
Recent studies have linked defective epithelial basement 
membrane (EBM) lamina lucida and lamina densa regenera-
tion in the cornea to the development of late stromal haze 
after photorefractive keratectomy [1,2]. EBMs have critical 
roles in modulating growth factor–mediated stromal–epithe-
lial interactions in organs throughout the body, including the 
cornea. The basement membrane (BM) is a 50 nm to 100 nm 
thick layer of specialized extracellular matrix (ECM) protein 
complex found basolateral to all epithelium and endothelium 
[3]. The BM composition is extremely diverse, tissue-specific, 
and dynamic, and the composition and assembly of the BM 
in a tissue vary according to the tissue’s physiologic and/or 
pathophysiologic state [4-6].

The corneal EBM is positioned between basal epithelial 
cells and the stroma [2]. Many studies have indicated that the 

corneal EBM is more than a thin acellular layer separating 
epithelial cells from the adjacent anterior stroma. Since the 
corneal stroma is avascular and has a low keratocyte density, 
it is likely that the corneal EBM is different in composition 
from the BM in other tissues [2,5,7]. The corneal epithelial 
BM has regional heterogeneity from the central cornea to 
the limbus to the conjunctiva [2,8]. The corneal EBM is 
assembled from four primary components: collagens, lami-
nins, heparan sulfate proteoglycans (HSPGs), and nidogens, 
although many other components such as fibronectin are also 
present, which may be tissue specific [5,7]. The lamina lucida 
and lamina densa layers that are not regenerated in rabbit 
corneas with haze [1] are composed of specific components 
that include perlecan, nidogen-1 and -2, and laminin 332 [6]. 
Perlecan (HSPG2) is a basement membrane–specific HSPG 
protein that has been identified in the EBM [9,10] that has 
important functions in maintaining cell adhesion and the 
integrity of the corneal matrix [11]. Perlecan deficiency 
impairs the corneal epithelial structure in a mutant mouse 
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Purpose: The purpose of this study was to examine the expression of corneal epithelial basement membrane (EBM) 
components in different corneal stromal cell types. In vitro model systems were used to explore the expression of EBM 
components nidogen-1, nidogen-2, and perlecan that are the primary components in the lamina lucida and the lamina 
densa that defectively regenerate in corneas with stromal opacity after in −9.0 D photorefractive keratectomy (PRK).
Methods: Primary rabbit corneal stromal cells were cultured using varying serum concentrations and exogenous growth 
factors, including fibroblast growth factor (FGF)-2 and transforming growth factor (TGF)-β1, to optimize the growth 
of each cell type of interest. The expression of the keratocyte-specific marker keratocan and the myofibroblast-specific 
marker α-smooth muscle actin (α-SMA) were analyzed with real-time PCR, western blot, and immunocytochemical 
staining to evaluate the specificity of the cell types and select optimal conditions (high keratocan and low α-SMA for 
keratocytes; low keratocan and high α-SMA for myofibroblasts; low keratocan and low α-SMA for corneal fibroblasts). 
The expression of the EBM components nidogen-1, nidogen-2, and perlecan was evaluated in each corneal cell type 
using real-time PCR, immunostaining, and western blotting. In agreement with previous studies, serum-free DMEM 
was found to be optimal for keratocytes, DMEM with 10% serum and 40 ng/ml FGF-2 yielded the best marker profile 
for corneal fibroblasts, and DMEM with 1% serum and 2 ng/ml TGF-β1 was found to be optimal for myofibroblasts.
Results: Nidogen-1 and nidogen-2 mRNAs were highly expressed in keratocytes, whereas perlecan was highly expressed 
in myofibroblasts. In keratocytes, nidogen-2 and perlecan proteins were expressed predominantly in intracellular com-
partments, whereas in myofibroblasts expression of both EBM components was observed diffusely throughout the cell. 
Although the perlecan mRNA levels were high in the myofibroblasts, the qualitative protein expression was different 
from that of the keratocytes. Corneal fibroblasts produced a low amount of each EBM component.
Conclusions: We have demonstrated qualitative and quantitative differences in the expression of nidogen-1, nidogen-2, 
and perlecan by keratocytes compared to myofibroblasts that may contribute to defective regeneration of the lamina 
lucida and the lamina densa of the EBM associated with late stromal haze after high-correction PRK.
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model [12]. Nidogens interact with laminins [13,14], collagen 
IV, and perlecan, and thus act as bridging molecules in the 
EBM [15,16].

Evidence has been provided for a stromal cellular origin 
for some EBM components in the cornea [17-20]. Changes in 
the qualitative or quantitative composition, localization, or 
structure of EBM proteins have been shown to be involved 
in the pathophysiology of different disease states [7]. Corneal 
stromal keratocytes are relatively quiescent in the fully-
developed normal cornea. However, after injury or infection 
to the cornea, growth factors, and cytokines originating from 
corneal epithelial cells, inflammatory cells, and tear fluid 
activate the keratocytes to fibroblastic cells and, in some situ-
ations where severe opacity or scarring is noted, to myofibro-
blast phenotypes [21-25]. These cells synthesize disorganized 
extracellular matrix that contributes to pathological stromal 
opacity. Each cell type has been characterized by the specific 
marker proteins the cell expresses [26-29]. Keratocan is 
limited to the corneal stroma, and keratocan expression is 
considered a phenotypic marker for keratocytes [26,27,30-
34]. Lumican is the major keratan sulfate proteoglycan of 
the cornea but is also distributed in interstitial collagenous 
matrices throughout the body. Lumican regulates collagen 
fibril organization, circumferential growth, corneal transpar-
ency, epithelial cell migration, and tissue repair, and is used as 
a marker for keratocytes [35,36]. Alpha-smooth muscle actin 
(α-SMA) is the primary marker of myofibroblasts [32,37].

EBM composition and formation are altered during 
corneal wound healing after injury, infection, and surgery 
associated with the generation of fibroblasts and myofi-
broblasts. It is important to understand the contributions 
each corneal stromal cell type (keratocyte, fibroblast, and 
myofibroblast) may make to the regeneration of the EBM. The 
current study focused on identifying the expression patterns 
of nidogens and perlecan components found in the lamina 
lucida and the lamina densa of the EBM in the three dominant 
keratocyte-derived corneal stromal cell types in vitro since 

these are the primary components in the lamina lucida and 
the lamina densa of the EBM [1,38].

