
Embryonic eyelid morphogenesis is regulated by a 
complex interaction of epidermis and neural crest-derived 
mesenchyme, which is precisely orchestrated by growth 
factors [1,2]. A report showing that fibroblast growth factor 
10 (FGF10) is essential to eyelid morphogenesis was followed 
by a publication that reported the bone morphogenetic protein 
(BMP) signal is located downstream of the FGF10 signal for 
eyelid morphogenesis [1,3,4]. We previously reported that 
transforming growth factor α (TGF-α) is involved in the 
migration of the neural crest–derived mesenchyme during 
eyelid morphogenesis, while TGF-β is also reportedly 
involved in eyelid morphogenesis [5,6]. At the signaling level, 
the loss of mitogen-activated protein kinase kinase kinase 1 
(MAP3K1) reportedly impairs eyelid closure during embry-
onic development in mice [7,8]. Gene ablation of sphingosine 
1-phosphate receptors also leads to the failure of eyelid 
closure during mouse embryonic development, via inhibition 
of MAP3K1 signaling [9].

Signaling-activated by β-catenin plays pivotal roles in 
regulating cell lineage differentiation or cell fate in tissue 
morphogenesis during embryonic development [10,11]. 
Canonical Wnt/β-catenin pathways activated by Wnt binding 
to Frizzled family receptors, leading to dissociation of the 
Dvl, GSK-3β, and Axin complex, result in the inhibition of 
serine/threonine phosphorylation encoded within exon 3 of 
the Ctnnb1 allele, which prevents β-catenin degradation via 
ubiquitination and leads to nuclear translocation of β-catenin 
[12]. Specific target proteins of the Wnt/β-catenin signal regu-
late self-renewal and differentiation of various tissue-specific 
stem cells in adult somatic tissues, suggesting involvement in 
maintenance of tissue homeostasis [10-12]. Abnormal and/
or excessive activation of β-catenin signaling is, in turn, 
reportedly involved in the development and metastasis of 
certain malignant tumors [13]. We previously reported that 
keratin 12 promoter-driven conditional gain-of-function (gof) 
of β-catenin in the cornea epithelium (Krt12rtTA/Wt/tetO-Cre/
Ctnnb1floxE3/Wt triple transgenic mouse) exhibited tumor-like 
hyperproliferation of the corneal epithelium and increased the 
proliferation of stromal cells in mouse embryos [14]. In this 
mouse line, abnormalities were not observed in the conjunc-
tiva and the eyelid.
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Purpose: To examine the developmental pathobiology of the eyelid and the cornea caused by epithelial β-catenin gain-
of-function (gof) during mouse embryogenesis.
Methods: Compound mutant mice (Ctnnb1GOFOSE, gof of β-catenin in the epidermis and the ocular surface epithelium) 
were generated by time-mating keratin 5-promoter-Cre recombinase (Krt5-Cre) and Ctnnb1fE3/WT (floxed exon 3 of 
Ctnnb1) mice. Eyes obtained from wild-type (WT) and mutant embryos at various gestation stages until E18.5 were 
examined with histology and immunohistochemistry. The ultrastructure of the ocular tissues of the E18.5 embryos was 
also examined.
Results: Expression of the gof-β-catenin mutant protein in the epidermis severely impaired eyelid morphogenesis at 
E15.5, E17.5, and E18.5. The mutant stroma exhibited impaired keratocyte differentiation with accelerated cell prolifera-
tion and reduction in the accumulation of collagen type I. The mutant embryos also showed hyperproliferative nodules 
in the ocular surface epithelia with anomaly of cornea-type epithelial differentiation and the absence of the epithelial 
basement membrane.
Conclusions: Expression of the gof-β-catenin mutant protein in basal epithelial cells disrupts eyelid and cornea mor-
phogenesis during mouse embryonic development due to the perturbation of cell proliferation and differentiation of the 
epithelium and the neural crest-derived mesenchyme.

Correspondence to: Shin Mizoguchi, Department of Ophthalmology, 
Wakayama Medical University, 811-1 Kimiidera, Wakayama, 641-
0012, Japan, Phone: 81-73-447-2300, FAX: 81-73-448-1991; email: 
m-shin@wakayama-med.ac.jp

http://www.molvis.org/molvis/v21/793


Molecular Vision 2015; 21:793-803 <http://www.molvis.org/molvis/v21/793> © 2015 Molecular Vision 

794

Because MAP3K1 positively modulates Wnt-dependent 
gene expression via interaction with axin1, it is likely that 
Wnt/β-catenin signaling is involved in the impairment of 
eyelid morphogenesis in MAP3K1 null mice [7,8,15]. Inhi-
bition of Tcf3-β-catenin by the homozygous Tcf3 knock-in 
mutant (Tcf3ΔN/ΔN) also results in a defect in embryonic eyelid 
closure in mice, which supports the previous notion [16]. A 
mouse line introduced with a null mutation of Dkk-2 also 
shows impaired eyelid morphogenesis during embryonic 
development [17]. These reports suggest that the involve-
ment of epithelial β-catenin signaling in mouse eyelid tissue 
morphogenesis should be investigated further. To understand 
the effects of gof-β-catenin signaling in the epithelium on 
mouse eyelid morphogenesis, we created a conditional mutant 
mouse line with the gof allele of β-catenin by deleting exon 
3 (floxed E3 β-catenin) with keratin 5 promoter-driven Cre 
recombinase in basal epithelial cells and examined morpho-
genesis of the eyelid and the ocular surface, that is, the 
cornea and the conjunctiva during embryonic development. 
Our data indicate that the keratin 5 promoter mutants exhibit 
a corneal phenotype similar to that of keratin 12-deriven 
gof-β-catenin, but they manifest marked impairment in eyelid 
morphogenesis.

