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Characterization of Glomerular Epithelial
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Integrin matrix receptors on glomerular epithelial
cells (GEC) may play an important role in adhesion
of GEC to the glomerular basement membrane
(GBM) and in the maintenance of normal glomeru-
lar permeability. Therefore, the author determined
the types of matrix receptors present on cultured rat
GEC and examined their interactions with several
components of the extracellular matrix. Beta, inte-
grin matrix receptors were detected on all three glo-
merular cell types in rat kidney in vivo and at areas
of cell-cell contact on cultured GEC Glomerular ep-
ithelial cell adhesion to types I and IV collagen was
slightly greater than to laminin andfibronectin Ad-
hesion tofibronectin was significantly inhibited by a
synthetic peptide containing the RGD adhesion se-
quence. Immunoprecipitation of lysates of surface-
iodinated GEC showed the presence of a3,B, integrin.
Chromatography of lysates on immobilized collagen
showed aot3, integrin and a 70- to 75-kd protein
band as the collagen receptors on GEC. Chromatog-
raphy on the 120-kd cell-binding fragment of fi-
bronectin disclosed only a3p, as a specific fibronec-
tin receptor. Antibody to the P3, integrin chain inhib-
ited adhesion to laminin and collagen These studies
demonstrate that in vitro, as in vivo, GEC appear to
express only a3p, integrin. Furthermore, this matrix
receptor is capable of mediating GEC adhesion to
collagen; fibronectinr and laminin, components of
the GBM, and presumably plays a similar role in
promoting GEC adhesion to GBM in vivo. (Am J
Pathol 1992, 141:571-578)

Several different families of cell receptors for components
of the extracellular matrix (ECM) that play an important
role in morphogenesis and regulation of cellular functions
have been described."1 One such family is the integrins,
noncovalently linked heterodimeric protein complexes
composed of a- and 1-chains, which function as matrix
receptors on a variety of cell types. Several classes of

integrin receptors have been identified based on the dif-
ferent 1-chains, each of which may associate with one of
several a-chains, substrate specificity generally being
associated with the specific a chain.1 Several ,13 inte-
grin receptors have been detected in the adult renal
glomerulus, where they presumably play a role in inter-
actions between glomerular cells and components of the
mesangial matrix and glomerular basement membrane
(GBM).58

a1 1p and a2131 integrins, which bind laminin (LM) and
collagen (COL), are found on glomerular capillary endot-
helium and in the mesangium.67 a3U1 integrin, which
binds fibronectin (FN), LM, and COL, has been detected
on glomerular mesangial, endothelial, and visceral and
parietal epithelial cells, but is localized predominantly to
the epithelial cell podocytes,57 where it may function in
attachment of epithelial cells to the GBM. a5p1 integrin,
the FN receptor, is absent or present weakly on glomer-
ular endothelium and mesangiUM.5- a7131 integrin, an
LM receptor, was similarly detected only weakly on glo-
merular endothelium in one report6 and was absent in the
glomerulus in another.7 Studies using an antibody to the
,13 integrin chain and immunoelectron microscopy have
demonstrated an increased density of staining for the 13
integrin on the surfaces of glomerular endothelial and ep-
ithelial cells adjacent to the GBM, suggesting a role of
these receptors in adherence to the GBM.8

The ligands of the integrin receptors have been de-
termined experimentally using isolated cells or recep-
tors.1'2 The role of a particular receptor on a cell in me-
diating adhesion to components of the ECM in vivo, how-
ever, cannot necessarily be inferred from its presence on
the cell. For example, studies of cultured human mesan-
gial cells demonstrated that antibody to the a5 integrin
chain, but not to the a3 chain, blocked adhesion of mes-
angial cells to FN even though both a311 and a5131 are
present on these cells and can bind to FN in vitro.5 Ad-
hesion of glomerular epithelial cells (GEC) to the GBM
may play an important role in maintenance of glomerular
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permeability, and detachment of GEC is seen in associ-
ation with proteinuria in experimental models of glomer-
ular injury (see Discussion). Therefore, we studied inte-
grin expression by cultured rat GEC and their role in ad-
hesion of GEC to components of the GBM.

