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Abstract

Background: The zebrafish retina maintains two populations of stem cells: first, the germinal zone or ciliary
marginal zone (CMZ) contains multipotent retinal progenitors that add cells to the retinal periphery as the fish
continue to grow; second, radial glia (Müller cells) occasionally divide asymmetrically to generate committed
progenitors that differentiate into rod photoreceptors, which are added interstitially throughout the retina with
growth. Retinal injury stimulates Müller glia to dedifferentiate, re-enter the cell cycle, and generate multipotent
retinal progenitors similar to those in the CMZ to replace missing neurons. The specific signals that maintain these
two distinct populations of endogenous retinal stem cells are not understood.

Results: We used genetic and pharmacological manipulation of the β-catenin/Wnt signaling pathway to show that
it is required to maintain proliferation in the CMZ and that hyperstimulation of β-catenin/Wnt signaling inhibits
normal retinal differentiation and expands the population of proliferative retinal progenitors. To test whether similar
effects occur during regeneration, we developed a method for making rapid, selective photoreceptor ablations in
larval zebrafish with intense light. We found that dephosphorylated β-catenin accumulates in Müller glia as they
re-enter the cell cycle following injury, but not in Müller glia that remain quiescent. Activation of Wnt signaling is
required for regenerative proliferation, and hyperstimulation results in loss of Müller glia from the INL as all
proliferative cells move into the ONL.

Conclusions: β-catenin/Wnt signaling is thus required for the maintenance of retinal progenitors during both initial
development and lesion-induced regeneration, and is sufficient to prevent differentiation of those progenitors and
maintain them in a proliferative state. This suggests that the β-catenin/Wnt cascade is part of the shared molecular
circuitry that maintains retinal stem cells for both homeostatic growth and epimorphic regeneration.

Keywords: β-catenin/Wnt, 1-azakenpaullone, XAV939, Retina, Development, Regeneration, Proliferation, Zebrafish,
Ciliary marginal zone
Background
Adult teleost fish have retinal stem cells that mediate both
continued growth of the neural retina and regeneration
following injury. The fish retina increases in size from a
proliferating neuroepithelium residing at the perimeter of
the neural retina adjacent to the ciliary epithelium, termed
the ciliary marginal zone (CMZ) [1,2]. These stem cells
produce multipotent progenitors capable of differentiating
into all retinal cell fates. In response to damage, the nor-
mally quiescent Müller glial cells within the differentiated
central regions of the teleost retina dedifferentiate and
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reproduction in any medium, provided the or
reenter the cell cycle to produce multipotent progenitors
that replace the lost cells [2-6]. It is not clear whether the
cell-cell signals that transiently maintain the regenerative
stem cell pool following injury are the same as those
involved in maintaining the permanent stem cell compart-
ment in the CMZ.
β-catenin/Wnt signaling has been identified in the

control of stem cell fate decisions in a variety of tissues
including skin, neural stem cells, and intestinal crypts
[7,8]. Studies in chickens, Xenopus, and zebrafish suggest
that Wnt may play a similar role in maintaining retinal
progenitors during development [9-16]. Wnt signaling
has also been implicated in the limited, non-regenerative,
Müller-glial proliferation that occurs following injury in
the murine retina [17,18], and was recently suggested to
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be necessary and sufficient for Müller glial proliferation in
the regenerating adult zebrafish retina [19].
Since the zebrafish retina has both an active popula-

tion of stem cells in the CMZ, and a robust regenerative
proliferation of the Müller glial cells, it is an ideal system
in which to test the roles of β-catenin/Wnt signaling in
the control of these two distinct populations of retinal
progenitors. Repression of Wnt signaling is required for
initial anterior specification, and masterblind (mbl)/axin1
mutant zebrafish that have constitutively hyperactive Wnt
signaling lack or have greatly reduced forebrain and retina
[20-22]. We show that, following gastrulation, genetic or
pharmacological activation of the β-catenin/Wnt cascade
in zebrafish embryos blocks retinal differentiation and
promotes a retinal progenitor fate, while inhibition of the
β-catenin/Wnt cascade results in loss of the proliferative
neuroepithelium in the CMZ. In response to light-induced
loss of photoreceptors in larval zebrafish, β-catenin is sta-
bilized in Müller glia as they re-enter the cell cycle.
Inhibition of Wnt-signaling after light damage prevents
the injury-induced activation of Müller glia, while consti-
tutive activation of the cascade biases activated Müller glia
to remain as proliferative progenitors, resulting in the loss
of differentiated Müller glia from the INL. Together these
data suggest that Wnt signaling is a key regulator of
retinal stem cell fate in both the CMZ niche and in the
injury-induced dedifferentiation of Müller glia into a re-
generative stem cell.

Results
Early hyperactivation of Wnt signaling prevents eye-field
formation
Wnt signaling is hyperactive in zebrafish that contain a
mutation in the axin1 gene (masterblind mbl; [21]). As
Wnt signaling is constitutively active, and suppression of
Wnt signaling is required for anterior development,
these fish fail to develop forebrain structures and eyes
are absent or greatly reduced (Figure 1A, B) [21]. The
mbl mutation demonstrates incomplete penetrance, and
some females produced offspring that instead of having
no eyes develop small eyes (Figure 1B’). Cryosections of
wild-type retinas at 72 hours post-fertilization (hpf )
show normal lamination into the three nuclear layers:
the ganglion cell layer (GCL) closest to the lens, the
inner nuclear layer (INL), and the outer nuclear layer
(ONL) at the back of the retina (Figure 1C). Calretinin-
positive neurons have differentiated in the GCL and INL
and the only proliferative cells (marked by expression of
proliferating cell nuclear antigen (PCNA)) are at the
periphery of the retina in the CMZ (Figure 1C). Thus at
72 hpf, initial retinal differentiation is complete. How-
ever, in the small-eye mbl retinas at 72 hpf, all cells
within the retina remained PCNA-positive, indicating
that they were still in the cell cycle, failed to laminate
into the three nuclear layers, and showed no expression
of photoreceptor (not shown) or neural markers
(Figure 1D). This suggests that Wnt signaling must be
repressed for normal differentiation of the neural retina.
However, since these fish have constitutively hyperactive
Wnt signaling, it is difficult to separate the early versus
the later effects of hyperactive Wnt signaling on
retinogenesis.
In order to more precisely control Wnt signaling, we

used pharmacological manipulation, which allows both
the level of inhibition and the timing of that inhibition
to be manipulated. Both lithium and 1-azakenpaullone
inhibit the activity of GSK3β, mimicking activation of
Wnt signaling; lithium replaces a required magne-
sium ion [23,24], while 1-azakenpaullone acts as an
ATP-competitive inhibitor [25]. To test the temporal
requirements for Wnt signaling, we applied 2.5 μM
azakenpaullone to zebrafish embryos at shield, 90%
epiboly, 6 somite, 18 somite, or 24 somite stages, and
embryos were maintained in the drug until 72 hpf. When
1-azakenpaullone was applied at or prior to 90% epiboly,
zebrafish developed without eyes (Figure 2B, C). When
1-azakenpaullone was applied after 90% epiboly, the
fish developed with small eyes (Figure 2D-J). Similar
results were obtained using 0.3 M LiCl for 1 h at shield or
24 hpf (data not shown). We also examined the dose
response, treating embryos in 0.5 μM, 1 μM, 2.5 μM, 5 μM,
and 10 μM 1-azakenpaullone at shield stage (Figure 2K-O).
Fish treated with 2.5 μM or more 1-azakenpaullone devel-
oped without an eye, while embryos treated with 1 μM or
less developed a small eye.

Hyperactivation of Wnt signaling during retinogenesis
blocks retinal differentiation and expands the progenitor
population
In order to test how activation of Wnt signaling affected
retinogenesis after initial eye-field specification was
complete, we treated transgenic embryos expressing
GFP under control of the gfap promoter [26] with the
GSK3β inhibitor 1-azakenpaullone beginning at 12 hpf
(approximately 6 somite), prior to any retinal differenti-
ation, at 24 hpf, when differentiation of the retina is
just beginning [27], and at 36 hpf continuing until 72
hpf when initial retinogenesis is largely complete. By 72
hpf, control retinas treated with 0.025% DMSO have
fully laminated into three nuclear layers (Figure 3A, D).
To assess retinal cell differentiation, we used cell spe-
cific transgenic and immunocytochemical markers. In
the transgenic zebrafish line Tg (gfap:gfp)mi2002, the
GFP reporter is under control of the astroglial-specific
promoter, glial fibrillary acidic protein, and is expressed
in differentiated Müller glia, whose nuclei are located
in the INL (Figure 3A). Photoreceptor nuclei are in the
ONL; red-green double cones are labeled with the
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Figure 1 Small retinas in masterblind fish fail to differentiate. Compared with wild-type (WT) fish at 72 hours post fertilization (hpf) (A),
masterblind (mbl) fish typically lack forebrain and eyes (B), although some fish develop with a small eye (B’). Cryosections of wild-type retinas at
72 hpf (C) reveal lamination of the nuclei, labeled with DAPI in blue, into three layers: the ganglion cell layer (GCL) nearest the lens (L), the inner
nuclear layer (INL), and the outer nuclear layer (ONL). Calretinin-labeled neurons have differentiated in the GCL and INL. Proliferative cells, marked
with proliferating cell nuclear antigen (PCNA) are found only in the periphery of the retina in the ciliary marginal zone (CMZ). In contrast,
cryosections of mbl retinas at 72 hpf (D) show a lack of nuclear lamination, a failure of calretinin-positive neurons to differentiate, and all cells
within the retina remain PCNA-positive. In these and all following figures, the eye is outlined with a dotted line to distinguish it from adjacent
tissues. Scale bar: A, B, 200 μm; C, D, 100 μm.
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specific marker zpr-1 (Figure 3A), and rods are labeled
with zpr-3, (Additional file 1: Figure S1A). Calretinin-
positive retinal neurons are found in both the ganglion cell
layer (GCL) and INL (Figure 3D). At 72 hpf, PCNA-
positive proliferative cells are restricted to the ciliary mar-
ginal zone (CMZ) at the margin of the retina (Figure 3D).
To confirm that the PCNA+cells were actively progres-
sing through the cell cycle, fish were treated with 10 mM
BrdU 2 h prior to fixation; the only cells incorporating
BrdU, indicating passage through S-phase, are in the CMZ
at the retinal margin (Additional file 1: Figure S1A).
When embryos were treated with 1-azakenpaullone at

