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ized by blindness, glaucoma, cataracts, and band kera-

topathy (28). Extraocular manifestations include

se-

vere proximal renal tubular acidosis, mental retardation,

short stature, an elevated serum amylase, and thyroid
abnormalities. The cellular mechanism(s) responsible
NBC1 gene encodes two electrogenic sodium-bicarbonate co- for the ocular abnormalities in these patients is prestransport proteins, pNBCI and kNBC1, which are candidate
of the expression
proteins for mediating electrogenic sodium-bicarbonate co- ently not known. Characterization
proteins
improve our
pattern
in
the
eye
would
of
NBC1
iransport in ocular cells. Mutations in the coding region of the
pathogenesis
of the
molecular
of
the
understanding
pNBCI
and
both
common
to
gene
exons
in
human NBC1
kNBCI result in a sS.ndrome with a severe ocular and renal cause ofblindness in this disorder.
There are several cell types in the eye where funcphenotlpe (blindness, band keratopathy, glaucoma, cataracts,
and proximal renal tubular acidosis). In the present study, we tional electrogenic sodium-bicarbonate cotransport has
determined the pattern of electrogenic sodium-bicarbonate co- been reported. Electrogenic sodium-bicarbonate cotransporter protein erpression in rat eye. For this purpose, transport has been described in corneal endothelial
pNBCI- and kNBC1-specific antibodies were generated and cells (10, 30), pigmented ciliary body epithelium (64),
used to detect these NBC1 protein variants by immunoblotting lens epithelium (62), retinal astrocy'tes and Miiiler
and immunocltochemistry. pNBCI is expressed in cornea, concells (42-45), and retinal pigment epithelium (26,31-,
junctiva, lens, ciliary body, and retina, whereas the expression
35).
These studies have utilized several different model
of kNBCI is restricted to the conjunctiva. These results provide
including intact epithelial preparations, culsystems
the first evidence for extrarenal kNBCI protein expression. The
data in this study will serwe as a basis for understanding the tured cells, and vesicle preparations from various spemolecular mechanisms responsibie for abnormalities in ocular cies. Depending on the specific cell type, electrogenic
eiectrogenic sodium-bicarbonate cotransport in patients with bicarbonate transport is thought to play an important
mutations in the NBC1 gene.
role in mediating transepithelial sodium, bicarbonate,
and fluid transport (e.g., corneal endothelial cells, ciliciiiary
body;
eyes;
cornea;
bicarbonate; sodium; transport;
ary body epithelium, retinal pigmented epithelium),
retina
intraceilular pH regulation, and maintenance of extracellular pH (retinal astrocytes and Milller cells). Ion
Tnn soorur"r-BTcARBoNATE coTRANSpoRTERS (NBCs) are a and fluid transport in these tissues are thought to play
family of integral membrane proteins that mediate an important role in the control of corneal transparelectrogenic or electroneutral sodium-bicarbonate co- ency, lens transparency, intraocular pressure, retinal
transport (1,2, 4, 12,29, 46, 47,51). Members of the function, and attachment.
NBC protein family play an important role in intracelIn humans, electrogenic sodium-bicarbonate cotranslular pH regulation and transepithelial transport of port is mediated bykNBCl and pNBCI proteins, which
sodium and bicarbonate in several tissues. In various are encoded by the NBC1 gene (2). kNBCI and pNBCI
cell types in the eye, electrogenic sodium-bicarbonate are highly homologous proteins that have different
cotransport plays an important role in intracellular pH NHz termini, in that in kNBCI 41 amino acids replace
regulation and transepithelial ion flux. The importance the initial 85 amino acids of pNBCI (1). pNBCI is
of electrogenic sodium-bicarbonate cotransport to nor- highly expressed in the pancreas, where it is thought to
mal ocular function is highiighted by recent evidence play an important role in mediating basolateral bicarthat patients with homozygous mutations in the NBCl bonate influx in ductal cells and resultant transepithe(SLC4A4) gene have an ocular phenotype character- lial bicarbonate secretion, whereas kNBCI is thought
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to play an important role in mediating renal proximal brane (Bio-Rad, Hercules, CA). Nonspeciflc binding was
20 mM Tris'HCl,
tubular bicarbonate absorpti.on (L, 12, 51, 52). The blocked by incubation of the membrane in(TBST)
pH
Tween
20
140
mM
NaCl,
and
0.17o
containing
7.5,
expression pattern of these transporter proteins in
57o dry milk. Primary pNBCI- or kNBC1-specific antibodies
various cells in the eye has not been characterized. were used at a dilution of 1:1,000. Secondary horseradish
Knowledge of the cellular distribution of electrogenic peroxidase-conj ugated mouse anti-rabbit antibody (Jackson
sodium-bicarbonate cotransport proteins in ocular tis- ImmunoResearch, West Grove, PA) was used at a dilution of
sues would begin to provide a molecular basis for l-:10,000. The bands were visualized using an enhanced
understanding the potential role of loss of function chemiluminescence (ECL) kit and ECL Hyperfilm (Amermutations in pNBCI and kNBCI in causing blindness sham Pharmacia Biotech, Keene, PA).
(28). In a recent study, Sun et ai. (56) reported the
Immunocytochemistry. For immunofluorescence experipresence of NBC1 on the basolateral membrane of ments, rat eyes were removed and immediately frozen in dry
