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Sprouty2 regulates positioning 
of retinal progenitors 
through suppressing the Ras/Raf/
MAPK pathway
Jian Sun, Jaeho Yoon, Moonsup Lee, Yoo‑Seok Hwang & Ira O. Daar*

Sproutys are negative regulators of the Ras/Raf/MAPK signaling pathway and involved in regulation 
of organogenesis, differentiation, cell migration and proliferation. Although the function of Sproutys 
have been extensively studied during embryonic development, their role and mode of action during 
eye formation in vertebrate embryonic development is still unknown. Here we show that Xenopus 
sprouty2 is expressed in the optic vesicle at late neurula stage and knockdown of Sprouty2 prevents 
retinal progenitors from populating the retina, which in turn gives rise to small eyes. In the absence 
of Sprouty2, progenitor cell population of the retina can be restored by blocking the MAPK signaling 
pathway through overexpression of DN-Ras or DN-Raf. In contrast, activation of the MAPK pathway 
through overexpression of a constitutively active form of c-Raf (ca-Raf) inhibits progenitor population 
of the retina, similar to the Sprouty2 loss-of-function phenotype. Moreover, we present evidence that 
the retinal defect observed in Sprouty2 morphants is attributed to the failure of proper movement of 
retinal progenitors into the optic vesicle, rather than an effect on progenitor cell survival. These results 
suggest that Sprouty2 is required for the positioning of retinal progenitors within the optic vesicle 
through suppressing Ras/Raf/MAPK signaling pathway.

A series of gradually restrictive phases are required to properly form the vertebrate retina and to control the 
available cell fates. The formation of the retina can be considered to occur in three progressive stages starting with 
forming the eye field, followed by the optic vesicle and finally the optic cup stages. Just subsequent to gastrulation, 
the eye field forms with the specification via transcription factors of the anterior neural plate region which will 
ultimately form the retina1. During the neurula stage, the neural plate bends upwards to form the neural tube, 
the eye field tissue evaginates to create optic vesicles on both sides of the neural tube. These optic vesicles will 
contact the overlying ectoderm, initiating invaginations resulting in the formation of the optic cup where the 
lens will form2. The eye field and optic vesicles are comprised of proliferating retinal progenitor cells.

A critical step in the formation of the developing retina is to position retinal progenitors within the eye field, 
where local signals within the niche will direct their eventual fate3,4. Three major morphogenetic movements are 
required to drive retinal progenitors to be correctly positioned in the retina. The dorsal ectoderm is located within 
the anterior signaling centers during gastrulation, and through epiboly movements the anterior ectoderm will 
arise. At the neural stage, cells from the anterior neural ectoderm disperse and intermix to form the basic retinal 
progenitor pool within the eye field. Subsequently, the retinal progenitor cells move bilaterally and increase to 
form eye primordia5,6. Membrane localized as well as secreted signaling molecules play important roles in form-
ing the eye field. For example, Wnt11 promotes eye field development by regulating cell cohesion and dispersal 
within the eye field through antagonism by locally secreted canonical Wnt7. Ligand-induced activation of the 
fibroblast growth factor receptor (FGFR) regulates ephrinB1 signaling that modulates the positioning of retinal 
progenitor cells within the eye field8. EphrinB1 signaling through the PCP pathway during eye field formation9 
is mediated by an interaction with Dishevelled. Upon FGFR activation, ephrinB1 is tyrosine phosphorylated, 
disrupting the association between Dishevelled and ephrinB110.

Downstream of receptor tyrosine kinases, such as the FGFR, are Sprouty proteins, which are negative intra-
cellular regulators of Ras/Raf/MAPK (ERK) signaling11,12. In Drosophila, Sprouty functions as an antagonist of 
FGF signaling during tracheal branching13. Four vertebrate Sproutys, Sprouty1–4, have been identified and have 
been shown to function throughout embryonic development13. In Xenopus, regulation of the duration of ERK 
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activity by Sprouty2 contributes to dorsoventral patterning14. In mice, Sprouty1 mutation induces hyperactiva-
tion of the ERK in the Wolffian duct with increased ectopic branching morphogenesis15. Sprouty2 is essential for 
establishing the cytoarchitecture of the auditory sensory epithelium by antagonism of FGF signaling16. Sprouty2 
and Sprouty4 serve to block FGF-mediated ERK activation to regulate diastema tooth formation in mouse17. 
In the brain, Sprouty1 and Sprouty2 repress FGF-ERK signaling from the rostral patterning center to regulate 
cortical development18. These results establish Sproutys as critical modulators of ERK signaling during organo-
genesis. Interestingly, mice null for both Sprouty4 and Sprouty2 show substantially more severe defects in the 
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eye when compared to single Sprouty4 null mice, which exhibit mild eyelid closure defects19. Thus, Sprouty2 is 
likely to have a significant role in eye development. Although it has been shown in Drosophila that mutations 
in Sprouty2 display excess photoreceptors, cone cells, and pigment cells20, the role of Sprouty2 in vertebrate eye 
development is still largely unknown.

Here we take advantage of targeted injections into the major retina precursor blastomeres and use the Xeno-
pus eye as a tractable model for understanding how Sprouty2 regulates eye formation in Xenopus. We present 
evidence that excess activity of MAPK blocks retinal progenitors from populating retina and that Sprouty2 is 
required for retinal progenitors to properly position within the optic vesicle by suppressing Ras/Raf/MAPK 
signaling.