12 hpf, prior to retinal differentiation, we found no expres-
sion of any markers of differentiated retinal cells, and all
cells in the retinal primoridum were PCNA-positive
(Figure 3B, E), and could also be labeled with a pulse of
BrdU (Additional file 1: Figure S1B). Thus retinal differen-
tiation was completely blocked by activation of Wnt sig-
naling by inhibition of GSK3β. Retinas from embryos
treated with 1-azakenpaullone at 24 hpf (Additional file 1:
Figure S1C, E, F) or 36 hpf, after retinal differentiation has
commenced, showed some lamination and expression of
markers of retinal differentiation in central retina, particu-
larly at 36 hpf, although there are enlarged zones of
PCNA-positive and BrdU-positive cells at the retinal
margins, suggesting expansion of the CMZ at the expense
of normal differentiation (Figure 3C, Additional file 1:
Figure S1D). Treatment with 0.3 M LiCl, which also
inhibits GSK3β [23], for 1 h at 48 hpf gave a similar
result when examined at 96 hpf; an expanded prolif-
erative zone at the margins of the retina compared to
fish treated with 0.3 M NaCl as a control, and main-
tenance of scattered proliferative cells in the INL and
ONL even in the regions where some differentiation
was noted (Additional file 1: Figure S1G, H).
We quantified the fraction of each retinal section that

was comprised of proliferative (PCNA-positive) cells at
72 hpf. In control, DMSO-treated retinal sections, the
proliferative cells at the retinal margin comprised
11.6%± 0.7% of the area of each section at 72hpf. In con-
trast, for fish treated with 1-azakenpaullone beginning at
24 hpf, the proliferative cells extended across the retina
comprising 73.9%± 2.6% of the area of each section, and
for fish treated with 1-azakenpaullone beginning at 36
hpf, the proliferative cells occupied 24.2%± 1.2% of the
area of each section (n= 10 retinas for each condition).
Thus, 1-azakenpaullone maintains retinal progenitors, with
early treatment maintaining the majority of cells in a prolif-
erative state and later treatment increasing the fraction of
proliferative progenitors at the retinal periphery. The
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Figure 2 Dose and timing-response for 1-azakenpaullone on retinal development. The GSK3β inhibitor 1-azakenpaullone was applied to
embryos at various stages of development and observations were made at 72 hpf. While control embryos treated with 0.1% DMSO as early as
dome stage developed normally (A), treatment with 2.5 μM 1-azakenpaullone (Az) at dome or shield stage resulted in loss of forebrain and eyes
(B, C). Treatment with 2.5 μM 1-azakenpaullone at 90% epiboly resulted in a small eye lacking a lens (D). At bud-stage or later, treatment with
1-azakenpaullone led to a small eye, with the size of the eye increasing with progressively later treatments (E-J). The effects of 1-azakenpaullone
are dose-dependent: embryos treated at shield stage with 0.5 μM 1-azakenpaullone have relatively normal development (K), 1 μM results in a
small eye (L), and treatments at 2.5 μM or higher results in failure of eye development (M-O). Scale bar = 200 μm.
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difference in overall size may also reflect changes in the rate
of cell cycle, as it has been previously suggested that Wnt
signaling may slow the rate of cycling progenitors [14].
Notably, although activation of Wnt signaling in

GSK3β-inhibited retinas retains cells in a proliferative
state, the retinas of 1-azakenpaullone-treated fish are
somewhat smaller than control retinas. One important
reason for this may be changes in cell size, as prolifera-
tive stem and progenitor cells typically have very little
cytoplasm, while differentiating neurons elaborate exten-
sive dendritic and axonal arbors, and photoreceptors
begin to develop outer segments. To determine whether
this could, at least in part, explain the difference in size
between the control and GSK3β-inhibited retinas, we
measured the cell density in a 30 μm arc of central
retina for control retinas and retinas treated with 1-
azakenpaullone-treated from 24 to 72 hpf. We counted
the number of nuclei across the retina within this region
and measured the total area encompassed by those cells
to calculate a cell density, which we then normalized to
the number of cells present in 1,000 μm2 of retina.
While control fish had 31.6 ± 1.1 cells per 1,000 μm2 of
retina, fish treated with 1-azakenpaullone had 41.2 ± 1.4
cells per 1,000 μm2 of retina, a significant increase in the
density (P < 0.001; t-test; n= 7 retinas). Thus, the differ-
entiating cells are much less densely packed than the un-
differentiated cells in GSK3β-inhibited retinas, and part
of the difference in overall size of the retinas may be due
to this difference in density as cells in control retinas
elaborate their extensive processes as they differentiate.
To test whether the cells that fail to differentiate in

the GSK3β-inhibited retinas maintain their identity as
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Figure 3 Inhibition of GSK3β blocks retinal differentiation
and maintains proliferative progenitors. Tg(gfap:GFP)mi2002

zebrafish embryos were treated with 0.025% DMSO as a vehicle
control or 2.5 μM 1-azakenpaullone to inhibit GSK3β at various
times during development. Retinal cryosections from DMSO-
treated embryos show normal development of Müller glia (MG;
GFP under control of a glial-specific promoter), photoreceptors
(the zpr-1 antibody marks red-green double cones (DC)), and
calretinin-positive neurons in the ganglion cell layer (GCL) and
INL (A, D). The fluorescent signal in the lens (L) is non-specific.
Proliferative cells marked with PCNA are found at the retinal
margins in the CMZ (D). In contrast, retinas from embryos
treated with 1-azakenpaullone from 12 hpf show no expression
of GFAP, Zpr-1 labeled photoreceptors, or calretinin (B, E).
Nuclear lamination is absent in these retinas, and proliferative
cells labeled with PCNA extend throughout the retina (E).
Treatment from 36 hpf allows more differentiation to occur, and
the central retina is laminated (C). However, the CMZ, which
contains proliferative cells, is expanded (F). Scale bar = 100 μm.
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retinal progenitor cells, we assayed expression of the
retinal homeobox gene, rx1, in control and GSK-
inhibited retinas. At 72 hpf, rx1 is normally expressed
in the progenitor cells of the CMZ (Figure 4A), but in
retinas treated with 1-azakenpaullone from 24 to 72
hpf the zone of rx1-expression in the CMZ is expanded
(Figure 4B), similar to the expansion of proliferative
cells (Figure 3F). We also found that pharmacological
activation of Wnt signaling leads to expanded expres-
sion of both sox2 and vsx2/Chx10 (Figure 4D, F), tran-
scription factors associated with retinal progenitors and
expressed in the CMZ of control fish (Figure 4C, E).
Together, these data suggest that stimulation of Wnt
signaling leads to an expansion of proliferative progeni-
tors at the expense of normal retinal differentiation,
and that these progenitors retain their retinal identity.
To confirm that the retinal effects of 1-azakenpaullone

were due to its actions on the β-catenin/Wnt signaling
cascade, rather than other pathways modulated by
GSK3β, we first quantified the amount of dephosphory-
lated (active) β-catenin to test whether 1-azakenpaullone
was resulting in a functional increase in active β-catenin.
We labeled retinal sections from fish treated with either
DMSO or 1-azakenpaullone from 24 to 48 hpf with an
antibody against active β-catenin, with labeling and im-
aging done with identical parameters. When we com-
pared the average fluorescence intensity in 1,000 μm2

regions from the central retina (containing cells
A
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rx1
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Figure 4 Inhibition of GSK3β leads to expansion of retinal
progenitor markers. (A, B) In situ hybridization with an rx1
riboprobe. Control zebrafish embryos at 72 hpf express rx1 in the
CMZ at the retinal margin (A; bracket). In contrast, embryos treated
with 1-azakenpaullone from 24 hpf to 72 hpf show a marked
expansion in the domain of expression of rx1, marking an expanded
CMZ (B; bracket). (C, D) Sections through retinas labeled via in situ
hybridization with a sox2 riboprobe. Control retinas show sox2
expression within the CMZ (arrows) and in developing amacrine
cells (C). 1-azakenpaullone-treated retinas have sox2 expression
throughout the retina (D). (E, F) Sections through retinas labeled via
in situ hybridization with a vsx2 riboprobe. Control retinas show vsx2
expression within the CMZ (E; arrows). 1-azakenpaullone-treated
retinas have vsx2 expression throughout the retina (F).
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beginning to differentiate by 48 hpf) or peripheral retina
(comprising the CMZ and cells where the wave of differ-
entiation has not yet reached), control retinas had more
than twice as much labeling with the anti-active β-catenin
antibody in the peripheral retina as they did in central
retina (Figure 5A; n=10 retinas; P<0.001; T-test), consist-
ent with active Wnt-signaling at the periphery of the ret-
ina. Retinas from fish treated with 1-azakenpaullone had
approximately the same level of active β-catenin in their
central retina as controls did in their peripheral retina
(Figure 6A; n=10 retinas, P> 0.4; T-test). This is consist-
ent with 1-azakenpaullone inhibiting GSK3β, preventing
the phosphorylation and degradation of β-catenin, hyper-
activating the canonical Wnt signaling pathway in regions
of central retina that would have normally begun to re-
press β-catenin and differentiate.
To further confirm that this 1-azakenpaullone-mediated