corneal endothelial cells. However, there are presently ice. The pNBCI and kNBCI primary antibodies (1:100 diluwere applied to 5-pm cryostat sections for 45 min and,
no studies that have utilized specific antibodies to tion)
after
several washes in PBS, goat anti-rabbit IgG conjugated
determine the tissue expression pattern of pNBCI and with
Alexa 594 (1:500 dilution, Molecular Probes) was apkNBCI proteins. To gain further insight into the mo- plied for 40 min. In control experiments, the primary antilecular mechanisms responsible for electrogenic so- bodies were preabsorbed with the specific immunizing pepdium and bicarbonate transport in the eye, we gener- tide (10 p.g/ml). The slides were washed in PBS and mounted
ated rabbit polyclonai antibodies against the unique in Cytoseal 60 (Stephens Scientific). The confocal images
NHz terminus of pNBCI and kNBCI and determined were captured with a Leica TCS SP inverted confocal microthe cellular localization ofeach protein in the rat eye' A scope (Leica) using a krypton laser (model 643, Melles Griot,
comprehensive analysis of the expression of pNBCI Irvine, CA). In some experiments, rat eyes were dissected
and immersed immediately in PBS witt, 47o paraformaldeand kNBCI in various ocular tissues is reported.
hyde. After fixation for 24tr at 4"C, the samples were washed
in PBS, dehydrated through a graded series of ethanol
washes, cleared in xylene, and embedded in paraffin. SecMETHODS
tions were cut at a thickness of 7 pm, mounted onto glass
Generation and characterization of polyclonal antibodies to slides, and stored at room temperature until use. The slides
pNBCI and h.NBCL. A polyclonal antibody to pNBCI was were deparaffinized in graded deg:rees ofethanol and treated
iaised in rabbits against a synthetic peptide derived from the with xylene. The sections were immersed in freshly made 3Vo
NHz terminus of the protein (amino acids 1-19, coupled to an hydrogen peroxide prepared in water for 30 min and then
NHz-terminal cysteine). The affinity-purified polyclonal an- rinsed in water. The pNBCI and kNBCI primary antibodies
tibody to kNBCI was raised against a slmthetic peptide, (1:100 dilution) were applied for 20 min and, after a 5-s wash,
corresponding to amino acids 11-24, coupled to an NH2- were incubated in a biotinylated anti-rabbit secondary antiterminal cysteine. Both antibodies were affinity purified us- body (STAT-Q, Innovex Biosciences, Richmond, CA) for 10
ing Sepharose 48 columns with covaiently attached pNBCI min. The sections were then incubated in peroxidase-labeled
or kNBCI peptides. To characterize the antibodies, HEK- strepavidin for 10 min, immersed in a diaminobenzidine
293T cel1s grown on fibronectin-coated coverslips were transsubstrate solution for 5 min, and subsequently counterfected using the calcium phosphate precipitation method stained with hematoxylin and mounted.
with plasmids (pcDNA3.1, Invitrogen, Carlsbad, CA) containing the coding region for pNBCI or kNBC1. The celis
were rinsed in methanol at -20'C for 5 min and washed in RESULTS
PBS several times. Each primary antibody (1;100 dilution)
To establish the presence and examine the cellular
was applied for t h and, after several washes in PBS, goat
anti-rabbit IgG conjugated with Alexa 594 (1:500 dilution, distribution of pNBCI and kNBCL in the rat eye,
Molecular Probes, Eugene, OR) was applied for an additional
rabbit affinity-purified polyclonal antibodies were
t h. The siides were washed in PBS and mounted in Cytoseal raised against the specific NHz terminus of each pro60 (Stephens Scientific, Riverdale, NJ). A liquid-cooled PXL tein. The polyclonal antibodies against pNBCI and
charge-coupled device camera (model CH1, Photometrics,
kNBCI were initially characterized by transfection exOsnabruck, Germany), coupled to a Nikon Microphot-FXA
periments in HEK-293T cells. As shown in Fig. 1,
epifluorescence microscope, was used to capture and digitize
the fluorescence images of the cells expressing pNBCI or immunofluorescence microscopy revealed that pNBCI
kNBC1. The images were transferred to a Silicon Graphics and kNBCI are readily detected in cells expressing
Indy 5000 computer using IStrE 4.0 (c) software (Inovision, each protein. No labeling was obset-ved in untransfected cells. Labeling of the pancreas with the antiRaleigh, NC).
pNBCI antibody and of the kidney with the antiWestern blotting. The eyes from normal Long-Evans rats
*'ere divided into cornea, ciliary body, conjunctiva, and ret- kNBCI antibody are also shown.
ina. These tissues were disrupted at 0'C in a glass homogeThe pNBCI antibody recognized a -145-kDa band
nizer with 20 mM Tris'HCl, pH 7.5, containing 140 mM on immunoblots of rat cornea, ciliary body, retina, and
NaC1, 1 mM phenylmethylsulfonyl fluoride, 1 mM EDTA, 1
conjunctiva (Fig. 2). The specificity of the labeling was
p.g/ml pepstatin, 1 pg/ml leupeptin, and 1 pglml aprotinin.
confirmed using the pNBCI antibody preabsorbed with
The homogenate was centrifuged at 300 g for 10 min, and the
supernatant was analyzed by SDS-PAGE. Membranes from the immunizing peptide. In addition, data from rat
rat pancreas and kidney were isolated using differential pancreatic membranes that strongly express pNBCI
centrifugation. The proteins were separated by SDS-PAGE are shown for comparison. The size of the recognized
and electrotransferred onto a polyvinylidene difluoride mem- protein in all tissues is larger than the predicted size of
AJP-Renal Physiol . vot- 28r . NovEIvIBER 2001 " www.ajprenal.org
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A-D: immunocltochemical analysis of

