: TIMP1 wild type primers: 5'-TTCCC CACGATCAACGAGAC-3'and 5'-
CATCACAAACTCTTCACTGCGGTT-3' and TIMP1 mutant primers; 5'-
ATGATTGAACAAGATGGATTGCAC-3' and 5-TTC
GTCCAGATCATCCTGATCGAC-3'.

The TIMP1 PCR was performed under the following conditions: one cycle of 94°C for 5 min
followed by 34 cycles of 94°C for 1 min, 57°C for 1 min, 72°C for 1 min, and one cycle of 72°
C for 6 min.

Mice expressing the human TIMP1 transgene under the control of the B-actin promoter have
been described previously (18). Nontransgenic siblings were used as controls. Genotyping was
performed using the following primers: 5-CTA TCT GGG ACC GCA GGG ACT-3"and 5'-
GTG GGG ACA CCA GAA GTC AAC-3.

The PCR conditions for human TIMP1 were as follows: one cycle of 95°C for 5 min, followed
by 35 cycles of 95°C for 1 min, 65°C for 30 s, 72°C for 1 min, and final elongation at 72°C
for 7 min. An enzyme-linked immunosorbent assay (Oncogene Research Products) was used
to determine the TIMP1 serum protein levels from postnatal day 4 (P4) mice according to
manufacturer’s instructions.

Tissue preparation, immunohistochemistry, and microscopy

At least three mice from each category (wild-type, single and double MMP2 MMP9 mutants,
TIMP1 mutant, and transgenic mice expressing human TIMP1 at low or high levels) were
analyzed at P4 for expression of various islet markers. Isolated pancreata from P4 mice were
fixed in 4% (wt/vol) paraformaldehyde in PBS for 1-4 h at 4°C. Histological analysis,
quantification of the tissue area, and counting of cells were performed as described previously
(19). Immunohistochemical and immunofluorescence analyses were performed on paraffin
sections as described previously (20). The following primary antibodies were used: guinea pig
anti-insulin diluted 1:500 (Linco), rabbit anti-glucagon diluted 1:500 (Linco), rabbit Pdx-1
diluted 1:3,000 (gift from Dr. Michael German, UCSF), rabbit anti-GLUT2 diluted 1:400
(Chemicon), and Armenian hamster anti-Muc-1 diluted 1:200 (Neomarkers).

The following secondary antibodies were used for immunofluorescence: fluorescein
isothiocyanate (FITC)-conjugated anti— guinea pig (Molecular Probes), Cy3-conjugated anti-
rabbit diluted (Molecular Probes), FITC-conjugated anti-Armenian hamster (Jackson
ImmunoResearch), and Cy3-conjugated anti—-Armenian hamster (Jackson ImmunoResearch).
Fluorescence was visualized and photographed with a Zeiss Axiophot2 plus.

Morphometric quantification of islet areas

Morphometric analysis was performed as described previously (19). In short, a portion of the
whole pancreas was used for quantification to obtain representative results. The first five
consecutive sections of P4 pancreatic tissue were mounted on the first of a series of five
microscope slides, followed by the next five sections placed on the second slide. A total of five
individual slides (1a—5a) were filled with consecutive sections. When necessary, additional
series of five (1b-5b, etc.) slides were prepared until all pancreatic sections were mounted.
After immunohistochemistry, pancreatic epithelial areas were outlined and measured with the
OpenLab software. Insulin-and glucagon-positive areas of the P4 pancreas were measured on
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every 25th section (every 150 um) from one set of slides (1a—1e). Data analysis was performed
with Excel software (Microsoft).

Scatter index and dispersion

Morphometric analysis was used to determine the average distance between two islets
(dispersion) as well as the abundance of small p-cell aggregates (<3 p-cells/aggregate) not
associated with normal islets of Langerhans (scatter index).