activation of Wnt/β-catenin signaling was responsible for
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maintaining retinal cells in a progenitor state, we used a
genetic method to block Wnt signaling downstream of
β-catenin with the transgenic line Tg(hsp70:ΔTCF-
GFP)w26 - a heat-shock-inducible dominant-negative TCF3
(dnTCF), which lacks the β-catenin binding site. Activation
of the Wnt signaling cascade leads to stabilization of β-
catenin, which enters the nucleus, binds to TCF leading
to a change in expression of Wnt target genes [28]; as
the dnTCF lacks the β-catenin binding site, it should sup-
press the 1-azakenpaullone-mediated maintenance of pro-
liferation if the primary effect of 1-azakenpaullone was via
upregulation of active β-catenin. Transgenic embryos and
wild-type siblings at 36 hpf were heat shocked for 1 h at
39.5°C to induce the transgene, then treated with either
0.025% DMSO or 2.5 μM 1-azakenpaullone until 72 hpf,
when fish were incubated in BrdU to label dividing cells,
and fixed after 2 h. Wild-type siblings treated with DMSO
showed a normally proliferative CMZ, as marked by BrdU
and PCNA immunoreactivity (Figure 5B). Wild-type sib-
lings treated with 1-azakenpaullone showed the expanded
zone of BrdU+ cells passing through S-phase at 72 hpf
(Figure 5D). In contrast, Tg(hsp70:ΔTCF-GFP)w26 embryos
treated with DMSO after heat-shock had a smaller CMZ
(Figure 5C), and those treated with 1-azakenpaullone also
had few cells in the CMZ labeled with BrdU and PCNA
(Figure 5E). We occasionally noted a few BrdU+ cells in
the dorsal ONL of heat-shocked dnTCF expressing
Figure 5 Effects of 1-azakenpaullone are mediated via Wnt/
β-catenin pathway. (A) Quantification of fluorescent intensity
from an anti-dephosphorylated (active) β-catenin antibody in
retinal sections from fish treated with DMSO (vehicle control) or
1-azakenpaullone from 24 to 48 hpf. Average intensity was
calculated from approximately 750 μm2 area either in central
retina or peripheral retina. DMSO-treated controls show
significantly more active β-catenin in peripheral retina compared
to central retina, while fish treated with 1-azakenpaullone have
elevated levels of active β-catenin in central retina, comparable
to that in control-treated peripheral retina. (B-E) Dominant-
negative TCF3 suppresses the expansion of the CMZ induced by
GSK inhibition. Tg(hsp70:ΔTCF3-GFP)w26 zebrafish embryos, which
express a dominant-negative TCF3 (dnTCF) under control of the
heat shock promoter, and their wild-type siblings were heat
shocked at 36 hpf for 1 h at 39.5°C and then treated with either
0.025% DMSO or 2.5 μM 1-azakenpaullone. Fish were given a
pulse of BrdU 2 h prior to fixation at 3 dpf. (B) Wild-type
siblings treated with DMSO show a normal CMZ, with BrdU-
positive and PCNA-positive cells at the retinal margin. (C) DMSO-
treated fish expressing dnTCF showed a decrease in the number
of cells at the retinal margin that were BrdU/PCNA
immunoreactive. (D) In wild-type sibling fish treated with
1-azakenpaullone, there is a dramatic expansion of the
proliferative progenitors marked with PCNA and BrdU.
(E) Transgenic fish expressing dnTCF and treated with 2.5 μM
1-azakenpaullone show no expansion of the CMZ, with few
dividing cells at the retinal margin, indicating that dnTCF
suppresses the 1-azakenpaullone induced expansion of the
progenitor pool. Scale bar = 100 μm.
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Figure 6 Blocking Wnt signaling with XAV939 leads to loss of the progenitor population in the CMZ. Zebrafish at 3 dpf were given a
pulse of BrdU to mark dividing cells, then exposed to either 0.15% DMSO as a vehicle control or 15 μM XAV939 for 2 days and fixed for analysis
at 5 dpf. In control fish at 5 dpf, the progeny of cells labeled with BrdU at 3 dpf had differentiated and were displaced out of the CMZ and a
population of dividing cells that express PCNA remain in the CMZ (bracket) at 5 dpf (A). In fish treated with 15 μM XAV939, the progeny of the
cells labeled with BrdU at 3 dpf remain at the retinal margin and there are no PCNA-labeled cells (B). Overlays in A and B are shown including a
brightfield image to allow visualization of the RPE marking the edge of the retina. Labeling control (C, E) or XAV939-treated (D, F) fish with
antibodies against Pax6 (C, D) or Sox2 (E, F), shows that XAV939 greatly reduces the number of cells expressing these progenitor cell markers
(dotted line marks the extent of labeling in the CMZ). Scale bar = 20 μm.
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embryos (for example, Figure 5C). As Wnt-signaling is
required for appropriate specification and maintenance of
dorsal retinal identity, and dorsal marker expression can
be lost with inhibition of Wnt signaling in the same time
frame as these experiments [29], it is possible that the
orderly wave of differentiation is slightly disrupted in these
retinas. Most critically, though, inhibition of Wnt
signaling via the dominant-negative TCF is able to sup-
press proliferation within the CMZ, and in particular is
able to prevent the expansion of the CMZ induced by
1-azakenpaullone-mediated inhibition of GSK3β.

Wnt signaling is required for ongoing retinal
neurogenesis
Since stimulation of Wnt signaling leads to an expansion
of the CMZ, these results suggest that Wnt signaling
may function to maintain the progenitor population. To
test this hypothesis, we treated zebrafish with the tankyr-
ase inhibitor XAV939, which inhibits the transduction of
a Wnt signal to GSK3β by stabilizing, axin a negative
regulator of the Wnt signaling pathway [30]. We allowed
embryos to develop to 3 dpf, to complete initial retinal
differentiation, at which point the cells in the CMZ are
the only proliferative cells (Figure 3D). Fish were given a
10-min pulse of 10 mM BrdU at 3 dpf to label the pool
of actively dividing cells at that time, then treated with
either 15 μM XAV939 or 0.15% DMSO as a vehicle con-
trol, allowed to grow for 2 days and fixed and processed
for immunocytochemistry. In control zebrafish, the cells
of the CMZ continue to proliferate, displacing post-
mitotic cells out of the CMZ and into the retina. These
post-mitotic cells retain BrdU, while actively dividing
cells dilute out the BrdU label with additional rounds of
S-phase. Thus in control retinas, cells labeled with BrdU
at 3 dpf are just inside the CMZ at 5 dpf, adjacent to the
actively dividing population in the CMZ that continue to
express PCNA (Figure 6A). In contrast, in fish treated
with 15 μM XAV939 to inhibit the transduction of Wnt



PCNA

gfap:GFP

zpr-1

}

BrdU β-catenin Overlay

24
 h

pl
30

 h
pl

36
hp

l
48

 h
pl

C

D

E

F

72
 h

pl

BrdU Active β-catenin Overlay

G

A B
Overlay zpr-1 Overlay

0 hpl 48 hpl

{ {L L

L

L

L

L

} }

Figure 7 Wnt signaling is activated as Müller glia reenter the cell cycle following intense-light-induced destruction of photoreceptors.
Tg(gfap:GFP)mi2002 zebrafish larvae were exposed to intense light at 6 dpf to lesion their photoreceptors. Immediately following exposure, the
retina appeared normal, with photoreceptors (double cones labeled with zpr-1) throughout the ONL (A). Within 48 hours post lesion (hpl),
photoreceptors are missing from central retina as shown by the lack of zpr-1 staining (B; bracket). (C-F) Light-lesioned fish were incubated
continuously in 2.5 mM BrdU and fixed at 24, 30, 36, or 48 hpl. Cells in the INL become PCNA-positive between 24 and 30 hpl, and begin to
incorporate BrdU around 36 hpl (C-E). Immunoreactivity for β-catenin is absent from the INL at 24 or 30 hpl (C, D), but begins to accumulate by
36 hpl (E), when all BrdU-positive, PCNA-positive cells (white arrows) and some BrdU-negative, PCNA-positive cells (open arrows) are
immunoreactive. By 48 hpl, all of the PCNA-positive cells are also BrdU-positive and β-catenin-positive (F; white arrows). At 72 hpl, BrdU-positive
cells in the INL also express GFP, indicating their Müller glial origins, and they are co-labeled with an antibody for dephosphorylated (active)
β-catenin (white arrows; G). Proliferative cells are strongly immunoreactive for dephosphorylated β-catenin (open arrow). The cells of the CMZ
also exhibit strong immunoreactivity for dephosphorylated β-catenin (bracket). Scale bars A-F: 100 μm; G: 50 μm.