METHODS

The experiments were approved by the DNA Recombina-
tion Experiment Committee and the Animal Care and Use 
Committee of Wakayama Medical University. The experi-
ments performed in accordance with the Association for 
Research in Vision and Ophthalmology Statement for the Use 
of Animals in Ophthalmic and Vision Research.

Conditional mutant mice: Genetically modified mouse 
lines of Krt5-Cre and Ctnnb1fE3/WT (Ctnnb1-floxed Exon3) 
were previously described [18,19]. Cre excises exon 3 of 
the Ctnnb1fE3 allele, leading to the accumulation of active 
β-catenin in the cells. The genotypes were identified with 
PCR using oligonucleotide primers specific for each trans-
gene as previously reported [20]. Primers were designed 
based on the mouse β-catenin sequence (DDBJ/EMBL/
GenBank accession No. M90364): BCAT-S1 (5’-ATG GCT 
ACT CAA GCT GAC CTG ATG G-3’) and BCAT-AS1 
(5’-TTA CAG GTC AGT ATC AAA CCA GGC C-3’). PCR 
was for 30 cycles of 94 °C for 30 s, 60 °C for 90 s and 72 °C 
for 2 min. In all experiments, the detection time of the vaginal 
plug was defined as E0.5 of embryonic development. The 
E13.5, E15.5, E17.5, and E18.5 embryos are described below. 
Embryos at E13.5 and E15.5 were labeled with maternal i.p., 
administration of bromo-deoxyuridine (BrdU) as previously 
reported [21].

Histology and immunohistochemistry: The mutant (Krt5-Cre/ 
Ctnnb1(ex3)fl/WT) mouse dies at birth due to epidermis defects 
since Krt5 is ubiquitously expressed by all stratified epithelia. 
The eyes and eyelids of the mutant embryos and wild-type 
(WT) littermates at E13.5, 15.5, and 17.5 were processed for 
paraffin embedding, and E18.5 embryos were used for the 
electron microscopic examination. The number of embryos 
used were E13.5 (n=2), E15.5 (n=2), E17.5 (n=5), and E18.5 
(n=4) in the WT and E13.5 (n=2), E15.5 (n=2), E17.5 (n=5), 
and E18.5 (n=4) in mutants. Deparaffinized sections (5 μm) 
were processed for hematoxylin and eosin (HE) staining. 
Immunohistochemistry was also performed with antibodies 
against β-catenin (1:1,000 in PBS [1X; 137 mM NaCl, 2.70 
mM KCl, 7.75 mM Na2HPO4, 1.47 mM KH2PO4, pH 7.5], BD 
Biosciences, San Jose, CA), keratin 12 [22], keratin 14 (1:200 
in PBS, Sigma-Aldrich, St. Louis, MO), collagen type I (1:200 
in PBS, Southern Biotech, Birmingham, AL), laminin (1:25 
in PBS, Sigma-Aldrich), and keratocan [23]. Secondary anti-
bodies were conjugated with either peroxidase or Alexa-Fluor 
555. Nuclei were counterstained with either methylgreen or 
4,6-diamidino-2-phenylindole (DAPI), respectively. Immuno-
detection of BrdU in cell nuclei was performed according to 
the manufacturer’s protocol (Roche Diagnostics, Mannheim, 
Germany) as previously reported [24]. The eyes and eyelids 
of E18.5 embryos of both genotypes (n=2) were observed 
under routine transmission electron microscopy as previously 
reported [21]. Briefly, tissues were fixed in 2% glutaralde-
hyde in 0.1 M phosphate-buffer (pH 7.4) for 48 h and then 
post-fixed in 1% osmium tetroxide. Then the samples were 
embedded in Epon mixture. Ultrathin sections were cut, 
electron-stained, and observed under transmission electron 
microscopy.

RESULTS

Eyelid morphogenesis: Expression of gof-β-catenin driven by 
the Krt5 promoter in basal epidermal cells perturbed eyelid 
morphogenesis under the examination of the gross appear-
ance of the eyelids and the external ocular structure (Figure 
1). At E13.5, no obvious abnormalities were observed in eyelid 
elongation (not shown). As early as E15.5, elongation of eyelid 
tissues was somewhat impaired (Figure 1B) compared with 
a WT littermate (Figure 1A). At E17.5 (Figure 1C) and E18.5 
(Figure 1D), the eyelid fused in the WT littermate, while the 
mutant of gof-β-catenin in basal epidermal cells exhibited an 
eye-open phenotype at these embryonic day points (Figure 
1E, F).

HE histology of the eyelid anlage seemed to be similar 
between the WT and mutant embryos at E13.5 (Figure 2A,B). 
However, the mesenchymal cells in the periocular tissue of 
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the mutant embryo (Figure 2B) seemed to be more densely 
packed compared with the WT littermate at this embryonic 
stage (Figure 2A). Morphogenesis of the upper and lower 
eyelids was severely impaired in the mutant embryo of gof-β-
catenin at E15.5 (Figure 2D) compared with the WT embryo 
(Figure 2C). At E17.5 and E18.5, eyelid fusion can be readily 
seen in the wild-type embryo (Figure 2E,G), while in the 
mutant the cornea is not covered by fused eyelids (Figure 
2F,H) with an uneven corneal epithelium (described in 
detail below). Higher magnification observation showed that 
the mesenchymal cells in the periocular tissue of a mutant 
embryo (Figure 2H) still seemed to be more densely packed 
compared with the WT littermate (Figure 2G) at E18.5 similar 
to embryos at earlier embryonic day points.

Characterization of tissue phenotype was then performed 
with ultrastructural observation and immunohistochem-
istry. Transmission electron microscopy showed abnormal 
epidermal cell differentiation (loss of stratification or corni-
fication in the superficial epithelial layer) and reduction in the 
collagenous matrix in the dermis of an E18.5 mutant embryo 
(Figure 3D) compared with that of a WT littermate (Figure 
3C).

