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Abstract: The development and growth of the eye depends on normal lens morphogenesis and its
growth. This growth, in turn, is dependent on coordinated proliferation of the lens epithelial cells
and their subsequent differentiation into fiber cells. These cellular processes are tightly regulated to
maintain the precise cellular structure and size of the lens, critical for its transparency and refractive
properties. Growth factor-mediated MAPK signaling driven by ERK1/2 has been reported as essential
for regulating cellular processes of the lens, with ERK1/2 signaling tightly regulated by endogenous
antagonists, including members of the Sprouty and related Spred families. Our previous studies
have demonstrated the importance of both these inhibitory molecules in lens and eye development.
In this study, we build on these findings to highlight the importance of Spreds in regulating early
lens morphogenesis by modulating ERK1/2-mediated lens epithelial cell proliferation and fiber
differentiation. Conditional loss of both Spred1 and Spred?2 in early lens morphogenesis results in
elevated ERK1/2 phosphorylation, hyperproliferation of lens epithelia, and an associated increase
in the rate of fiber differentiation. This results in transient microphakia and microphthalmia, which
disappears, owing potentially to compensatory Sprouty expression. Our data support an important
temporal role for Spreds in the early stages of lens morphogenesis and highlight how negative
regulation of ERK1/2 signaling is critical for maintaining lens proliferation and fiber differentiation
in situ throughout life.

Keywords: lens development; morphogenesis; Spred; Sprouty; RTK; ERK1/2; FGF; proliferation;
fiber differentiation; microphakia; microphthalmia

1. Introduction

Spreds (Sprouty-related Ena/VASP homology-1-domain-containing proteins) are
membrane-associated antagonists of growth factor-induced ERK/MAPK activation [1,2],
implicated in regulating cellular behavior and development. Spred1, Spred2, and Spred3
are among the identified mammalian Spred homologues, characterized by their distinct
structural features and roles in various developmental processes [2]. Their antagonis-
tic effects are extensive, having been demonstrated to regulate various processes like
hematopoiesis, eosinophil proliferation and activation, bone morphogenesis, lymphatic
vessel development, and eye development [3-8]. Moreover, they have been implicated
in the pathogenesis of various diseases including cancer, as well as pulmonary and car-
diovascular disease [9-14]. Although there has been extensive research into other related
MAPK antagonists, such as Sprouty, in various organs including the eye, there is limited
knowledge of Spreds’ precise mechanism of action, particularly in regulating growth factor
signaling pathways [1].

In lens development, growth factor-mediated signaling via the MAPK/ERK1/2 path-
way (the most abundant MAPK in the lens) is important in regulating lens epithelial cell
proliferation and fiber differentiation [10,15-17]. Earlier studies have shown that the onset,
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duration, and levels of ERK1/2 activity are important for determining lens cell fate and
cellular activity, highlighting the need for its tight regulation [7,8,15,17,18]. The tight regu-
lation of such signaling pathways is achieved through negative feedback processes, modu-
lating growth factor stimulation to ensure a consistent physiological response [19]. Spred
proteins, along with Sprouty and Sef, have been identified as negative regulators of receptor
tyrosine kinase (RTK) signaling and have been demonstrated to influence cell fate deci-
sions throughout lens development by modulating growth factor stimulation [2,7,8,20-23].
Given Spred’s unique membrane-associated inhibition of ERK1/2-signaling and its co-
expression with other established RTK antagonists such as Sprouty (and even Sef) in the
lens, we were interested in determining its role in lens development and growth [22,24],
including its potential interplay and relationship with the other regulators of RTK signaling.

Recent studies in our laboratory have reported Spreds in regulating lens cell proliferation
and fiber differentiation by modulating ERK1/2 activity, both in vivo and in vitro [7,8,24].
Cells in lens epithelial explants transduced to overexpress Spred-supressed growth factor-
induced ERK1/2 phosphorylation, blocking lens fiber cell differentiation [24]. Furthermore,
transgenic mice lines with elevated levels of Spreds in the lens demonstrated reduced levels
of ERK1/2 phosphorylation and a concomitant decrease in the rate of lens cell proliferation
and fiber differentiation, resulting in a smaller lens phenotype [7]. Interestingly, the small lens
phenotype was also observed in transgenic mice that were deficient in Spred1 and Spred2 [8].
Reports by Yoshimura of mice deficient for all alleles of Spred1 and Spred2 were shown to be
embryonic lethal, resulting from subcutaneous oedema and hemorrhage [6]. These mutants
displayed impaired eye size, with the small eye phenotype/microphthalmia characterized
during early embryogenesis by our laboratory [8], demonstrating irregular lens epithelial and
fiber cell activity. Neither one of the Spreds nor their combination appeared to be required for
early lens induction leading to the formation of the primary lens fiber cells; however, Spreds
were required for early stages of lens growth [8].

A limitation of the germline knockout model deficient for both Spred1 and Spred2
was its embryonic lethality at early stages of lens development [6,8]. To circumvent this
embryonic lethality, here, we adopted a conditional knockout approach using Cre-lox
recombination to specifically delete both Spred1 and Spred2 expression in the lens [25],
allowing us to better characterize ocular development at later stages of embryogenesis, fetal
development, and postnatal growth. We confirm that Spreds are primarily essential for
tightly regulating lens epithelial proliferation and fiber differentiation at early stages of lens
morphogenesis, with later stages of lens growth during fetal development and postnatally
being less dependent on Spreds. This later reduced dependence of lens growth on Spred
proteins is consistent with other related RTK antagonists, such as Sprouty, playing a more
integral, compensatory role beyond embryogenesis.

2. Materials and Methods
2.1. Animals

All procedures using animals were carried out in accordance with the guidelines
of the Association for Research in Vision and Ophthalmology and the National Health
Medical Research Council (Australia). All procedures were approved by the Animal Ethics
Committee, The University of Sydney (NSW, Australia). Spred1 floxed mice and Spred2
germline knockout mice were provided by Professor Akihiro Yoshimura (Keio University
School of Medicine, Japan) [3]. The MLR10-Cre transgenic mice line was provided by
Professor Michael Robinson (Miami University, USA) [25].

2.1.1. Mating and Embryonic Tissue Collection

Mature female mice were injected intra-peritoneally with 51U of Folligon® (pregnant
mare serum gonadotrophin; Lyppard, Sydney, Australia) diluted with 0.9 M NaCl. Forty-
seven hours later, just before mating, they were administered a subsequent injection of 51U
of Chorulon® (human chorionic gonadotrophin, Lyppard) diluted in 0.9 M NaCl. Midnight
was registered as conception, and the embryos were collected at noon of the post-conception
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day (namely, E12.5, E14.5, and E16.5). Embryonic head tissue was collected for histology,
and limb, tail, or ear tissue was collected for genotyping.