the sodium-bicarbonate cotransporter

expres-

sion of pNBCI and kNBCI in HEK-293T cells.
A: transfected cells labeled with the anti-pNBCl

antibody, showing

a

predominantly plasma

membrane localization of pNBC1. These cells
did not label with the anti-kNBC1 antibody. B:
untransfected cells labeied with the anti-pNBCl
antibody. C: transfected cells labeled with the
anti-kNBC1 antibody, showing a predominantly
plasma membrane localization of kNBC1. These

celis did not label with the anti-pNBC1 antibody. D: untransfected cells labeled with the
anti-kNBC1 antibody. E: overlapping Nomarski
and immunofluorescence image showing labeling of pancreatic ducts with the anti-pNBCl
antibody. F': immunofluorescence staining of
proximal tubules in the kidney with the anti-

kNBCI antibody.

-121 kDa, suggesting that pNBCI is glycosylated or
posttranslationally modified in other ways.
Unlike pNBC1, kNBCI was found in conjunctiva
only. As shown in Fig. 2, the kNBCI antibody recognized a -130-kDa band in conjunctiva only. Furthermore, kNBCI was not detectable in cornea, ciliary
body, or retina. These findings suggest that kNBCI
plays a more specialized role in mediating electrogenic
sodium-bicarbonate cotransport in the conjunctiva.
Given a predicted size of -116 kDa, the results indicate that the kNBCI is posttranslationally modified. In
an immunoblot of rat kidney membranes known to
strongly express kNBC1, a band of -130 kDa was also
detected and is illustrated in Fig. 2 for comparison.
pNBCI immunostaining was observed in many ocular tissues, and in a cell-specific pattern. Figure 3
depicts the immunolocalization of pNBCI in the cor-