Materials and Methods

Reagents

Media and additives for culture of rat glomerular epithelial
cells were obtained from Gibco Laboratories (Grand Is-
land, NY), and Sigma Chemical Co. (St. Louis, MO). Tis-
sue culture plates and dishes were obtained from Becton
Dickinson and Co. (Oxnard, CA). Types (rat-tail) and IV
(EHS tumor) collagen, laminin (EHS tumor), and fibronec-
tin (human) were obtained from Collaborative Research
Inc. (Bedford, MA). Glucose oxidase, lactoperoxidase,
and protein-A Sepharose were obtained from Sigma.
Phenylmethylsulfonyl fluoride (PMSF) and leupeptin were
obtained from Calbiochem Corp. (La Jolla, CA). Triton
X-1 00 was obtained from Boehringer Mannheim Bio-
chemicals (Indianapolis, IN). The adhesion peptide
GRGDSP (gly-arg-gly-asp-ser-pro), the control GRGESP
(gly-arg-gly-glu-ser-pro) and the 1 20-kd cell-binding chy-
motryptic fragment of fibronectin were obtained from
Telios Pharmaceuticals (San Diego, CA). 125-lodine (car-
rier free) and thymidine, [methyl-3H] were obtained from
New England Nuclear (Boston, MA). Rabbit antisera re-
active with the cytoplasmic domains Of cx2, a3, a5, and 13
integrin chains, which recognize integrins from several
species9 10 and monoclonal antibodies reactive with rat
ao and a4 chain were the gifts of Drs. E. Marcantonio, R.
Hynes, T. lssekutz, D. Turner, and J. Edelman. Rabbit
antiserum to the rat 1 chain1 1 was the gift of Dr. T. Borg.

Epithelial Cell Culture

Rat glomerular epithelial cell (GEC) cultures were estab-
lished from the kidneys of male Sprague-Dawley rats
(Charles River Laboratories, Wilmington, MA) as previ-
ously described.12 Cells were grown and passaged on
type collagen in a 50:50 mixture of K1 medium (a de-
fined epithelial cell growth mixture) and conditioned me-
dium from Swiss mouse 3T3 fibroblasts (Dulbecco's min-
imum essential medium [DMEM] with 10% heat-
inactivated fetal calf serum).13 Cultures exhibited the
typical polygonal morphology described by others as
well as sensitivity to puromycin aminonucleoside.13 Im-
munofluorescent staining was negative with antibodies to
factor VIII (Atlantic Antibodies, Scarborough, ME), rat
common leukocyte Ag (Cooper Biomedical, Malvern,

PA), and rat Thy-1 (a marker of mesangial cells). Staining
was positive with anti-Fx1 A antibody and with anti-keratin
(ICN Immunobiologicals, Lisle, IL). Electron microscopy
showed the presence of cilia and junctional complexes.
Experiments were performed on cells in their 40th
through 60th passages.

Studies of GEC Adhesion

Glomerular epithelial cells were labeled with 3H-
thymidine (0.5 ,uCi/ml) for 48 hours during log phase
growth followed by a 24-hour washout period in K1-3T3
media. Cell suspensions were prepared by incubating
cells in 0.5 mmol/l (millimolar) ethylenediaminetetra-
acetic acid (EDTA) in phosphate-buffered saline (PBS) at
370C, washing in PBS, and resuspending in binding me-
dium at 200,000 cells/ml. Multi-well tissue culture plates
(96 well) were coated with varying amounts of fibronectin,
laminin, and types or IV collagen dissolved in DMEM
(0.1 to 50 ,ug/ml) for at least 1 hour at 370C as described
previously14 and then blocked with DMEM with 0.25%
bovine serum albumin for 1 to 2 hours. The wells were
then washed with PBS containing 1 mmoVl MgCI2 and 1
mmol/l CaCI2 followed by the addition of labelled cells in
100 Rl of DMEM with 0.25% bovine serum albumin. Cells
were allowed to adhere to the various substrates for 1
hour at 370C followed by washing, addition of trypsin, and
harvesting onto glass fiber filters using a cell harvester
(Cambridge Technology, Inc., Cambridge, MA). For
competition studies, wells were coated with substrate at
20 ,ug/ml and competing peptides (GRGDSP or GRG-
ESP), antibody, or normal IgG were added to quadrupli-
cate wells at the indicated concentrations simultaneously
with the cells. Filters were counted in Optifluor in a liquid
scintillation counter (Packard Instruments, Downers
Grove, IL). Aliquots of known numbers of cells were also
harvested from plates in an identical manner and dem-
onstrated a linear relationship between cell number and
cpmof3H.