2.1.2. PCR Genotyping

The following primers and thermal cycling conditions were used for PCR of Spred-
1flox (Spred1F): 5’-aca act tgc tgg ctg aat ac caca g-3' and 5'-ctt ctt agt tct gag gta gat gtg c-3'.
Initial denaturation occurred at 94 °C for 2 min, denaturation at 95 °C for 15 s, annealing at
55 °C for 15 s, and extension at 72 °C for 10 s (all for 40 cycles), with the final extension at
72°Cfor 10s.

For Spred2, the following primers and PCR conditions were used: 5'-gta gcc cag gct
ggc aga gaa cte ac-3; 5'-geg cac gta gga gte cge gte tte-3’; and Neo/Spred2—/ —, 5'-cga gat
cag cag cct ctg ttc cac atc c-3/, with the initial denaturation at 95 °C for 3 min, denaturation
at 95 °C for 15 s, annealing at 60 °C for 15 s, and extension at 72 °C for 10 s (all repeated for
30 cycles), with a final extension at 72 °C for 10 s [3].

The following primer sets and cycling conditions were used for Cre-recombinase: 5
cct gtt ttg cac gtt cac cg-3' and 5'-atg ctt ctg tee gtt tge cg-3/, with denaturation at 94 °C for
3 min, denaturation at 94 °C for 30 s, annealing at 57 °C for 30 s, and extension at 72 °C for
10 s (repeated for 35 cycles), with the last extension at 72 °C for 2 min.

2.1.3. Histology

All tissues collected for histology were fixed in 10% neutral-buffered formalin (NBF)
and processed for embedding in paraffin. Seven-micrometer-thick mid-sagittal sections were
used for immunofluorescence (Spred1, Spred2, 3-crystallin, y-crystallin, pERK1/2, Sproutyl,
and Sprouty2) or periodic acid-Schiff (PAS) staining, as previously described [7,8,26]. Slides
were viewed and photographed using brightfield and epi-fluorescence microscopy (Leica-
DMLB, Mannheim, Germany).

2.2. Cell Proliferation
2.2.1. BrdU Incorporation

For proliferation studies, pregnant dams were intraperitoneally injected with 5-bromo-
2-deoxyuridine (BrdU; Sigma-Aldrich, Burlington, MA, USA, 1 ug per 10 g of body weight)
one or two hours prior to tissue collection. For the BrdU-tracer study [27], pregnant mice
were injected intra-peritoneally with BrdU 48 h prior to embryo collection. Collected
tissues underwent histological processing as previously described [7]. Tissue sections
were deparaffinized and hydrated to 50% ethanol, before treatment with 3% H,O; in 10%
methanol in PBS (v/v) to block endogenous peroxidase activity. Tissue sections were then
digested with 0.02% pepsin in 0.01 M HCL for 20 min at 37 °C, before treatment with 2 M
HCL for 30 min, followed by a rinse in PBS and deionized H,O. Sections were treated with
3% normal goat serum (NGS, Sigma-Aldrich) for 60 min prior to incubating overnight at
4 °C with an antibody against BrdU (DAKO, Glostrup, Denmark; diluted 100-fold with 3%
NGS). The following day, sections were incubated with a secondary anti-rabbit IgG Alexa
Fluor 594 antibody and diluted 1000-fold in PBS for 2 h at room temperature, followed by a
rinse with PBS. For the nuclear counterstain, slides were incubated for 5 min with 1 mg/mL
of Hoechst dye (bisbenzimide, Calbiochem; San Diego, CA, USA). Slides were then washed
with PBS and mounted with 10% PBS in glycerol. BrdU-positive cells were counted as
a percentage of the total number of epithelia to determine the rate of cell proliferation.
In order to increase accuracy, each count was the average taken from three consecutive
sections from at least three slides, from at least three different lenses.

2.2.2. EdU Incorporation

For EdU incorporation, pregnant mice were injected intra-peritoneally with EAU 1 h
prior to collection of embryos. EAU was diluted in sterile 0.9 M NaCl and administered at
1 mg per 10 g of body weight. Collected tissues underwent histological processing, and
sections were de-paraffinized and hydrated as previously described [7]. The tissue was
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treated with 1% Tween in PBS for 20 min, before using the Click-iT EAU Alexa Fluor 488
Imaging kit (#c10337 Invitrogen; Mount Waverley, Australia) to detect EAU incorporation.
The Click-iT reaction cocktail was applied to the slides for 30 min, then washed off in PBS.
For the nuclear counterstain, the slides were incubated for 5 min with 1 mg/mL of Hoechst
dye (Sigma-Aldrich). Slides were rinsed in PBS and mounted using glycerol with 10% PBS.

2.3. Lens Epithelial Explants

All collection, dissection, and subsequent culture of tissues was conducted in Medium
(M199; pH 7.2; Thermo Fischer Scientific; Nedlands, Australia) with Earle’s salts, supple-
mented with 2.5 ng/mL amphotericin B (Sigma-Aldrich), 50 pg/mL penicillin/streptomycin
(Thermo Fisher Scientific), 0.1 pg/mL glutamine (Thermo Fischer Scientific), and 0.1% al-
bumen from bovine serum (BSA, Sigma-Aldrich). P10 mice eye lenses were obtained to
prepare lens epithelial explants as previously described [28]. Human recombinant fibroblast
growth factor 2 (FGF2; 50 ug; Preprotech, Cranbury, NJ, USA) was reconstituted as per
the manufacturer’s instructions and used at a concentration of 5 ng/mL for proliferation
assays, or 100 ng/mL for fiber differentiation assays. FGF2 was administered to explants,
and cells were cultured with for 24 h (proliferation assay) or 10 days (differentiation assay),
prior to being fixed for 20 min with 10% NBF for subsequent immunofluorescent labeling.

Immunofluorescent Labeling

Fixed explants were permeabilized in PBS/Tween 20 (Sigma-Aldrich) and were treated
with 3% (v/v) NGS. Primary antibodies (anti-f3-crystallin 1:50, E-cadherin 1:100, pERK1/2
1:100, and BrdU 1:100) were applied to the explants and left overnight at 4 °C in a humid-
ified chamber. Explants were then rinsed with PBS and incubated with the appropriate
secondary antibody (Alexa Fluor 594 or 488, diluted in 1:1000) for 2 h at room tempera-
ture, before being counterstained with Hoechst dye for 5 min. Explants were mounted
with PBS/glycerol and were viewed and photographed using epi-fluorescence microscopy
(Leica-DMLB, Germany).

2.4. Analysis

For all measurements, mid-sagittal sections of the eye (at least 3 consecutive sections
per slide per embryo) were used, where ‘n’ represents the number of lenses (from at
least 3-5 different embryos for each experiment). To quantify lens fiber cell length, lens
measurements were taken from the apical side of the lens epithelium to the posterior fiber
pole. The total cross-sectional area confined by the lens capsule of mid-sagittal sections was
used to measure the lens area.