nea. In the cornea, epithelial cells in the basal and
intermediate cell layers were stained most intensely,
with only occasional cells staining in the surface layer
(Fig. 3, A-D). Cells in the basai and intermediate
layers in the peripheral cornea (Fig. 3A) were nore
uniformly stained than those of the central cornea (Fig.
3, B and D). Within the central cornea, some of the cells
in the basal layer were not labeled (Fig. 3, B and D).
There was no clearly defined preferential staining of
apical and basolateral membrane domains in the basal
layer or elsewhere. As shown in Fig. 3, A, B, arrd D,
keratocytes of the corneal strorna were also stained for
pNBC1. Unlike pNBC1, kNBCI was not detected in
corneal epithelial cells (Fig. 3, E and F). In the corneal
endothelium (Fig. 4), pNBCI was predominantly localized to the basolateral cell membrane of endothelial
cells, as shown in Fig. 4C. Corneal endothelial cells

AJP-Renal Physiol . VOL 281 . NO\EN{BER 2001 . www.ajprenal.org

IMMNUNOLOCAIIZATION OF SODIUM-BICARBONATE COTRANSPORTERS

A
250

F923

10

-

:':-ry3ry*****"dJ
75-

105

Fig. 2. Immunoblots from various rat ocular tissues. A:
lanes 1 and 6: cornea; lanes 2 andT: crliarybody;lanes
3 and B: reLita; lanes 4 and 9: conjunctiva; and lanes 5
atd 70: pancreas. Loading: lanes 7-4 and 6-9: 80 pg;
lanes 5 and l0: 2O p"g. Lanes 7-5 were probed with the
anti-pNBCl antibody; lanes 6-70 were probed with the

50-

anti-pNBC1 antibody preincubated with 10 pglml of

B
1

254
.160

'105
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0

specific immunizing peptide. B: lanes 1 anl 6: cornea;
Ianes 2 and 7: ciliary body; Ianes 3 and B: retina; lanes
4 and 9'. conjunctiva; Ianes 5 and. 70: kidney. Loading:
lanes 7-4 and 6-9: 8O p"g; lanes 5 and 10: 40 pg. Lanes
7-5 were probed with the antikNBCl antibody; lones
6-70 were probed with the anti-kNBO1 antibody preincubated with 10 pglml of specific immunizing peptide.

-

7550also failed to stain with the anti-kNBC1 antibody (Fig.
4, E and F).
In contrast to the cornea, pNBCI was not detected in

the iris (Fig. 5, A and B). The posterior pigmented
epithelium, the dilator iridis muscle, the stroma, and
the anterior border layer were not stained with antipNBCI antibody. Similarly, kNBCI was undetectable
in the iris (Fig. 5, C and D). In addition, components of
the outflow pathway for aqueous humor such as the
trabecular meshwork and the canal of Schlemn were
not stained with either antibody.
As shown in Fig. 6, the lens epithelium was stained
uniformly from the anterior pole and extended posteriorly to the region of lens fiber cell differentiation.
Apical and basolateral plasma membranes were labeled rn'ith the anti-pNBC1 antibody. kNBCI was not
detectable (Fig. 6, E and F).
The conjunctival epithelium was labeled by the antipNBCI antibodl (Fig. 7) and by the anti-kNBC1 antibody (Fig. 8); horvever, the staining patterns were
different. pNBCI labeled surface and wing cells; however, kNBCI was detected predominantly in basal
cells. This is the first evidence of kNBCI protein ex-

pression

in an extrarenal location. No labeling

was

in the conjunctival stroma.
The pigmented epithelium of the ciliary body processes was stained intensely for pNBCI (Fig. 9). Labeling was present in the basolateral membrane of ciliary
pigmented epithelial cells. In contrast to the strong
obserwed

labeling of pigmented epithelial cells, the anti-pNBC1
antibody did not label the nonpigmented epithelial
cell layer. Furthermore, the capillaries, the postcapillary venules, and the ciliary stroma were unlabeled. As shown in Fig. 9, E and F, kNBCI was not
detected in either the pigmented or nonpigmented ciliary epithelium.