METHODS

Primary cell culture: Fresh rabbit corneas were obtained 
from Pel Freeze (Rogers, AR). Twenty-five rabbit corneas 
were used in each experiment to have sufficient stromal cells 
for the experiments. Each experiment was repeated three 
times with a new set of primary culture cells from rabbit 
corneas. The epithelial and endothelial layers were removed 
from the corneas using 0.12 mm forceps and a #64 scalpel 
blade (BD Beaver, Franklin Lakes, NJ) under a dissecting 
microscope using the sterile technique. Keratocytes were 
isolated from the corneal stroma using a modified Jester et 
al. procedure [14]. Briefly, the corneas were digested in sterile 
Dulbecco’s Modified Eagle Medium (DMEM; Gibco, Grand 
Island, NY) containing 2.0 mg/ml collagenase (Gibco, Grand 
Island, NY) and 0.5 mg/ml hyaluronidase (Worthington, 
Lakewood, NJ) overnight at 37 °C. Cells were spun down 
and cultured in DMEM (Gibco), supplemented with RPMI 
vitamin mix (Sigma), non-essential amino acids (Gibco), anti-
biotic antimycotic solution (Gibco), sodium bicarbonate (JRH 
Bioscience, Lenexa, KS), and L-ascorbic acid (Sigma, St. 
Louis, MO). Keratocytes were grown with different serum 
concentrations—1%, 5%, or 10% fetal bovine serum (FBS; 
Invitrogen Corporation, Carlsbad, CA), with or without 
fibroblast growth factor (FGF-2, 40 ng/ml, Sigma Aldrich, 
St. Louis, MO), heparan sulfate (HS; 5 μg/ml), and TGF-β1 
(2 ng/ml, R&D, Minneapolis, MN) for 60–72 h. The culture 
medium was changed every 48 h. Corneal cells between one 
and three passages were used for all experiments. The condi-
tions used for the cell culture are summarized in Table 1 and 
confirmed in Appendix 1 and Appendix 2.

Immunocytochemistry: For immunocytochemical analyses, 
the cells were fixed with 4% paraformaldehyde (Sigma) for 
30 min and permeabilized with 0.2% Triton X-100 (Sigma) in 
PBS (7.6 mM Na2HPO4, 2 mM NaH2PO4, 160 mM NaCl, pH 

Table 1. lisT of culTure condiTions used.

Culture Condition Serum FGF2/HS/TGF-β
1 Serum Free (SF) Nil
2 Serum Free (SF) FGF2–40ng/ml; HS-5µg/ml
3 1% FBS FGF2–40ng/ml; HS-5µg/ml
4 5% FBS FGF2–40ng/ml; HS-5µg/ml
5 10% FBS FGF2–40ng/ml; HS-5µg/ml
6 1% FBS TGF-β −2ng/ml

FBS=Fetal Bovine Serum, FGF2=Fibroblast Growth Factor2, HS=Heparan Sulfate TGF-β=Transforming 
Growth Factor beta.
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7.4) for 10 min, followed by blocking with 5% bovine serum 
albumin (BSA; Sigma) or 5% FBS (Gibco) in PBS for 1 h. 
The cells were then treated with primary antibody for 90 min 
at room temperature and washed three times in PBS, followed 
by treatment with secondary antibody for 1 h.

For nidogen-2 and perlecan, the slides were treated with 
primary antibody for overnight at 4 °C and washed three times 
in PBS, followed by treatment with a secondary antibody 
for 1 h at room temperature. Slides were rinsed with PBS, 
and coverslips were mounted with Vectashield containing 
4',6-diamidino-2-phenylindole (DAPI; Vector Laboratories, 
Inc., Burlingame, CA). The primary antibodies included a 
mouse monoclonal anti-human α-smooth muscle actin clone 
1A4 (1:100, M0851, Dako, Carpinteria, CA), mouse mono-
clonal anti-bovine perlecan A71 antibody (1:150, CSI 001–71–
02, Thermo Scientific, Rockford, IL), and goat anti-human 
nidogen-2 antibody (1:100, AF3385, R&D Systems, Minne-
apolis, MN). Antibodies that recognized rabbit nidogen-1 
could not be identified; therefore, the isoform of the nidogen 
protein could not be studied. The secondary antibodies used 
in this study were goat anti-mouse immunoglobulin G (IgG) 
Alexa Fluor 568 (1:200, A11004, Life Technologies, Carlsbad, 
CA) and donkey anti-goat IgG fluorescein isothiocyanate 
(FITC; 1:100, SC-2024, Santa Cruz). Fluorescence images 
were captured using a Leica DM5000 microscope (Buffalo 
Grove, IL) equipped with Q-imaging Retiga 4000RV (Surrey, 
Canada) camera and ImagePro software (Leica).

Extraction of total RNA, synthesis of cDNA, and RT–PCR: 
Total RNA was isolated from corneal cells using the RNeasy 
Mini Kit (Qiagen) according to the manufacturer’s instruc-
tions. The cDNA was synthesized from total RNA (approxi-
mately 400 ng) with the ThermoScript RT–PCR system (Invi-
trogen, Carlsbad, CA) using oligo (dT) primers according to 
the manufacturer’s instructions. Initial screening of cDNA 
for different genes of interest was performed using reverse 
transcription PCR (RT–PCR). Primers were designed using 
Primer3 combined with BLAST from the NCBI (Table 2).

Quantitative real-time PCR: The quantitative measurement 
of keratocan, lumican, and α-smooth muscle actin (α-SMA) 
from different corneal cells was performed with real-time 
PCR using a DNA Engine Opticon system (MJ Research, 
Waltham, MA) with the SYBR Green PCR Master Mix 
(BioRad, Hercules, CA) in a one-step reaction according to 
the manufacturer’s instructions. The primer sequences used 
are listed in Table 2. The melting curves and gel electro-
phoresis of the end products were obtained to confirm the 
specificity of PCR. The relative quantification of target genes 
was determined using the comparative Ct (ΔΔCt) method.