Immunoprecipitation of GEC Integrins

Confluent cultures of GEC were surface iodinated with
carrier-free 125_1 sodium iodide (60 ,Ci/ml) in PBS con-
taining 20 mmol/l glucose, 20 ,ug/ml lactoperoxidase,
and 200 mU/mI glucose oxidase for 30 minutes at room
temperature. Cells then were lysed in 20 mmol/l TRIS-CI,
pH 7.4, with 1% Triton X-1 00, 10 ,g/ml leupeptin, and 2
mmolA PMSF (lysis buffer) with 1 10 mmoVI NaCI, 1 mmolA
CaCI2, and 1 mmol/l MgCI2, for 1 hour at 0 to 40C. The
lysate was precleared by incubation with protein A-Seph-
arose beads, followed by incubation with rabbit antise-
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rum to 0x3, et, and I1 integrin chains (9-11) or normal
rabbit serum. Immune complexes were harvested by in-
cubation with protein A-Sepharose, washed with lysis
buffer plus 0.5 moVI NaCI, lysis buffer plus 0.1% sodium
dodecyl sulfate (SDS), and PBS followed by boiling in
SDS-PAGE (polyacrylamide gel electrophoresis) sample
buffer with or without P-mercapto-ethanol as indicated.
Samples were run on 7.5% SDS-PAGE gels followed by
auto-radiography on Kodak XAR-5 film.

Affinity Chromatography of GEC on
Immobilized Matrix

Type collagen and the 120-kd chymotryptic cell adhe-
sion fragment of fibronectin (Telios Pharmaceuticals)
were coupled to CNBr-activated Sepharose (Pharmacia
LKB Biotechnology Inc., Piscataway, NJ) using the man-
ufacturer's protocol. Glomerular epithelial cells were sur-
face iodinated as described above and lysed in lysis
buffer containing 1 mmol/I MnCI2. Lysates were applied
to affinity columns in the same buffer and the flow-
through collected. Collagen-Sepharose was washed with
lysis buffer containing 1 mmol/I MnCI2 and 0.1% Triton
X-100 until counts in the eluate were back to baseline.
Bound material was then eluted in lysis buffer with 10
mmolA EDTA. Equal counts of eluted material, cell lysate,
and the original column flow-through were pre-cleared,
immunoprecipitated, and analyzed by SDS-PAGE and
autoradiography as described above.

For chromatography on fibronectin-Sepharose, ly-
sates of surface iodinated cells were prepared, applied
to the column and washed as described above. The col-
umn was eluted with GRGESP (1 mg/ml in lysis buffer),
washed with lysis buffer, and finally eluted with GRGDSP
(1 mg/ml in lysis buffer).

Immunofluorescence Studies

Frozen sections of normal rat kidney were fixed in ether-
alcohol and stained as previously described.15 Glomer-
ular epithelial cells were passaged onto type IV collagen
(Collaborative Research) coated multi-well glass slides
(Carlson Scientific, Inc., Peotone, IL) and grown for 24 to
48 hours before staining. Slides were fixed in fresh 4%
paraformaldehyde in PBS for 15 minutes at room temper-
ature. Cells were incubated for 45 minutes with rabbit
antibody to the whole integrin 131 chain or appropriate
controls, washed, incubated with fluoresceinated goat
anti-rabbit IgG antibody (Cappel, Malvern, PA) for 30
minutes, washed, mounted, and examined on a Nikon
microscope equipped for epifluorescence.

Statistical Analysis

All results are expressed as mean + standard error of the
mean. Comparisons of the means of groups were made
using Student's t-test or one-way analysis of variance with
post-hoc testing using the Tukey-Kramer test as appro-
priate, employing Systat statistical software (Systat Inc.,
Evanston, IL). P values < 0.05 were regarded as signif-
icant.

Results

Immunofluorescence Studies

Staining of normal rat kidney with antibody to the intact rat
I,3 integrin chain"1 showed a diffuse distribution of inte-
grin receptors in the kidney (Figure 1A), similar to the
pattern seen in normal human kidney. In the glomerulus,
staining was most prominent in the mesangium, but def-
inite staining was also present along the capillary wall
and a double line of staining along the GBM was evident
in some areas, indicating the presence of receptors on
both glomerular endothelial and epithelial cells. Staining
for integrins was also present along tubular basement
membranes and vessel walls.