To determine the number of epithelial cells, the epithelial cells from the transitional
region fulcrum were counted from one side of the lens section to the other. We defined the
central and peripheral regions of the epithelium using the placement of the tip of the iris as
the boundary between the two zones. Data are expressed as +\ — the standard error of the
mean (SEM).

All experiments were repeated at least in triplicate, using at least 3 different embryos
at each gestation period. All images for immunolabeling were photographed with the
same exposure settings, and the same brightness and contrast settings were applied to all
images to highlight the respective differences. Immunofluorescence of the lens region (area
confined by the lens capsule in mid-sagittal sections) was quantified, where the relative
intensity was measured using Image]J software (version 6.1.0). Statistical analysis was
conducted using non-parametric Mann-Whitney tests, performed to determine the data’s
significance (* p < 0.05).
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3. Results
3.1. Conditional Knockout of Spred1 and Spred?2 in the Murine Lens

Embryonic and postnatal mice were genotyped to identify the presence of the floxed
allele for Spred1 and Cre-recombinase, together with the loss of the Spred2 alleles (Figure 1).
For Spred1, the following PCR products were observed: the WT allele at 476 bp (Figure 1A),
the floxed (null) allele at 511 bp (Figure 1A), with bands for both WT and floxed alleles
in heterozygous mice (Figure 1A). For Spred2, the PCR products corresponded to the WT
allele at 600 bp (Figure 1A) and the null allele at <400 bp (Figure 1A), with heterozygous
mice (Figure 1A) showing both bands for the WT and null alleles. A Cre-recombinase-
positive band was observed at 300 bp (Figure 1A), with the absence of a band signifying
Cre-recombinase-negative lines (Figure 1A). Conditional knockout (CKO) lines deficient
for both Spred1 and Spred?2 (Spred1/2%K©) in the lens showed a 511 bp band for Spred1,
a <400 bp band for Spred2, and positive band for Cre-recombinase at 300 bp. For this
study, mice heterozygous for the null alleles for Spred1 and/or Spred2 were used as some
age-matched littermate controls for histological analysis, given they did not present any
lens/eye abnormalities when compared to WT mice. These were all collectively referred to

-/- +/-

as control tissue.
P C le
y 2
o 1=
g pf

Figure 1. Conditional knockout of Spred1 and Spred2 in the murine lens. The following PCR products
(A) were expected for Spred1: WT 476 bp, floxed null allele 511 bp, heterozygotes both 476 bp and
511 bp bands. For Spred2, WT 600 bp, null allele < 400 bp, heterozygotes both 600 bp and <400 bp
bands. For Cre, a positive band at 300 bp was expected, and Cre-negative mice fail to show a band.
Embryos that showed floxed null allele at 511 bp for Spred1, a null allele < 400 bp for Spred2, and a
Cre-positive band at 300 bp were deemed Spred1/2K®. (~/~) Spred1 and Spred2 immunoreactivity
was assessed and compared between control (C,E) and Spred1/ 2CKO (G) transgenic lenses of E14.5
embryos. Spredl was detected throughout the control lens (C), in both the epithelium (le) and
primary fiber cells (pf). Spred2 (E) was also evident throughout, but with a stronger label in the
primary fiber cells (E). The Spred1/2°K0 failed to show labeling for either Spred1 or Spred? (G).
Transgenic lenses were counterstained with Hoechst (B,D,F). Scale bar 100 pum.

E14.5 embryos were employed to compare the levels of Spred protein immunoreactiv-
ity in the lens of control (Figure 1B-E) and Spred1/2“X0 (Figure 1F,G) mice. Spred1 protein
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was detected throughout the whole lens in control tissue (Figure 1C), with stronger labeling
in the lens epithelium and primary fiber cells. Spred2 labeling was most prominent in the
fiber cells of the control lens (Figure 1E). In contrast, the Spred1/2KO lens failed to label
for either of the Spred proteins (Figure 1G).

3.2. The Loss of Spred1/2 in Lens Results in Microphakia

When comparing lens morphology of Spred1/2°K® mice to that of control mice at dif-
ferent ages (E12.5 to P1; Figure 2), we observed microphakia, with a smaller lens most promi-
nent at earlier stages of embryogenesis. At E12.5 and E14.5, the control lens (Figure 2A,C)
displayed its distinct lens polarity and architecture, with the primary fiber cells in contact
with the overlying epithelial monolayer. In contrast, lenses deficient for Spred1 and Spred?2
(Figure 2B,D) had an aberrant morphology, with distinctly shorter fiber cells still in contact
with the epithelium, contributing to the small lens phenotype. There were no notable
differences in the lens capsule, with a similar thickness displayed in both Spred1/2KO
and control lenses. Accompanying the microphakia at E12.5, when compared to control
eyes, there was an equally smaller developing retina/optic cup in the Spred1/2K© lenses,
highlighting microphthalmia in early ocular morphogenesis (Figure 2A,B).

Control Spred1/2€K©
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Figure 2. Representative mid-sagittal sections of control and Spred1/2CKO mice lens at E12.5 (A,B),
E14.5 (C,D), E16.5 (EF), and P1 (G,H) stained with periodic acid-Schiff stain. At E12.5 and E14.5,
the Spred1/2CKO lens (B,D) displayed aberrant lens morphology and small lens phenotype when
compared to the control lenses (A,C). On average, Spred1/2CKO average had significantly shorter
fibers at both E12.5 (I) 657 = 36.7 (n = 7; p = 0.0012) and E14.5 (K) 1088 £ 27.71 (n = 8, p = 0.0013) when
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compared to control 856 AU =+ 34.49 (n =7) and 1264 AU = 28.01 (1 = 6), respectively. Spred1/2CKO
mice were also found to have significantly smaller total lens area at E12.5 (J) 32.06 pum? + 2.50
(n=7; p = 0.0025) and E14.5 (L) 78.21 um? + 5207 (n = 6, p = 0.0022) when compared to the
control tissue at 61.31 um?2 + 3.17 (n = 5) and 121.6 pm? £ 391 n =6, respectively (J,L). By E16.5, the
Spred1/2CKO lenses (E) had recovered in their morphology and fiber cell length (M) 1898 AU =+ 63.53
(n = 6; p=0.0931) and fiber cell area (N) 291.8 pum? + 1.77 (n = 6; p = 0.6342), compared to control
2122 AU + 89.28 (1 = 6) and 306.4 um? + 31.84 (1 = 6), respectively. At P1, Spred1/2CKO lenses
(H) displayed similar morphology when compared to control lens (G), with the exception of an
attachment of the lens epithelium to the cornea (H). The average lens fiber cell length (O) was similar
in control 2653 AU =+ 133.1 (n = 5) and Spred1/2CKO 2681 AU + 117.1 (n = 6, p = 0.0931). The
average lens fiber area (P) was also similar in control 645.2 pum? + 44.2 (n = 5) and Spred1/2CKO
607 pm? =+ 30.30 (n = 6; p = 0.6342), with no significant differences between genotypes (P). Panel
(C) illustrates the measurement of fiber cell length (indicated by double-ended arrow) and lens area
(outlined by broken line). Mann-Whitney U test ** p < 0.01, error bars represent SEM, scale bars
100 pm.