Results
Xenopus Sprouty2 is required for normal eye development.  Since loss of Sprouty2 in a Sprouty4 
null mouse background caused severe eye development defects19, we focused on the function of Xsprouty2 in 
eye development. Whole-mount in situ hybridization indicated that at the early neurula stage, the expression of 
Xsprouty2 was detected at the mid-hindbrain boundary (MHB), in pre-placodal ectoderm (PPE) and presomitic 
mesoderm (PSM) but not the eye field (Fig. 1a). The expression of eye field marker rx1 was used for compari-
son. At the late neurula stage, expression of Xsprouty2 was clearly expressed in the optic vesicle (Fig. 1a). To 
examine the loss of Sprouty2 phenotypes during eye development, a translation blocking morpholino (MO) for 
Sprouty2 was designed. The blocking efficiency of this morpholino was tested by Western blot of lysates from 
embryos exogenously expressing wild type Sprouty2 or a morpholino-resistant (MOR) form of Sprouty2 har-
boring substitutions in 5 wobble codons (Fig. 1b). Sprouty2 has been reported to function as a negative regula-
tor for MAPK in both tissue culture and embryos18,21,22. To further confirm the morpholino efficiency in vivo, 
we examined MAPK activity by Western analysis using phospho-specific MAPK antibody. Overexpression of 
Sprouty2 caused a significant decrease in activated phosphorylated MAPK, while injection of Sprouty2 MO 
substantively increased the amount of phosphorylated MAPK. This MO-mediated increase could be suppressed 
by co-injection of Sprouty2 morpholino-resistant RNA (Fig. 1c), which suggests that Sprouty2 MO efficiently 
blocks endogenous Sprouty2. To examine whether loss of Sprouty2 affects eye development, we performed target 
injection of Sprouty2 MO into the D1.1.1 blastomere, a major contributor (> 50%) to the retina8 at the 32-cell 
stage. In embryos, the Sprouty2 MO injected side displayed a much smaller eye when compared to the unin-
jected side, and this phenotype is rescued by co-injection of Sprouty2 MO resistant RNA (Fig. 1d). These data 
suggest that Xsprouty2 is required for normal eye development.

Sprouty2 regulates retina population through suppressing Ras/Raf/MAPK signal.  It has been 
shown that fibroblast growth factor (FGF) modulates ephrinB1/Dishevelled (Dsh2) interactions to regulate the 
positioning of retinal progenitor cells within the definitive eye field8–10. Sprouty2 has been reported to inhibit 
FGF-mediated gastrulation movements through repressing Ca2+ and PKCδ signaling in the frog embryo23. 
Therefore, we tested whether Sprouty2 also plays a role in the positioning of retinal progenitors within the 
retina. Sprouty2 RNA or morpholino was injected with GFP RNA into the D1.1.1 blastomere and embryos 
were cultured until stage 33. Control embryos showed normal retina population (GFP positive signal), and 
over expression of Sprouty2 did not affect this outcome. In contrast, MO-mediated knockdown of Sprouty2 or 
overexpression of a dominant negative form of Sprouty2 (Sprouty2Y55F) significantly inhibited population of the 
retina by progenitor cells (Fig. 1e,f). Co-injection of Sprouty2 morpholino-resistant RNA rescued the pheno-
type in the Sprouty2 morphants (Fig. 1e,f), indicating a requirement for Sprouty2 in regulating D1.1.1 progeny 
positioning within the retina.

Previous studies have demonstrated that ephrinB1 signals via its intracellular domain to control retinal 
progenitor movement into the Xenopus eye field by interacting with Dsh2 and co-opting the planar cell polar-
ity (PCP) pathway9. To examine whether Sprouty2 regulates positioning of retinal progenitors through the 
ephrinB1/Dsh2 mediated PCP pathway, we co-injected either ephrinB1 or Dsh2 RNA along with Sprouty2 MO 
into the D1.1.1 blastomere. Although ephrinB1 MO-resistant RNA and Dsh2 MO-resistant RNA were able to 

Figure 1.   Sprouty2 is required for eye development through regulating the population of retina. (a) Whole-
mount in situ hybridization reveals that sprouty2 is expressed in the optic vesicle at late neurula stage. Black 
arrowhead indicates optic vesicle on stage 18 embryo. The eye field was outlined with white dotted line. (b) 
Embryos were injected with wild type Sprouty2 mRNA (WT) or morpholino-resistant (MOR) form of Sprouty2 
alone, or plus Sprouty2 morpholino at one cell stage, and analyzed by Western blot at late gastrula stage. 
Sprouty2 MO blocks the expression of Sprouty2 WT but not the Sprouty2 MOR. (c) Embryos were injected 
with Sprouty2 WT RNA or sprouty2 MO or a combination of Sprouty2 MO and Sprouty2 MOR RNA at one cell 
stage. Phosphorylation of ERK was analyzed by Western blot using embryo lysate from late gastrula stage. (d) 
D1.1.1 blastomere was injected with Sprouty2 MO with or without Sprouty2 MOR RNA, and the eye size was 
analyzed at stage 36. Dorsal view of the eyes in Sprouty2 morphant shows a significant reduction in diameter 
which could be well rescued by Sprouty2 MOR RNA co-injection. Quantification of eye diameter with one-way 
ANOVA (Dunnett’s multiple comparison), ****P < 0.0001, ***P < 0.001, Error bars indicate ± SD. (e) The D1.1.1 
blastomere was injected with GFP mRNA plus Sprouty2 WT or Sprouty2Y55F RNA alone or Sprouty2 MO with 
or without Sprouty2 MOR RNA. Embryos were sectioned and immunostained with GFP antibody (Green) 
on the eye region at stage 33. The retina was outlined with an oval dotted line. (f) The Histograms indicate the 
percentage of embryos with D1.1.1 progeny in the retina from three biological repeats. Quantification with one-
way ANOVA (Sidak’s multiple comparison), ****P < 0.0001, Error bars indicate ± SD.
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rescue their respective morphants, neither MO-resistant RNA could rescue the Sprouty2 MO-mediated block to 
retinal population (Fig. 2a,b). Since Sprouty2 is known to inhibit the Ras/Raf/MAPK pathway in tissue culture 
cells and embryos, we tested the possibility that Sprouty2 may regulate retinal progenitor positioning via sup-
pressing MAPK activity. Indeed, injection of DN-Ras or DN-Raf RNA into the D1.1.1 blastomere significantly 
restored the retinal population in the absence of Sprouty2 (Fig. 2a,b). These results suggest that Sprouty2 likely 
regulates retinal progenitor positioning through suppressing the Ras/Raf/MAPK pathway, but it is independent 
of the ephrinB1/Dsh2 mediated PCP pathway.