To measure specific marker mRNA expression, real-time 
PCR was performed for keratocan, lumican, and α-SMA 
under the different culture conditions. Keratocytes grown in 
serum-free medium expressed high levels of keratocan and 
were keratocan+, lumican+ and α-SMA-, while corneal fibro-
blasts grown in 10% FBS with 40 ng/ml FGF-2 expressed 
low levels of all three markers (keratocan, lumican, and 
α-SMA, Figure 1A). This reinforced the finding that 10% 
FBS with 40 ng/ml FGF-2 provided the optimal condition for 
culturing corneal fibroblasts and serum-free DMEM was the 
optimal condition to grow keratocytes. Quantitative analysis 
of α-SMA mRNA expression revealed that cells grown in the 
presence of 2 ng/ml TGF-β1 expressed high levels of α-SMA 
mRNA and were keratocan-, lumican-, and α-SMA+ (Figure 
1A). Expression of keratocan mRNA and α-SMA mRNA was 
monitored under several other culture conditions (data not 
shown), and these conditions represented the optimal condi-
tions to culture each of the three primary corneal stromal cell 
types in vitro (keratocytes, fibroblasts, and myofibroblasts).

Western blot analysis: The cultured cells were trypsinized, 
and the pellets were extracted in RIPA buffer (Thermo 
Scientific) containing the protease inhibitor cocktail (Thermo 
Scientific) at 4 °C for 30 min. The extracts were centrifuged 
at 15800 ×g for 15 min to remove debris, and the superna-
tants were used for western blotting to detect α-SMA and 
β-actin. For keratocan, the cells were extracted by adding 4 

Table 2. lisT of primers.

mRNA Up primer 5′ to 3′ Dp primer 5′ to 3′ Amplicon 
size (bp)

Perlecan CGTGGCAGTCAACACCAAAG TTCTTGATGCAGCCCGTGAT 105
Nidogen-1 ATGGTTCAGCATCACTGGG TAATGACCAGCTTGCCTGGG 80
Nidogen-2 CGTGCAAGACACGGAAGTCA GAGTTGGCTGGGACGTAAGG 141
Lumican TGCAGCTTACCCACAACAAG TGAAGGTGAACGAAGGTCAA 76

Keratocan AGTGCGGATGACTTTGATTG TGGCTTCTCTGGAATGGTTT 165
α-SMA ATTGTGCTATGTCGCTCTGG GATGAAGGAGGGCTGGAA 157
β-actin CTGGAACGGTGAAGGTGACA CGGCCACATTGCAGAACTTT 73

http://www.molvis.org/molvis/v21/1318
http://www.ncbi.nlm.nih.gov/tools/primer-blast/


Molecular Vision 2015; 21:1318-1327 <http://www.molvis.org/molvis/v21/1318> © 2015 Molecular Vision 

1321

M guanidine-HCl containing 10 mM sodium acetate, 10 mM 
sodium EDTA, 5 mM aminobenzamidine, and 0.1 M є-amino-
n-caproic acid and protease inhibitor cocktail at 4 °C over-
night. The extracts were dialyzed in distilled water, and the 
precipitates were collected and dissolved in 0.1 M Tris-acetate 
solution (pH 6.0) containing 6 M urea and protease inhibitor. 
For keratocan, a 100 µg protein aliquot was incubated with 
endo-β-galactosidase (0.1 U/ml, Sigma-Aldrich) in 50 mM 
sodium phosphate (pH 5.8) at 37 °C overnight. After diges-
tion, the protein was lyophilized, dissolved, and underwent 
western blot analysis for keratocan. Protein concentrations 
were determined using the BCA protein assay kit (Thermo 
Scientific). Twenty microns of total protein were loaded to 
each lane on a sodium dodecyl sulfate–polyacrylamide gel 
electrophoresis (SDS–PAGE) gel (8%) for electrophoresis and 
transferred to a nitrocellulose membrane. The membranes 
were blocked with 5% non-fat milk and probed with primary 
antibodies at 4 °C overnight, α-SMA (1:1,000, M0851, Dako), 
β-actin (1:5,000, A5441, Sigma-Aldrich), and keratocan 
(1:500, LS-B8216, LSBio, Seattle, WA). After washing and 
incubating with corresponding secondary antibodies, protein 
blotting was visualized by reaction with western horseradish 
peroxidase substrate (Millipore, Billerica, MA).

To verify the specificity of each cell type, we also moni-
tored the expression of α-SMA and keratocan with western 
blot. Keratocytes grown in serum-free medium expressed 
high levels of keratocan compared to cells grown in the 
presence of serum, FGF-2, and TGF-β1. The cells treated 
with 10% FBS and FGF-2 had no keratocan expression 
and was determined to be the best condition for culturing 
corneal fibroblasts. α-SMA expression was prominent in 

myofibroblasts (cells grown in the presence of 1% serum and 
2 ng/ml TGF-β1; Figure 1B).

Statistical analysis: A sample size of three was used in all 
experiments. All data are represented as the mean ± SD, and 
statistical significance was determined using a two-tailed 
Student t test from three or more independent experiments. 
A p value of less than 0.05 was considered significant.

RESULTS

Analysis of nidogen-1, nidogen-2, and perlecan with real-time 
PCR: The expression of nidogen-1, nidogen-2, and perlecan 
was monitored under the three different culture conditions 
used to culture keratocytes, corneal fibroblasts, and myofi-
broblasts. Real-time PCR showed nidogen-1 and nidogen-2 
mRNAs were highly expressed in keratocytes compared to 
corneal fibroblasts and myofibroblasts. Conversely, perlecan 
mRNA was highly expressed in myofibroblasts compared 
to keratocytes or corneal fibroblasts (Figure 2), although 
the keratocytes produced significant amounts of perlecan 
mRNA. Corneal fibroblasts expressed only small amounts 
of nidogen-1, nidogen-2, and perlecan mRNAs.

Analysis of nidogen-2 and perlecan proteins with immuno-
cytochemistry: Nidogen-2 and perlecan protein expression 
was monitored with immunocytochemistry (Figure 3 and 
Figure 4). Nidogen-2 localization of expression was different 
in keratocytes and myofibroblasts. In keratocytes, nidogen-2 
appears most highly expressed in a perinuclear organelle, 
whereas in myofibroblasts the expression was more diffuse 
and formed a mesh-like network throughout the cells (Figure 
3). Staining for nidogen-2 in a perinuclear organelle was also 
noted in corneal fibroblasts. Perlecan was highly localized 

Figure 1. Expression of stromal cell 
markers under different culture 
conditions. Cells were cultured 
in the presence or absence of 
serum, fibroblast growth factor 
(FGF)-2, and transforming growth 
factor (TGF)-β1, as described. 
SF is serum-free. A: Keratocan 
and lumican mRNA was highly 
expressed in cells grown in SF 
medium whereas α-smooth muscle 
actin (α-SMA) mRNA was highly 
expressed only in cells grown 
in the presence of TGF-β1 (n=3; 
***, p<0.001; **, p<0.01). B: 

Western blot analysis of keratocan and α-SMA protein expression. As expected, the keratocytes produced keratocan protein, and the 
myofibroblasts produced α-SMA. The corneal fibroblasts did not produce either marker protein.
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in what appeared to be intracellular organelles in the kera-
tocytes whereas in the myofibroblasts the perlecan was seen 
more diffused throughout the cell body (white arrowheads 
in Figure 4). Fibroblasts had little, if any, detectable expres-
sion of perlecan protein. These results show that the levels of 
expression and localization of expression of nidogen-2 and 
perlecan are different in the different corneal stromal cell 
types.