To characterize the small lens phenotype, we quantified the average length of the
lens fibers by taking apical to basal measurements of mid-sagittal sections of the lens.
Spred1/2%KO lenses displayed significantly shorter fiber cells at E12.5 (Figure 2I), with
the average fiber cell length recorded as 657 AU =+ 36.7 (n =7, p = 0.0012) compared to
control lens 856 AU =+ 34.49 (n = 7), a reduction of ~23%. This was also the case, though
not as severe, at E14.5 (Figure 2K), with a ~14% reduction in fiber cell length, with the
average length in Spred1/2%K lenses at 1088 AU + 27.71 (n = 8, 0.0013) compared to that
of the control lens at 1264 AU =+ 28.01 (n = 6). The total cross-sectional area confined by the
lens capsule of mid-sagittal sections was also collated and quantified, being more severe
earlier in development; the total lens area at E12.5 (Figure 2J) and E14.5 (Figure 2L) of
Spred1/2KO mice was significantly smaller at 32.06 um? + 2.50 (n = 7, p = 0.0025) and
78.21 um? + 5.207 (n = 6, p = 0.0022), respectively, when compared to the control lens at
61.31 um? & 3.17 (n = 5) and 121.6 um? £ 3.91 (1 = 6), respectively (Figure 2J,L).

Interestingly, the small lens phenotype associated with the loss of Spred1 and Spred2
became less evident with age, appearing to recover in size between the ages of E14.5
and E16.5. By E16.5, lens morphology (Figure 2E F), fiber cell length (Figure 2M), and
lens area (Figure 2N) no longer demonstrated any significant difference between control
and Spred1/2°%© mice. When examined postnatally, the Spred1/2°KC lens at P1 was
similar to the intact, symmetrical, biconvex lens of control mice (Figure 2G,H). In some
instances, the Spred1/2“K0 lens appeared to closely adhere to/associate with the overlying
cornea, resulting in an irregular anterior lens morphology. Overall, postnatally, there were
no significant differences in fiber cell length or lens area (Figure 20,P). Notably, as the
Spred1/2-deficient mice lenses recovered in size with age, so did the delayed development
of the surrounding ocular tissue, namely, the optic cup/retina.

3.3. Increased Epithelial Cell Population in Spred1/2-Deficient Lenses

When examining the epithelium of the Spred-deficient lenses, there was an evident dis-
ruption to its native monolayer, with epithelial cells appearing multi-layered / pseudostratified
throughout development (Figure 3). Although this lens epithelial phenotype was more pro-
nounced at earlier developmental stages, i.e., E12.5 (Figure 3B) and E14.5 (Figure 3D), it
still remained apparent at E16.5 (Figure 3F) and P1 (Figure 3H). Unlike the recovery of the
small lens size with age, the lens epithelial phenotype persisted, correlating with a significant
increase in epithelial cell density.
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Figure 3. Representative mid-sagittal sections of control and Spred1/2null mice lens at E12.5 (A,B),
E14.5 (C,D), E16.5 (EF), and P1 (G H) stained with periodic acid-Schiff stain. The central lens
epithelium had a higher cell density and displayed abnormal multilayering of epithelial cells in the
Spred1/ 2CKO 1enges across all age groups (B,D,F-H) when compared to the control lens (A,C,E,G).
Quantitative analysis of the number of epithelial cells in the epithelium of mid-sagittal sections was
collated. The average number of epithelial cells at E12.5 (I) was as follows: control 58.50 + 3.37
(n =6), Spred1/2°K0 8567 + 2.94 (n = 6, p = 0.0022). At E14.5 (J): control 89.17 + 3.03 (n = 6) and
Spred1/2“K0 119.3 4 4.23 (n = 10, p = 0.0005). At E16.5 (K): control 131.2 + 6.85 (1 = 6), Spred1/2KO
186.7 + 4.43 (n = 6, p = 0.0022. At P1 (L): control 177.6 4 3.28 (n = 5), Spred1/2°K0 204 + 7.75 (n = 5,
p = 0.0079). There was a significant increase in the number of epithelial cells in the Spred1/2KC
epithelium across all age groups when compared to control lens. Mann—-Whitney U test ** p < 0.01,
***p < 0.001. AU—arbitrary units. Error bars represent SEM, scale bars 50 pm.

Quantitative analysis of the average epithelial cell numbers in mid-sagittal sections
of Spred1/2KO lenses showed significantly higher numbers than that of control lenses
at all ages examined: at E12.5, a ~32% increase (Figure 3I): control 58.50 + 3.37 (n = 6)
vs. Spred1/2K0 85.67 + 2.94 (n = 6, p = 0.0079); at E14.5 (Figure 3]): control 89.17 + 3.03
(n = 6) vs. Spred1/2°K0 119.3 + 4.23 (n = 10, p = 0.0020); at E16.5 (Figure 3K): control
131.2 + 6.85 (1 = 6) vs. Spred1/2°K0 186.7 + 4.43 (n = 6, p = 0.0051); and at P1, a ~14%
increase (Figure 3L): control 177.6 & 3.28 (n = 5) vs. Spred1/2°K0 204 + 7.75 (n = 5,
p =0.0079). This increase in epithelial cell numbers was also evident and validated at
P10, when examining ex vivo lens epithelial wholemounts. To account for the differences
in epithelial cell numbers, we assessed lens tissue for differences in rates of epithelial
cell proliferation.
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3.4. Spred1/2-Deficient Lenses Have Increased Rates of Epithelial Cell Proliferation

Cell proliferation was examined at both embryonic and postnatal ages in intact
Spred1/2%K9 and control lenses using immunolabeling for BrdU-incorporation in tissue
exposed for either 1 h (Figure 4) or 2 h. The 2 h exposure showed a significant increase in
the number of BrdU-labeled (proliferating) epithelial cells in the Spred1/2¢KC lenses com-
pared to the control lens; however, when related to the increased cell numbers, there was
no significant difference in the overall rate of cell proliferation between the Spred1/2X©
and control lenses. When repeated with a more stringent 1 h window of exposure to
BrdU, there was a significant increase in the rate of epithelial cell proliferation at E14.5 in
Spredl/ 2CKO Jenses (Figure 4B,E), at 22.2% £ 2.81 (n = 9; p = 0.0212) compared to control
lenses (Figure 4A,E) at 14.1% =+ 2.07 (n = 12). A similar increase in the rate of epithelial cell
proliferation was also seen postnatally at P1: Spred1/2K© lenses (Figure 4D,F) were at
21% =+ 3.0 (n = 2), compared to the control lens (Figure 4C,F) at 10% =+ 0.47 (n = 4).
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Figure 4. BrdU incorporation of proliferating lens epithelial cells of transgenic and control mice lenses
E14.5 (A,B) and P1 (C,D) for 1 h. Control and Spred1/2°K0 lens tissue at E14.5 was immunolabeled
for BrdU incorporated cells (red nuclei) and counterstained with Hoechst. Within 1 h of BrdU
injection, there was a significant increase in the number of BrdU incorporated cells in the E14.5
Spred1/ 2CKO Jenses (B) when compared to control (A). Quantitative analysis revealed a significant
increase in the rate of cell proliferation in E14.5 (E) Spred1/ 2CKO Jenses at 22.2% + 2.81(n = 9;
p = 0.021) compared to control at 14.1% =+ 2.07 (n = 12). An increase in BrdU-positive cells could also
be seen postnatally at P1 in Spred1/2K© (D) when compared to control (C), where the rate of cell
proliferation (F) in Spred1/ 2CKO Jenses was at 21% + 3.0 (n = 2), compared to control at 10% =+ 0.47
(n = 4) (Mann-Whitney U test * p < 0.05, error bars represent SEM, scale bar 50 um).