Ras/Raf/MAPK signal negatively regulates retina population.  To further investigate how MAPK 
activity could affect retinal progenitors positioning within the retina, we modulated MAPK activity in the D1.1.1 
blastomere. The MAPK pathway was activated by injection of an activated form of the FGFR (ca-FGFR2) or an 
activated Raf (ca-Raf), which markedly inhibited the D1.1.1 progeny from populating the retina, similar to the 
Sprouty2 knockdown phenotype (Fig. 3a,b). The introduction of DN-Ras or DN-Raf blocks the MAPK pathway, 
but failed to affect retinal population by D1.1.1 progeny (Fig. 3a,b). Interestingly, co-injection of Sprouty2 RNA 
successfully rescued the ability of the D1.1.1 progeny to enter the retinal field in the presence of the ca-FGFR2, 
suggesting Sprouty2 may function downstream of FGFR2 (Fig. 3a,b). Furthermore, treatment with the U0126 
MEK inhibitor in the absence of Sprouty2 (due to Sprouty2 MO) partially but substantively rescued D1.1.1 pro-
genitor population of the retina (Fig. 3c). These data suggest that low level of MAPK activity is normally required 
for retinal progenitors to appropriately position within the retina and enhanced MAPK signaling prevents these 
progenitors from populating the retina.

Sprouty2 is required for retinal progenitor movement into the optic vesicle through suppress‑
ing MAPK activity.  Since Sprouty2 was expressed in the earliest specified retinal progenitor pool at the late 
neurula stage (Fig. 1a), we tested whether loss of Sprouty2 affects D1.1.1 progeny movement. GFP RNA was 
injected as a tracer along with Sprouty2 MO into the D1.1.1 blastomere at the 32-cell stage. Embryos were then 
harvested and analyzed at both the early and late neurula stage. At the early neurula stage, D1.1.1 clones harbor-
ing Sprouty2 MO were widely dispersed across the anterior neural plate including the eye field, similar to Con-
trol D1.1.1 clones (Supplementary Fig. 1). However, at the late neurula stage, all control D1.1.1 clones were still 
broadly dispersed across the anterior neural plate, including the optic vesicle and cement gland region, whereas 
those harboring the Sprouty2 MO were tightly confined near the midline (Fig. 4a). This phenotype could be 
noticeably rescued by co-injection of Sprouty2 MO-resistant RNA. To determine whether the Ras/Raf/MAPK 
signaling pathway is involved in Sprouty2-mediated movement of retinal progenitors, DN-Ras, DN-Raf or ca-
Raf RNA was injected into the D1.1.1 blastomere. Inhibition of MAPK activity by injection of either DN-Ras or 
DN-Raf did not affect D1.1.1 progeny movement into the optic vesicle, although the dispersion of D1.1.1 clones 
in the cement gland region was affected (Fig. 4a,b). In contrast, activating MAPK by injection of ca-Raf con-
fined D1.1.1 clones to the anterior midline, even in the cement gland (Fig. 4a,b). Interestingly, overexpression 
of DN-Raf fully restored the dispersal of D1.1.1 progeny cells across the optic vesicle in the absence of Sprouty2 
(Fig. 4a). These results suggest that inhibition of MAPK signaling by Sprouty2 is required for D1.1.1 progeny 
movement into the optic vesicle at the late neurula stage but not at the early neurula stage, which is consistent 
with the expression pattern of Sprouty2 (Fig. 1a). Although there was no noticeable loss of GFP positive cells in 
the presence of Sprouty2 MO or ca-Raf expression, it was formally possible that either apoptosis or inhibition 
of proliferation may explain the lack of cell dispersal beyond the midline rather than cell movement. To address 
this possibility, we performed both an assay for cleaved-caspase-3 (apoptosis) and phospho-histone-3 (prolifera-
tion) in the late neurula stage embryos. No significant apoptosis was detected in the retinal progenitor (Sup-
plementary Fig. 2), and a slight increase in cell proliferation was found in both the Sprouty2 MO and activated 
Raf-injected progenitors (Supplementary Fig. 3). However, when embryos were examined at tadpole stages, the 
mislocalized D1.1.1 progeny harboring a Sprouty2 MO displayed robust apoptosis outside the retina, which 
could be rescued by either co-injection of Sprouty2 morpholino-resistant RNA or DN-Raf RNA (Supplementary 
Fig. 4). Thus, the data indicate that a reduction of cell movement occurs at the late neurula stage when MAPK is 
hyper activated, rather than increased apoptosis or decreased cell proliferation. It is known that potential retinal 
progenitors need to be positioned within the eye field to receive the local environmental signals that will direct 
their ultimate fates24,25. Those mislocalized D1.1.1 descendants likely failed to adopt a retinal fate, which in turn, 
resulted in eventual apoptotic cell death when the retina has formed at the tadpole stage.

Consistent with the failure of D1.1.1 progeny to move into the optic vesicle, the expression of two early eye 
specific genes, rx1 and pax6, was reduced when Sprouty2 MO was introduced into the D1.1.1 blastomere (Fig. 5). 
Co-injection of Sprouty2 morpholino-resistant RNA could rescue the expression of rx1 and pax6 reduced in 
Sprouty2 morphants. Introduction of DN-Raf also rescued Sprouty2 MO-induced repression of rx1 and pax6 
expression (Fig. 5). Activating MAPK by expressing ca-Raf reduced the expression of these two genes, similar 
to the loss-of-Sprouty2 (Fig. 5). Taken together, these data demonstrate that failure of D1.1.1 progeny to move 
into the optic vesicle prevents expression of a retinal fate in the absence of Sprouty2.