DISCUSSION

The focus of this study was to examine the synthesis of 
corneal EBM components in different keratocyte-derived 
corneal stromal cell types present during regeneration of 
the EBM after injury or surgery that might have a role in 
defective EBM regeneration in corneas with stromal haze 
after high-correction PRK [5]. It is important to understand 
the synthesis of the components involved in EBM formation 
that could be derived from stromal cells, in addition to the 
components contributed by the epithelium, which include 
nidogens and perlecan.

Studies have demonstrated that there is involvement of 
stromal cells or mesenchymal cells in epithelial basement 
membrane formation or regeneration. For example, Gipson 
et al. showed that collagen type VII and laminin are present 
in the stroma immediately beneath the wounded area at 7 
days after keratectomy wounds in rabbit corneas [17]. Studies 
by Weiser et al. and Thomas and Dziadek have demonstrated 
the involvement of mesenchymal cells in intestinal and neural 
basement membrane formation, respectively [18,20]. The 
present in vitro study was designed to investigate whether 
the three most common corneal stromal cell types produce 
EBM components that could contribute to the regeneration of 
the lamina lucida and lamina densa after corneal injury such 
as photorefractive keratectomy.

Nidogen-1 and nidogen-2 are closely related sulfated 
glycoprotein homologs, and both bind to the EBM component 
laminin [39,40]. In the human cornea, nidogen-2 was found 
to codistribute with nidogen-1/entactin and is a prominent 
component of corneal epithelial and limbal vascular BMs [8]. 
Nidogen to laminin binding has been shown to be the initial 
step for the bridging of laminin and collagen IV networks 
[13,15,41-43]. Nidogen-2 interacted with collagens I and IV 
and perlecan at a comparable level to nidogen-1 but failed to 
bind to fibulins [44]. The absence of both nidogens completely 
impaired EBM deposition and structural assembly, while the 
levels of all other EBM components remained unchanged 
in the model studied [38]. Perlecan is the most prevalent 
HSPG in the corneal EBM, and studies by Inomata et al. 
showed the epithelium to be thin and poorly differentiated 
in perlecan-deficient mice (Hspg2−/−-TG) and accompanied 
by the downregulation of Ki67, cytokeratin12, connexin43, 
Notch 1, and Pax6 [12]. These findings suggested that EBM 
perlecan is critical for the formation and terminal differentia-
tion of the normal corneal epithelium. Given the important 
roles of nidogens and perlecan in corneal EBM formation and 
regeneration, including the lamina lucida and lamina densa 
that are defective in corneas with severe stromal opacity after 
photorefractive keratectomy [1], the current study used an 
in vitro model system to study the synthesis of these EBM 
components by the most common keratocyte-derived corneal 
stromal cells.

Keratocytes are normally present in the corneal stroma 
of unwounded corneas, and our results show that the EBM 
components nidogen-1, nidogen-2, and perlecan are synthe-
sized by keratocytes and myofibroblasts, whereas their local-
ization is different in keratocytes and myofibroblasts in vitro. 
After surgical wounds such as radial keratectomy stromal 
incisions or photorefractive keratectomy stromal surface abla-
tion, fibroblasts and myofibroblasts may be generated within 

Figure 2. Relative nidogen-1, nidogen-2, and perlecan mRNA levels. 
Cells were treated under different culture conditions in the pres-
ence and absence of serum and growth factors. SF is serum free. 
Nidogen-1 and nidogen-2 mRNAs were most highly expressed in 
cells grown in SF medium (keratocytes) whereas perlecan was most 
highly expressed in cells grown in the presence of transforming 
growth factor (TGF)-β1 (myofibroblasts; n=3; ***, p<0.001; **, 
p<0.01).
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the corneal stroma [45]. Myofibroblasts are also generated 
from bone marrow–derived cells that migrate into the corneal 
stroma from the limbal vasculature [46,47]. As stromal wound 
healing progresses after the wave of keratocyte apoptosis that 
occurs following injury, keratocytes, fibroblasts, and myofi-
broblasts may repopulate and survive in the depleted stroma 
in cellular proportions that depend on the type and extent of 
the injury, as well as variations in individual animals [48]. 
Activated keratocytes differentiate into spindle-shaped fibro-
blasts and then, along with bone marrow-derived fibrocytes, 
subsequently develop into persistent mature myofibroblasts in 
the presence of adequate concentrations of epithelium-derived 
TGF-β1 in the stroma [49-52]. These persistent mature myofi-
broblasts, and the extracellular matrix they secrete, comprise 
the anterior stromal opacity associated with persistent “haze” 
after high ablation photorefractive keratectomy [53,54]. Our 
working hypothesis is that activated fibroblasts and mature 
myofibroblasts secrete disorganized extracellular matrix 
materials but only low levels of EBM components that are 
not adequate to support normal EBM regeneration, or these 
cells may interfere with normal EBM regeneration through 
the production of alternative EBM components. A recent 
study conducted by Toricelli et al. [19] showed nidogen-2 

and perlecan increase in stromal keratocytes after epithelial 
injury in human cornea. The current study results showed 
that myofibroblasts produce nidogen-1 mRNA, and nidogen-2 
and perlecan mRNA and protein in vitro but that these EBM 
components localize in a disorganized manner throughout the 
myofibroblast to form a meshwork-like intracellular pattern. 
Conversely, in keratocytes nidogen-2 and perlecan are seen 
predominantly at the cell–cell junction and in a perinuclear 
organelle. It is not known whether this perinuclear organelle 
is the nucleolus or another structure. Abnormal localization 
of EBM components could be an important aspect of stromal 
cellular contributions to the regenerating nascent EBM. In 
addition, we have found that rabbit myofibroblasts produce, in 
addition to the normal sized approximately 150 kDa protein, 
a prominent, much larger (greater than 250 kDa) nidogen-2 
protein, not produced by keratocytes or corneal fibroblasts, 
when cellular proteins are analyzed with western blotting 
(Santhanam and Wilson, unpublished data, 2015). Ongoing 
work is aimed at characterizing this alternative protein. 
Corneal fibroblasts express small amounts of nidogens or 
perlecan, which is an interesting finding since corneal fibro-
blasts are likely the intermediate cell type between kerato-
cytes and myofibroblasts when the latter cells are derived 