To determine whether the increased rate of epithelial cell proliferation was a direct
result of the loss of Spred1l and 2, we labeled for BrdU in epithelial explants derived
from mutant mice deficient for Spred1/2 stimulated with a proliferative dose of FGF2
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(5ng/mL) for 24 h. In control lens epithelial explants not treated with FGF2 (Figure 5A), the
proliferation rate was 5.6% =+ 0.39 (n = 3). With the addition of FGF2 (Figure 5C), this rate
of proliferation was significantly increased to 25.4% =+ 0.22 (n = 3). When compared to the
Spred1/2KO-derived lens epithelial explants, the basal rate of cell proliferation without
FGF2 (Figure 5B) was 7.6% =+ 1.8 (n = 3), greater than but not significantly different from
that seen in the control tissue without FGF2. With the addition of FGF2 to the Spred1/2<KO
lens cells (Figure 5D), there was an increased rate of proliferation at 38.8% =+ 4.4 (n = 3).
Statistical analysis (Figure 5E) revealed cell proliferation was significantly increased in
control lens cells with and without the addition of FGF2 (p = 0.0017 **), between the
Spred1/ 2CKO mjce, with and without FGF addition (p < 0.0001 ****), as well as between
the control and Spred1/2%KO lens explants, both treated with FGF (p = 0.0170 *).
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Figure 5. BrdU incorporation of proliferating lens epithelial cells of transgenic and control mice
explants at P10. Lens epithelial explants of control (A,C) and Spred1/2<KC (B,D) explants were
immunolabeled for BrdU (red cells) and were cultured 24 h in vitro. Lens explants were treated either
without FGF (controls; (A,B) or with a low proliferating dose (5 ng/mL) of FGF2 (C,D). Quantitative
analysis of cell proliferation was calculated by dividing the number of BrdU incorporated cells (red)
by the total number of cells. Mean epithelial cell proliferation (E) of control explants without and
with FGF2 was 5.6% =+ 0.39 (n = 3) and 25.4% + 0.22 (n = 3), respectively. In the Spred1/2K0
mice with and without FGF, this was 7.6% + 1.8 (n = 3) and 38.8% =+ 4.4 (n = 3), respectively. Cell
proliferation was significantly different between the control explants with and without FGF addition
(p = 0.0017 **), between Spred1/ 2CKO explants with and without FGF addition (p < 0.0001 ****), as
well as between the control and Spred1/2°KC explants both treated with FGF (p = 0.0170 *). Ordinary
one-way ANOVA * p < 0.05, ** p < 0.01, *** p < 0.0001, error bars represent SEM. Scale bar 50 um.

Given the aberrant rate of epithelial cell proliferation observed in Spredl- and 2-
deficient lenses, we questioned whether the number of lens fiber cells and/or the rate of
epithelial cell differentiation into secondary lens fibers was also compromised.

3.5. Loss of Spred1/2 in the Lens Impacts the Rate of Fiber Cell Differentiation

We initially characterized for in situ changes in lens fiber differentiation of Spred1/
lenses by examining the rate of epithelial to fiber cell differentiation (tracking BrdU-labeled

2CKO
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epithelial cells for 2 days from E12.5 to E14.5 (E12.5 + 2)). Proliferating epithelial cells (at
E12.5) incorporate BrdU within the first 2 h of exposure, and when left for a subsequent
2-day growth period (E12.5 + 2 = E14.5), we can follow the fate of these BrdU-labeled
cells [27]. For example, BrdU-labeled cells observed in the lens cortex are the result of
migrating BrdU-tagged cells subsequently differentiating into secondary fibers over the
2-day window. Using this ‘BrdU-tracer” assay, we counted and quantified the number of
‘tagged’ lens epithelial cells entering the lens cortex as secondary fibers between control
and Spred1/ 2CKO mjce.

It was revealed that after 2 days, the Spred1/2K© lenses (Figure 6B) had an increased
rate of fiber cell differentiation, with significantly more BrdU-positive fiber cells in the lens
cortical region (18.5% =+ 1.69, n = 5, p = 0.0173) compared to control lenses (Figure 6A; 9.6%
=+ 2.03, n = 6). The extent to which these epithelial cells were displaced into the lens cortex
as fiber cells was also noted, with labeled fiber cells of Spred1/2“K0 lenses positioned
deeper into the cortical region within the 48 h time tracing period (Figure 6, arrows),
supportive of an increased migration and differentiation rate of secondary fiber cells. There
was also a notable spatial difference of BrdU-labeled cells between the Spred1/2K® and
control lenses. The control lens had a relatively equal distribution of BrdU-labeled cells
between the lens epithelium and fiber cell region, whereas in the Spred1/2X© lenses, the
majority of the BrdU-tagged cells after 48 h appeared to be fibers (Figure 6B, arrows). When
quantified (Figure 6E), the percentage of BrdU-labeled epithelial cells after 48 h significantly
(p = 0.04) decreased, from 10.8% =+ 0.70 (n = 6) in the control lens to 5.86% £ 1.49 (n =7) in
the Spred1/ 2CKO Jens.