Discussion
The retinal precursors are brought to the correct position to form an eye field by a series of morphogenetic 
movements during gastrulation and neurulation mediated by different signaling pathways such as FGF and Wnt 
signals7,8,26. FGF signaling has been showed to modulate ephrinB1 signaling to regulate the position of retinal 
progenitor cells within the definitive eye field. Activating FGF signaling by ca-FGFR2 prevents retinal progeni-
tors from populating the presumptive eye field and ephrinB1 over expression can rescue the inhibition of retinal 
fate caused by FGFR signaling8. Further studies showed that ephrinB1 signaling controls retinal progenitor 
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Figure 2.   Blocking of Ras/Raf/MAPK pathway rescues Sprouty2 MO-induced block to retina population. (a) 
Indicated morpholinos or RNAs were injected with GFP RNA into D1.1.1 blastomere at 32 cell stage. Embryos 
were then sectioned and immunostained with GFP antibody (Green) at stage 33. Images were taken of the eye 
region. The retina was outlined with an oval dotted line. (b) Histograms represent the percentage of embryos 
with D1.1.1 progeny (GFP positive signal) within the retina from three biological repeats. Quantification with 
one-way ANOVA (Sidak’s multiple comparison), P < 0.0001, Error bars indicate ± SD.
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movement into the eye field by interacting with Dsh2 and co-opting the PCP pathway9. Thus, FGFR restricts 
eprhinB1 driven cell movement via the Dsh2/PCP pathway.

FGF also activates multiple intracellular cascades during embryonic development27,28. The MAPK/ERK path-
way (also known as the Ras–Raf–MEK–ERK pathway) is one of the well-known downstream cascades of the 
FGFR. However, whether this pathway is involved in regulating the positioning of retinal progenitor within retina 
is still largely unknown. Sprouty2, a well-studied negative feedback regulator that controls the Ras–Raf–MAPK 
pathway at multiple levels is an ideal candidate for understanding the role of MAPK pathway in the positioning 

Figure 3.   Over-activity of MAPK inhibits positioning of retinal progenitors within retina. (a) The indicated 
morpholinos or RNAs were injected with GFP mRNA into D1.1.1 blastomere at 32 cell stage. Embryos were 
then sectioned and immunostained with GFP antibody (Green) at stage 33. Images were taken of the eye 
region. The retina was outlined with an oval dotted line. Histograms represent the percentage of embryos with 
D1.1.1 progeny (GFP positive signals) within the retina from three biological repeats. Quantification with one-
way ANOVA (Sidak’s multiple comparison), P < 0.0001, Error bars indicate ± SD. (b) Embryos were injected 
with RNAs or Morpholinos along with ERK-V5 RNA into D1.1.1 blastomere at 32 cell stage and lysed at late 
neurula stage for immunoprecipitation with v5 agarose beads. Precipitates were then immunoblotted with 
phospho-ERK and total ERK antibodies. Three independent repeats were performed. (c) D1.1.1 blastomere was 
injected with control MO or Sprouty2 MO along with GFP mRNA at 32 cell stage. The injected embryos were 
either treated with DMSO or U0126 from late gastrula to late neurula stage. Embryos were then sectioned and 
immunostained with GFP antibody (Green) at stage 33. Histograms represent the percentage of embryos with 
D1.1.1 progeny (GFP positive signals) within the retina from three biological repeats. Quantification with one-
way ANOVA (Sidak’s multiple comparison), P < 0.0001, Error bars indicate ± SD.
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Figure 4.   Sprouty2 regulates retinal progenitor movement into optic vesicle through repressing MAPK activity. 
(a) D1.1.1 blastomere was injected with GFP RNA plus RNAs and morpholinos as indicated. Embryos were 
then harvested and analyzed at late neurula stage. The cement gland was outlined with white dotted line and the 
optic vesicle was outlined with cyan dotted line. Histograms represent the percentage of embryos with D1.1.1 
progeny (GFP positive signals) within the optic vesicle from three biological repeats. Quantification with one-
way ANOVA (Sidak’s multiple comparison), P < 0.0001, Error bars indicate ± SD. (b) Embryos were injected with 
indicated RNAs or morpholinos along with ERK-V5 mRNA into D1.1.1 blastomere at 32 cell stage and lysed 
at neurula stage for immunoprecipitation with V5 agarose beads. Precipitates were then immunoblotted with 
phospho-ERK and total ERK antibodies. Three independent repeats were performed.
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of retinal precursor cells. Our data shows that Xenopus Sprouty2 is expressed in the optic vesicle at late neu-
rula stages. Knockdown of Sprouty2 or overexpression of a dominant negative form of Sprouty2 in the D1.1.1 
blastomere inhibits access of D1.1.1 descendants to the retina. Co-injection of either DN-Ras or DN-Raf with 

Figure 5.   Activation of MAPK signal affects eye specific marker gene expression. D1.1.1 blastomere was 
injected with RNA or morpholino or a combination of both as indicated. Embryos were then collected at stage 
18 and subjected to whole-mount in situ hybridization for eye marker genes pax6 and rx1. Asterisk indicates the 
injected side. Histograms represent the percentage of embryos with normal or reduced expression of rx1 or pax6 
from three biological repeats. Quantification with unpaired t test, P < 0.001, Error bars indicate ± SD.
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significantly restores population of the retina by D1.1.1 progeny cells in the absence of Sprouty2. Excessive 
activation of the MAPK signal by injection of ca-FGFR2 or ca-Raf prevents D1.1.1 progeny from populating the 
retina. Co-injection of Sprouty2 rescues the block to retinal population induced by ca-FGFR2 overexpression. 
By tracking the D1.1.1 descendants’ movement, we found that progeny receiving Sprouty2 MO or express-
ing ca-Raf are confined to the anterior midline across the cement gland at the late neurula stage. However, all 
control D1.1.1 clones are broadly dispersed across the anterior neural plate, including the optic vesicle region. 
Overexpression of DN-Raf fully restored D1.1.1 progeny cell movement into the optic vesicle in the absence 
of Sprouty2. Thus, we revealed Ras/Raf/MAPK signaling pathway as a negative regulator of retinal precursor 
positioning within the optic vesicle.

An important step in retinal development is the positioning of progenitors within the eye field where they 
receive the local environmental signals that will direct their ultimate fate. Only after that step is accomplished, the 
eye organogenesis occurs24,25. Either knock down of Sprouty2 or induction of excessive MAPK activity caused a 
failure of D1.1.1 descendants to position within the optic vesicle (Fig. 4). These progeny did not adopt a retinal 
fate and displayed reduced expression of pax6 and rx1. Although these mislocalized D1.1.1 clones did not show 
increased apoptotic signals at the late neurula stage, they do eventually undergo apoptosis when the retina has 
formed (Supplementary Figs. 2 and 4). Thus, Sprouty2 is required to sustain retinal progenitors within the optic 
vesicle, which is necessary for retinal progenitors to receive local environmental signals and express a retinal fate.