Figure 3. Nidogen-2 immunocyto-
chemistry of corneal stromal cells 
under different culture conditions. 
The expression of nidogen-2 protein 
(green) is seen to be highest in the 
perinuclear organelle, whereas in 
myofibroblasts nidogen-2 protein 
expression appears as a meshwork-
like pattern throughout the cell 
body (white arrowheads). Fibro-
blasts have little, if any, nidogen-2 
protein expression, except the peri-
nuclear organelle staining, as was 
observed in keratocytes. Isotypic 
control immunoglobulin (IgG) 
staining was negative under all cell 
conditions, as shown for the myofi-
broblasts. Magnification=400X.
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from corneal stromal cells instead of bone marrow–derived 
cells [55]. Thus, qualitative and quantitative differences in 
expression of EBM proteins, localization of these proteins, 
or other as yet unidentified factors could be important deter-
minates of defective EBM regeneration in corneas with haze 
after photorefractive keratectomy or other injuries. Further 
study is needed to characterize stromal cell contributions 
to EBM regeneration after corneal injury to understand the 
pathophysiology of corneal stromal opacity after injury, 
surgery, and infection.

APPENDIX 1. MORPHOLOGY OF CELLS UNDER 
DIFFERENT CULTURE CONDITIONS.

Cells in panel A were treated with serum-free DMEM 
medium and panel B cells were treated with serum-free 
DMEM (SF) with 40 ng/ml FGF-2. Cells in panel C, D, E 
are treated with DMEM containing 1%, 5%, 10% FBS with 
40 ng/ml FGF-2, respectively. Heparin sulfate (5 μg/ml) was 
always added along with FGF-2. Cells in panel F are treated 
with DMEM containing 1% FBS with 2 ng/ml TGF-β. The 
difference in the morphology of cells grown in the presence 
and absence of serum and growth factors can be noted. 

Mag. 100X. To access these data, click or select the words 
"Appendix 1".

APPENDIX 2. Α-SMA IMMUNOCYTOCHEMISTRY 
OF CELLS UNDER DIFFERENT CULTURE 
CONDITIONS.

Cells in panel A were treated with serum-free DMEM 
medium and cells in panel B were treated with serum-free 
DMEM with 40 ng/ml FGF-2 and 5 μg/ml heparin sulfate. 
Cells in panel C were treated with DMEM containing 1% 
FBS and 2 ng/ml TGF-β. α-SMA (red) is seen in cells grown 
in the presence of TGF-β but not in the cells grown under the 
other conditions. DAPI is blue. Mag. 400X. To access these 
data, click or select the words "Appendix 2".
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Figure 4. Perlecan immunocyto-
chemistry of corneal stromal cells 
cultured under different conditions. 
Perlecan (red) was most highly 
expressed in localized intracellular 
structures in keratocytes whereas 
in the myofibroblasts perlecan was 
detected more diffusely throughout 
the cell (white arrowheads). Fibro-
blasts had little, if any, detectable 
expression of perlecan protein. The 
isotypic control immunoglobulin 
(IgG) did not yield staining under 
any of the culture conditions, 
as is shown for myofibroblasts. 
Magnification=400X.

http://www.molvis.org/molvis/v21/1318
http://www.molvis.org/molvis/v21/appendices/mv-v21-1318-app-1.docx
http://www.molvis.org/molvis/v21/appendices/mv-v21-1318-app-2.docx


Molecular Vision 2015; 21:1318-1327 <http://www.molvis.org/molvis/v21/1318> © 2015 Molecular Vision 

1325

REFERENCES
1. Torricelli AA, Singh V, Agrawal V, Santhiago MR, Wilson SE. 

Transmission electron microscopy analysis of epithelial base-
ment membrane repair in rabbit corneas with haze.  Invest 
Ophthalmol Vis Sci  2013; 54:4026-33. [PMID: 23696606].

2. Torricelli AA, Singh V, Santhiago MR, Wilson SE. The 
corneal epithelial basement membrane: structure, function, 
and disease.  Invest Ophthalmol Vis Sci  2013; 54:6390-400. 
[PMID: 24078382].

3. Engvall E. Structure and function of basement membranes.  Int 
J Dev Biol  1995; 39:781-7. [PMID: 8645562].

4. Merker HJ. Morphology of the basement membrane.  Microsc 
Res Tech  1994; 28:95-124. [PMID: 8054667].

5. Tuori A, Uusitalo H, Burgeson RE, Terttunen J, Virtanen I. 
The immunohistochemical composition of the human corneal 
basement membrane.  Cornea  1996; 15:286-94. [PMID: 
8713932].

6. Yurchenco PD. Basement membranes: cell scaffoldings and 
signaling platforms.  Cold Spring Harb Perspect Biol  2011; 
3:[PMID: 21421915].

7. Kruegel J, Miosge N. Basement membrane components are key 
players in specialized extracellular matrices.  Cell Mol Life 
Sci  2010; 67:2879-95. [PMID: 20428923].

8. Kabosova A, Azar DT, Bannikov GA, Campbell KP, 
Durbeej M, Ghohestani RF, Jones JC, Kenney MC, Koch 
M, Ninomiya Y, Patton BL, Paulsson M, Sado Y, Sage EH, 
Sasaki T, Sorokin LM, Steiner-Champliaud MF, Sun TT, 
Sundarraj N, Timpl R, Virtanen I, Ljubimov AV. Composi-
tional differences between infant and adult human corneal 
basement membranes.  Invest Ophthalmol Vis Sci  2007; 
48:4989-99. [PMID: 17962449].

9. Kallunki P, Eddy RL, Byers MG, Kestila M, Shows TB, 
Tryggvason K. Cloning of human heparan sulfate proteo-
glycan core protein, assignment of the gene (HSPG2) to 
1p36.1—-p35 and identification of a BamHI restriction frag-
ment length polymorphism.  Genomics  1991; 11:389-96. 
[PMID: 1685141].