Immunohistochemistry detected nuclear accumulation 
of β-catenin in the focal nodular structures of the prolif-
erating epidermal keratinocytes of the eyelid skin of the 
mutant embryo at E18.5 (Figure 3H), while faint staining 
for β-catenin was seen in the epidermis of the WT embryos 
(Figure 3G). The eyelid epidermis in the E18.5 WT and 
knockout (KO) embryos (Figure 3I, J) was not labeled for 

vimentin, and vimentin-labeled cells (presumably fibroblasts) 
were distributed in the dermis. At E15.5, the cell proliferation 
rate of the eyelid epidermis determined with BrdU labeling 
was comparable between the WT (Figure 3 K) and mutant 
embryos (Figure 3L).

Ocular surface epithelium: We then examined abnormali-
ties of the ocular surface epithelium in detail. HE staining 
histology showed that the thickness of the corneal epithe-
lium was similar between the WT (Figure 4A) and mutant 
(Figure 4B) embryos at E13.5. The cell density of the stromal 
cells was higher in the mutant embryo compared with the 
stroma of the WT littermate throughout the embryonic stages 
(Figure 4A-H, discussed later). At E15.5, the WT corneal 
epithelium remained thin (Figure 4C). At this time point, the 
epithelium of a mutant mouse embryo seemed thicker with 
multilayerization than that in the WT control, and localized 
multilayerization was observed (Figure 4D). Gross exami-
nation of the cornea of the E17.5 embryos showed opaque 
tumor-like nodules on the open corneal surface without over-
laying eyelids (Figure 1E); in contrast, the eyelids were well 
developed in the WT littermate (Figure 1C). Focal nodular 
epithelial hyperproliferation was observed in the corneal 
epithelium in the mutant embryo (Figure 4F,H) but not in the 
WT embryo (Figure 4E,G).

Immunohistochemistry detected obvious β-catenin 
staining in the corneal epithelium of the mutant embryo 
(Figure 4J), but not in the WT embryo, at E13.5 (Figure 4I). At 
E15.5, β-catenin was detected in the WT corneal epithelium, 
which showed a monolayer appearance (Figure 4K). β-catenin 

Figure 1. Gross appearance of eyes of a WT embryo and a mutant embryo with gof-β-catenin in epithelial tissues. At embryonic day (E) 15.5, 
the cornea is not covered by eyelids in the wild-type (WT) (A) and mutant embryos (B). At E17.5 and E18.5, the upper and lower eyelids are 
fused to each other, covering the cornea, in the WT eye (C, D), while no eyelid structure is observed in the mutant embryo (E, F).
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staining was markedly observed in the corneal epithelium, 
which was thicker than the normal one. Immunoreactivity 
for β-catenin was observed in cell–cell borders among each 
epithelial cell and was prominently accumulated in the cyto-
plasm and/or nuclei of the focal proliferative nodules in the 
corneal epithelium of the mutant embryos at E15.5 (Figure 
4L). At E17.5, β-catenin was detected in the cell–cell border 
of the basal cells of the WT corneal epithelium (Figure 4M). 
At this embryonic day point, accumulation of β-catenin was 
still observed in the cytoplasm and/or nuclei of the epithelial 
cell nodule but not observed in the thick epithelium among 
each nodules (Figure 4N).

Ultrastructural observation showed a regular arrange-
ment of stratified epithelial cells on the surface of the WT 
cornea at E18.5 (Figure 5C). In the E18.5 mutant embryos, 
the superficial epithelial cells of the corneal epithelium failed 
to assume the flattened characteristic shape of the stratified 
superficial epithelium seen in the WT cornea (compare 
Figure 5D to Figure 5C). The E18.5 mutant epithelium lacked 
a subepithelial basement membrane at the interface with the 

underlying stroma (Figure 5F), while the WT epithelium had 
an obvious basement membrane structure (arrows, Figure 
5E).

Because the β-catenin signal is closely related to cell 
differentiation and cell phenotype control, the epithelial–
mesenchymal transition (EMT), we examined whether gof-β-
catenin affected differentiation of the corneal epithelium by 
using immunohistochemical analysis of intermediate fila-
ment components. We first examined the characteristics of 
epithelial differentiation by examining the expression pattern 
of keratin 12, the marker of cornea-type epithelium differen-
tiation, and keratin 14. In WT embryos, the keratin 12 protein 
was negative in the cornea at E13.5 (Appendix 1, panel A), 
and expression in the corneal epithelium was detected at 
E15.5 (Appendix 1, panel B); marked expression was detected 
at E17.5 (Figure 6A). However, the keratin 12 protein was 
not detected in the corneal epithelium throughout E13.5–17.5 
(Figure 6B). Keratin 14 was observed in the basal cells of the 
WT corneal epithelium (Appendix 1, panel C). Keratin 14 was 
markedly expressed in epithelial nodules (Appendix 1, panel 

Figure 2. HE histology of eyes of a 
WT embryo and a mutant embryo 
with gof-β-catenin in epithelial 
tissues. Hematoxylin and eosin 
(HE) histology shows a clear differ-
ence in the cellular architecture of 
the eyelid anlage and the cornea 
between the wild-type (WT) 
embryo and the mutant embryo 
with gain-of-function (gof )-β-
catenin. No obvious difference in 
the structure of the eye and eyelids 
between the WT (A) and mutant 
embryos (B) was observed at E13.5. 
At E15.5, the eyelid (arrows) devel-
opment is impaired (D) compared 
with the WT tissue (C). At E17.5 
and E18.5, the cornea is completely 
covered with fused eyelids (arrows) 
in the WT embryo (E, G), while 
no eyelids, but just anlage (arrow) 
of an eyelid, are observed in the 
mutant (F, H). The surface of the 
cornea is thicker with an irregular 
surface in the mutant eye while 
smooth curvature is seen in the WT 
embryo (compare H to G). Bar, 100 
μm. 
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D). Focal hyperproliferation of the conjunctival epithelium 
was also observed in the mutant embryos (Appendix 1, panel 
E).