Migration assay

Dissected pancreata from E15.5 embryos were washed twice with 10 ml Ca2*- and Mg?*-free
PBS and spun at 1,500 rpm for 5 min between washes. Individual pancreata were treated with
1 ml 0.125% trypsin dissolved in Versene (Invitrogen) for 15 min with gentle mixing to create
a suspension of cells. Trypsin treatment was stopped with 10% fetal bovine solution in
RPMI-1640. The cells were spun at 1,500 rpm for 10 min, washed once with migration buffer
(Fibroblast Basal Medium [Cambrex], 0.2 mmol/l MnCl,, 0.2 mmol/l MgCls,, and 0.5% BSA,
pH 7.4), and resuspended in 110 pl of the same buffer. A Neubauer hemacytometer was used
to determine the number of suspended cells. One hundred microliters of this cell suspension
was allowed to migrate for 20 h at 37°C in 5% CO, through a collagen IV matrix (BD
Biosciences) that was attached to Transwell filter inserts (Corning) (Fig. 1J). At the end of the
experiment, inserts were fixed with 4% paraformaldehyde and washed twice with PBS. Insulin-
positive cells in the inserts were visualized by immunofluorescence as described previously
(21) using a guinea pig anti-insulin antibody diluted 1:300 and, subsequently, a FITC-
conjugated anti— guinea pig antibody diluted 1:100. Inserts were mounted on slides using
Vectashield with DAPI (4',6-diamidino-2-phenylindole) (Vector Labs). Total migration was
determined by comparing the number of nuclei visualized by DAPI staining with respect to
the total number of cells added. Similarly, insulin-positive cells in the inserts were counted and
the percentage of migrating cells determined from the total number of cells added.

Assay of MMP2 and MMP9 activity

MMP activity assays (gelatin zymography) were performed as described previously (16) from
blood serum harvested from the retroorbital area.

Glucose tolerance test

Adult 8-week-old male mice were fasted overnight, and blood glucose levels were measured
with an automatic glucose monitor (Glucometer Elite, Bayer) from whole venous blood
isolated from the tail vein. A 20% glucose solution was injected (2 g/kg body wt)
intraperitoneally, and blood glucose was measured at 0, 30, 60, 90, and 120 min.

RNA preparation and RT-PCR analysis

Dissected pancreata were dissolved in Trizol (Gibco-BRL), and total RNA was prepared
according to the manufacturer’s instructions. RT-PCR was performed as described by Wilson
and Melton (22). Amplification was performed under the following conditions: initial
denaturing at 94°C for 3 min; followed by 34 cycles at a denaturing temperature of 94°C for
1 min; an annealing temperature of 52°C (MMP-3, -8, -10, -12, -13, -19, and -20), 55°C
(MMP-7, -11, -16), or 58°C (MMP-14, -15, -17, -23, -24) for 1 min 30 s; and an extension
temperature of 72°C for 1 min.

The oligonucleotides used for amplification are included in the online appendix at
http://diabetes.diabetesjournals.org.
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MMPs have been implicated in pancreatic endocrine cell migration and islet formation.
MMP2 and MMP9 are expressed at the time islet formation is initiated during embryogenesis,
and inhibition of metalloproteinase activity impairs islet formation in cell culture assays (6,
10,11). Here, we tested whether MMP2 and MMP9 activities are required for proper islet
development and function in vivo. MMP2 and MMP9 share similar substrate specificity. To
exclude any redundant activity, we crossed MMP2 and MMP9 single-mutant mice to generate
mice lacking both genes. The complete loss of MMP2 and MMP9 protein functions was
confirmed by zymogram analysis, an assay that scores for MMP2 and MMP9 degradation of
the substrate gelatin (Fig. 11). To test the requirement of MMP2 and MMP9 function during
islet formation, we investigated islet formation 4 days after birth (P4), when islets are already
formed. Maturing islets are marked by insulin-positive B-cells surrounded by glucagons-
producing a-cells. Surprisingly, normal islet architecture was observed in MMP2 and MMP9
single mutants as well as in MMP2/MMP9 double mutants, suggesting that their functions are
dispensable for islet formation in vivo (Fig. 1A-D). To further test this hypothesis, we analyzed
the distribution of small aggregates of endocrine cells within the surrounding exocrine matrix.
Islet formation starts at the end of gestation, but the cell clusters continue to grow and mature
for several weeks after birth. As a consequence, small aggregates of endocrine cells (less than
three individual cells) are observed, which may correspond to migrating cells that will
eventually fuse with already existing islets. No increase in these scattered endocrine cells was
found (Fig. 1G), suggesting that islet formation is not altered in single or double mutants. Loss
of metalloproteinase function could also result in islets that are more densely clustered around
pancreatic ducts as migration properties of cells are affected. Quantification of the relative
distance between individual islets (dispersion) revealed no changes in islet clustering (Fig.
1H). Furthermore, no difference was observed in the localization of islets relative to the ducts
(Fig. 1E and F). These results suggest that neither migration nor clustering of endocrine
precursors depends on MMP2 and MMP9 function.