Although Sprouty2 has been shown to inhibit gastrulation movements by interfering with FGF-induced PKC 
signaling as well as protocadherin-mediated PCP signaling23,29,30, overexpression of Sprouty2 has no effect on 
positioning of retinal progenitor cells within the retina (Fig. 1e). Our data indicates that Sprouty2 regulates popu-
lation of the retina by a PCP pathway independent route. This concept is supported by the following evidence: 
(1) overexpression of ephrinB1or Dsh2 or PKCδ in the D1.1.1 blastomere does not rescue Sprouty2 MO-induced 
inhibition of retinal population (Fig. 2a,b and Supplementary Fig. 5a). Similarly, neither Sprouty2 nor DN-Raf 
overexpression in the D1.1.1 blastomere restores retinal population in the absence of ephrinB1(Supplementary 
Fig. 6b); (2) overexpression of PKCδ in the D1.1.1 blastomere did not affect the level of MAPK phosphoryla-
tion (Supplementary Fig. 5b), suggesting that the ephrinB1/Dsh2-mediated PCP pathway does not function 
upstream of the MAPK pathway; (3) overexpression of ephrinB1 in the ventral V1.1.1 blastomere, whose progeny 
contributes little (< 1%) to retina, can drive the movement of ventral epidermal progenitors into eye field. How-
ever, neither Sprouty2 nor DN-Raf overexpression promotes the movement of V1.1.1 progeny into the retinal 
field (Supplementary Fig. 6a); (4) It has been shown that blocking of ephrinB1/Dsh2-mediated PCP signaling 
restricts D1.1.1 clones from dispersing outside the midline during gastrulation9. In contrast, loss of Sprouty2 
does not affect the movement of D1.1.1 clones until the late neurula stage, but not earlier stages (Fig. 4a and Sup-
plementary Fig. 1), which is consistent with the Sprouty2 expression pattern (Fig. 1a). Thus, Sprouty2-mediated 
Ras/Raf/MAPK signaling functions independent of the ephrinB1/Dsh2-mediated PCP pathway, although both 
contribute to retina formation.

The Ras/Raf/MAPK signaling pathway has been shown to function as a potential inducer of the Epithe-
lial–Mesenchymal Transition (EMT)31–33. EMT is an important process during embryonic development and 
tumor progression, in which epithelial cells acquire mesenchymal, fibroblast-like properties and show reduced 
cell adhesion and increased motility34–37. It has been reported that activated MAPK/ERK promotes invasion 
and metastasis of different cancer cells by triggering EMT38,39. The eye field that consists of retina progenitors is 
derived from neuroepithelium, whose movement is regulated by the PCP signaling pathway9,40–42. It is important 
that the retina progenitors maintain a low level of MAPK activity to inhibit EMT which could induce loss of cell 
junctions, polarity, and promote retina progenitors to escape the control of the PCP signal. In this study, we show 
that low level of MAPK activity is normally required for retinal progenitors positioning within the optic vesicle 
at the late neurula stage, and enhanced MAPK signaling prevents these progenitors from populating the retina.

In summary, our findings demonstrate that Sprouty2 regulates positioning of retinal progenitors through 
suppressing of Ras/Raf/MAPK pathway.

Methods
Embryo, morpholino and microinjection.  Xenopus embryos were obtained by standard methods43. 
Capped mRNAs for microinjection were synthesized with the SP6 mMessage mMachine Kit (Invitrogen). 
Embryos were injected at 32 cell stage into D1.1.1 blastomere with the following mRNAs: GFP (120 pg); sprouty2 
(Accession number: NM_001088769) (200 pg); sprouty2YF (200 pg); sprouty2 MOR (200 pg); ephrinB1 (Acces-
sion number: NM_001087479) MOR (200 pg); XDsh2 (Accession number: NM_001090627) MOR (250 pg); DN-
Ras (Accession number: NM_001130443) (200 pg); DN-Raf (Accession number: NM_001088006) (200 pg); ca-
FgfR2 (Accession number: NM_001090663) (50 pg); ca-Raf (40 pg). The morpholinos were obtained from Gene 
Tools with the following sequences: Sprouty2 MO: 5′-TAC​TCT​GAA​GAG​TTT​TCA​CAC​CAG​T-3′, ephrinB1 
MO: 5′-GGA​GCC​CTT​CCA​TCC​GCA​CAG​GTG​G-3′, XDsh2 MO: 5′-TCA​CTT​TAG​TCT​CCG​CCA​TTC​TGC​
G-3′, PKCδ MO: 5′-AGG​ATA​TGC​GTA​GGA​AGG​AGA​CAT​G-3′, control MO: 5′-CTA​AAC​TTG​TGG​TTC​TGG​
CGG​ATA​-3′.

Whole‑mount in situ hybridization.  Embryos were injected with GFP RNA and various RNA or MOs 
and GFP expression was used to distinguish the injected side of stage 18 embryos, and then processed for whole-
mount in situ hybridization by using standard methods with probes for rx1and pax69. For RNA in situ probe 
against Xsprouty2 was generated by linearizing with Bam HI and transcribing with T7.

Histology and immunohistochemistry.  For immunofluorescence assay on sections, the embryos were 
collected at stage 33 and fixed in 4% paraformaldehyde in PBS overnight at 4 °C. embryos were then embedded 
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in 4% low melting agarose gel and were sectioned with a thickness of 50–60 μm with the vibratome (LEICA VT 
1200S). The primary antibodies used were: Chicken anti-GFP (Abcam), rabbit anti-Cleaved Caspase-3 (Cell 
Signaling Technology), rabbit anti-phospho-histone 3 (Millipore). The secondary antibodies used were Alexa 
Fluor-488 or Alexa Fluor-594 conjugated Goat anti-rabbit IgG or anti-chicken IgG (Invitrogen). The samples 
were washed, mounted and imaged using an Zeiss LSM710 laser scanning confocal microscope.