BrdU EdU BrdU + EdU

Control

Spred1/2K0

Figure 6. BrdU tracer assay and EdU incorporation in transgenic mice lens at E12.5 + 2. Control
(A,CE) and Spred1/ 2CKO Jenses (B,D,F) at E12.5 + 2 were double-immunolabeled for BrdU (red)
and EdU (green) incorporated cells. Differentiating cells were traced over 2 days with BrdU, and
proliferating cells were tagged 1 h prior with EQU in both control (A,C) and Spred1/2KO lenses
(B,D). When merged, control (E) tissue displayed a more even distribution of BrdU incorporated
cells, with a moderate level of proliferation, indicated by the EAU incorporated cells. Alternatively,
the Spred1/2°KC lens (F) had an uneven distribution. The Spred1/2KO lenses showed BrdU
incorporated cells to be primarily in the fiber cell region, with a large population of proliferating cells
in the epithelium. White arrows indicate a strong BrdU label, as seen in (G), yellow arrows indicate
medium BrdU intensity, as seen in (H), and green arrows indicate a weak BrdU label, seen in (I). Scale
represents 50 pum.
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The intensity of the BrdU label in the nuclei of cells provided additional insights
into lens epithelial cell behavior, in particular the rate of individual cell replication. In the
Spred1/2%KO lens (Figure 6B), epithelial cells tagged with BrdU that went on to immediately
differentiate into fibers (white arrows) maintained a relatively strong BrdU label in their
nuclei (highlighted in Figure 6G). The BrdU-tagged cells in the epithelium of Spred1/2¢KO
lenses had a markedly weaker (‘more dilute”) BrdU label (green arrows; highlighted in
Figure 61), indicating multiple cell divisions within the 2-day tracer period. In contrast, in
the control lens (Figure 6A), we see a consistent intense label for BrdU, both in the epithelial
and fiber cell regions (yellow arrow; highlighted in Figure 6H). These findings suggested
that the rate of individual cell division in the Spred1/2°KO lens epithelium was greater
than that observed in the control lens.

To validate that there were differences in the rate of lens epithelial cell proliferation in
the absence of Spred1/2, we co-labeled our tracer study tissues with EAU, administered 1 h
prior to the collection of the E14.5 (E12.5 + 2) embryos. The number of actively proliferating
epithelial cells that labeled with EAU (green nuclei) displayed the same significant increase
as observed earlier (see Figure 4) in both control (Figure 6C,E) and Spred1/ 2CKO Jenses
(Figure 6D,F).

3.6. Loss of Spred1/2 in Lens Impacts Fiber Cell Numbers

Given the significant increase in the rate of lens fiber differentiation observed in the
Spred1/2¢KO lens, we compared the number of fiber cells (based on number of fiber cell
nuclei) in mid-saggital sections of Spred1/2“XC and control lenses. At E16.5, the lens
cortex had a higher fiber cell density in the Spred1/2X© lens (Figure 7B) compared to the
control lens (Figure 7A), particularly in the bow zone, where new secondary fibers form
(Figure 7B, arrows). The number of fiber cells in the Spred1/ 2CKO Jenses was significantly
higher at E12.5 (Figure 7E; 158 4+ 2.71, n = 6, p = 0.0022), E14.5 (Figure 7F; 203 + 10.42,
n=9,p=0.0028), and E16.5 (Figure 7G; 303 £ 1.095, n = 6, p = 0.0022) when compared
to the respective control lens, 112 4+ 6.49 (n = 6), 149 £ 7.92 (; n = 6) and 184 + 8.258
(n = 6). Postnatally, the fiber cell region once again appears to have a higher cell density
in the Spred1/2°X0 lens (Figure 7D) at P1 when compared to the control lens (Figure 7C);
however, when quantified (Figure 7H), there was no significant difference in fiber cell
numbers between control (225 + 30.25, n = 9) and Spred1/2%K® (292.7 & 50.71, n = 7)
lenses. It should be noted that there was no indication of cell death in the mutant lenses at
any stage.

3.7. Loss of Spred1/2 in Lens Impairs Crystallin Expression

The accumulation of 3- and y-crystallins is a hallmark feature of lens fiber cell dif-
ferentiation, and this was examined in both Spred1/2X® and control tissue throughout
lens development at E12.5, E14.5, E16.5, and P1 (Figure 8). (-crystallin labeling in the
Spred1/ 2CKO Jeng (Figure 8D,EH) was very similar to that of the control lens (Figure 8C,E,G)
from E14.5 to P1, with no notable differences in label; however, at E12.5, 3-crystallin levels
appeared relatively stronger in the newly formed fiber cell region and lens epithelium of the
Spred1/ 2CKO Jens (Figure 8B) when compared to the aged-matched control lens (Figure 8A).
When examining y-crystallin labeling, it appeared earlier in the fiber differentiation process,
with a relatively stronger label in the Spred1/2“XC lens (Figure 8],L,N,P) compared to
the control lens (Figure 8, K,M,0). From E12.5 (Figure 8]), the onset of y-crystallin also
appeared gestationaly earlier in the Spred1/2KO lens fibers compared to the control lens
(Figure 8I). This trend persisted with increasing age (Figure 8).
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Figure 7. Representative mid-sagittal sections of the fiber cell regions of control and transgenic mice
lenses stained with periodic-acid Schiff stain. The fiber cell region had a higher cell density in the
Spred1/ 2CKO (B,D) mice lens (E16.5 and P1 shown) when compared to control (A,C), particularly in
the bowzone region and newly formed fiber cell region (indicated by arrows). Quantitative analysis
of the number of fiber cells of mid-sagittal sections was collated. The average number of fiber cells
was as follows: at E12.5 (E), control 112 + 6.49 (1 = 6) and Spred1/2°%0 158 4+ 2.71 (n = 6, p = 0.0022);
at E14.5 (F), control 149 + 7.92 (n = 6) and Spred1/2°KC 203 4+ 10.42 (n = 9; p = 0.0028); at E16.5
(G), control 184 + 8.258 (1 = 6) and Spred1/2“KC 303 + 1.095 (1 = 6; p = 0.0022). Postnatally (H),
there was no significant difference in the fiber cell numbers between control (225 + 30.25, n = 9) and
Spredl/ 2CKO Jenses (292.7 4 50.71, n = 7). (Mann—-Whitney U test ** p < 0.01, error bars represent
SEM, scale bars 100 um.