10. Noonan DM, Fulle A, Valente P, Cai S, Horigan E, Sasaki M, 
Yamada Y, Hassell JR. The complete sequence of perlecan, 
a basement membrane heparan sulfate proteoglycan, reveals 
extensive similarity with laminin A chain, low density 
lipoprotein-receptor, and the neural cell adhesion molecule.  
J Biol Chem  1991; 266:22939-47. [PMID: 1744087].

11. Vittitow J, Borras T. Genes expressed in the human trabecular 
meshwork during pressure-induced homeostatic response.  J 
Cell Physiol  2004; 201:126-37. [PMID: 15281095].

12. Inomata T, Ebihara N, Funaki T, Matsuda A, Watanabe Y, 
Ning L, Xu Z, Murakami A, Arikawa-Hirasawa E. Perlecan-
deficient mutation impairs corneal epithelial structure.  Invest 
Ophthalmol Vis Sci  2012; 53:1277-84. [PMID: 22266517].

13. Gersdorff N, Kohfeldt E, Sasaki T, Timpl R, Miosge N. 
Laminin gamma3 chain binds to nidogen and is located in 
murine basement membranes.  J Biol Chem  2005; 280:22146-
53. [PMID: 15824114].

14. Mayer U, Nischt R, Poschl E, Mann K, Fukuda K, Gerl M, 
Yamada Y, Timpl R. A single EGF-like motif of laminin 
is responsible for high affinity nidogen binding.  EMBO J  
1993; 12:1879-85. [PMID: 8491180].

15. Aumailley M, Battaglia C, Mayer U, Reinhardt D, Nischt R, 
Timpl R, Fox JW. Nidogen mediates the formation of ternary 
complexes of basement membrane components.  Kidney Int  
1993; 43:7-12. [PMID: 8433572].

16. Reinhardt D, Mann K, Nischt R, Fox JW, Chu ML, Krieg T, 
Timpl R. Mapping of nidogen binding sites for collagen type 
IV, heparan sulfate proteoglycan, and zinc.  J Biol Chem  
1993; 268:10881-7. [PMID: 8496153].

17. Gipson IK, Spurr-Michaud S, Tisdale A, Keough M. Reas-
sembly of the anchoring structures of the corneal epithelium 
during wound repair in the rabbit.  Invest Ophthalmol Vis Sci  
1989; 30:425-34. [PMID: 2925314].

18. Thomas T, Dziadek M. Genes coding for basement membrane 
glycoproteins laminin, nidogen, and collagen IV are differ-
entially expressed in the nervous system and by epithelial, 
endothelial, and mesenchymal cells of the mouse embryo.  
Exp Cell Res  1993; 208:54-67. [PMID: 8359228].

19. Torricelli AA, Marino GK, Santhanam A, Wu J, Singh A, 
Wilson SE. Epithelial basement membrane proteins perlecan 
and nidogen-2 are up-regulated in stromal cells after epithe-
lial injury in human corneas.  Exp Eye Res  2015; 134:33-8. 
[PMID: 25797478].

20. Weiser MM, Sykes DE, Killen PD. Rat intestinal basement 
membrane synthesis. Epithelial versus nonepithelial contri-
butions.  Lab Invest  1990; 62:325-30. [PMID: 2314051].

21. Ahmadi AJ, Jakobiec FA. Corneal wound healing: cytokines 
and extracellular matrix proteins.  Int Ophthalmol Clin  2002; 
42:13-22. [PMID: 12131579].

22. Baldwin HC, Marshall J. Growth factors in corneal wound 
healing following refractive surgery: A review.  Acta 
Ophthalmol Scand  2002; 80:238-47. [PMID: 12059860].

23. Fini ME. Keratocyte and fibroblast phenotypes in the repairing 
cornea.  Prog Retin Eye Res  1999; 18:529-51. [PMID: 
10217482].

24. Imanishi J, Kamiyama K, Iguchi I, Kita M, Sotozono C, 
Kinoshita S. Growth factors: importance in wound healing 
and maintenance of transparency of the cornea.  Prog Retin 
Eye Res  2000; 19:113-29. [PMID: 10614683].

25. Nishida T, Tanaka T. Extracellular matrix and growth factors 
in corneal wound healing.  Curr Opin Ophthalmol  1996; 
7:2-11. [PMID: 10163634].

26. Beales MP, Funderburgh JL, Jester JV, Hassell JR. Proteo-
glycan synthesis by bovine keratocytes and corneal fibro-
blasts: maintenance of the keratocyte phenotype in culture.  
Invest Ophthalmol Vis Sci  1999; 40:1658-63. [PMID: 
10393032].

27. Funderburgh JL, Mann MM, Funderburgh ML. Keratocyte 
phenotype mediates proteoglycan structure: a role for fibro-
blasts in corneal fibrosis.  J Biol Chem  2003; 278:45629-37. 
[PMID: 12933807].

http://www.molvis.org/molvis/v21/1318
http://www.ncbi.nlm.nih.gov/pubmed/23696606
http://www.ncbi.nlm.nih.gov/pubmed/24078382
http://www.ncbi.nlm.nih.gov/pubmed/8645562
http://www.ncbi.nlm.nih.gov/pubmed/8054667
http://www.ncbi.nlm.nih.gov/pubmed/8713932
http://www.ncbi.nlm.nih.gov/pubmed/8713932
http://www.ncbi.nlm.nih.gov/pubmed/21421915
http://www.ncbi.nlm.nih.gov/pubmed/20428923
http://www.ncbi.nlm.nih.gov/pubmed/17962449
http://www.ncbi.nlm.nih.gov/pubmed/1685141
http://www.ncbi.nlm.nih.gov/pubmed/1744087
http://www.ncbi.nlm.nih.gov/pubmed/15281095
http://www.ncbi.nlm.nih.gov/pubmed/22266517
http://www.ncbi.nlm.nih.gov/pubmed/15824114
http://www.ncbi.nlm.nih.gov/pubmed/8491180
http://www.ncbi.nlm.nih.gov/pubmed/8433572
http://www.ncbi.nlm.nih.gov/pubmed/8496153
http://www.ncbi.nlm.nih.gov/pubmed/2925314
http://www.ncbi.nlm.nih.gov/pubmed/8359228
http://www.ncbi.nlm.nih.gov/pubmed/25797478
http://www.ncbi.nlm.nih.gov/pubmed/2314051
http://www.ncbi.nlm.nih.gov/pubmed/12131579
http://www.ncbi.nlm.nih.gov/pubmed/12059860
http://www.ncbi.nlm.nih.gov/pubmed/10217482
http://www.ncbi.nlm.nih.gov/pubmed/10217482
http://www.ncbi.nlm.nih.gov/pubmed/10614683
http://www.ncbi.nlm.nih.gov/pubmed/10163634
http://www.ncbi.nlm.nih.gov/pubmed/10393032
http://www.ncbi.nlm.nih.gov/pubmed/10393032
http://www.ncbi.nlm.nih.gov/pubmed/12933807