Immunoprecipitation and Western blot analysis.  The process of Immunoprecipitation was previ-
ously described44. Briefly, Xenopus embryo lysates were prepared with ice-cold TNSG buffer (20 mM Tris–HCl 
pH 7.5, 137 mM NaCl and 1% NP-40). IPs were performed for 4 h with 25 embryo equivalent extracts using 
monoclonal Anti-V5-agarose (Sigma-Aldrich). Western blot analysis was performed using anti-Flag–horserad-
ish peroxidase (HRP)-conjugated (1:5,000, Sigma-Aldrich), anti-HA–HRP-conjugated (1:5,000, Sigma-Aldrich) 
anti-V5–HRP-conjugated (1:5,000, Sigma-Aldrich), anti-Phospho-p44/42 MAPK (Erk1/2) (Cell Signaling 
Technology), and anti-p44/42 MAPK (Erk1/2) (Cell Signaling Technology) antibodies.

U0126 treatment.  Embryos were injected with control MO or sprouty2 MO into the D1.1.1 blastomere at 
32 cell stage. U0126, a MEK1/2 inhibitor were applied to the embryo culture medium from stage 12 to stage 25. 
Embryos were then fixed and prepared for section immunostaining at stage 33.

Statistics.  The one-way ANOVA with multiple comparisons test or t test was performed using Prism8.

Ethics statement.  Animal care and use for this study were performed in accordance with the recommen-
dations of AAALAC for the care and use of laboratory animals in an AAALAC approved facility. Experimental 
procedures were specifically approved by the animal care & use committee of the of the National Cancer Insti-
tute-Frederick ASP #18-433 in compliance with AAALAC guidelines. J.S., J.Y., M.L., Y.-S.H., I.O.D. all possess 
the authorization for vertebrates’ experimental use.

Received: 10 March 2020; Accepted: 31 July 2020

References
	 1.	 Zuber, M. E., Gestri, G., Viczian, A. S., Barsacchi, G. & Harris, W. A. Specification of the vertebrate eye by a network of eye field 

transcription factors. Development 130, 5155–5167. https://​doi.​org/​10.​1242/​dev.​00723 (2003).
	 2.	 Okada, T. S. From embryonic induction to cell lineages: revisiting old problems for modern study. Int. J. Dev. Biol. 48, 739–742. 

https://​doi.​org/​10.​1387/​ijdb.​04191​8to (2004).
	 3.	 Huang, S. & Moody, S. A. The retinal fate of Xenopus cleavage stage progenitors is dependent upon blastomere position and 

competence: studies of normal and regulated clones. J. Neurosci. 13, 3193–3210 (1993).
	 4.	 Moore, K. B. & Moody, S. A. Animal-vegetal asymmetries influence the earliest steps in retina fate commitment in Xenopus. Dev. 

Biol. 212, 25–41. https://​doi.​org/​10.​1006/​dbio.​1999.​9338 (1999).
	 5.	 Bauer, D. V., Huang, S. & Moody, S. A. The cleavage stage origin of Spemann’s Organizer: analysis of the movements of blastomere 

clones before and during gastrulation in Xenopus. Development 120, 1179–1189 (1994).
	 6.	 Varga, Z. M., Wegner, J. & Westerfield, M. Anterior movement of ventral diencephalic precursors separates the primordial eye 

field in the neural plate and requires cyclops. Development 126, 5533–5546 (1999).
	 7.	 Cavodeassi, F. et al. Early stages of zebrafish eye formation require the coordinated activity of Wnt11, Fz5, and the Wnt/beta-catenin 

pathway. Neuron 47, 43–56. https://​doi.​org/​10.​1016/j.​neuron.​2005.​05.​026 (2005).
	 8.	 Moore, K. B., Mood, K., Daar, I. O. & Moody, S. A. Morphogenetic movements underlying eye field formation require interactions 

between the FGF and ephrinB1 signaling pathways. Dev. Cell 6, 55–67. https://​doi.​org/​10.​1016/​s1534-​5807(03)​00395-2 (2004).
	 9.	 Lee, H. S. et al. Dishevelled mediates ephrinB1 signalling in the eye field through the planar cell polarity pathway. Nat. Cell Biol. 

8, 55–63. https://​doi.​org/​10.​1038/​ncb13​44 (2006).
	10.	 Lee, H. S. et al. Fibroblast growth factor receptor-induced phosphorylation of ephrinB1 modulates its interaction with Dishevelled. 

Mol. Biol. Cell 20, 124–133. https://​doi.​org/​10.​1091/​mbc.​E08-​06-​0662 (2009).
	11.	 Kramer, S., Okabe, M., Hacohen, N., Krasnow, M. A. & Hiromi, Y. Sprouty: a common antagonist of FGF and EGF signaling 

pathways in Drosophila. Development 126, 2515–2525 (1999).
	12.	 Reich, A., Sapir, A. & Shilo, B. Sprouty is a general inhibitor of receptor tyrosine kinase signaling. Development 126, 4139–4147 

(1999).
	13.	 Hacohen, N., Kramer, S., Sutherland, D., Hiromi, Y. & Krasnow, M. A. Sprouty encodes a novel antagonist of FGF signaling that 

patterns apical branching of the Drosophila airways. Cell 92, 253–263. https://​doi.​org/​10.​1016/​s0092-​8674(00)​80919-8 (1998).
	14.	 Hanafusa, H., Matsumoto, K. & Nishida, E. Regulation of ERK activity duration by Sprouty contributes to dorsoventral patterning. 