Meyers et al. Neural Development 2012, 7:30 Page 8 of 17
http://www.neuraldevelopment.com/content/7/1/30



Meyers et al. Neural Development 2012, 7:30 Page 9 of 17
http://www.neuraldevelopment.com/content/7/1/30
signaling, the BrdU-positive cells remain at the periph-
eral margin of the retina and no cells are PCNA-positive,
suggesting that in the absence of Wnt signaling there
was very limited cell division following the BrdU pulse
at 3 dpf, and most of the progeny of the cells labeled
with BrdU at 3 dpf have exited the cell cycle (Figure 6B).
To test whether these cells also stopped expressing ret-

inal progenitor cell markers in response to inhibition of
Wnt signaling, we examined both Pax6 and Sox2 expres-
sion in the CMZ of control and XAV-treated fish, as Pax6
is highly expressed in the CMZ [2] and Sox2 is also
expressed in the CMZ and has been shown to be regulated
by Wnt signaling in Xenopus [11,16]. While a large pool of
cells at the CMZ strongly express Pax6 in DMSO-treated
control fish (Figure 6C), fish treated with XAV939 show a
marked reduction in the size of this pool and in the level
of Pax6 expressed (Figure 6D). We measured the area of
the retinas containing Pax6-expressing cells in two sec-
tions from each of five control and XAV939-treated fish to
quantify the change in the size of the CMZ. In DMSO-
treated retinas, the Pax6-expressing area at the retinal
margin was 717.1 ± 43.0 μm2 while in fish treated with
XAV939 from 3 dpf to 5 dpf, the Pax6 expressing area was
only 284.9 ± 23.5 μm2. Thus, XAV939 results in a signifi-
cant decrease in the cross-sectional area of the CMZ
(P<<0.001; T-test). Similarly, progenitor cells in the CMZ
express Sox2 in DMSO-treated controls (Figure 6E), but
there is little or no expression of sox2 in XAV939-treated
zebrafish (Figure 6F). Thus, in the absence of Wnt signal-
ing, there is both a loss of proliferative cells in the CMZ
and a loss of expression of retinal progenitor markers, sug-
gesting that Wnt signaling is necessary to maintain the
pool of retinal progenitors at the retinal margin.

Activation of Wnt signaling is necessary for
photoreceptor regeneration
Given that Wnt signaling is necessary for maintaining ret-
inal progenitor cells in the CMZ in a proliferative state,
and has been implicated in proliferation and regeneration
of retinal neurons following stab lesions to the retina [19],
we next asked whether Wnt signaling was also reactivated
during the regenerative response to selective loss of photo-
receptors in larval fish. Intense light from a metal-halide
lamp for 20 min induces a rapid, photoreceptor-selective
lesion in the central retina of 6-day-old zebrafish larvae
(Figure 7A, B). Differentiated Müller glia, which have nu-
clei in the INL and radial processes that span the width of
the retinal epithelium, respond locally to retinal injury by
dedifferentiation and reentry into the cell cycle. The nuclei
of these activated Müller glia migrate apically into the
ONL, where they undergo an asymmetric, self-renewing
division in which one daughter becomes a neuronal pro-
genitor that lacks apical/basal processes and proliferates
rapidly to produce a cluster of progenitors surrounding
the Müller glial cell; these Müller-derived progenitors will
in turn regenerate photoreceptors [4,5,31]. Consistent with
this proliferative response, we observed expression of
PCNA in nuclei in the INL and ONL beginning between
24 and 30 h post lesion (hpl) (Figure 7C, D). These cells
began to accumulate BrdU around 36 hpl, indicating that
they had progressed into S-phase (Figure 7E), and by 48
hpl PCNA-positive and BrdU-positive neurogenic clusters
spanned the INL and ONL (Figure 7F).
We next assayed activation of Wnt signaling in the

injury-induced Müller glia by looking for stabilization of
β-catenin; when Wnt signaling suppresses GSK3β activity,
β-catenin becomes dephosphorylated, blocking its ubiqui-
tination and destruction, allowing it to accumulate in the
cytoplasm and nucleus. We did not observe β-catenin
immunoreactivity in retinal cells at 24 or 30 hpl, but it
began to accumulate in the proliferative cells by 36 hpl
(Figure 7E). β-catenin accumulated in all BrdU-positive
cells at 36 hpl (filled arrows in Figure 7E), and was also
found in occasional PCNA-positive, BrdU-negative cells
(open arrows in Figure 7E). By 48 hpl, all PCNA positive
cells within the region of the lesion were BrdU-positive
and had strong labeling of cytoplasmic β-catenin (filled
arrows in Figure 7F). To confirm that this accumulation of
β-catenin was due to a lack of phosphorylation by GSK3β,
we used an antibody selective for dephosphorylated, active
β-catenin [32]. We again found selective immunolabeling
for dephosphorylated β-catenin in the proliferating Müller
glia (marked by expression of the gfap:GFP transgene and
incorporation of BrdU; white arrows in Figure 7G) but not
in non-proliferative Müller glia (GFP-positive, BrdU-
negative; open arrows in Figure 7G) at 72 hpl. We also
observed immunolabeling of dephosphorylated β-catenin
in the proliferative cells in the ONL, which also had re-
sidual gfap:GFP transgene expression indicating that they
were the progeny of the proliferative Müller glia (yellow
arrow; Figure 7G). Additionally, dephosphorylated β-
catenin accumulated in the cells of the CMZ (bracket;
Figure 7G), consistent with ongoing Wnt-signaling at the
retinal margin.
In order to test whether activation of Wnt signaling was

required for endogenous and/or injury-induced prolifera-
tion in the retina, we light-lesioned Tg(hsp70:ΔTCF-
GFP)w26 larval zebrafish and wild-type siblings, and
heat-shocked the fish for 1 h at 1 dpl and again at 2 dpl
to induce the dominant negative TCF; fish were fixed at
3 dpl. Whereas wild-type siblings had normal expres-
sion of PCNA in the INL and ONL in the region of the le-
sion at 3 dpl (Figure 8A), transgenic fish expressing
dnTCF had few to no PCNA-positive cells in either the
INL or ONL (Figure 8B). Notably, these fish also had few,
if any, proliferative cells in the CMZ compared with con-
trols (arrows; Figure 8A, B). We quantified the number of
PCNA-positive cells within the lesioned retina at 3 dpl,
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normalizing it to the linear length of the lesion to reduce
variation caused by differences in the extent of photo-
receptor loss. Wild-type siblings had 11.9 ± 0.6 PCNA-
positive cells per 100 μm of lesioned retina while
dnTCF fish had 1.4 ± 0.2 PCNA-positive cells per
100 μm of lesioned retina (n = 6 fish; mean ± s.e.m.),
which was a statistically significant difference (t-test;
P < <0.0001). Similarly, pharmacological block of Wnt
signaling by treatment of light-lesioned fish with
15 μM of the tankyrase inhibitor/axin stabilizing
agent XAV939 from 0 to 3 dpl resulted in few to no
proliferating cells (including in the CMZ), compared
with DMSO-treated controls (Figure 8C, D). Thus, ei-
ther pharmacological or genetic inhibition of Wnt sig-
naling inhibits the injury-induced activation of Müller
glial proliferation.

Activation of Wnt signaling during photoreceptor
regeneration leads to loss of Müller glia
We next asked whether constitutive activation of Wnt
signaling using 1-azakenpaullone would alter the re-
generative response in Müller glia induced by select-
ive loss of photoreceptors. In light-lesioned Tg(gfap:
GFP)mi2002 fish treated with 2.5 μM 1-azakenpaullone
from 0 to 3 dpl cell proliferation in the INL and
ONL was comparable to controls (Figure 9A, B). The
number of BrdU-positive cells in the INL (indicative
of Müller glia reentering the cell cycle) in control
versus 1-azakenpuallone-treated retinas was not sig-
nificantly different (5.0 ± 0.5 BrdU-positive cells in the
INL per 100 μm of lesioned retina for control;
4.8 ± 0.6 for 1-azakenpaullone-treated; P > 0.5). A pre-
vious study in adult zebrafish retina showed that
intraocular injection of a GSK3β inhibitor was suffi-
cient to stimulate dedifferentiation and proliferation
of Müller glia in an uninjured retina [19], so we next
asked whether soaking larval fish at 6 dpf in 1-
azakenpaullone and BrdU for 48 h was sufficient to
induce a similar response. However, we did not see
any proliferating cells (either BrdU-positive or PCNA-
positive) within the central retina of the treated larval
zebrafish (Figure 9C), suggesting that activation of
Wnt/β-catenin signaling is not sufficient to induce
Müller glial dedifferentiation and proliferation in the
absence of injury in larval retinas.
Surprisingly, when light-lesioned fish were treated with