3.8. Loss of Spred1/2 in Lens Cells Impairs FGF-Induced Lens Fiber Cell Differentiation

To validate our in situ findings, we prepared lens epithelial explants from P10 Spred1/2¢%O
and control mice and compared their ability to undergo lens fiber cell differentiation in response
to FGF2. FGF2-treated lens explants showed strong labeling for 3-crystallin in both control
(Figure 9E) and Spred1/2“KO (Figure 9F) lens cells when compared to explants not treated with
FGEF2 (Figure 9D). B-crystallin labeling was present in many of the Spred1/2K® (Figure 9F) cells
treated with FGF. These were not as elongated when compared to the differentiating fibers in
FGF-treated cells of control explants (Figure 9E). The membranous labeling of E-cadherin in the
epithelia of non-treated explants (Figure 9G) was lost in the FGF2 treatment groups, confirming
the loss of the epithelial phenotype as the cells underwent fiber cell differentiation. Other than
the resultant differentiating fibers induced by FGF in Spred1/2°K0 explants appearing less
elongated, we did not observe any noticeable differences in the onset or the rate of fiber cell
differentiation between the mutant and control lens cells.
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Figure 8. Immunolabeling for 3-crystallin and y-crystallin in control and transgenic mice lens at E12.5,
E14.5, E16.5, and P1. B-crystallin localization was investigated in control (A,C,E,G) and Spred1/ 2CKO
(B,D,F,H) embryonic sections. B-crystallin in the Spred1/2K© mice was highly expressed and
restricted to the fiber cells in the posterior region of the lens at ages E14.5-P1 (D,F,H) and had similar
expression when compared to the control (C,E,G). However, at E12.5, in the Spred1/ 2CKO Jens (B),
-crystallin levels appeared earlier and relatively stronger in the newly formed fiber cell region
(arrows), with elevated basal levels detected in the lens epithelium, when compared to age-matched
control (A). y-crystallin localization in control (I,K,M,0) and Spred1/ 2CKO (J,L,N,P) embryonic
sections. y-crystallin in the control lens is initially weak at the E12.5 (I) age of development, with low
expression in the fiber cells (dotted line highlights unlabeled lens). At E14.5 (K), expression levels
have increased to the whole fiber cell region, and its levels were further increased at E16.5 (M) and
at P1 (O). Alternatively, Spredl/ 2CKO mice showed high expression earlier at E12.5 (J), markedly
higher than that of the control (arrows). This was also the case at E14.5 (L), E16.5 (N), and P1 (P).
Scale bars, 50 pm.
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Figure 9. Representative micrographs of p-crystallin and E-cadherin in the explants of WT and
Spred1/2KO FGF2 (100 ng/mL) cultured lenses at P10. Explants were double labeled for both
-crystallin (D-F,J-L) and E-cadherin (G-I) and were counter stained with Hoechst (A-C,J-L) after
a 10-day treatment with a high dose of FGF2 (100 ng/mL). FGF2-treated lens explants showed
strong B-crystallin expression in both WT (E) and Spred1/2°KC (F) whole mounts when compared to
basal levels seen in the no-treatment control (D). 3-crystallin expression appeared to be stronger in
Spred1/2“K0 (F) when compared to WT (E). E-cadherin expression was seen to be lost in the FGF2
treatment groups in both WT (H) and Spred1/ 2CKO (1) explants. The non-treated control (G) retained
E-cadherin expression in the cell membrane. Scale bar, 50 um.

3.9. Spreds Negatively Regulate Phosphorylation of ERK1/2 in Lens Cells

As Spred proteins are reported to directly regulate the ERK1/2-signaling pathway,
we examined and compared the phosphorylation state of ERK1/2 in lens cells deficient
for Spredl and Spred2. Immunolabeling for phosphorylated ERK1/2 (pERK1/2) was
elevated and relatively stronger in the lenses of Spred1/2“X© mice compared to control
lenses throughout development (Figure 10). Spred1/2KO lenses showed increased levels
of pERK, particularly in the germinative and transitional lens regions at E12.5 (Figure 10B)
and E14.5 (Figure 10D), when compared to the control lens (Figure 10A,C). At E16.5 and P1,
compared to the control lens (Figure 10E,G), the Spred1/ 2CKO Jens (Figure 10EH) continued
to display an increased level of pERK1/2 labeling, with a prominent label in the transitional
zone and a robust label in the newly forming secondary fiber cells. This phenomenon
was also replicated in P10 lens epithelial wholemounts, demonstrating a significantly
(p = 0.0079) elevated level of pERK labeling in the untreated Spred1/2K© cells (Figure 10];
36.71 & 2.42 AU, n = 5) compared to control lens cells (Figure 10I; 20.30 £ 1.92 AU, n = 5).
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Figure 10. Inmunolabeling for pERK in transgenic mice lens at E12.5, E14.5, E16.5, and P1. pERK
immunoreactivity was investigated in control (A,C,E,G,I) and Spred1/ 2CKO mijce lenses (B,D,FH)).
Spred1/ 2CKO ghowed significantly increased levels of pERK, particularly in the germinative and

transitional regions at ages E12.5 (B) and E14.5 (D), when compared to control ((A,C) respectively).
At E16.5 and P1, Spred1/2KO tissue (F,H) had increased levels, particularly in the transitional and
newly forming primary fiber cell regions, when compared to control lens (E,G). P10 epithelial explants
shows a singificant increase in pERK expression in Spred1/2¢K0 explants (J) when compared to
control (I). (K) Quantitative analysis confirms this observation, with Spred1/ 2CKO Jenses exhibiting
higher pERK1/2 levels (36.71 & 2.42 AU, n = 5) compared to controls (20.30 + 1.92 AU, n = 5;
p = 0.0079), Mann-Whitney U test, AU—arbitrary units; error bars represent SEM. Scale bars, 50 um.

3.10. Sprouty1/2 Levels Increase in the Absence of Spred1/2 in the Lens

We investigated other related ERK/MAPK antagonists found in the lens, namely,
Sprouty1l and Sprouty2, to determine whether there was any putative compensatory rela-
tionship with the absence of Spreds, accounting for the postnatal recovery of the mutant
lens phenotype. Immunoreactivity for Sproutyl (Figure 11A-F) was seen throughout
the whole lens. The Spred1/2%KC lens showed a marked increase in levels of Sproutyl,
particularly in the fiber cells at E12.5 (Figure 11B) and E14.5 (Figure 11D), compared to
the control lens (Figure 11A,C). At E16.5, the levels of Sprouty1 in the Spred1/2K© lens
(Figure 11F) appeared to be similar and more consistent with the control lens (Figure 11E).
Sprouty2 immunoreactivity, like that for Sprouty1, was also observed throughout the whole
lens (Figure 11). The Spred1/2°KC lens showed markedly increased levels of Sprouty2,
particularly in the epithelium at E12.5 (Figure 11H) and E14.5 (Figure 11J), when compared
to the control lens (Figure 11G,I). By E16.5, the levels of Sprouty? in the Spred1/2K© lens
(Figure 11L) appeared to be relatively increased in the fiber cell region when compared to
the control lens (Figure 11K).
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Figure 11. Immunolabeling of Sproutyl and Sprouty2 expression in transgenic mice lens at E12.5,
E14.5, and E16.5. Sproutyl levels were investigated in control (A,C,E) and Spred1/ 2CKO (B,D,F) sec-
tions. Sprouty1 immunoreactivity was seen to be expressed throughout the whole lens. Spred1/2K0
showed significantly increased levels of Sproutyl at ages E12.5 (B) and E14.5 (D), particularly in
the fiber cell regions, when compared to control (A,C) respectively. At E16.5, levels of Sproutyl in
Spred1/2°KO (F) lens appeared to be consistent with the control (E) lens. Sprouty2 immunoreactivity
was seen to be expressed throughout the whole lens. Spred1/2XC showed markedly increased
levels of Sprouty? at ages E12.5 (H) and E14.5 (J), particularly in the epithelium in the form of clusters
(indicated by arrows), when compared to control (G,I) respectively. At E16.5, levels of Sprouty?2
in Spred1/2°K0 (L) appeared to be markedly increased in the fiber cell region of the lens when

compared to control (K). Scale bars, 50 um.