Impairment of intraepithelial differentiation from the 
basal layer toward the superficial layer might be associated 
with changes in cell proliferation, which can be examined 
with BrdU labeling. At E13.5, the incidence of BrdU-labeling 
in the embryonic corneal epithelium was similar between the 
WT and mutant embryos (Appendix 1, panel F,G). At E15.5, 
many epithelial cells were labeled with BrdU immunohisto-
chemistry in the mutant corneal epithelium (Figure 7B,D), 
while such BrdU-labeled cells were less frequently observed 
in the WT corneal epithelium (Figure 7A,C).

Corneal stroma: In our previous study, we did not fully 
examine corneal stroma abnormalities in the keratin 12 
promoter-driven conditional expression of gof-β-catenin 
(Krt12rtTA/Wt/tet-O-Cre/Ctnnb1floxE3/Wt triple transgenic) mouse 
embryos [14]. In the present study, the mutant embryo with 
Krt5-Cre-driven gof-β-catenin overexpression induced 
hypercellularity with increased thickness in the stroma as 
early as E13.5 (Figure 4A,B) along with epithelial β-catenin 
immunostaining (Figure 4I-P). An ultrastructural examina-
tion was performed with the E18.5 embryos to examine the 
potential anomaly of keratocytes and the extracellular matrix. 
The WT corneal stroma exhibited a well-organized lamellar 
structure of keratocytes and collagen fibers at E18.5 (Figure 

Figure 3. Ultrastructural and immunohistochemical examinations of impaired eyelids in mutant mice. Hematoxylin and eosin histology 
shows a clear difference in the cellular architecture of the epidermis and the mesenchyme of the eyelid (anlage) between the wild-type (WT) 
embryo (A) and the mutant embryo (B) with gain-of-function (gof)-β-catenin at E18.5. Nodular structures (srar) are observed in the mutant 
epidermis, but not in the WT epidermis. Mesenchymal cells are more densely packed (asterisk) in the mutant eyelid anlage than in the WT 
eyelid. Ultrastructural observation showed loss of stratification or intraepidermal differentiation in the upper layers with relatively round 
basal-like cells (Epi) and reduction of the accumulation of the collagenous matrix in the dermal tissue (asterisks) in an E18.5 mutant embryo 
(D) compared with the WT tissue (C). Immunohistochemistry shows laminin is well condensed in the subepithelial basement membrane 
zone in the WT embryo (E), while immunoreactivity for laminin is disrupted (arrows) beneath the epithelial nodular structure in the mutant 
eyelid anlage (F). The accumulation of β-catenin is detected in the nodular structures of the epidermis of the mutant embryo at E18.5 (arrows, 
H), while faint staining for β-catenin was seen in the epidermis of the WT embryo (G). The eyelid epidermis in the E18.5 WT and mutant 
embryos is not labeled for vimentin (I, J). The population of bromo-deoxyuridine (BrdU)-labeled epidermal keratinocytes was similar in 
the eyelid epidermis of the WT (K) and mutant embryos (L) at E15.5. Bar, 5 μm (C, D); 20 μm (E, F); 50 μm (A, B, G–J); 100 μm (K, L).
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8A), while the keratocytes of the mutant stroma showed a 
disorganized distribution with less extracellular matrix in 
between the cells (Figure 8B). Such abnormality was more 
prominent in the anterior stroma than in the posterior stroma 
(Figure 5D). Neovascularization was also observed in the 
mutant stroma (Figure 8B).

To characterize the level of differentiation or maturation 
of keratocytes and the nature of the extracellular matrix of 
the corneal stroma, we then performed immunohistochem-
istry for the extracellular matrix components. Expression of 
keratocan is a hallmark of keratocyte-type differentiation. At 
E13.5, the corneal stroma of the WT and mutant littermates 
was not labeled with anti-keratocan antibodies (Appendix 
1, panel H,I). At E15.5 (Appendix , panel J) and E17.5, 

immunoreactivity for keratocan was detected in the stroma 
of the wild-type mouse (Figure 9A) but completely absent in 
the mutant stroma (Figure 9B). We then evaluated the matu-
ration of the stromal extracellular matrix by examining the 
protein expression of collagen type I (the major collagen in 
the corneal stroma).

Collagen type I was not detected at E13.5 but was readily 
observed at E15.5 (Appendix 1, panel E) and E17.5 in the WT 
embryos (Figure 9C). Epithelial gof-β-catenin completely 
abolished accumulation of collagen I in the corneal stroma at 
E17.5 (Figure 9D). These findings indicate that gof-β-catenin 
disrupted the keratocyte-type differentiation of corneal 
stromal cells.