Cultured GEC stained with the same antibody dis-
played predominantly membrane staining with accentu-
ation along areas of cell-cell contact (Figure 1 B). Perme-
abilization of cells with 0.1% Triton X-1 00 before staining
did not alter this pattern of reactivity (not shown).

GEC Adhesion to Substrates

When tissue culture dishes were coated with a variety of
ECM materials, there was a dose-dependent increase in
the adhesion of labeled GEC to the various substrates
used in comparison to adhesion to untreated wells (Fig-
ure 2). Types and IV collagen resulted in slightly greater
adhesion than laminin and fibronectin. The potential im-
portance of binding of cells to RGD sites in the substrate
was evaluated by performing adhesion studies in the
presence of the synthetic adhesion peptide GRGDSP,
which can competitively inhibit binding to the RGD se-
quence, or the control peptide GRGESP. Adhesion to
fibronectin, which contains an RGD sequence, was sig-
nificantly inhibited by GRGDSP but not the control pep-
tide (Figure 3). Adhesion to the other substrates studied
was unaffected by either peptide.

Characterization of GEC Matrix Receptors
Immunoprecipitation of lysates of surface-iodinated GEC
with anti-P, antibody demonstrated the presence of two
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Figure 1. Normal rat kidney (A) and cultured GEC (B) stained with anti-I, integrin antibody. In the glomeru4lus, staining is prominent in
the mesangium but is also evident on the glomerular capillaiy wall. Arrowheads indicate an area ofstaining ofthe inner and outer aspects
of the CBM. In culture, staining is most prominent along the cell membrane at points of cell-cell contact (Original magnification, x400).

bands of radioactivity after analysis by SDS-PAGE under representing the ,B integrin chain (1 15 kd) and an asso-
nonreducing conditions and autoradiography (Figure 4, ciated a chain, If lysates were exposed to dissociating
lane 4) with approximate mobilities of 135 and 115 kd conditions (0.1% SDS, no Ca+ + or Mg+ +), only the I31
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Figure 2. Adhesion of GEC to substrates. Cells labeled with 3H-
thymidine were allowed to adhere to albumin-coated tissue cul-
ture plates or to wells coated with the indicated concentrations of
substrate. The symbol on the ordinate represents binding to albu-
min treated wells. Each bar represents the mean + SE ofsubstrates
evaluated in triplicate in two separate experiments.

chain was immunoprecipitated (not shown), confirming
the noncovalent linking of the at and P, chains. The iden-
tity of the associated a chain was confirmed as a3 by
immunoprecipitation with anti-a3 antibody (Figure 4, lane
2). Immunoprecipitation with anti-a5 antibody demon-
strated the absence of a5 chains (Figure 4, lane 3). Im-
munoprecipitation with anti-cc1, -a2 and -a4 was also neg-

ative (not shown). When anti-1,1 immunoprecipitates of
GEC were analyzed under reducing conditions (Figure 5,
right lane), the characteristic shift of mobility of the a3 and
,1 chains was demonstrated, further confirming the iden-
tity of the GEC integrin receptor as a331.

Analysis of the matrix-binding surface proteins of GEC
was next performed by passage of lysates of surface-
iodinated cells over columns of Collagen or the 120-kd
chymotryptic fragment of fibronectin immobilized on

Sepharose. When surface-iodinated GEC proteins that
had bound to collagen-Sepharose were eluted with
buffer containing 10 mmol/l EDTA, proteins with mobilities
similar to a3 and 1 integrins were detected as well as a

-116

97

- 66

- 45

Figure 4. Analysis of GEC integrins. Lysates of surface iodinated
cells were immunoprecipitated with control antibody (lane 1), or
antibodies to integrin a3 chain (lane 2), integrin a5 chain (lane 3)
and integrin l, chain (lane 4). Lanes 2 and 4 demonstrate the
presence of a313, integrin. No n5 chains could be demonstrated