azakenpaullone and BrdU from 1 to 5 dpl, we found a
notable difference in the pattern of BrdU-positive nuclei.
BrdU was continuously available in the media from 1 to
5 dpl, to mark all cells that divided and their progeny.
Control fish had BrdU-positive nuclei in both the ONL
and INL (Figure 10A). The BrdU-positive cells within
the INL and ONL were GFP-positive when this experi-
ment was done with Tg(gfap:GFP)mi2002 fish, indicating
that the BrdU-positive cells were Müller glia or their
neurogenic progeny. However, in fish treated with
1-azakenpaullone from 1 to 5 dpl with BrdU present
throughout, many BrdU-positive cells were found in the
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ONL, but few BrdU-positive cells were in the INL com-
pared with controls (Figure 10B). While control fish had
8.6 ± 0.8 BrdU-positive cells in the INL per 100 μm of
lesioned retina, fish treated with 1-azakenpaullone had
only 2.5 ± 0.6 BrdU-positive cells per 100 μm of lesioned
retina (n= 5 fish each; mean ± s.e.m.). Thus 1-
azakenpaullone treatment produced a significant de-
crease in the number of BrdU-positive cells in the INL
(t-test; P < <0.001). In contrast, there was no difference
between DMSO and 1-azakenpaullone treated fish in the
number of BrdU-positive cells in the ONL at 5 dpl
(10.6 ± 0.9 cells per 100 μm and 9.4 ± 1.7 cells per
100 μm, respectively; P > 0.5).
Since treatment with 1-azakenpaullone from 0 to 3 dpl

resulted in numerous BrdU-positive cells within the INL
and ONL, and since the nuclei of activated Müller glia
migrate apically to initiate mitosis in the ONL, these
data suggest that the decrease in BrdU-positive cells in
the INL after 5 days of treatment with 1-azakenpaullone
is not due to failure of the Müller glia to initially re-
enter the cell cycle, but instead affects a later stage in re-
generation. To confirm this interpretation, we treated
light-lesioned fish with BrdU from 1 to 5 dpl to label all
dividing cells, but exposed them to 1-azakenpaullone
only from 3 to 5 dpl. These fish again had few BrdU-
positive cells within the INL, although BrdU-positive
cells were plentiful within the ONL (Figure 10C). These
data, together with the finding of BrdU-positive cells in
the INL in fish treated with 1-azakenpaullone from 0 to
3 dpl, suggest that 1-azakenpaullone does not prevent
the initial activation of Müller glia and their re-entry
into the cell cycle.
Since we observed fewer BrdU-positive cells within the

INL at 5 dpl in light-lesioned, 1-azakenpaullone-treated
fish, and since the nuclei of Müller glia return to the
INL (after their initial apical migration into the ONL),
we next asked whether the lack of BrdU-labeled progeny
in the INL indicated a loss of Müller glia from the INL.
At 5 dpl DMSO-treated fish had 8.8 ± 0.5 GFP-positive
Müller glia within the lesioned area of the INL per
100 μm of lesion, and these cells exhibited regular
spacing (Figure 10A). The fish treated with 1-
azakenpaullone from 1 to 5 dpl had significantly fewer,
irregularly-spaced, GFP-positive Müller glia within the
lesioned area of the INL (Figure 10B; 5.8 ± 0.5 cells per
100 μm of lesion; P < 0.005 by t-test).
These observations suggest that when β-catenin/Wnt

signaling is constitutively activated in light-lesioned ret-
inas, Müller glia are either being removed from the ret-
ina by cell death, or that the Müller glia cell divisions
are no longer asymmetric or self-renewing (that is, pro-
ducing a Müller glial cell plus a neuronal progenitor)
but instead both daughter cells are diverted into the ret-
inal progenitor fate and remain in or move into the
ONL. TUNEL-labeling on 1-azakenpaullone-treated fish
at 3 dpf to mark cells undergoing apoptosis, revealed no
TUNEL-labeled cells within the INL, suggesting that
1-azakenpaullone does not stimulate significant cell
death of dividing Müller glia (data not shown).
To examine whether 1-azakenpaullone leads to a

change in progenitor fate, we examined the Müller glial-
derived clusters of proliferative cells at 3 dpl. In control
fish, the GFP-positive, BrdU-labeled cell clusters span
the ONL and INL and the radial process of Müller glia
that extend basally from the INL into the inner retina
are clearly visualized (Figure 10D). In contrast, in 1-
azakenpaullone-treated fish, the GFP-positive, BrdU-
labeled cells are largely confined to the ONL, and basal
processes of Müller glia are absent (Figure 10E). This
suggests that activation of Wnt-signaling blocks the
asymmetric, self-renewal division of injury-induced
Müller glial cells, and instead biases all the Müller-glial
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derived progeny to move into the ONL where they may
act as retinal progenitors.
Together, these data demonstrate that β-catenin/Wnt

signaling is initially required to activate cell-cycle re-
entry in Müller glia following injury and that Wnt sig-
naling subsequently controls the fate of the progeny of
those cell divisions, biasing them to produce retinal pro-
genitors at the expense of self-renewal to retain the ori-
ginal Müller glial population.

Discussion
We have used genetic and pharmacological manipula-
tion of the canonical Wnt signaling cascade to show that
Wnt signaling plays a key role in maintaining retinal
progenitors in a proliferative state during both retinal
growth and lesion-induced regenerative proliferation.
Inhibition of canonical Wnt-signaling led to loss of ret-
inal stem and progenitor cells in the CMZ and pre-
vented cell cycle re-entry in Müller glia following
photoreceptor loss. Stimulation of the Wnt cascade by
inhibition of GSK3β led to expansion of the CMZ during
development and altered the fate decisions of Müller
glial cells induced to proliferate following photoreceptor
loss.
We found that activation of Wnt signaling by inhib-

ition of GSK3β with 1-azakenpaullone, which has been
previously used predominantly in cell culture, works well
in zebrafish in vivo and phenocopies the effects on eye
development seen in axin1-deficient fish [20,21]. 1-
azakenpaullone is highly selective for GSK3β, though it
can inhibit cyclin-dependent kinases (CDKs) at higher
concentrations [25]. As the phenotype that we see is an
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increase in proliferation rather than an decrease that
would be expected if 1-azakenpaullone was inhibiting
CDKs, and since the effects of 1-azakenpaullone can be
blocked with dominant-negative TCF which is down-
stream of GSK3β in the Wnt signaling cascade, we
conclude that the primary effect of 1-azakenpaullone in
our system is inhibition of GSK3β to stimulate the β-cate-
nin/Wnt cascade. We have also used XAV939, a tankyrase
inhibitor that stabilizes axin [30], and showed that it
phenocopies the effects of a dominant-negative TCF3
transgene. These pharmacological agents therefore allow
the activation or inhibition of the β-catenin/Wnt cascade
at controlled dosages and precise timings allowing us to
use consistent methods to examine the role of Wnt signal-
ing across initial retinal development, ongoing growth
from the CMZ and regeneration following photoreceptor
damage.

β-catenin/Wnt signaling is sufficient and necessary to
maintain retinal progenitor fate in the CMZ
The canonical Wnt signaling pathway is well-established
as a key mediator of stem cell identity in tissues with on-
going growth. In many epithelial stem cells, including
those in intestinal crypts, mammary glands, and skin,
Wnt signaling is active in the stem cell niche and is ne-
cessary for maintaining stem cell identity [7,8,33].
Hyperactivation of Wnt signaling leads to expansion of
the stem cell pool and blocks differentiation of the stem
cell progeny, and such hyperactivation is found in many
cancers [8,33]. Inhibition of Wnt signaling by blocking
the interaction of β-catenin with TCF results in loss of
the stem cell pool [33]. Our data fit this general model,
and paired with several other studies, suggest that β-
catenin/Wnt signaling also maintains a proliferative pro-
genitor cell pool within the CMZ in the retina of fish,
amphibians, and chicks [9,11,12,14-16]. While hyperacti-
vation of β-catenin/Wnt signaling before or during gas-
trulation inhibited forebrain and eye formation due to
the early posteriorizing effects of Wnt [34], stimulation
of β-catenin/Wnt signaling after gastrulation inhibited
differentiation of the retina and maintained the cells in a
proliferative progenitor state. The pharmacologically
induced expansion in the expression domain of retinal
stem/progenitor cell markers is similar to what has been
reported in fish with a mutation in the adenomatous
polyposis coli (APC) protein, which leads to overactiva-
tion of the Wnt/β-catenin pathway [14]. We also found
that dephosphorylated β-catenin accumulates in the
cytoplasm of progenitor cells in the CMZ, confirming
this as a zone of ongoing, canonical Wnt signaling [32].
Inhibition of Wnt signaling, via either dominant-
negative TCF or XAV939, leads to loss of proliferative
cells at the retinal margin and in loss of expression of
retinal progenitor markers at the CMZ, consistent with
data from Xenopus suggesting that Wnt signaling main-
tains retinal progenitors by regulating sox2 expression
[11,16]. Thus we demonstrate that β-catenin/Wnt sig-
naling is sufficient and necessary to maintain retinal pro-
genitor identity in zebrafish.