Figure 4. Effect augmented β-catenin on histology of the cornea epithelium. a. Hematoxylin and eosin (HE) staining histology suggested 
that at E13.5 there is no obvious difference of the corneal epithelial morphology between a wild-type (WT) littermate and the mutant of 
gof-β-catenin in epithelial tissue (A, B). At E15.5, the WT corneal epithelium is thin (C), while the epithelium of the mutant mouse embryo 
seemed thicker than that in the WT control, and localized multilayerization was observed (D). At E17.5 and E18.5, focal epithelial cell nodules 
(arrows) are observed in the corneal epithelium in the mutant embryo (F, H), and such structures are not seen in the WT tissue (E, G). 
Throughout the embryonic day points, cell density in the corneal stroma seems higher than that of the WT stroma. Bar, 50 μm (A, B); 100 
μm (C–H). Expression of β-catenin is not seen in the corneal epithelium of the WT embryo (I) at E13.5. Obvious β-catenin immunoreactivity 
is observed in the mutant corneal epithelium (arrows) at this day point (J). At E15.5, β-catenin is detected in the WT corneal epithelium (K). 
Marked β-catenin staining is detected in the thickened epithelium and more markedly in the focal cellular nodules (arrows) in the epithelium 
of the mutant embryo (L). At E17.5 and E18.5, the expression of β-catenin is faint in the WT corneal epithelium (M, O), while the mutant 
epithelium exhibits β-catenin immunoreactivity in the proliferative nodules (arrows), but not the thickened epithelium among each nodule 
(N, P). The insert in Frame F indicates that β-catenin immunoreactivity is detected in the cytoplasm and nuclei (arrows) of the epithelial 
cells in the nodular structure. Epi, corneal epithelium; Bar, 50 μm (A, B, I, J); 100 μm (C–H, K-P).
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DISCUSSION

Our primary interest was to understand how augmented 
β-catenin signaling in the basal epithelial cells of the strati-
fied epithelium, for example, the epidermis and the ocular 
surface epithelia, affects the embryonic development of whole 
ocular tissues. We used Krt5-Cre mice to drive Ctnnb1fE3/

WT for this purpose because our previous study with Krt12-
Cre mice showed an increase in the β-catenin signal in the 
corneal epithelium, but not in the conjunctiva and the eyelid 
epidermis. Our major purpose included understanding the 
mechanisms of pathogenic consequences induced by stabi-
lized epidermal β-catenin-mediated signals in mouse eyelid 
morphogenesis. Our results showed the constitutive excess 

Figure 5. Immunohistochemistry 
for laminin in the E18.5 corneal 
epithelium and its ultrastructural 
histology. Immunohistochemistry 
detects laminin in the epithelial 
basement membrane of the corneal 
epithelium (arrowheads) in the 
E18.5 wild-type (WT) embryo 
(A), while the epithelial nodules 
that grows downward to the 
stroma lacks a laminin-basement 
membrane (arrows; B). Ultrastruc-
tural observation shows that the 
corneal epithelium (C, Epi) forms 
stratification of the intraepithelial-
differentiated cell in the WT tissue, 
while it consists of disarranged 
spheroidal epithelial epidermal 
cells (D, Epi) in the mutant tissue. 
Mutant epithelial cells in the mutant 
mouse lack upward differentiation. 
The epithelial–stromal interface 
is irregular in the mutant tissue 
with disorganized stromal connec-
tive tissue (Stroma) in the mutant 
cornea. Higher magnif ication 
observation shows that the WT 
corneal epithelium (Epi) has a base-
ment membrane (arrows) between 

stroma (E), while the basal epithelial cells (Epi) lacks this structure at the interface with the underlying stroma in the mutant (F). Bar, 50 
μm (A, B); 5 μm (C, D); 500 nm (E, F). 

Figure 6. Expression pattern of intermediate filament components in the corneal epithelium at E17.5. The wild-type (WT) corneal epithelium 
(A, Epi) is labeled for keratin 12, while keratin 12 is not detected in the mutant corneal epithelium (B, Epi). Stroma, corneal stroma; Bar, 
50 μm.
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Figure 7. Cell proliferation by the detection of incorporation of BrdU. At E15.5, quite a few cells in the epithelium (Epi) and stroma are 
labeled for bromo-deoxyuridine (BrdU) in the wild-type (WT) cornea (A), while incidence of BrdU-labeled cells is frequently observed in 
a mutant embryo (B). Frames C, D, E, and F indicate the boxed areas in Frames A and B, respectively. Bar, 100 μm (A, B), 10 μm (C–F).

Figure 8. Ultrastructure of the 
posterior corneal stroma of WT 
and mutant embryos at E18.5. A: 
Lamellar structure of piled elon-
gated keratocytes and collagenous 
connective tissue are observed in 
the posterior stroma of the wild-
type (WT) embryo cornea. B: This 
lamellar structure is not observed 
in the anterior stroma of the mutant 
cornea (asterisk). Neovasculariza-
tion (NV) is also seen in the mutant 
stroma. Bar, 5 μm.
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β-catenin-mediated signal in the epithelial tissues disrupted 
morphogenesis of the eyelid in addition to ocular surface 
epithelia and the underlying mesenchyme.

Eyelid morphogenesis: Embryonic morphogenesis of the 
eyelid is a complex, yet orchestrated, process governed by the 
interaction between epithelium derived from the surface ecto-
derm and mesenchymal cells of neural crest origin. Several 
investigations including literature mentioned in the Introduc-
tion suggest β-catenin-mediated signals in the epidermis are 
involved in eyelid morphogenesis. Null mutation of Dkk-2 
impairs eyelid morphogenesis, which also prompted us 
to hypothesize that expression of β-catenin in periocular 
epidermal keratinocytes might have adverse consequences 
on eyelid formation [17]. Eyelid formation is essential to the 
morphogenesis of ocular adnexal tissues, for example, the 
meibomian gland or the extraocular muscle.