To determine whether loss of MMP2 and MMP9 function affects the ability of pancreatic cells
to migrate, we used an ex vivo assay in which cells were tested for their ability to migrate into
a layer of collagen 1V, an MMP2 and MMP9 substrate. Pancreatic rudiments were isolated at
E12.5, shortly before endocrine cells migrate into the surrounding mesenchyme during the
secondary transition. Cells were dispersed, cultured overnight on a transwell filter, and allowed
to migrate through the membrane into the underlying collagen layer (Fig. 1J). Comparison of
wild-type and double-mutant pancreata revealed no significant differences in pancreatic cell
migration, including insulin-positive B-cells (Fig. 1K). These results suggest that MMP2 and
MMP9 functions are dispensable for pancreatic cell migration.

Reduction of MMP2 and MMP9 activities had previously been implicated in affecting islet
development (10). We used computer-assisted morphometric analysis to determine whether
isletarea and size of individual islets are affected in single- or double-mutant mice. Comparison
of the islet areas, marked by expression of insulin and glucagon, revealed no differences
between controls and mutants (Fig. 2A). Furthermore, the relative distribution of small,
medium, and large islets was also maintained in mutant mice, indicating that MMP2 and MMP9
functions are not essential for the regulation of islet size (Fig. 2B). To study the potential role
of both proteinases on B-cell differentiation and maturation, sections were stained with
antibodies directed against Pdx-1, a transcription factor essential for -cell function, and
GLUT?2, the predominant glucose transporter in B-cells. In all cases, the expression pattern and
intensities of these antibodies were indistinguishable between control and mutant mice (Fig.
2C-J). To test for changes in B-cell function, glucose tolerance tests were performed in which
aconcentrated glucose solution was injected into the peritoneum of fasted mice. No differences
in glucose tolerance between wild-type, double-heterozygous, or double-mutant mice were
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observed (Fig. 2K). Thus, these data indicate that in vivo islet formation, -cell differentiation,
and maturation, as well as function, are unaffected in MMP2/9 double mutants.

Expression of other MMP members during islet formation

Although MMP2 and MMP9 are expressed at the specific time when islets form, our results
suggest that other MMPs could substitute for their activity. More than 20 MMPs have been
identified in mice, and RT-PCR analysis was performed to determine whether other members
of the family are expressed at E17.5, the period when islet formation is initiated, in pancreatic
tissue. Of 15 MMP genes tested, 10 were expressed (Fig. 3), suggesting that other MMPs may
substitute for the loss of MMP2 and MMP9 activity during islet formation.

Inhibition of TIMP1 activity does not affect islet formation and function

Previous reports have suggested that inhibition of MMP signaling with chemical compounds
blocking the function of multiple MMPs disrupts islet formation in cell culture experiments
(6). Metalloproteinase activities are controlled by a number of proteinase inhibitors. A subset
of these, TIMPs, block a variety of different enzymes, and four different members of this family
have been identified (TIMP1, 2, 3, and 4) (23). Although other proteins, including a,-
macroglobulin, inhibit proteinase function in the fluid phase, TIMPs are considered to be the
main inhibitors within tissue (23). In addition to the inhibitory effect on MMP2 and MMP9,
TIMP1 has also been shown to block the activity of numerous MMPs, including MMP1, 2, 3,
7,8,9,10, 11, 12, 13, 17, 25, and 26 (24). Although the loss of MMP2 and MMP9 during
pancreatic islet development results in no phenotypes, we considered whether altering TIMP1
could point to a role for other MMPs. Many MMPs would show increased activity in the
absence of TIMPL. To determine whether loss of this inhibitor results in changes in islet
architecture or function, we performed morphological and physiological analyses in TIMP1
mutant mice that are viable and fertile (17). We compared pancreata from P4 wild-type and
TIMP1 null mutant mice. Immunohistochemistry staining against insulin and glucagon
revealed normal islet architecture with centrally located p-cells (Fig. 4A and D). Islet dispersion
was unaffected, as the relative distance between neighboring islets was comparable with the
wild-type situation (Fig. 4G). Similarly, the number of small endocrine cell aggregates (less
than three endocrine cells) was not changed compared with that of the controls (Fig. 41). The
B-cells are mature as they expressed appropriate markers, including Pdx-1 (Fig. 4B and E) and
GLUT2 (Fig. 4C and F). Finally, measurements of the relative islet area and glucose tolerance
assays indicated that endocrine cell proliferation and function are normal (Fig. 4H and J). Thus,
loss of TIMP1 function does not affect islet formation and function in vivo.