= GRGDSP =l GRGDSP L GRGESP _ GRGESP Arrowheads indicate the positions of the cc3 (upper) and the l,
200 pg/mI 500 pg/ml 200 pg/ml 500 pg/ml (lower) integrin chains (7.5% SDS-PAGE; unreduced).
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Figure 3. Effect of adhesion peptides on GEC adhesion to sub-
strates. GEC labeled as in Figure 2 were allowed to adhere to
substrates (20 pg/mI) for 1 hour in the presence of the synthetic
adhesion peptide GRGDSP or the control peptide GRGESP. Relative
binding of cells to the indicated substrates was compared in the
presence or absence ofpeptides Each bar represents the mean SE
ofquadruplicate determinations in two experiments (*P < 0.05 vs.
control).

broad band at approximately 70 to 75 kd, the identity of
which is not clear (Figure 6, lane 1). Immunoprecipitation
of equal counts of whole cell lysate, column flow-through
(data not shown) and eluted proteins (Figure 6, lane 2)
with anti-P1 demonstrated significant enrichment of a3p13
integrins in the material that bound to the column. The
identity of the coprecipitating a chain as a3 was con-

firmed by immunoprecipitation with anti-a3 antibody
(data not shown). This confirms the importance of the
a3131 integrin on GEC in cell binding to collagen.

Chromatography of GEC lysates on the cell-binding
fragment of fibronectin showed no material eluting non-

specifically with the GRGESP control peptide (Figure 7,
lane 1). The GRGDSP peptide, however, which com-
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Figure 6. Collagen-Sepharose chromatography ofGEC lysates. Sur-
face iodinated cell lysates were applied to a column of Collagen
I-Sepharose and eluted with EDTA Eluted proteins (lane 1) dem-
onstrated several bands capable ofbinding to collagen. Immuno-
precipitation ofelutedproteins with anti-P, (lane 2) confirmed the
enrichment of a3, integrins in the collagen binding material.

Figure 5. Effect of reduction on GEC integrin. Lysates of surface
iodinated cells immunoprecipitated with anti-PI antibody were
run unreduced (left lane) or reduced (right lane). Shifts in mobility
typical of the a3 and , chains are demonstrated

petes with the RGD site on the fibronectin molecule, re-

sulted in elution of the a3P1 chains, demonstrating that
this integrin on the GEC surface can also mediate bind-
ing to fibronectin.

Effect of Anti-P, Antibody on GEC Binding
to Substrate

Because a3P1 integrin appears to be the only integrin
expressed by GEC, the effect of anti-j31 antibody on bind-
ing to substrates should reflect the participation of this
integrin in GEC adhesion. When GEC plus anti-P1 or nor-

mal IgG were co-incubated, adhesion of GEC to laminin
and types and IV collagen were significantly inhibited
(Figure 8), demonstrating that the a3p1 integrin of GEC
plays a role in adhesion of GEC to these substrates. No
effect on GEC adhesion to fibronectin was evident (see
Discussion). Because the anti-a3 antibody reacts with the
cytoplasmic portion of the a3 chain, we could not use it to
specifically demonstrate the role of the a3 chain in cell
adhesion.

Discussion

The results presented here demonstrate that cultured
GEC adhere to several components of the GBM, includ-
ing types and IV COL, LM, and FN, and express an a3,1
integrin receptor on their surface that has been shown in
vitro to be capable of binding to these substrates. The
involvement of the GEC a3,1 receptor in actually medi-
ating adhesion is further supported by the ability of an
RGD containing peptide and anti-j31 antibody to inhibit
adhesion to several substrates and by the isolation of
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Figure 7. Fibronectin-Sepharose chromatography of GEC lysates.
Lysates were prepared as described earlier, applied to the column
and bound material eluted with the control GRGESPpeptide (lane
1) or with GRGDSP (lane 2).

GEC a3p1 receptors on columns of immobilized FN and
COL.