The present study showed that constitutive activation 
of β-catenin signaling in the basal epidermal epithelial cells 
interrupted eyelid morphogenesis. In the WT mouse embryo, 
the eyelid folds begin to grow at E15.5 and fuse by E17.5 
as observed with the gross appearance. Eyelid morpho-
genesis was morphologically impaired in the mutant with 
epidermal gof-β-catenin at E15.5, although gof-β-catenin 
was activated at E13.5. The exact mechanism(s) by which the 
excess β-catenin signal in the epidermis impairs the eyelid 
formation must be investigated. Ultrastructural observation 
showed abnormal epidermal cell differentiation (loss of orga-
nized stratification in the upper layers and ectopic vimentin 
expression). The finding suggests epidermal keratinocytes 

with excess β-catenin signal might induce the epithelial–
mesenchymal transition and might affect organized kerati-
nocyte movement for eyelid morphogenesis. Accumulation 
of dermal collagen bundles also seemed to be impaired in 
the eyelid mesenchyme of the mutant embryo compared 
with the WT embryo, suggesting epidermal–mesenchymal 
(neural crest–derived cell) crosstalk; growth factors/cyto-
kines expressed by mutant epithelial cells might affect the 
behavior of mesenchymal cells. Further studies are needed to 
investigate whether this abnormal structure of the epidermis 
is the direct consequence of impaired keratinocyte migration 
during eyelid formation.

Conjunctiva: We previously reported the expression of gof-β-
catenin in the limited area of the corneal epithelium in mice 
by using tet-On (Krt12-rtTA/tet-O-Cre/Ctnnb1fE3/WT) mice that 
exhibited intraepithelial neoplasm-like lesions in the corneal 
epithelium similar to that seen in the present study using 
Krt5-Cre/ Ctnnb1fE3/WT mice [14]. In addition, we observed 
lesions in the epidermis of the eyelid and the conjunctival 
epithelium in the present study. The mutant gof-β-catenin 
(Krt5-Cre/Ctnnb1fE3/WT) embryos also manifested abnormali-
ties in conjunctival differentiation; focal hyperproliferative 
nodules formed in the mutant conjunctival epithelium such 
as the corneal epithelium (Appendix 1, panel E).

Ocular surface epithelium: An in vitro study conducted by 
other investigators showed that Wnt/β-catenin signaling has 
an inhibitory effect on the differentiation of corneal epithe-
lium–stem cells, and promotes epithelial cell proliferation and 
default epithelium differentiation [25]. Results of the current 

Figure 9. Expression pattern of 
keratocan and collagen type I in 
embryonic corneal stroma at E17.5. 
Stroma of the wild-type (WT) 
cornea is labeled for keratocan (A), 
while keratocan is not detected in 
the mutant corneal stroma (B). The 
entire corneal stroma of the WT 
embryo is positive for collagen 
type I (C). The mutant stroma lacks 
collagen I (D). Epi, corneal epithe-
lium; Bar, 100 μm.
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in vivo experiments do not contradict these cell culture 
findings. Namely, gof-β-catenin impaired differentiation of 
the corneal epithelium in association with the presence of 
hyperproliferative spots and increased epithelial intracel-
lular layerization in the corneal epithelium as evaluated with 
immunohistochemistry and ultrastructural observation [26]. 
The phenotype seen in the corneal epithelium of the current 
mutant mouse embryos was similar to that observed in gof-β-
catenin in the corneal epithelium. Krt12rtTA/WT/TC/Ctnnb1fE3/

WT triple transgenic gof-β-catenin mice did not completely 
abolish the expression of keratin 12, the cornea-type epithe-
lium differentiation marker [27]. However, expression of 
keratin 12 was not detected in the current mutant embryos 
at E17.5 while it was readily seen in WT embryos at E15.5, 
suggesting that gof-β-catenin in limbal basal cells shuts 
down cornea-type epithelial differentiation. Ultrastructural 
observation showed the subepithelial basement membrane 
disappeared, which coincides with a previous finding that 
β-catenin signaling leads to upregulated expression of matrix 
metalloproteinase-7, which may account for the EMT of the 
corneal epithelium [14]. Targeting β-catenin as a strategy for 
treating ocular surface neoplasms should be examined.

Corneal stroma: The current finding of the increased prolif-
eration of corneal stromal cells with epithelial gof-β-catenin 
is consistent with our previous result of hyperproliferation 
in stromal cells in Krt12rtTA/Wt/tet-O-Cre/Ctnnb1floxE3/Wt triple 
transgenic mouse embryos [14]. However, we failed to fully 
examine the nature of the corneal stromal matrix in the 
previous mutants. The present study showed an abnormally 
increased cell population in the mutant corneal stroma at 
E13.5. This abnormality is somewhat different from those 
observed in Krt12-rtTA-driven mutants, which can in part 
be explained by the fact that keratin 5 is expressed at E12.5 
several days ahead of keratin 12 around E13.5 to 14.5. There-
after, perturbation of the peridermal epithelium by gof-β-
catenin may potentially affect the migration and differentia-
tion of periocular mesenchymal cells of neural crest origin, 
which contribute to the formation of ocular surface stroma, 
as well as the eyelid, during embryonic development. This 
possibility is substantiated by observations with transmission 
electron microscopy and immunohistochemistry: an irregular 
arrangement of embryonic keratocytes without expression of 
keratocan and collagen type I in the mutant embryo stroma 
[23]. The corneal endothelium seemed ultrastructurally well 
developed even in the mutant embryos at E17.5.

In Summary, further study is needed to uncover the 
roles of β-catenin signaling in ocular Development. But we 
conclude that excess β-catenin signaling in the epidermis and 
corneal epithelium impairs eyelid morphogenesis in addition 

to affecting morphogenesis of the cornea and the conjunctiva 
in mice.

APPENDIX 1.