Ectopic expression of TIMP1 does not impair islet formation

Because TIMPL1 is a broad spectrum inhibitor of MMPs (except MT1-MMP, a membrane-
bound metalloproteinase, and MMP19), we asked whether TIMP1 over-expression would
affect islet development. To obtain a broader inhibition of MMP signaling in vivo, we used
transgenic mice that ectopically express TIMP1 under control of the human B-actin promoter
(16). MMP activity is inhibited by secreted TIMP1 isolated from fibroblasts obtained from
these transgenic mice, as shown by gelatin zymography analysis (18). Furthermore, ectopic
expression of TIMP1 in these transgenic mice attenuates mammary epithelial branching
morphogenesis (25). Mice were arranged into the following three different groups: controls
(no expression), low expressers (<300 ng/ml TIMP1), and high expressers (>500 ng/ml TIMP1)
based on serum levels of TIMP1 protein. Neither architecture of individual islets (Fig. 5A, D,
and G), dispersion of islets (Fig. 5J), differentiation of B-cells (Fig. 5B, C, E, F, H, and 1), nor
islet area (Fig. 5K) was significantly changed in low- or high—-TIMP-1- expressing transgenic
mice compared with wild-type controls. Similarly, peritoneal injection of GM6001, a broad-
spectrum inhibitor of MMP function (25), between E15.5 and E17.5 did not affect islet
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formation (data not shown). Thus, our results indicate that B-cell differentiation and islet
formation are not affected in mice with decreased (MMP2/-/MMP9~~ mice, f-actin
TIMP-1 transgenic mice) or elevated (TIMP1~/~ mice) metalloproteinases activities.

DISCUSSION

Endocrine cell migration is a key event during pancreatic embryonic development. During the
secondary transition, endocrine cells leave the epithelium, a process that requires the
degradation of the basal membrane and ECM. Recent studies have begun to shed light on the
molecules required for cell migration, including members of the MMP and integrin families
(6,9,26). Our results shown here argue that MMP2 and MMP9 functions are dispensable for
B-cell differentiation, islet formation, and islet function in mice. To detect mild defects in islet
cell migration, we used an ex vivo assay in which the ability of cells to migrate into a layer of
collagen 1V was tested. No decrease in either total cell migration or insulin-positive cell
migration was observed, indicating that MMP2 and MMP9 are not necessary for migration of
any pancreatic cell type, including islet progenitors.

MMPs constitute a family of secreted or transmembrane proteins that degrade extracellular
matrix proteins (27). Two members of the matrix metalloproteinases, MMP2 and MMP9, have
been detected during pancreas development (6,10-12), and inhibition of MMP2 function in
cell culture experiments results in aberrant islet formation (6). Analysis of mice harboring
targeted deletion of EGF-R provided additional evidence for a role of MMPs during pancreas
development. Loss of EGF-R function results in defective islet morphogenesis (10). Because
EGF-R-deficient mice show a reduction in MMP activity in pancreas, it has been hypothesized
that MMPs could account for the endocrine phenotypes observed (10). Finally, activation of
MMP?2 in rat pancreas coincides with islet morphogenesis (6).

Although these observations suggest that MMPs have an important role during pancreatic
development, these conclusions mainly relied on cell culture experiments performed with rat
pancreatic rudiments. Loss of MMP function was achieved by chemical inhibition, thus making
it difficult to determine which specific MMP(s) might be involved in islet formation. Our data
suggest that these MMPs are not rate limiting for islet development in vivo.

Epithelial branching and endocrine differentiation does not depend on MMP2 and MMP9

functions

MMPs are necessary for proper branching morphogenesis in tissues such as ureter bud (28),
salivary glands (29), and mammary gland (25). Based on the phenotype of EGF-R mutant mice,
it has also been hypothesized that MMPs are involved in pancreatic ductal branching (10). To
test whether pancreatic branching morphogenesis was affected in MMP2/9 double mutant
whole-mount antibody staining against developing ductal epithelium was performed.
Pancreata were harvested at E12.5 and stained with the ductal marker mucin 1, and serial
sections were analyzed by confocal microscopy. No obvious defects could be observed in
MMP2/9 double mutants (data not shown), suggesting that MMP2 and MMP9 are not necessary
for branching of the pancreatic epithelium. However, we cannot rule out that MMP2 and MMP9
deficiencies result in minor defects in branching morphogenesis that are hard to quantify
without sophisticated morphometric analysis.