Nat. Cell Biol. 11, 106–109. https://​doi.​org/​10.​1038/​ncb18​20 (2009).
	15.	 Basson, M. A. et al. Sprouty1 is a critical regulator of GDNF/RET-mediated kidney induction. Dev. Cell 8, 229–239. https://​doi.​

org/​10.​1016/j.​devcel.​2004.​12.​004 (2005).
	16.	 Shim, K., Minowada, G., Coling, D. E. & Martin, G. R. Sprouty2, a mouse deafness gene, regulates cell fate decisions in the auditory 

sensory epithelium by antagonizing FGF signaling. Dev. Cell 8, 553–564. https://​doi.​org/​10.​1016/j.​devcel.​2005.​02.​009 (2005).
	17.	 Klein, O. D. et al. Sprouty genes control diastema tooth development via bidirectional antagonism of epithelial–mesenchymal FGF 

signaling. Dev. Cell 11, 181–190. https://​doi.​org/​10.​1016/j.​devcel.​2006.​05.​014 (2006).
	18.	 Faedo, A., Borello, U. & Rubenstein, J. L. Repression of Fgf signaling by sprouty1–2 regulates cortical patterning in two distinct 

regions and times. J. Neurosci. 30, 4015–4023. https://​doi.​org/​10.​1523/​JNEUR​OSCI.​0307-​10.​2010 (2010).
	19.	 Taniguchi, K. et al. Sprouty2 and Sprouty4 are essential for embryonic morphogenesis and regulation of FGF signaling. Biochem. 

Biophys. Res. Commun. 352, 896–902. https://​doi.​org/​10.​1016/j.​bbrc.​2006.​11.​107 (2007).
	20.	 Casci, T., Vinos, J. & Freeman, M. Sprouty, an intracellular inhibitor of Ras signaling. Cell 96, 655–665. https://​doi.​org/​10.​1016/​

s0092-​8674(00)​80576-0 (1999).
	21.	 Hanafusa, H., Torii, S., Yasunaga, T. & Nishida, E. Sprouty1 and Sprouty2 provide a control mechanism for the Ras/MAPK signal-

ling pathway. Nat. Cell Biol. 4, 850–858. https://​doi.​org/​10.​1038/​ncb867 (2002).

https://doi.org/10.1242/dev.00723
https://doi.org/10.1387/ijdb.041918to
https://doi.org/10.1006/dbio.1999.9338
https://doi.org/10.1016/j.neuron.2005.05.026
https://doi.org/10.1016/s1534-5807(03)00395-2
https://doi.org/10.1038/ncb1344
https://doi.org/10.1091/mbc.E08-06-0662
https://doi.org/10.1016/s0092-8674(00)80919-8
https://doi.org/10.1038/ncb1820
https://doi.org/10.1016/j.devcel.2004.12.004
https://doi.org/10.1016/j.devcel.2004.12.004
https://doi.org/10.1016/j.devcel.2005.02.009
https://doi.org/10.1016/j.devcel.2006.05.014
https://doi.org/10.1523/JNEUROSCI.0307-10.2010
https://doi.org/10.1016/j.bbrc.2006.11.107
https://doi.org/10.1016/s0092-8674(00)80576-0
https://doi.org/10.1016/s0092-8674(00)80576-0
https://doi.org/10.1038/ncb867


11

Vol.:(0123456789)

Scientific Reports |        (2020) 10:13752  | https://doi.org/10.1038/s41598-020-70670-2

www.nature.com/scientificreports/

	22.	 Kuracha, M. R. et al. Spry1 and Spry2 are necessary for lens vesicle separation and corneal differentiation. Invest. Ophthalmol. Vis. 
Sci. 52, 6887–6897. https://​doi.​org/​10.​1167/​iovs.​11-​7531 (2011).

	23.	 Nutt, S. L., Dingwell, K. S., Holt, C. E. & Amaya, E. Xenopus Sprouty2 inhibits FGF-mediated gastrulation movements but does 
not affect mesoderm induction and patterning. Genes Dev. 15, 1152–1166. https://​doi.​org/​10.​1101/​gad.​191301 (2001).

	24.	 Li, H., Tierney, C., Wen, L., Wu, J. Y. & Rao, Y. A single morphogenetic field gives rise to two retina primordia under the influence 
of the prechordal plate. Development 124, 603–615 (1997).

	25.	 Saha, M. S. & Grainger, R. M. A labile period in the determination of the anterior-posterior axis during early neural development 
in Xenopus. Neuron 8, 1003–1014. https://​doi.​org/​10.​1016/​0896-​6273(92)​90123-u (1992).

	26.	 Maurus, D., Heligon, C., Burger-Schwarzler, A., Brandli, A. W. & Kuhl, M. Noncanonical Wnt-4 signaling and EAF2 are required 
for eye development in Xenopus laevis. EMBO J. 24, 1181–1191. https://​doi.​org/​10.​1038/​sj.​emboj.​76006​03 (2005).

	27.	 Dorey, K. & Amaya, E. FGF signalling: diverse roles during early vertebrate embryogenesis. Development 137, 3731–3742. https://​
doi.​org/​10.​1242/​dev.​037689 (2010).

	28.	 Teven, C. M., Farina, E. M., Rivas, J. & Reid, R. R. Fibroblast growth factor (FGF) signaling in development and skeletal diseases. 
Genes Dis. 1, 199–213. https://​doi.​org/​10.​1016/j.​gendis.​2014.​09.​005 (2014).

	29.	 Sivak, J. M., Petersen, L. F. & Amaya, E. FGF signal interpretation is directed by Sprouty and Spred proteins during mesoderm 
formation. Dev. Cell 8, 689–701. https://​doi.​org/​10.​1016/j.​devcel.​2005.​02.​011 (2005).

	30.	 Wang, Y. et al. Xenopus Paraxial Protocadherin regulates morphogenesis by antagonizing Sprouty. Genes Dev. 22, 878–883. https://​
doi.​org/​10.​1101/​gad.​452908 (2008).

	31.	 Elsum, I. A., Martin, C. & Humbert, P. O. Scribble regulates an EMT polarity pathway through modulation of MAPK-ERK signal-
ing to mediate junction formation. J. Cell Sci. 126, 3990–3999. https://​doi.​org/​10.​1242/​jcs.​129387 (2013).

	32.	 Olea-Flores, M. et al. Extracellular-signal regulated kinase: a central molecule driving epithelial–mesenchymal transition in cancer. 
Int. J. Mol. Sci. https://​doi.​org/​10.​3390/​ijms2​01228​85 (2019).