β-catenin/Wnt signaling is necessary for retinal
regeneration
β-catenin/Wnt signaling is also implicated as a key regu-
lator of the stem cell state in many regenerating systems,
such as zebrafish and amphibian tail [35,36], where acti-
vating β-catenin/Wnt signaling promotes proliferation of
stem cells and inhibition prevents regeneration. Al-
though the mammalian retina does not exhibit a robust
regenerative response, activation of Wnt signaling stimu-
lates Müller glial cells to reenter the cell cycle in retinal
explants in vitro [17,18]. However, it is not clear from
those studies whether Wnt signaling primarily affects
Müller glial proliferation or dedifferentiation or whether
Wnt signaling is required for Müller glial-dependent
regeneration. Recent work by Ramachandran et al. [19]
reported that β-catenin accumulated in dedifferentiating
Müller glia following stab lesions to the retina, and that
activation of Wnt signaling was necessary for the prolif-
eration of these Müller glia. We, therefore, tested
whether Wnt signaling is also reactivated in response to
the selective loss of photoreceptors in the zebrafish ret-
ina, where there is a rapid and robust dedifferentiation
and proliferation of Müller glia following injury [4]. We
have modified the intense light-lesioning protocol that
we previously used in adult zebrafish [4,37] to allow for
the rapid (20 min) destruction of photoreceptors in lar-
val zebrafish as early as 6 dpf. The lesion results in a re-
producible and rapid loss of photoreceptors from a large
extent of central retina. As this method allows the rapid
lesioning of many larvae simultaneously, it has signifi-
cant advantages for future studies utilizing high-
throughput screening studies; for example, to identify
small molecules that are neuroprotective or promote
regeneration.
Müller glia re-enter the cell cycle as early as 24 hpl

following intense light damage of retinal photoreceptors,
but cytoplasmic expression of β-catenin is not apparent
until 36 hpl. The delay between cell cycle re-entry, as
marked by PCNA, and β-catenin accumulation suggests
either that Wnt signaling is activated secondary to the
initial injury signal that induces dedifferentiation and
proliferation of Müller glia, or that the levels of β-
catenin at the onset of Müller glia proliferation are too
low for immunocytochemical detection. In proliferating
cells, PCNA is first expressed in G1 phase, preceding S-
phase entry and BrdU accumulation [38], whereas Wnt
regulates passage through the G1/S checkpoint via tran-
scriptional activation of cyclin D1 [39], consistent with
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PCNA immunoreactivity preceding β-catenin accumula-
tion. Notably, however, when we inhibited Wnt signaling
by inducing expression of dominant-negative TCF or
with the tankyrase inhibitor XAV939, we observed few
PCNA-positive or BrdU-positive cells following light
damage, consistent with what was reported for Müller
glial proliferation following stab lesions [19]. Thus, Wnt
signaling is either necessary for the initial expression of
PCNA as the Müller glia return to the cell cycle, or, al-
ternatively, when Wnt signaling is blocked, activated
Müller glia do not accumulate PCNA as they cannot
proceed through the cell cycle. These data show that β-
catenin/Wnt signaling is required for injury-induced
Müller glial proliferation and generation of retinal pro-
genitors. Consistent with this interpretation, depho-
sphorylated β-catenin is maintained in the proliferative
progenitor cells in the ONL.
Our data suggest that stimulation of Wnt signaling by

soaking larval zebrafish for 2 days in the GSK3β inhibi-
tor 1-azakenpaullone (from 6 to 8 dpf ) is not sufficient
to trigger dedifferentiation and proliferation of Müller
glia, in contrast to what was reported for intraocular in-
jection of a different GSK3β inhibitor into the eyes of
adult zebrafish [19]. Additionally, in our experiments ap-
plying 1-azakenpaullone during development, we find
that 1-azakenpaullone can maintain already proliferating
progenitors in an undifferentiated state, but does not
lead differentiated Müller glia to re-enter the cell cycle
(for example, Figure 3, Additional file 1: Figure S1). In
our lesion experiments with 1-azakenpaullone, we only
see proliferative cells within and adjacent to the lesioned
area, and do not see them in unlesioned regions (for ex-
ample, the BrdU-labeling in Figure 10C extends only
within the region where the photoreceptor nuclei are
lost; where the ONL appears normal in the ventral ret-
ina, there are no more BrdU+ cells in the INL or ONL).
The difference between our data and the previous report
may be due to the method for administering the inhibi-
tor: intraocular injection used in the previous report [19]
is an invasive procedure that inevitably produces trauma
in the eye (and perhaps the retina) and may have pro-
voked an injury response in the Müller glia, in contrast
to the method used in the present study, soaking the lar-
val fish in the drug. Alternatively, the difference may
result from the age of the fish. While further experimenta-
tion will need to be done to clarify the role of Wnt signal-
ing on Müller glia, our data suggest that Wnt signaling
may not be sufficient to trigger dedifferentiation and a re-
turn to the cell cycle in uninjured zebrafish retinas.
In zebrafish, where injury-induced Müller glial prolif-

eration is rapid and robust in the retinas of both larval
and adult fish, our data show that constitutive activation
of Wnt signaling does not enhance the initial prolifera-
tive response of Müller glia following damage. However,
prolonged activation of β-catenin/Wnt signaling alters
the fate of the Müller-glia-derived progenitors. The ini-
tial mitotic event is an asymmetric, self-renewing div-
ision: one daughter retains the identity as a Müller glial
cell and the other daughter continues to proliferate, gen-
erating a cluster of neuronal progenitors that remain
associated with the radial process of the originating
Müller glia [4,5,37]. In contrast, after treatment with
GSK3β inhibitor, all of the progeny of mitotic divisions
of Müller glia accumulate in the ONL depleting the
population of differentiated Müller glia. This suggests
that activation of Wnt signaling may lead to a symmetric
division in which both cells take on a progenitor fate
and move into the ONL. At present there are few mar-
kers that distinguish between progeny of Müller glia that
will return to being Müller glia or that will be progeni-
tors in the ONL. As additional work clarifies the normal
gene expression and fate of these progeny, it will be im-
portant to test how Wnt signaling alters those fates. Im-
portantly, recent work on the role of Wnt signaling in
neurogenesis and radial glia in post-embryonic zebrafish
hypothalamus found results very similar to ours; in par-
ticular, stimulation of Wnt signaling increased the num-
ber of neurogenic progenitors, but also resulted in loss
of radial glial cells [40]. As the radial glia are thought to
be the source for neurogenic progenitors in the zebrafish
brain, including the hypothalamus [40-42], this is con-
sistent with a broader model in which active Wnt signal-
ing promotes a neural or retinal progenitor fate at the
expense of a radial glial fate.
Although we have been unable to maintain fish in 1-

azakenpaullone for longer than 5 days after lesion, likely
due to the systemic effects of GSK3β-inhibition and
hyperactivation of Wnt signaling, it will be important to
explore the longer-term fates of these Wnt-activated
progenitors as techniques allow more refined regulation
of Wnt signaling, such as selective activation only in the
Müller glia and their progeny. In particular, it will be im-
portant to determine whether these progenitors continue
cycling, arrest, or retain the capacity to differentiate into
replacement photoreceptors if Wnt signaling is subse-
quently suppressed.

Conclusion
In this study, we provide evidence that, in zebrafish, β-
catenin/Wnt signaling acts on two distinct populations
of retinal stem/progenitor cells: (1) within the CMZ
associated with normal retinal growth; and (2) activated
Müller glia in the regenerating retina that are induced to
divide and generate neuronal progenitors following abla-
tion of photoreceptors with intense light. These data
support the hypothesis that the CMZ progenitor cells
and the injury-induced Müller glial cells and their pro-
geny share many of the same regulatory networks [2]. β-
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catenin/Wnt signaling has also been found at the retinal
margin of the mammalian retina [43], where the cells
are not normally proliferative but can be induced to
function like retinal stem cells in cell culture [44], and
stimulation of the canonical Wnt pathway appears to
increase proliferation of postnatal mammalian Müller
glia [17,18]. Therefore, a better understanding of how
Wnt signaling directs the decision of retinal progeni-
tors whether to divide or to differentiate in robustly re-
generating systems such as the zebrafish may be
important for future clinical applications to enhance en-
dogenous regenerative mechanisms in damaged or dis-
eased human retina. Our data, together with previous
studies that similarly implicate β-catenin/Wnt signaling in
the regulation of progenitor fate in other developing and
regenerating systems, suggest that this pathway is highly
conserved as a mechanism to maintain a population of
adult stem cells for ongoing growth of epithelia and for re-
generation and repair following injury.

Methods
Fish lines and general care
Wild-type fish were of the TL strain, and were obtained
from the Zebrafish International Resource Center (ZIRC;
Eugene, OR, USA). In Tg(gfap:GFP)mi2002 fish, GFP is
expressed in astroglial cells, including retinal Müller glia
[26]. Tg(hsp70:ΔTCF-GFP)w26 fish have a heat-shock-
inducible dominant negative TCF3 construct tagged with
GFP [28], and were obtained from Richard Dorsky.
masterblind (mbl) fish have a loss-of-function mutation in
axin1 [21], obtained from ZIRC. Fish were maintained on
a 14:10 light:dark cycle at 28.5°C unless otherwise stated.
All care and use of fish was approved by the Animal Care
and Use Committees of the University of Michigan and
Colgate University.

Pharmacological manipulation of Wnt signaling
To stimulate Wnt signaling, zebrafish embryos were
incubated in varying concentrations of the glycogen syn-
thase kinase 3b inhibitor 1-azakenpaullone (Calbiochem;
10 mM stock in DMSO) diluted in E2 medium (15 mM
NaCl, 0.5 mM KCl, 1 mM MgSO4, 0.15 mM KH2PO4,
0.05 mM Na2HPO4, 1 mM CaCl2, 0.7 mM NaHCO3;
[45]); control embryos were treated with 0.1% DMSO.
An alternative treatment for stimulation of Wnt signal-
ing was incubation in E2 medium containing 0.3 M LiCl
(Sigma-Aldrich) for 60 min followed by washout and
culture in E2 medium. Wnt signaling was blocked with
the tankyrase inhibitor/axin stabilizing agent XAV939
(Cayman Chemical; 10 mM stock in DMSO; [30])
diluted in E2. Dividing cells in embryos were labeled by
incubation in ice-cold 5 mM BrdU (MPBIO, Solon, OH,
USA) in 10% DMSO and 5 mM HEPES buffered E2
medium for 10 min; after washing three times in E2
media, embryos were returned to the incubator for 1 to
4 h prior to fixation. To label dividing cells in larvae
after 5 dpf, fish were maintained continuously in
2.5 mM BrdU in 5 mM HEPES-buffered E2 medium,
replaced every 2 days.