In addition to modulating the composition of the ECM, MMPs have been shown to regulate
cellular response via release of growth and differentiation factors, including fibroblast growth
factors (FGFs) and bone morphogenetic proteins (BMPs) (7,30,31). Both FGF and BMP
signaling have been shown to regulate differentiation of endocrine cells (2), and we tested
whether B-cell development and maturation is impaired in MMP2 and MMP9 and TIMP1
mutant mice. Morphometric analysis performed in pancreas of newborn mice along with
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immunohistochemical analysis of mature 3-cell markers and physiological analysis showed
no differences between MMP2 and MMP9 double and TIMP1 mutants and wild-type mice
(Figs. 2 and 4). These results confirm previous reports analyzing p-cell differentiation in
cultured pancreatic rudiments treated with a chemical MMP inhibitor (6).

Redundant MMP activities during islet formation

How can we reconcile our in vivo analysis of MMP2 and MMP9 double mutants with previous
cell culture studies that demonstrated a requirement for MMP function during islet
development (6)? It is likely that the chemical compounds used in the in vitro experiments had
a broader inhibitory effect, blocking numerous MMPs, as well as ADAMS and ADAM-TS
metalloproteinases (25). Our results show that a number of other MMPs are expressed in
pancreatic tissue at the time islet formation is initiated (Fig. 3). Semiquantitative PCR assaying
for the expression levels of other pancreatic MMPs did not reveal any significant compensatory
response in MMP2 and MMP9 single or double mutants (data not shown). It is important to
note that TIMPs differ in their ability to inhibit individual MMPs and ADAMs (23). Notably,
MMP14, MMP19, and ADAM17 (the major activator of EGF ligands such as amphiregulin
and transforming growth factor-a) are not inhibited by TIMP1 at physiological concentrations
(25), and ectopic expression of TIMP1 should not abrogate their activities. Interestingly, both
MMP14 and MMP19, among others, are expressed in the embryonic pancreas at the time islet
formation is initiated (Fig. 3). Furthermore, TIMP2 and TIMP3 have been found in the rat
pancreas (6), suggesting a more complex regulation of MMP activity in pancreatic tissue.
However, our attempts to block protease function with a broad-class chemical MMP inhibitor
(GM6001) in vivo did not result in obvious defects in islet formation (data not shown).
Nonetheless, given the predominant role of MMPs in tissue organization of other organs, it is
likely that proteinases other than MMP2 and MMP9, whose activity can also be blocked by
chemical antagonists in vitro (6), govern islet formation in vivo.

Acknowledgments

Glossary

This study was supported by funds from the National Institutes of Health (U19 DK61245 to M.H. and CA57621 to
Z.\W.), a Career Development grant from the Juvenile Diabetes Research Foundation (to M.H.), and postdoctoral
fellowships from the Ministerio de Educacion, Cultura y Deporte of Spanish Government, the Juvenile Diabetes
Research Foundation (to D.A.C.), and the American Kidney Foundation (to J.-P. R.).

We thank members of the Hebrok laboratory and Dr. Vincenzo Cirulli, University of California San Diego (UCSD),
for stimulating discussions and critical reading of the manuscript. We are especially grateful to Drs. Mayra Yebra and
Vincenzo Cirulli (UCSD) for training us in performing the cell migration assays.

ECM

extracellular matrix
EGF

epidermal growth factor
EGF-R

EGF receptor
FITC

fluorescein isothiocyanate
MMP

matrix metalloproteinase
TIMP

Diabetes. Author manuscript; available in PMC 2009 November 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Perez et al.

References
1

Page 9

tissue inhibitor of metalloproteinase

Slack JMW. Developmental biology of the pancreas. Development 1995;121:1569 —1580. [PubMed:
7600975]

. Kim SK, Hebrok M. Intercellular signals regulating pancreas development and function. Genes Dev

2001;15:111-127. [PubMed: 11157769]

. Prado CL, Pugh-Bernard AE, Elghazi L, Sosa-Pineda B, Sussel L. Ghrelin cells replace insulin-

producing beta cells in two mouse models of pancreas development. Proc Natl Acad Sci U S A
2004;101:2924 —2929. [PubMed: 14970313]

4. Pictet, R.; Rutter, WJ. Development of the embryonic endocrine pancreas. In: Greep, RO., etal., editors.

10

11.