Within the retina, anti-pNBC1 labeling was

de-

tected in both the retinal pigment epithelium (RPE)
and the neurosensory retina. As shown in Fig. 10, A
and B, the apical membrane of RPE cells was labeled
with the anti-pNBC1 antibody. Furthermore, within
the choroid and sclera, occasionally labeled fibroblasts were detected (Fig. 10, C and D). As shown in
Fig. 10, E a:nd F, kNBCI was not detected in either
the RPE or the neurosensory retina. Within the
neurosensory retina, Miiller glial cells were labeled
with the anti-pNBC1 antibody. As shown in Fig. 11,
A-C, tl.re apical microvilli of Mtiller cells labeled
strongly. Figure 11.8 shows Miiller cell membrane
staining in the inner nuclear layer where the Miiller
cells pass among neurons. In the nerve fiber layer,
pNBCI staining was detected in Mriller cell end feet
(Fig. 1lF). Therefore, pNBCl staining of Miiller cells
extended from the apical microvilli in the outer limiting membrane and continued radially throughout
the retina. The anti-pNBC1 antibody failed to label
rod and cone photoreceptor cells and other neural
elements.
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Fig. 3. A-F: immunolocalization of pNBCI in
rat corneal epithelium and stroma. A and B:
immunoperoxidase labeling of paraffin-embedded rdt cornea. A: peripheral comea showing the
plasma membrane of epithelial cells in the basal
layer labeled with the anti-pNBCl antibody (arrows). Bar,46 p.m. B: the central cornea showing
cells in the basal layer staining for pNBC1. Note
that epithelial cells in this region ofthe cornea
were less frequently labeled (arrows). Bar, 45
pm. In addition to epithelial cells, stromal keratocytes were also labeled (arrowheads, A and
B). C: Nomarski image of cornea showing the
corneal epithelium and stroma. Bar, 35 pm. D:
immunofluorescence staining of cryostat cornea
sections showing epithelial cells in the basal,
intermediate, and surface layer labeled with the
anti-pNBC1 antibody (arrows). Labeling of stromal keratocytes with the anti-pNBCl antibody
is also shown (arrowheads). Bar, 35 pm. E: Nomarski image of cornea depicting the epithelial
layer and stroma. Bar, 35 pm. F: specific peptide
blocking of pNBCI staining. Bar, 35 p"m.

DISCUSSION

In the present study, we report the immunolocalization of pNBCI and kNBCI proteins in the rat eye
using antibodies specific for each protein (summarized in Fig. 12). The results demonstrate that
pNBCI is widely distributed in the eye in various cell
types including cornea, conjunctiva, lens epithelium,
ciliary body, and retina. In contrast, kNBCI was only
expressed in the basal epithelial cells ofthe conjunctiva. The widespread localization of pNBCI was documented in immunoblots of cornea, conjunctiva, ciliary body, and retina, which confirmed the presence
of a -145-kDa band corresponding to pNBCI in
these tissues. The results suggest that the electrogenic sodium-bicarbonate cotransporter pNBCI

plays an important physiological role in several cell
types in the eye. In contrast, a -130-kDa band
corresponding to kNBCI was only detected in conjunctiva. kNBCI is localized in the basolateral membrane of the renal proximal tubule, where it is known
to play an important role in mediating basolateral
sodium-bicarbonate efflux. The finding that kNBCI
protein is also expressed in the basal epithelial cells
of the conjunctiva is the first suggestion that this
NBC1 variant plays a physiological role in extrarenal cells.
In pancreatic ductal cells, pNBCI is expressed on the
basolateral membrane, where it mediates electrogenic
sodium-bicarbonate influx with a 2 HCO':1 Na* stoichiometry (18). In the proximal tubule, kNBCI has a
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Fig. 4. Immunolocaiization of pNBCI (A-D) and
kNBCI (E and F) in corneal endothelium. A:
Nomarski image of the cornea depicting the
stroma and corneal endothelial layer. Bar, 35
micros B: immunofluorescence staining of the
corneal endotheiial cells iabeled with the antipNBCI antibody (arrow). Bar, 35 pm. C: highpower image of corneal endothelial cells. Over-

lapping Nomarski and

immunofluorescence
image showing labeling of endothelial cells using
the anti-pNBCl antibody (arrows). Bar,9 pm. D:
specific peptide blocking of pNBCI staining. Bar,
35 pm. E: Nomarski image of cornea showing the
corneal epithelium, stroma, and endothelium.
Bar, 35 pm. F: immunofluorescence image show-

ing the lack of any cell staining in the cornea
with the anti-kNBC1 antibody. Bars, 35 pm.