Heat-shock induction of dnTCF
To induce dominant-negative TCF expression under
control of the heat shock promoter in the Tg
(hsp70:ΔTCF-GFP)W26 line, fish were heat shocked for
45 min to 2 h at 39.5°C.

Retinal lesions
High-intensity lesions of photoreceptors in larval zebra-
fish were done at 6 dpf. Fish were placed in a 50 mL
beaker with 10 mL of E3 medium. A liquid fiber optic
light line connected to a metal-halide microscope illu-
minator (X-Cite, Lumen Dynamics, Mississauga, ON,
Canada; or EL6000, Leica Microsystems, Buffalo Grove,
IL, USA) was positioned 2 cm from the edge of the bea-
ker (4 cm from the center) such that the tip was in the
center of the 10 mL water column. Light intensity was
measured at approximately 1.5 x 105 lux at the center of
the beaker. Fish were illuminated for 20 min, then
returned to culture as appropriate.

Immunocytochemistry and in situ hybridization
After fixation with 4% paraformaldehyde, zebrafish were
cryoprotected in 20% sucrose in 0.1 M phosphate buffer,
frozen in a 2:1 mixture of 20% sucrose in 0.1 M phosphate
buffer:OCT (Tissue-Tek), and cryosectioned at 6 μm [46].
Exposure of PCNA, BrdU, and β-catenin antigens required
antigen retrieval, and was done by boiling slides in 10 mM
sodium citrate (pH 6.0) + 0.05% Tween-20 for 20 min,
then allowing slides to cool to room temperature for
20 min before proceeding with standard immunocyto-
chemistry. Following 1-h block with 10% normal goat
serum in PBS with 0.1% Tween-20 (PBST), primary anti-
bodies diluted in PBST were applied for 1 h at room
temperature or overnight at 4°C. Primary antibodies and
their dilutions included: rat anti-BrdU (Accurate), 1:50 di-
lution; mouse anti-BrdU BD, 1:50; mouse zpr-1 (Zebrafish
International Resource Center), 1:200 dilution; mouse zpr-
3 (Zebrafish International Resource Center), 1:200 dilu-
tion; mouse anti-PCNA (Sigma-Aldrich), 1:1,000 dilution;
rabbit anti-GFP (Invitrogen), 1:400 dilution; mouse zrf-1
(Zebrafish International Resource Center), 1:200 dilution;
rabbit anti-β-catenin (Anaspec), 1:100 dilution; mouse
anti-active-β-catenin (Millipore), 1:250 dilution; rabbit
anti-Pax6 (Anaspec); rabbit anti-Sox2 (GeneTex). In situ
hybridization was performed as in Bernardos et al. (2007)
on whole-mount embryos fixed in 4% PFA and stored in
MeOH at −20°C prior to labeling with digoxigenin-tagged
riboprobes for rx1 [47], vsx2 [48], and sox2 (cb236 [49]).
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Additional file

Additional file1: Figure S1. Further evidence that inhibition of GSK3β
blocks retinal differentiation and maintains proliferative progenitors. A
pulse of BrdU provided 2 h prior to fixation at 72 hpf of fish treated with
DMSO starting at 12 hpf shows the progenitors at the CMZ are actively
moving through S-phase, while at the back of the retina zpr3 labels the
rod photoreceptors (A). Treatment with 2.5 μM 1-azakenpaullone
beginning at 12 hpf prevents rod differentiation and BrdU-positive cells
are found throughout the retina (B). Treatment with 1-azakenpaullone
beginning at 24 or 36 hpf allows some rods to differentiate, though
there are still expanded pools of proliferating progenitors (C, D). Fish
treated with 1-azakenpaullone beginning at 24 hpf also have expanded
PCNA-positive domains, loss of calretinin-positive neurons, loss of
GFP-positive Müller glia, and loss of zpr-1 labeled double cones (E, F).
Inhibition of GSK3β with a 1 h treatment of 0.3 M LiCl at 48 hpf shows
effects on retinal development similar to treatment with
1-azakenpaullone, with a reduced number of calretinin-positive neurons
and an expanded CMZ (PCNA-labeled) compared with controls treated
with 0.3 M NaCl (G,H). Scale bar.

Abbreviations
APC, Adenomatous polyposis coli; BrdU, Bromodeoxyuridine; CDK,
Cyclin-dependent kinase; CMZ, Ciliary marginal zone; dnTCF, Dominant
negative T-Cell factor 3; GCL, Ganglion cell layer; GFAP, Glial fibrillary acidic
protein; GFP, Green fluorescent protein; GSK3β, Glycogen synthase kinase 3β;
INL, Inner nuclear layer; ONL, Outer nuclear layer; PCNA, Proliferating cell
nuclear antigen.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
JRM conceived and designed the study, conducted experiments, and wrote
the manuscript. LH, AM, KK, and AP conducted experiments. PAR supervised
the project and edited the manuscript. All authors read and approved the
final manuscript.

Acknowledgements
Advice and technical assistance were provided by L Barthel and D Parwar. Tg
(ΔTCF-GFP)w26 zebrafish and advice about their use were kindly provided by
R Dorsky. JRM was supported by a Fight for Sight postdoctoral fellowship
and NIH F32-EY017251. Additional support from NSF DBI-0923310 (JRM) and
NIH R01-EY004318 (PAR).

Received: 24 May 2012 Accepted: 15 August 2012
Published: 24 August 2012

References
1. Johns PR: Growth of the adult goldfish eye. III. Source of the new retinal

cells. J Comp Neurol 1977, 176:343–357.
2. Raymond PA, Barthel LK, Bernardos RL, Perkowski JJ: Molecular

characterization of retinal stem cells and their niches in adult zebrafish.
BMC Dev Biol 2006, 6:36.

3. Hitchcock PF, Raymond PA: The teleost retina as a model for
developmental and regeneration biology. Zebrafish 2004, 1:257–271.

4. Bernardos RL, Barthel LK, Meyers JR, Raymond PA: Late-stage neuronal
progenitors in the retina are radial Müller glia that function as retinal
stem cells. J Neurosci 2007, 27:7028–7040.

5. Thummel R, Kassen SC, Enright JM, Nelson CM, Montgomery JE, Hyde DR:
Characterization of Müller glia and neuronal progenitors during adult
zebrafish retinal regeneration. Exp Eye Res 2008, 87:433–444.

6. Brockerhoff SE, Fadool JM: Genetics of photoreceptor degeneration and
regeneration in zebrafish. Cell Mol Life Sci 2011, 68:651–659.

7. Nusse R: Wnt signaling and stem cell control. Cell Res 2008, 18:523–527.
8. Wend P, Holland JD, Ziebold U, Birchmeier W: Wnt signaling in stem and

cancer stem cells. Semin Cell Dev Biol 2010, 21:855–863.
9. Kubo F, Takeichi M, Nakagawa S: Wnt2b controls retinal cell differentiation

at the ciliary marginal zone. Development 2003, 130:587–598.
10. Yamaguchi M, Tonou-Fujimori N, Komori A, Maeda R, Nojima Y, Li H,
Okamoto H, Masai I: Histone deacetylase 1 regulates retinal neurogenesis
in zebrafish by suppressing Wnt and Notch signaling pathways.
Development 2005, 132:3027–3043.

11. Van Raay TJ, Moore KB, Iordanova I, Steele M, Jamrich M, Harris WA, Vetter
ML: Frizzled 5 signaling governs the neural potential of progenitors in
the developing Xenopus retina. Neuron 2005, 46:23–36.

12. Kubo F, Takeichi M, Nakagawa S: Wnt2b inhibits differentiation of retinal
progenitor cells in the absence of Notch activity by downregulating the
expression of proneural genes. Development 2005, 132:2759–2770.

13. Nadauld LD, Chidester S, Shelton DN, Rai K, Broadbent T, Sandoval IT,
Peterson PW, Manos EJ, Ireland CM, Yost HJ, Jones DA: Dual roles for
adenomatous polyposis coli in regulating retinoic acid biosynthesis and
Wnt during ocular development. Proc Natl Acad Sci USA 2006,
103:13409–13414.

14. Stephens WZ, Senecal M, Nguyen M, Piotrowski T: Loss of adenomatous
polyposis coli (apc) results in an expanded ciliary marginal zone in the
zebrafish eye. Dev Dyn 2010, 239:2066–2077.

15. Denayer T, Locker M, Borday C, Deroo T, Janssens S, Hecht A, van Roy F,
Perron M, Vleminckx K: Canonical Wnt signaling controls proliferation of
retinal stem/progenitor cells in postembryonic Xenopus eyes. Stem Cells
2008, 26:2063–2074.

16. Agathocleous M, Iordanova I, Willardsen MI, Xue XY, Vetter ML, Harris WA,
Moore KB: A directional Wnt/beta-catenin-Sox2-proneural pathway
regulates the transition from proliferation to differentiation in the
Xenopus retina. Development 2009, 136:3289–3299.