12.

13.

14.

15.

16.

17.

18.

19.

Handbook of Physiology. Washington, D.C: American Physiological Society; 1972. p. 25-76.

. Deltour L, Leduque P, Paldi A, Ripoche MA, Dubois P, Jami J. Polyclonal origin of pancreatic islets

in aggregation mouse chimaeras. Development 1991;112:1115-1121. [PubMed: 1682130]

. Miralles F, Battelino T, Czernichow P, Scharfmann R. TGF-beta plays a key role in morphogenesis

of the pancreatic islets of Langerhans by controlling the activity of the matrix metalloproteinase
MMP-2. J Cell Biol 1998;143:827-836. [PubMed: 9813100]

. Sternlicht MD, Werb Z. How matrix metalloproteinases regulate cell behavior. Annu Rev Cell Dev

Biol 2001;17:463-516. [PubMed: 11687497]

. Werb Z. ECM and cell surface proteolysis: regulating cellular ecology. Cell 1997;91:439 — 442.

[PubMed: 9390552]

. Cirulli V, Beattie GM, Klier G, Ellisman M, Ricordi C, Quaranta V, Frasier F, Ishii JK, Hayek A,

Salomon DR. Expression and function of alpha(v) beta(3) and alpha(v)beta(5) integrins in the
developing pancreas: roles in the adhesion and migration of putative endocrine progenitor cells. J Cell
Biol 2000;150:1445-1460. [PubMed: 10995448]

. Miettinen PJ, Huotari M, Koivisto T, Ustinov J, Palgi J, Rasilainen S, Lehtonen E, Keski-Oja J,
Otonkoski T. Impaired migration and delayed differentiation of pancreatic islet cells in mice lacking
EGF-receptors. Development 2000;127:2617-2627. [PubMed: 10821760]

Tomita T, Iwata K. Gelatinases and inhibitors of gelatinases in pancreatic islets and islet cell tumors.
Mod Pathol 1997;10:47-54. [PubMed: 9021726]

Reponen P, Sahlberg C, Huhtala P, Hurskainen T, Thesleff I, Tryggvason K. Molecular cloning of
murine 72-kDa type 1V collagenase and its expression during mouse development. J Biol Chem
1992;267:7856 —7862. [PubMed: 1373140]

van der Zee E, Jansen |, Hoeben K, Beertsen W, Everts V. EGF and IL-1 alpha modulate the release
of collagenase, gelatinase and TIMP-1 as well as the release of calcium by rabbit calvarial bone
explants. J Periodontal Res 1998;33:65—-72. [PubMed: 9524323]

Vu TH, Shipley JM, Bergers G, Berger JE, Helms JA, Hanahan D, Shapiro SD, Senior RM, Werb Z.
MMP-9/gelatinase B is a key regulator of growth plate angiogenesis and apoptosis of hypertrophic
chondrocytes. Cell 1998;93:411- 422. [PubMed: 9590175]

Itoh T, Ikeda T, Gomi H, Nakao S, Suzuki T, Itohara S. Unaltered secretion of beta-amyloid precursor
protein in gelatinase A (matrix metalloproteinase 2)-deficient mice. J Biol Chem 1997;272:22389 —
22392. [PubMed: 9278386]

Alexander CM, Werb Z. Targeted disruption of the tissue inhibitor of metalloproteinases gene
increases the invasive behavior of primitive mesenchymal cells derived from embryonic stem cells
in vitro. J Cell Biol 1992;118:727-739. [PubMed: 1639854]

Soloway PD, Alexander CM, Werb Z, Jaenisch R. Targeted mutagenesis of Timp-1 reveals that lung
tumor invasion is influenced by Timp-1 genotype of the tumor but not by that of the host. Oncogene
1996;13:2307-2314. [PubMed: 8957071]

Alexander CM, Howard EW, Bissell MJ, Werb Z. Rescue of mammary epithelial cell apoptosis and
entactin degradation by a tissue inhibitor of metalloproteinases-1 transgene. J Cell Biol
1996;135:1669 —1677. [PubMed: 8978831]

Hebrok M, Kim SK, St Jacques B, McMahon AP, Melton DA. Regulation of pancreas development
by Hedgehog signaling. Development 2000;127:4905-4913. [PubMed: 11044404]

Diabetes. Author manuscript; available in PMC 2009 November 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Perez et al.