stoichiometrl' of 3 HCO' :1 Na+ and mediates cellular
bicarbonate efflux because the reversal potential ofthe
transporter is less negative than the resting membrane
potential (691. We have recently demonstrated that
both pNBCI and kNBCI can function in either a 2
HCO3 :1Na* or 3 HCO3:1Na* mode depending on the
cell type in which each transporter is expressed, indicating that an unknown cellular factor(s) can alter the
stoichiometry of both transporters (19). These findings
suggest the intriguing possibility that the various cell
types in the eye expressing pNBCI may exhibit differences in HCO':Na* stoichiometry. In keeping with

this possibility, RPE and retinal Mriller cells

each
express pNBC1, and yet the HCO| :Na+ stoichiometry

appears to be 2:1 in the RPE (26) and 3:1 in retinal
Mriller cells (43). Therefore kNBCI may not necessar-

ily exhibit a 3 HCOr:1 Na* stoichiometry in conjunctival basal epithelial cells. Whether a difference in the
function or regulation of pNBCI and kNBCI necessitates the unique expression pattern ofeach transporter

in conjunctival cells requires further study.

Previous studies have demonstrated that the corneal
endothelium transports bicarbonate ions from the
stroma to the surrounding aqueous humor (22, 25).
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Fig. 5. Nomarski (A and C) and corresponding
immunofluorescence images (B and D) showing
lack of staining of the iris with either the anti-

pNBCI antibody (B) or the anti-kNBCl antibody (D). The canal of Schlemn (arrow) depicted
in the Nomarski image (E) was not stained with

the anti-pNBC1 antibody (F). Bars, 35 pm (AD);26 pm (E arrd F).

Sodium and bicarbonate play an important role in
maintaining corneal hydration (34, 49,50) and in endothelial cell intracellular pH regulation (56, 59). Atthough electrogenic sodium-bicarbonate cotransport
has been implicated in this process, these studies have
been based on cultured cells, which may express proteins that are not necessarily present in corneal endothelial cells in vivo. In contrast to experiments utilizins
cultured endothelial cells, studies bf vesicles derivel
from native corneal endothelial cells have failed to
AJP-Renal Physiol . VOL

281

.

demonstrate electrogenic sodium-bicarbonate cotrans-

port (36-38). Indeed, it has been postulated that

a

novel chloride-dependent electrogenic sodium- and bicarbonate-dependent transporteimav mediate corneal
endothelial bicarbonate efflux (38). Furthermore, these
authors have recently reported their failure to detect
pNBCI and kNBCI transcripts in freshly isolated cor-

neal endothelial cells (38). The latter results are in
contrast to a recent report showing pNBCI and kNBCI
transcripts in cultured human corneal endothelial cells
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Fig. 6. The lens epithelium (arrows) was labeled

with the anti-pNBClantibody. Shown here

is

the anterior epithelium labeled with the antipNBCI antibody, however, the entire epithelium extending to the equatorial zone of differentiation into lens fiber cells was also labeled. A:
Nomarskj image of the lens showing the capsu1e, lens fiber cells, and epithelium. Bar, 35
pm. B: immunofluorescence image of the lens
stained with anti-pNBC1. The labeling was not
polarized to a specific membrane domain. Bar,
35 pm. C: overlapping Nomarski and immunofluorescence image. Bar, 35 pm. D: specific peptide blocking of pNBCI staining. Bar, 35 pm..O:
Nomarski image. Bar, 35 pm. F: immunofluorescence image showing the lack of staining in
the lens with the anti-kNBOl antibodv. Bar.
35 r-rm.

(59), and a separate study, which demonstrated that
NBCl protein is expressed in freshiy dissected and

cultured bovine corneal endothelial cells (56). However, the antibody used in the latter study was unable to distinguish which NBCl variant, pNBCI or
kNBC1, is present. With the use of antibodies that
are specific for each NBCl variant, the results in the

present study definitively demonstrate that pNBCI
protein is localized to the basolateral membrane of
corneal endothelial cells in vivo, where it likely plays
an important role in mediating endothelial cell basolateral sodium-bicarbonate cotransport. Furthermore, kNBCI protein is not expressed in any cells in
the cornea.
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