Molecular Vision 2015; 21:1318-1327 <http://www.molvis.org/molvis/v21/1318> © 2015 Molecular Vision 

1326

28. Jester JV, Huang J, Barry-Lane PA, Kao WW, Petroll WM, 
Cavanagh HD. Transforming growth factor(beta)-mediated 
corneal myofibroblast differentiation requires actin and 
fibronectin assembly.  Invest Ophthalmol Vis Sci  1999; 
40:1959-67. [PMID: 10440249].

29. Jester JV, Petroll WM, Cavanagh HD. Corneal stromal wound 
healing in refractive surgery: the role of myofibroblasts.  
Prog Retin Eye Res  1999; 18:311-56. [PMID: 10192516].

30. Carlson EC, Liu CY, Chikama T, Hayashi Y, Kao CW, Birk 
DE, Funderburgh JL, Jester JV, Kao WW. Keratocan, a 
cornea-specific keratan sulfate proteoglycan, is regulated by 
lumican.  J Biol Chem  2005; 280:25541-7. [PMID: 15849191].

31. Cook JR, Mody MK, Fini ME. Failure to activate transcrip-
tion factor NF-kappaB in corneal stromal cells (keratocytes).  
Invest Ophthalmol Vis Sci  1999; 40:3122-31. [PMID: 
10586933].

32. Jester JV, Barry-Lane PA, Cavanagh HD, Petroll WM. Induc-
tion of alpha-smooth muscle actin expression and myofibro-
blast transformation in cultured corneal keratocytes.  Cornea  
1996; 15:505-16. [PMID: 8862928].

33. Long CJ, Roth MR, Tasheva ES, Funderburgh M, Smit R, 
Conrad GW, Funderburgh JL. Fibroblast growth factor-2 
promotes keratan sulfate proteoglycan expression by kera-
tocytes in vitro.  J Biol Chem  2000; 275:13918-23. [PMID: 
10788517].

34. Masur SK, Dewal HS, Dinh TT, Erenburg I, Petridou S. Myofi-
broblasts differentiate from fibroblasts when plated at low 
density.  Proc Natl Acad Sci USA  1996; 93:4219-23. [PMID: 
8633044].

35. Birk DE, Trelstad RL. Extracellular compartments in matrix 
morphogenesis: collagen fibril, bundle, and lamellar forma-
tion by corneal fibroblasts.  J Cell Biol  1984; 99:2024-33. 
[PMID: 6542105].

36. Chakravarti S, Petroll WM, Hassell JR, Jester JV, Lass JH, 
Paul J, Birk DE. Corneal opacity in lumican-null mice: 
defects in collagen fibril structure and packing in the poste-
rior stroma.  Invest Ophthalmol Vis Sci  2000; 41:3365-73. 
[PMID: 11006226].

37. Nagamoto T, Eguchi G, Beebe DC. Alpha-smooth muscle 
actin expression in cultured lens epithelial cells.  Invest 
Ophthalmol Vis Sci  2000; 41:1122-9. [PMID: 10752950].

38. Breitkreutz D, Koxholt I, Thiemann K, Nischt R. Skin base-
ment membrane: the foundation of epidermal integrity–BM 
functions and diverse roles of bridging molecules nidogen 
and perlecan.  BioMed Res Int  2013; 2013:179784-[PMID: 
23586018].

39. Bourne WM, Johnson DH, Campbell RJ. The ultrastructure 
of Descemet’s membrane. III. Fuchs’ dystrophy.  Arch 
Ophthalmol  1982; 100:1952-5. [PMID: 6983339].

40. Salmivirta K, Talts JF, Olsson M, Sasaki T, Timpl R, Ekblom P. 
Binding of mouse nidogen-2 to basement membrane compo-
nents and cells and its expression in embryonic and adult 
tissues suggest complementary functions of the two nido-
gens.  Exp Cell Res  2002; 279:188-201. [PMID: 12243745].

41. Battaglia C, Mayer U, Aumailley M, Timpl R. Basement-
membrane heparan sulfate proteoglycan binds to laminin 
by its heparan sulfate chains and to nidogen by sites in the 
protein core.  Eur J Biochem  1992; 208:359-66. [PMID: 
1521532].

42. Ettner N, Gohring W, Sasaki T, Mann K, Timpl R. The 
N-terminal globular domain of the laminin alpha1 chain 
binds to alpha1beta1 and alpha2beta1 integrins and to the 
heparan sulfate-containing domains of perlecan.  FEBS Lett  
1998; 430:217-21. [PMID: 9688542].

43. Fox JW, Mayer U, Nischt R, Aumailley M, Reinhardt D, 
Wiedemann H, Mann K, Timpl R, Krieg T, Engel J. Chu. 
Recombinant nidogen consists of three globular domainsand 
mediates binding of laminin to collagen type IV.  EMBO J  
1991; 10:3137-46. [PMID: 1717261].

44. Kohfeldt E, Sasaki T, Gohring W, Timpl R. Nidogen-2: a new 
basement membrane protein with diverse binding properties.  
J Mol Biol  1998; 282:99-109. [PMID: 9733643].

45. Petroll WM, Cavanagh HD, Jester JV. Assessment of stress 
fiber orientation during healing of radial keratotomy wounds 
using confocal microscopy.  Scanning  1998; 20:74-82. 
[PMID: 9530870].

46. Barbosa FL, Chaurasia SS, Cutler A, Asosingh K, Kaur H, de 
Medeiros FW, Agrawal V, Wilson SE. Corneal myofibroblast 
generation from bone marrow-derived cells.  Exp Eye Res  
2010; 91:92-6. [PMID: 20417632].