	33.	 Sheng, W. et al. Calreticulin promotes EGF-induced EMT in pancreatic cancer cells via Integrin/EGFR-ERK/MAPK signaling 
pathway. Cell Death Dis. 8, e3147. https://​doi.​org/​10.​1038/​cddis.​2017.​547 (2017).

	34.	 Huber, M. A., Kraut, N. & Beug, H. Molecular requirements for epithelial–mesenchymal transition during tumor progression. 
Curr. Opin. Cell Biol. 17, 548–558. https://​doi.​org/​10.​1016/j.​ceb.​2005.​08.​001 (2005).

	35.	 Kang, Y. & Massague, J. Epithelial–mesenchymal transitions: twist in development and metastasis. Cell 118, 277–279. https://​doi.​
org/​10.​1016/j.​cell.​2004.​07.​011 (2004).

	36.	 Larue, L. & Bellacosa, A. Epithelial–mesenchymal transition in development and cancer: role of phosphatidylinositol 3’ kinase/
AKT pathways. Oncogene 24, 7443–7454. https://​doi.​org/​10.​1038/​sj.​onc.​12090​91 (2005).

	37.	 Micalizzi, D. S., Farabaugh, S. M. & Ford, H. L. Epithelial–mesenchymal transition in cancer: parallels between normal develop-
ment and tumor progression. J. Mammary Gland Biol. Neoplasia 15, 117–134. https://​doi.​org/​10.​1007/​s10911-​010-​9178-9 (2010).

	38.	 Ding, Q. et al. CD133 facilitates epithelial–mesenchymal transition through interaction with the ERK pathway in pancreatic cancer 
metastasis. Mol. Cancer 13, 15. https://​doi.​org/​10.​1186/​1476-​4598-​13-​15 (2014).

	39.	 Hu, X. et al. FAT1 prevents epithelial mesenchymal transition (EMT) via MAPK/ERK signaling pathway in esophageal squamous 
cell cancer. Cancer Lett. 397, 83–93. https://​doi.​org/​10.​1016/j.​canlet.​2017.​03.​033 (2017).

	40.	 Hosseini, H. S. & Taber, L. A. How mechanical forces shape the developing eye. Prog. Biophys. Mol. Biol. 137, 25–36. https://​doi.​
org/​10.​1016/j.​pbiom​olbio.​2018.​01.​004 (2018).

	41.	 Johnson, M. H. & Ziomek, C. A. Cell interactions influence the fate of mouse blastomeres undergoing the transition from the 
16- to the 32-cell stage. Dev. Biol. 95, 211–218. https://​doi.​org/​10.​1016/​0012-​1606(83)​90019-2 (1983).

	42.	 Tissir, F. & Goffinet, A. M. Planar cell polarity signaling in neural development. Curr. Opin. Neurobiol. 20, 572–577. https://​doi.​
org/​10.​1016/j.​conb.​2010.​05.​006 (2010).

	43.	 Moody, S. A. Cell lineage analysis in Xenopus embryos. Methods Mol. Biol. 135, 331–347. https://​doi.​org/​10.​1385/1-​59259-​685-1:​
331 (2000).

	44.	 Yoon, J. et al. TBC1d24-ephrinB2 interaction regulates contact inhibition of locomotion in neural crest cell migration. Nat. Com-
mun. 9, 3491. https://​doi.​org/​10.​1038/​s41467-​018-​05924-9 (2018).

Author contributions
J.S. designed and carried out the experiments with the help of J.Y., M.L and Y.-S.H.. J.S. and I.O.D. wrote the 
manuscript. I.O.D. supervised the project. All of the authors discussed the results and reviewed the manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://​doi.​org/​10.​1038/​s41598-​020-​70670-2.

Correspondence and requests for materials should be addressed to I.O.D.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note  Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access   This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this license, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

This is a U.S. Government work and not under copyright protection in the US; foreign copyright protection 
may apply 2020

https://doi.org/10.1167/iovs.11-7531
https://doi.org/10.1101/gad.191301
https://doi.org/10.1016/0896-6273(92)90123-u
https://doi.org/10.1038/sj.emboj.7600603
https://doi.org/10.1242/dev.037689
https://doi.org/10.1242/dev.037689
https://doi.org/10.1016/j.gendis.2014.09.005
https://doi.org/10.1016/j.devcel.2005.02.011
https://doi.org/10.1101/gad.452908
https://doi.org/10.1101/gad.452908
https://doi.org/10.1242/jcs.129387
https://doi.org/10.3390/ijms20122885
https://doi.org/10.1038/cddis.2017.547
https://doi.org/10.1016/j.ceb.2005.08.001
https://doi.org/10.1016/j.cell.2004.07.011
https://doi.org/10.1016/j.cell.2004.07.011
https://doi.org/10.1038/sj.onc.1209091
https://doi.org/10.1007/s10911-010-9178-9
https://doi.org/10.1186/1476-4598-13-15
https://doi.org/10.1016/j.canlet.2017.03.033
https://doi.org/10.1016/j.pbiomolbio.2018.01.004
https://doi.org/10.1016/j.pbiomolbio.2018.01.004
https://doi.org/10.1016/0012-1606(83)90019-2
https://doi.org/10.1016/j.conb.2010.05.006
https://doi.org/10.1016/j.conb.2010.05.006
https://doi.org/10.1385/1-59259-685-1:331
https://doi.org/10.1385/1-59259-685-1:331
https://doi.org/10.1038/s41467-018-05924-9
https://doi.org/10.1038/s41598-020-70670-2
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Sprouty2 regulates positioning of retinal progenitors through suppressing the RasRafMAPK pathway
	Results
	Xenopus Sprouty2 is required for normal eye development. 
	Sprouty2 regulates retina population through suppressing RasRafMAPK signal. 
	RasRafMAPK signal negatively regulates retina population. 
	Sprouty2 is required for retinal progenitor movement into the optic vesicle through suppressing MAPK activity. 

	Discussion
	Methods
	Embryo, morpholino and microinjection. 
	Whole-mount in situ hybridization. 
	Histology and immunohistochemistry. 
	Immunoprecipitation and Western blot analysis. 
	U0126 treatment. 
	Statistics. 
	Ethics statement. 

	References