20.

21.

Page 10

Kim SK, Hebrok M, Melton DA. Pancreas development in the chick embryo. Cold Spring Harb Symp
Quant Biol 1997;62:377-383. [PubMed: 9598372]

Yoder BK, Tousson A, Millican L, Wu JH, Bugg CE Jr, Schafer JA, Balkovetz DF. Polaris, a protein
disrupted in orpk mutant mice, is required for assembly of renal cilium. Am J Physiol Renal Physiol
2002;282:F541-F542. [PubMed: 11832437]

22. Wilson P, Melton DA. Mesodermal patterning by an inducer gradient depends on secondary cell-cell

23.

24.

25.

communication. Curr Biol 1994;4:676 — 686. [PubMed: 7953553]

Brew K, Dinakarpandian D, Nagase H. Tissue inhibitors of metalloproteinases: evolution, structure
and function. Biochim Biophys Acta 2000;1477:267-283. [PubMed: 10708863]

Baker AH, Edwards DR, Murphy G. Metalloproteinase inhibitors: biological actions and therapeutic
opportunities. J Cell Sci 2002;115:3719 -3727. [PubMed: 12235282]

Wiseman BS, Sternlicht MD, Lund LR, Alexander CM, Mott J, Bissell MJ, Soloway P, Itohara S,
Werb Z. Site-specific inductive and inhibitory activities of MMP-2 and MMP-3 orchestrate mammary
gland branching morphogenesis. J Cell Biol 2003;162:1123-1133. [PubMed: 12975354]

26. Yebra M, Montgomery AM, Diaferia GR, Kaido T, Silletti S, Perez B, Just ML, Hildbrand S, Hurford

R, Florkiewicz E, Tessier-Lavigne M, Cirulli V. Recognition of the neural chemoattractant Netrin-1
by integrins alpha6beta4 and alpha3betal regulates epithelial cell adhesion and migration. Dev Cell
2003;5:695-707. [PubMed: 14602071]

27.Vu TH, Werb Z. Matrix metalloproteinases: effectors of development and normal physiology. Genes

28.

29.

30.

31.

Dev 2000;14:2123-2133. [PubMed: 10970876]

Lelongt B, Trughan G, Murphy G, Ronco PM. Matrix metalloproteinases MMP2 and MMP9 are
produced in early stages of kidney morphogenesis but only MMP9 is required for renal organogenesis
in vitro. J Cell Biol 1997;136:1363-1373. [PubMed: 9087449]

Nakanishi Y, Sugiura F, Kishi J, Hayakawa T. Collagenase inhibitor stimulates cleft formation during
early morphogenesis of mouse salivary gland. Dev Biol 1986;113:201-206. [PubMed: 3002886]
Imai K, Hiramatsu A, Fukushima D, Pierschbacher MD, Okada Y. Degradation of decorin by matrix
metalloproteinases: identification of the cleavage sites, kinetic analyses and transforming growth
factor-betal release. Biochem J 1997;322:809 — 814. [PubMed: 9148753]

Blavier L, Lazaryev A, Groffen J, Heisterkamp N, DeClerck YA, Kaartinen V. TGF-beta3-induced
palatogenesis requires matrix metalloproteinases. Mol Biol Cell 2001;12:1457-1466. [PubMed:
11359935]

Diabetes. Author manuscript; available in PMC 2009 November 1.



1duasnuey Joyiny vVd-HIN 1duasnue Joyiny vd-HIN

1duosnuely Joyiny vd-HIN

Perez et al.

ilin

Glucagon / Insulin  Glucagon / In:

Mucin/ Insulin

MMP 2+/+ 9+/+ .

MIMP 2+/+ §++

G

Scatter Index

H

MMP 29"

Dispersion

55 iy
o0

Relative Ratio
o
(4]

FIG. 1.