17. Osakada F, Ooto S, Akagi T, Mandai M, Akaike A, Takahashi M: Wnt
signaling promotes regeneration in the retina of adult mammals.
J Neurosci 2007, 27:4210–4219.

18. Del Debbio CB, Balasubramanian S, Parameswaran S, Chaudhuri A, Qiu F,
Ahmad I: Notch and Wnt signaling mediated rod photoreceptor
regeneration by Müller cells in adult mammalian retina. PLoS One 2010,
5:e12425.

19. Ramachandran R, Zhao X-F, Goldman D: Ascl1a/Dkk/{beta}-catenin
signaling pathway is necessary and glycogen synthase kinase-3{beta}
inhibition is sufficient for zebrafish retina regeneration. Proc Natl Acad Sci
USA 2011, 108:15858–15863.

20. Heisenberg CP, Brand M, Jiang YJ, Warga RM, Beuchle D, van Eeden FJ,
Furutani-Seiki M, Granato M, Haffter P, Hammerschmidt M, Kane DA, Kelsh
RN, Mullins MC, Odenthal J, Nusslein-Volhard C: Genes involved in
forebrain development in the zebrafish, Danio rerio. Development 1996,
123:191–203.

21. Heisenberg CP, Houart C, Take-Uchi M, Rauch GJ, Young N, Coutinho P,
Masai I, Caneparo L, Concha ML, Geisler R, Dale TC, Wilson SW, Stemple DL:
A mutation in the Gsk3-binding domain of zebrafish Masterblind/Axin1
leads to a fate transformation of telencephalon and eyes to
diencephalon. Genes Dev 2001, 15:1427–1434.

22. van de Water S, van de Wetering M, Joore J, Esseling J, Bink R, Clevers H,
Zivkovic D: Ectopic Wnt signal determines the eyeless phenotype of
zebrafish masterblind mutant. Development 2001, 128:3877–3888.

23. Klein PS, Melton DA: A molecular mechanism for the effect of lithium on
development. Proc Natl Acad Sci USA 1996, 93:8455–8459.

24. Ryves WJ, Harwood AJ: Lithium inhibits glycogen synthase kinase-3 by
competition for magnesium. Biochem Biophys Res Commun 2001, 280:720–725.

25. Kunick C, Lauenroth K, Leost M, Meijer L, Lemcke T: 1-Azakenpaullone is a
selective inhibitor of glycogen synthase kinase-3 beta. Bioorg Med Chem
Lett 2004, 14:413–416.

26. Bernardos RL, Raymond PA: GFAP transgenic zebrafish. Gene Expr Patterns
2006, 6:1007–1013.

27. Li Z, Hu M, Ochocinska MJ, Joseph NM, Easter SS: Modulation of cell
proliferation in the embryonic retina of zebrafish (Danio rerio). Dev Dyn
2000, 219:391–401.

28. Lewis JL, Bonner J, Modrell M, Ragland JW, Moon RT, Dorsky RI, Raible DW:
Reiterated Wnt signaling during zebrafish neural crest development.
Development 2004, 131:1299–1308.

29. Veien ES, Rosenthal JS, Kruse-Bend RC, Chien C-B, Dorsky RI: Canonical Wnt
signaling is required for the maintenance of dorsal retinal identity.
Development 2008, 135:4101–4111.

30. Huang S-MA, Mishina YM, Liu S, Cheung A, Stegmeier F, Michaud GA,
Charlat O, Wiellette E, Zhang Y, Wiessner S, Hild M, Shi X, Wilson CJ,
Mickanin C, Myer V, Fazal A, Tomlinson R, Serluca F, Shao W, Cheng H,

http://www.biomedcentral.com/content/supplementary/1749-8104-7-30-S1.pdf


Meyers et al. Neural Development 2012, 7:30 Page 17 of 17
http://www.neuraldevelopment.com/content/7/1/30
Shultz M, Rau C, Schirle M, Schlegl J, Ghidelli S, Fawell S, Lu C, Curtis D,
Kirschner MW, Lengauer C, et al: Tankyrase inhibition stabilizes axin and
antagonizes Wnt signalling. Nature 2009, 461:614–620.

31. Kassen SC, Thummel R, Burket CT, Campochiaro LA, Harding MJ, Hyde DR:
The Tg(ccnb1:EGFP) transgenic zebrafish line labels proliferating cells
during retinal development and regeneration. Mol Vis 2008, 14:951–963.

32. Staal FJT, Van Noort M, Strous GJ, Clevers HC: Wnt signals are transmitted
through N-terminally dephosphorylated beta-catenin. EMBO Rep 2002,
3:63–68.

33. Barker N, van de Wetering M, Clevers H: The intestinal stem cell. Genes Dev
2008, 22:1856–1864.

34. Darken RS, Wilson PA: Axis induction by wnt signaling: target promoter
responsiveness regulates competence. Dev Biol 2001, 234:42–54.

35. Stoick-Cooper CL, Weidinger G, Riehle KJ, Hubbert C, Major MB, Fausto N,
Moon RT: Distinct Wnt signaling pathways have opposing roles in
appendage regeneration. Development 2007, 134:479–489.

36. Lin G, Slack JMW: Requirement for Wnt and FGF signaling in Xenopus
tadpole tail regeneration. Dev Biol 2008, 316:323–335.

37. Qin Z, Barthel LK, Raymond PA: Genetic evidence for shared mechanisms
of epimorphic regeneration in zebrafish. Proc Natl Acad Sci USA 2009,
106:9310–9315.

38. Ogata K, Kurki P, Celis JE, Nakamura RM, Tan EM: Monoclonal antibodies to
a nuclear protein (PCNA/cyclin) associated with DNA replication. Exp Cell
Res 1987, 168:475–486.

39. Tetsu O, McCormick F: Beta-catenin regulates expression of cyclin D1 in
colon carcinoma cells. Nature 1999, 398:422–426.

40. Wang X, Kopinke D, Lin J, McPherson AD, Duncan RN, Otsuna H, Moro E,
Hoshijima K, Grunwald DJ, Argenton F, Chien C-B, Murtaugh LC, Dorsky RI:
Wnt signaling regulates post-embryonic hypothalamic progenitor
differentiation. Developmental Cell, doi:10.1016/j.devcel.2012.07.012.

41. Kroehne V, Freudenreich D, Hans S, Kaslin J, Brand M: Regeneration of the
adult zebrafish brain from neurogenic radial glia-type progenitors.
Development 2011, 138:4831–4841.

42. Lee JE, Wu S-F, Goering LM, Dorsky RI: Canonical Wnt signaling through
Lef1 is required for hypothalamic neurogenesis. Development 2006,
133:4451–4461.

43. Liu H, Mohamed O, Dufort D, Wallace VA: Characterization of Wnt
signaling components and activation of the Wnt canonical pathway in
the murine retina. Dev Dyn 2003, 227:323–334.

44. Tropepe V, Coles BL, Chiasson BJ, Horsford DJ, Elia AJ, McInnes RR, van der
Kooy D: Retinal stem cells in the adult mammalian eye. Science 2000,
287:2032–2036.

45. Westerfield M: The Zebrafish Book. A Guide for the Laboratory Use of Zebrafish
(Danio rerio). 4th edition. Eugene, OR: University of Oregon Press; 2007.

46. Barthel LK, Raymond PA: Improved method for obtaining 3-microns
cryosections for immunocytochemistry. J Histochem Cytochem 1990,
38:1383–1388.

47. Mathers PH, Grinberg A, Mahon KA, Jamrich M: The Rx homeobox gene is
essential for vertebrate eye development. Nature 1997, 387:603–607.

48. Passini MA, Kurtzman AL, Canger AK, Asch WS, Wray GA, Raymond PA,
Schechter N: Cloning of zebrafish vsx1: expression of a paired-like
homeobox gene during CNS development. Dev Genet 1998, 23:128–141.

49. Thisse B, Pflumio S, Fürthauer M, Loppin B, Heyer V, Degrave A, Woehl R,
Lux A, Steffan T, Charbonnier XQ, Thisse C: Expression of the zebrafish
genome during embryogenesis. ZFIN, http://zfin.org.

doi:10.1186/1749-8104-7-30
Cite this article as: Meyers et al.: β-catenin/Wnt signaling controls
progenitor fate in the developing and regenerating zebrafish retina. Neural
Development 2012 7:30.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

http://dx.doi.org/10.1016/j.devcel.2012.07.012

	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Early hyperactivation of Wnt signaling prevents eye-field formation
	Hyperactivation of Wnt signaling during retinogenesis blocks retinal differentiation and expands the progenitor population
	Wnt signaling is required for ongoing retinal neurogenesis
	Activation of Wnt signaling is necessary for photoreceptor regeneration
	Activation of Wnt signaling during photoreceptor regeneration leads to loss of Müller glia

	Discussion
	Activation of Wnt signaling during photoreceptor maintain retinal progenit or fate in the CMZ
	β -catenin/Wnt signaling is necessary for retinal regeneration

	Conclusion
	Methods
	Fish lines and general care
	Pharmacological manipulation of Wnt signaling
	Heat-shock induction of dnTCF
	Retinal lesions
	Immunocytochemistry and in situ hybridization


	Additional file
	Abbreviations
	Competing interests
	Authors´ contributions
	Acknowledgements
	References