To access the data, click or select the words “Appendix 1.” A: 
In WT embryos, the keratin 12 protein was negative in the 
cornea at E13.5. B: In WT embryos, the keratin 12 immuno-
reactivity is observed in the corneal epithelium at E15.5. C: 
Keratin 14 was observed in the basal cells of the WT corneal 
epithelium at E17.5. D: Keratin 14 was markedly expressed 
in mutant epithelial nodules at E17.5. E: Focal hyperprolifera-
tion of the conjunctival epithelium was also observed in the 
mutant embryos at E17.5. F and G: At E13.5, the incidence 
of BrdU-labeling in the embryonic corneal epithelium was 
similar between the WT and mutant embryos. H and I: At 
E13.5, the corneal stroma of the WT and mutant littermates 
was not labeled with anti-keratocan antibodies.J: At E15.5, 
the corneal stroma of the WT was labeled with collagen type 
I. Scale bar represents 10 μm (A-J).

ACKNOWLEDGEMNTS

This study was supported by a grant of Wakayama Medical 
Award for Young Researchers (to SM), Grants from the 
Ministry of Education, Science, Sports and Culture of Japan 
(C24592638 to YO and C25462729 to SS), and NEI Eye 
Research Foundation.

REFERENCES
1.	 Tao H, Ono K, Kurose H, Noji S, Ohuchi H. Exogenous FGF10 

can rescue an eye-open at birth phenotype of Fgf10-null 
mice by activating activin and TGFα-EGFR signaling.  Dev 
Growth Differ  2006; 48:339-46. [PMID: 16759284].

2.	 Shalom-Feuerstein R, Lena AM, Zhou H, De La Forest 
Divonne S, Van Bokhoven H, Candi E, Melino G, Aberdam 
D. ΔNp63 is an ectodermal gatekeeper of epidermal 
morphogenesis.  Cell Death Differ  2011; 18:887-96. [PMID: 
21127502].

3.	 Tao H, Shimizu M, Kusumoto R, Ono K, Noji S, Ohuchi H. A 
dual role of FGF10 in proliferation and coordinated migration 
of epithelial leading edge cells during mouse eyelid develop-
ment.  Development  2005; 132:3217-30. [PMID: 15958512].

4.	 Huang J, Dattilo LK, Rajagopal R, Liu Y, Kaartinen V, Mishina 
Y, Deng CX, Umans L, Zwijsen A, Roberts AB, Beebe DC. 
FGF-regulated BMP signaling is required for eyelid closure 
and to specify conjunctival epithelial cell fate.  Development  
2009; 136:1741-50. [PMID: 19369394].

5.	 Hayashi Y, Liu CY, Jester JJ, Hayashi M, Wang IJ, Funder-
burgh JL, Saika S, Roughley PJ, Kao CW, Kao WW. Excess 
biglycan causes eyelid malformation by perturbing muscle 

http://www.molvis.org/molvis/v21/793
http://www.molvis.org/molvis/v21/appendices/mv-v21-793-app-1.pptx
http://www.ncbi.nlm.nih.gov/pubmed/16759284
http://www.ncbi.nlm.nih.gov/pubmed/21127502
http://www.ncbi.nlm.nih.gov/pubmed/21127502
http://www.ncbi.nlm.nih.gov/pubmed/15958512
http://www.ncbi.nlm.nih.gov/pubmed/19369394


Molecular Vision 2015; 21:793-803 <http://www.molvis.org/molvis/v21/793> © 2015 Molecular Vision 

803

development and TGF-alpha signaling.  Dev Biol  2005; 
277:222-34. [PMID: 15572151].

6.	 Tateossian H, Hardisty-Hughes RE, Morse S, Romero MR, 
Hilton H, Dean C, Brown SD. Regulation of TGF-β signal-
ling by Fbxo11, the gene mutated in the Jeff otitis media 
mouse mutant.  Pathogenetics.  2009; 2:5-[PMID: 19580641].

7.	 Geh E, Meng Q, Mongan M, Wang J, Takatori A, Zheng Y, 
Puga A, Lang RA, Xia Y. Mitogen-activated protein kinase 
kinase kinase 1 (MAP3K1) integrates developmental signals 
for eyelid closure.  Proc Natl Acad Sci USA  2011; 108:17349-
54. [PMID: 21969564].

8.	 Jin C, Chen J, Meng Q, Carreira V, Tam NN, Geh E, Karyala 
S, Ho SM, Zhou X, Medvedovic M, Xia Y. Deciphering gene 
expression program of MAP3K1 in mouse eyelid morpho-
genesis.  Dev Biol  2013; 374:96-107. [PMID: 23201579].

9.	 Herr DR, Lee CW, Wang W, Ware A, Rivera R, Chun J. 
Sphingosine 1-phosphate receptors are essential mediators 
of eyelid closure during embryonic development.  J Biol 
Chem  2013; 288:29882-9. [PMID: 24003216].

10.	 Wang J, Sinha T, Wynshaw-Boris A. Wnt signaling in mamma-
lian development: lessons from mouse genetics.  Cold Spring 
Harb Perspect Biol  2012; 4:a007963-[PMID: 22550229].

11.	 Wray J, Hartmann C. WNTing embryonic stem cells.  Trends 
Cell Biol  2012; 22:159-68. [PMID: 22196214].

12.	 Niehrs C. The complex world of WNT receptor signalling.  Nat 
Rev Mol Cell Biol  2012; 13:767-79. [PMID: 23151663].

13.	 Holland JD, Klaus A, Garratt AN, Birchmeier W. Wnt 
signaling in stem and cancer stem cells.  Curr Opin Cell Biol  
2013; 25:254-64. [PMID: 23347562].

14.	 Zhang Y, Call MK, Yeh LK, Liu H, Kochel T, Wang IJ, 
Chu PH, Taketo MM, Jester JV, Kao WW, Liu CY. Aber-
rant  expression  of a β-catenin gain-of-function mutant 
induces hyperplastic transformation in the mouse cornea.  J 
Cell Sci  2010; 123:1285-94. [PMID: 20332116].