0
2t o - HVC g

+J

Relative Ratio

Cells on|
filter

| Bepefrep |

Medium

24h
—

37°|[0g0 ol

Matrix Migrating

cells

0
24egeie -
K
5

Relative Ratio
o s

-

g~ 2v-9+- 29t
Migration

MMP 2+ 9+/+
MMP 2+ g~

Total cells B-cells

Page 11

Islet architecture and islet cell migration in MMP2 and MMP9 double-mutant mice. Islet
architecture is unaffected in single or MMP2 and MMP9 double mutants at P4 (A-D). Islets
were stained with antibodies directed against centrally located insulin-producing cells (green)
and marginally located glucagon-producing cells (red). No difference was observed in the
localization of islets (marked by insulin, green) relative to the ducts (marked by mucin-1, red)
at P4 (E and F). The number of B-cell aggregates and islet clustering was normal at P4 in single
and MMP2 and MMP9 double mutants (G, n = 3 and H, n = 3). Gelatin zymography analysis
confirmed the loss of MMP function in single and MMP2 and MMP9 double mutants (1).
Arrows indicate the position of MMP2 protein (lower arrow) and MMP9 protein (upper arrow).
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Cell migration was also measured in in vitro experiments by determining the ability of cells to
migrate through a collagen IV matrix (J). Both total pancreatic cell and -cell migration were
unaffected in double MMP2 and MMP9 mutants (K, wt n = 14 and double mutants n = 13).
Wild-type values were adjusted to 1’ to facilitate comparison. Error bars are shown as + SEM.
Scatter plots showing the individual data points are presented in the online appendix.
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FIG. 2.

Islet formation and B-cell function in MMP2 and MMP9 double-mutant mice. Morphometric
analysis revealed no differences in islet area (A, n = 3) or islet size (B, n = 3) between wild
type and single or MMP2 and MMP9 double mutants at P4. To adjust for differences in body
mass, islet area was divided by body weight. p-Cell differentiation was normal in single or
double MMP2 and MMP9 mutants, as shown by expression of -cell mature markers, including
Pdx-1 (C-F: insulin, green; Pdx-1, red) and GLUT2 (G-J: insulin, green; GLUTZ2, red).
Glucose tolerance tests performed in 8-week-old mice showed that -cell function was not
impaired in double MMP2 and MMP9 mutants (K: wild type, dark blue; double heterozygous,
light blue; double mutant, red; n = 5). Wild-type values were adjusted to 1’ to facilitate
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comparison. Error bars are shown as + SEM. Scatter plots showing the individual data points
are presented in the online appendix.
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FIG. 3.

Expression of MMP family members in wild-type pancreas. RT-PCR was performed with
cDNA generated from total RNA isolated from wild-type pancreata of E17.5 embryos. -RT,
no reverse transcriptase. MMPs expressed in pancreas are shown in bold.
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FIG. 4.

Islet formation and B-cell function in TIMP1 mutant mice. Architecture (A and D: insulin,
green; glucagon, red) and expression of B-cell markers, including Pdx-1 (B and E: insulin,
green; Pdx-1, red) and GLUT2 (C and F: insulin, green; GLUTZ2, red) in TIMP1 mutant mice
was normal compared with wild-type mice. Islet formation was unaffected in TIMP1 mutant
mice, as shown by dispersion (G, n = 3) and scatter indexes (I, n = 3). Morphometric analysis
also revealed no differences in islet area (H, n = 3). Glucose tolerance tests performed in 8-
week-old mice showed that -cell function was not impaired in double TIMP1 mutants (J: wild
type, dark blue; TIMP1 heterozygous, light blue; and TIMP1 mutant, red; n = 5). Wild-type
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values were adjusted to 1’ to facilitate comparison. Errors bars are shown as + SEM. Scatter
plots showing the individual data points are presented in the online appendix.
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Normal islet formation and B-cell differentiation in transgenic mice overexpressing TIMP1.
Islet architecture is unaffected in low expressers (<300 ng/ml TIMP-1) (D) and high expressers
(>500 ng/ml) (G) compared with controls (A) at P4. Islets were stained with antibodies directed
against centrally located insulin-producing cells (green) and marginally located glucagon-
producing cells (red). Expression of B-cell mature markers, including Pdx-1 (B, E, and H:
insulin, green; Pdx-1, red) and GLUT2 (C, F, and I: insulin, green; GLUTZ2, red) showed no
differences between TIMP1 overexpressers and control mice. Islet formation was unaffected
in TIMP1 overexpresser mice, as shown by dispersion index (J, n = 3) and islet area (K, n =
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3). Wild-type values were adjusted to 1’ to facilitate comparison. Errors bars are shown as +
SEM. Scatter plots showing the individual data points are presented in the online appendix.
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