Many proteins present in the ECM contain the tri-
peptide sequence RGD as their cell recognition site, in-
cluding FN, vitronectin, osteopontin, collagens, and
thrombospondin.3 Until recently it was thought that of the
I,3 integrins only a5P,1 and ampj adhered to FN via this
sequence.' Many of these studies, however, involved
cells containing both a5P1 and a301 integrins. By remov-

Ant-S61 Anti-IS Anti-S1 AJntl-SI
2 pgMum 20 pglml 200 pglml 500 pgiml

1.20

AC A 0 T

'a 050-
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Fibronstuin Leminin Callagon IV Collagen

Substrate

Figure 8. Effect of anti-PI antibody on GEC adhesion. GEC pre-
pared as in Figure 2 were allowed to adhere to substrates (20

lg/ml)for 1 hour in the presence of the indicated concentrations
ofanti-PI or normal IgG. Relative binding of cells was compared
in thepresence ofantibody or normal IgG. Each bar represents the
mean + SE offour to eight measurements (P < 0.05 vs. control).

ing the a5p1 integrin or using another cell line that ex-
presses mainly a3f31, Elices et al16 were able to demon-
strate that a3P1 can also bind to the RGD site on FN as
well as being able to bind to non-RGD sites on LM and
COL. Our data support these findings in that GEC do not
express a5P1 and their adhesion to FN but not COL or LM
could be inhibited by RGD peptides. The high degree of
inhibition of binding to FN (-80%) with 500 ,ug/ml
GRGDSP and the presence of only a3P1 in the eluate of
the FN column further suggests that the a311 receptor is
the sole or most important GEC receptor for FN. Although
anti-1l antibody did not interfere with GEC binding to FN,
it is possible that this antibody preparation does not rec-
ognize the site that binds to the RGD sequence in FN.
This binding site seems to be different from the site that
mediates binding to other substrates.16 We cannot rule
out the presence of some ox431 integrins on GEC be-
cause of a lack of a specific antibody that recognizes rat
x, and the fact that a3 and ot, chains show similar mobility
in SDS-PAGE gels and changes in mobility on reduc-
tion.4 However, antibodies to the a3 or I3 chains produce
a similar ratio of a3 to 31 bands on immunoprecipitation
(data not shown) suggesting that another a chain is not
present. Another potential FN receptor on GEC is
heparan sulfate proteoglycan, although we did not detect
it in the FN column eluate.'7

Chromatography of surface-iodinated GEC lysates on
COL-Sepharose also showed binding of UA3s integrin to
COL, demonstrating that the cX3P1 receptor on GEC is
capable of mediating cell adhesion to COL. Anti-P1 anti-
body also inhibited adhesion of GEC to types and IV
COL, albeit only up to about 30%, suggesting the pres-
ence of other proteins that might act as COL receptors,
such as the COL-binding proteins with molecular weights
of -70 to 75 kd, which we detected. COL-binding pro-
teins of similar molecular weight have been detected by
others on rat heart fibroblasts and chick cornea,' 118 but
have not been further characterized.

The evidence presented here, along with previous
studies, strongly suggests that a3P1 integrin plays a ma-
jor role in GEC adhesion to the GBM. In vivo, a3g1 has
been the only integrin identified on GEC podocytes, and
it is concentrated on the portion of the podocyte adjacent
to the GBM.5-7 In culture, it is also the only I3 integrin
expressed on GEC, and it binds to FN and COL in a
manner dependent on the RGD sequence of FN and on
the presence of a divalent cation (Mn+ +) for COL bind-
ing. In vivo, the GBM contains COL concentrated in the
lamina densa and FN and LM concentrated in the lami-
nae rarae,1920 although some studies have questioned
the presence of FN in the GBM (reviewed in reference
21). a3f31 on GEC also appears to play an important role
in binding to LM as evidenced by approximately 80%
inhibition of GEC binding to LM by anti-41 antibody and
the absence of other LM receptors such as cx,I1 and the
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non-integrin 67-kd LM receptor in the normal glomeru-
Ius.7 A role for ct3P1 in ceR-cell adhesion, particularly in
epidermal keratinocytes, has been proposed16'22 and
a3P1 is localized primarily to areas of cel-cell contact of
keratinocytes in vivo and in vitro.2224 Similarly, immuno
fluorescence staining of cultured GEC with anti-4l anti-
body demonstrated predominant localization at areas of
cel-cell contact, raising the possibility that a311 might
function similarly in the glomerulus.

Detachment of GEC from the GBM has been demon-
strated as a pathologic correlate of the development of
proteinuria in several models of experimental glomerular
injury, including adriamycin and puromycin nephrosis,
protein overload proteinuria, and infusion of neuramini-
dase.2928 Possible alterations of GEC integrins in such
lesions have not been explored. The role of GEC matrix
receptors in maintaining normal glomerular capillary wall
permeability and their involvement in proteinuric lesions
remains to be defined.
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