15.	 Sue Ng S, Mahmoudi T, Li VS, Hatzis P, Boersema PJ, 
Mohammed S, Heck AJ, Clevers H. MAP3K1 functionally 
interacts with Axin1 in the canonical Wnt signalling pathway.  
Biol Chem  2010; 391:171-80. [PMID: 20128690].

16.	 Wu CI, Hoffman JA, Shy BR, Ford EM, Fuchs E, Nguyen H, 
Merrill BJ. Function of Wnt/β-catenin in counteracting Tcf3 
repression through the Tcf3-β-catenin interaction.  Develop-
ment  2012; 139:2118-29. [PMID: 22573616].

17.	 Gage PJ, Qian M, Wu D, Rosenberg KI. The canonical Wnt 
signaling antagonist DKK2 is an essential effector of PITX2 

function during normal eye development.  Dev Biol  2008; 
317:310-24. [PMID: 18367164].

18.	 Tarutani M, Itami S, Okabe M, Ikawa M, Tezuka T, Yoshikawa 
K, Kinoshita T, Takeda J. Tissue-specific knockout of the 
mouse Pig-a gene reveals important roles for GPI-anchored 
proteins in skin development.  Proc Natl Acad Sci USA  1997; 
94:7400-5. [PMID: 9207103].

19.	 Harada N, Tamai Y, Ishikawa T, Sauer B, Takaku K, Oshima 
M, Taketo MM. Intestinal polyposis in mice with a dominant 
stable mutation of the beta-catenin gene.  EMBO J  1999; 
18:5931-42. [PMID: 10545105].

20.	 Suzuki K, Yamaguchi Y, Villacorte M, Mihara K, Akiyama M, 
Shimizu H, Taketo MM, Nakagata N, Tsukiyama T, Yama-
guchi TP, Birchmeier W, Kato S, Yamada G. Embryonic hair 
follicle fate change by augmented beta-catenin through Shh 
and Bmp signaling.  Development  2009; 136:367-72. [PMID: 
19141668].

21.	 Saika S, Liu CY, Azhar M, Azhar M, Sanford LP, Doetschman 
T, Gendron RL, Kao CW, Kao WW. TGFbeta2 in corneal 
morphogenesis during mouse embryonic development.  Dev 
Biol  2001; 240:419-32. [PMID: 11784073].

22.	 Moyer PD, Kaufman AH, Zhang Z, Kao CW, Spaulding AG, 
Kao WW. Conjunctival epithelial cells can resurface denuded 
cornea, but do not transdifferentiate to express cornea-
specific keratin 12 following removal of limbal epithelium 
in mouse.  Differentiation  1996; 60:31-8. [PMID: 8935926].

23.	 Liu CY, Birk DE, Hassell JR, Kane B, Kao WW. Keratocan-
deficient mice display alterations in corneal structure.  J Biol 
Chem  2003; 278:21672-7. [PMID: 12665512].

24.	 Saika S, Miyamoto T, Yamanaka O, Kato T, Ohnishi Y, Flan-
ders KC, Ikeda K, Nakajima Y, Kao WW, Sato M, Muragaki 
Y, Ooshima A. Therapeutic effect of topical administration 
of SN50, an inhibitor of nuclear factor-kappaB, in treatment 
of corneal alkali burns in mice.  Am J Pathol  2005; 166:1393-
403. [PMID: 15855640].

25.	 Lyu J, Joo CK. Wnt-7a up-regulates matrix metallopro-
teinase-12 expression and promotes cell proliferation in 
corneal epithelial cells during wound healing.  J Biol Chem  
2005; 280:21653-60. [PMID: 15802269].

26.	 Zieske JD. Corneal development associated with eyelid 
opening.  Int J Dev Biol  2004; 48:903-11. [PMID: 15558481].

27.	 Hayashi Y, Call MK, Liu CY, Hayashi M, Babcock G, Ohashi 
Y, Kao WW. Monoallelic expression of Krt12 gene during 
corneal-type epithelium differentiation of limbal stem 
cells.  Invest Ophthalmol Vis Sci  2010; 51:4562-8. [PMID: 
20393120].

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 31 July 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/v21/793
http://www.ncbi.nlm.nih.gov/pubmed/15572151
http://www.ncbi.nlm.nih.gov/pubmed/19580641
http://www.ncbi.nlm.nih.gov/pubmed/21969564
http://www.ncbi.nlm.nih.gov/pubmed/23201579
http://www.ncbi.nlm.nih.gov/pubmed/24003216
http://www.ncbi.nlm.nih.gov/pubmed/22550229
http://www.ncbi.nlm.nih.gov/pubmed/22196214
http://www.ncbi.nlm.nih.gov/pubmed/23151663
http://www.ncbi.nlm.nih.gov/pubmed/23347562
http://www.ncbi.nlm.nih.gov/pubmed/20332116
http://www.ncbi.nlm.nih.gov/pubmed/20128690
http://www.ncbi.nlm.nih.gov/pubmed/22573616
http://www.ncbi.nlm.nih.gov/pubmed/18367164
http://www.ncbi.nlm.nih.gov/pubmed/9207103
http://www.ncbi.nlm.nih.gov/pubmed/10545105
http://www.ncbi.nlm.nih.gov/pubmed/19141668
http://www.ncbi.nlm.nih.gov/pubmed/19141668
http://www.ncbi.nlm.nih.gov/pubmed/11784073
http://www.ncbi.nlm.nih.gov/pubmed/8935926
http://www.ncbi.nlm.nih.gov/pubmed/12665512
http://www.ncbi.nlm.nih.gov/pubmed/15855640
http://www.ncbi.nlm.nih.gov/pubmed/15802269
http://www.ncbi.nlm.nih.gov/pubmed/15558481
http://www.ncbi.nlm.nih.gov/pubmed/20393120
http://www.ncbi.nlm.nih.gov/pubmed/20393120

	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