47. Singh V, Agrawal V, Santhiago MR, Wilson SE. Stromal 
fibroblast-bone marrow-derived cell interactions: implica-
tions for myofibroblast development in the cornea.  Exp Eye 
Res  2012; 98:1-8. [PMID: 22465408].

48. Mohan RR, Hutcheon AE, Choi R, Hong J, Lee J, Ambrosio R 
Jr, Zieske JD, Wilson SE. Apoptosis, necrosis, proliferation, 
and myofibroblast generation in the stroma following LASIK 
and PRK.  Exp Eye Res  2003; 76:71-87. [PMID: 12589777].

49. Møller-Pedersen T, Cavanagh HD, Petroll WM, Jester JV. 
Corneal haze development after PRK is regulated by volume 
of stromal tissue removal.  Cornea  1998; 17:627-39. [PMID: 
9820944].

50. Møller-Pedersen T, Cavanagh HD, Petroll WM, Jester JV. 
Neutralizing antibody to TGFbeta modulates stromal fibrosis 
but not regression of photoablative effect following PRK.  
Curr Eye Res  1998; 17:736-47. [PMID: 9678420].

51. Møller-Pedersen T, Li HF, Petroll WM, Cavanagh HD, Jester 
JV. Confocal microscopic characterization of wound repair 
after photorefractive keratectomy.  Invest Ophthalmol Vis Sci  
1998; 39:487-501. [PMID: 9501858].

52. Zieske JD, Guimaraes SR, Hutcheon AE. Kinetics of kerato-
cyte proliferation in response to epithelial debridement.  Exp 
Eye Res  2001; 72:33-9. [PMID: 11133180].

53. Wilson SE. Corneal myofibroblast biology and pathobiology: 
generation, persistence, and transparency.  Exp Eye Res  
2012; 99:78-88. [PMID: 22542905].

54. Yoshida K, Matsuzaki K, Mori S, Tahashi Y, Yamagata H, 
Furukawa F, Seki T, Nishizawa M, Fujisawa J, Okazaki K. 

http://www.molvis.org/molvis/v21/1318
http://www.ncbi.nlm.nih.gov/pubmed/10440249
http://www.ncbi.nlm.nih.gov/pubmed/10192516
http://www.ncbi.nlm.nih.gov/pubmed/15849191
http://www.ncbi.nlm.nih.gov/pubmed/10586933
http://www.ncbi.nlm.nih.gov/pubmed/10586933
http://www.ncbi.nlm.nih.gov/pubmed/8862928
http://www.ncbi.nlm.nih.gov/pubmed/10788517
http://www.ncbi.nlm.nih.gov/pubmed/10788517
http://www.ncbi.nlm.nih.gov/pubmed/8633044
http://www.ncbi.nlm.nih.gov/pubmed/8633044
http://www.ncbi.nlm.nih.gov/pubmed/6542105
http://www.ncbi.nlm.nih.gov/pubmed/11006226
http://www.ncbi.nlm.nih.gov/pubmed/10752950
http://www.ncbi.nlm.nih.gov/pubmed/23586018
http://www.ncbi.nlm.nih.gov/pubmed/23586018
http://www.ncbi.nlm.nih.gov/pubmed/6983339
http://www.ncbi.nlm.nih.gov/pubmed/12243745
http://www.ncbi.nlm.nih.gov/pubmed/1521532
http://www.ncbi.nlm.nih.gov/pubmed/1521532
http://www.ncbi.nlm.nih.gov/pubmed/9688542
http://www.ncbi.nlm.nih.gov/pubmed/1717261
http://www.ncbi.nlm.nih.gov/pubmed/9733643
http://www.ncbi.nlm.nih.gov/pubmed/9530870
http://www.ncbi.nlm.nih.gov/pubmed/20417632
http://www.ncbi.nlm.nih.gov/pubmed/22465408
http://www.ncbi.nlm.nih.gov/pubmed/12589777
http://www.ncbi.nlm.nih.gov/pubmed/9820944
http://www.ncbi.nlm.nih.gov/pubmed/9820944
http://www.ncbi.nlm.nih.gov/pubmed/9678420
http://www.ncbi.nlm.nih.gov/pubmed/9501858
http://www.ncbi.nlm.nih.gov/pubmed/11133180
http://www.ncbi.nlm.nih.gov/pubmed/22542905


Molecular Vision 2015; 21:1318-1327 <http://www.molvis.org/molvis/v21/1318> © 2015 Molecular Vision 

1327

Transforming growth factor-beta and platelet-derived growth 
factor signal via c-Jun N-terminal kinase-dependent Smad2/3 
phosphorylation in rat hepatic stellate cells after acute liver 
injury.  Am J Pathol  2005; 166:1029-39. [PMID: 15793284].

55. Singh V, Jaini R, Torricelli AA, Santhiago MR, Singh N, 
Ambati BK, Wilson SE. TGFbeta and PDGF-B signaling 
blockade inhibits myofibroblast development from both bone 
marrow-derived and keratocyte-derived precursor cells in 
vivo.  Exp Eye Res  2014; 121:35-40. [PMID: 24582892].

Articles are provided courtesy of Emory University and the Zhongshan Ophthalmic Center, Sun Yat-sen University, P.R. China. 
The print version of this article was created on 29 December 2015. This reflects all typographical corrections and errata to the 
article through that date. Details of any changes may be found in the online version of the article.

http://www.molvis.org/molvis/v21/1318
http://www.ncbi.nlm.nih.gov/pubmed/15793284
http://www.ncbi.nlm.nih.gov/pubmed/24582892

	Reference r55
	Reference r54
	Reference r53
	Reference r52
	Reference r51
	Reference r50
	Reference r49
	Reference r48
	Reference r47
	Reference r46
	Reference r45
	Reference r44
	Reference r43
	Reference r42
	Reference r41
	Reference r40
	Reference r39
	Reference r38
	Reference r37
	Reference r36
	Reference r35
	Reference r34
	Reference r33
	Reference r32
	Reference r31
	Reference r30
	Reference r29
	Reference r28
	Reference r27
	Reference r26
	Reference r25
	Reference r24
	Reference r23
	Reference r22
	Reference r21
	Reference r20
	Reference r19
	Reference r18
	Reference r17
	Reference r16
	Reference r15
	Reference r14
	Reference r13
	Reference r12
	Reference r11
	Reference r10
	Reference r9
	Reference r8
	Reference r7
	Reference r6
	Reference r5
	Reference r4
	Reference r3
	Reference r2
	Reference r1
	Table t1
	Table t2