4. Discussion

This study examined the specific role of Spred1 and Spred2 during lens development
and growth. Our previous studies characterizing germline mutant mice deficient in Spred1
and/or Spred2 highlighted that the Spred proteins were not essential for early lens in-
duction or the formation of primary lens fiber cells; however, they were found to play
an important role in the growth of the embryonic lens [8]. In the absence of Spreds, lens
and eye size were significantly compromised, with evidence of aberrant lens epithelial cell
proliferation and fiber cell differentiation, which was associated with increased ERK1/2
activity in the lens [8].

The greatest limitation of using the germline knockout mice was that the loss of
Spreds conferred embryonic lethality at earlier stages of lens development; hence, we
could not effectively fully follow and characterize the eye phenotype. Given the mice had
microphthalmia, it was not clear whether the small lens phenotype was intrinsic to the lens
or the result of microphthalmia, suggesting Spreds could be acting more widely. In the
present study, we introduced a conditional knockout approach to circumvent embryonic
lethality and to fully characterize ocular lens development in the absence of Spred1 and
Spred2 specifically in the lens.

4.1. Conditional Loss of Spreds in Lens Results in Microphakia and Microphthalmia

Mice with lenses specifically deficient for Spred1 and Spred2 displayed microphakia,
confirming the loss of Spreds directly impacts the lens and is not the result of extrinsic
factors associated with germline deletion of both Spreds, as shown previously [8]. Interest-
ingly, though the severity of the small lens phenotype of CKO mice was comparable to that
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seen in germline knockout lines, there was a subsequent temporal recovery of lens size.
Using the MLR10-Cre line, we observed a specific deletion of Spreds at the lens vesicle stage,
from E10.5, and by E16.5, we had noticed a significant recovery in lens size, comparable to
control lenses. The small lens phenotype compromised whole eye development, further
highlighting a key role for the lens in regulating eye growth and development. The impact
on eye growth was shown in the double Spred CKO lines, as well as when Spred1 alone
was lost, but not in the absence of only Spred? from lenses.

Earlier studies reported that with retardation of lens growth, this can lead to microph-
thalmia, and in more severe cases, where there is aphakia (no lens formed), the surrounding
eye structures either subsequently degrade or do not develop [29-31]. Our current findings
align with these past studies, with the lens influencing the overall growth and shape of the
eye. With that said, we cannot rule out the notion that the inherent loss of Spreds can also
have a direct impact on the severity of the phenotype observed in the extra-lenticular ocular
structures, as it was seen to differ between the germline and tissue-specific knockout lines.

4.2. Spred Negatively Regulates Lens Epithelial Cell Proliferation

When the growth—in particular, the size of a tissue—is compromised, it is often
attributed to a decline in the rate of proliferation and aberrant differentiation, two key
cellular processes required for the development and sustained growth of the lens. In
our mutants with microphthalmia, we observed the opposite. In smaller lenses of the
Spred1/2%K0C mice, we found a significantly higher rate of lens epithelial cell proliferation
throughout embryogenesis and into early postnatal growth, which disrupted the lens
epithelial monolayer that remained multilayered. We validated this in vitro, using lens
epithelial explants prepared from these mutant Spred1/2X® mice, exposing them to a
proliferating dose of FGE. The rate of FGF-induced cell proliferation in these lens cells
was 10 percent greater than that seen with explants prepared from control lenses. This
is consistent with the fact that when Spred is overexpressed in lens epithelial cells, there
is an opposite, significant decrease in FGF-induced proliferation and cell numbers [7],
highlighting an important endogenous regulatory role for Spreds in lens cell proliferation.
Spred’s antagonism of lens cell proliferation is consistent with its negative role in other cell
types, including hematopoietic cells, keratinocytes, mast cells, and human hepatocellular
carcinoma cells [32-34].

Our findings align with similar studies overexpressing Sprouty in the lens, another
RTK antagonist related to Spreds. Elevated levels of Spry in the lens, like Spred, also lead
to a reduced number of lens epithelial cells, concomitant with a reduced rate of epithelial
cell proliferation [26]. Interestingly, in contrast to the Spred mutants we report here, mice
deficient for Spry in the lens do not show any significant changes to their proliferative
behavior [26,34].

4.3. Spred Negatively Regulates Lens Fiber Cell Differentiation (Elongation and Maturation)

The increase in the rate of lens cell proliferation we observed correlated with an
increase in the rate of fiber cell differentiation, verified using an in vivo tracer assay to
follow proliferating lens epithelial cells (see [27]). Over a 48 h period of rapid lens growth,
we monitored the rate of Spred1/2°XO mutant lens epithelial cells differentiating into
secondary fiber cells. The Spred1/2“X0 mutant lenses had significantly more labeled fiber
cells in the lens cortical region after the 48 h period compared to control lenses, indicating
an increased rate of fiber differentiation. These cells had also migrated further, deeper into
the cortex. Similarly, as we eluded to earlier for cell proliferation, we see a converse result
when Spred is overexpressed in lens cells, with impaired epithelial to secondary fiber cell
differentiation, as cells were retained in the transitional zone [7]. This trend also extends to
other RTK antagonists, such as Spry, with Spry2 overexpression in the lens demonstrating
a similar significant decrease in the number of labeled fiber cells moving into the lens
cortex [35]. Interestingly, using a novel co-tag of lens epithelia with BrdU and subsequently
EdU, we found that in the Spred mutant lens, more epithelial cells were undergoing fiber
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differentiation at the expense of epithelial cell renewal, with control lenses having a more
equitable share of new epithelial cells and fiber cells.

With the increased rate of fiber cell differentiation, we also observed notable differ-
ences in 3-crystallin labeling of the mutant lenses at E12.5 when compared to control lens,
with stronger labeling in the newly forming fibers. This was validated by the earlier onset
of y-crystallin labeling in mutant lenses at E12.5 and throughout development, suggesting
that the heightened rate of fiber differentiation was accompanied by an earlier primary and
secondary fiber cell maturation. Further studies investigating other molecular markers of
fiber cell differentiation and maturation and cell cycle regulators will provide a greater in-
sight into the regulatory ability of Spreds. Moreover, investigations into the morphological
changes associated with fiber cell maturation, including the onset of autophagy, would be
very informative, particularly during rapid lens growth at E16-18, where mice begin to
lose their fiber cell nuclei.

Together, we see that the combined phenotype in the lens epithelium and fiber cells
contributes to a smaller lens. Paradoxically, despite the heightened rate of lens cell prolifer-
ation and the differentiation into fiber cells, lens growth is temporally stalled. This may be
due to the fact that the hyperproliferative lens epithelia are mostly retained and become
multilayered, in place of an apical monolayer expanding over the fiber mass. Whether
Spreds play a role in maintaining the epithelial apical basal polarity for the cells to become
multilayered warrants further investigation. Moreover, though the rate of secondary fiber
differentiation is also pronounced in these mutants, the fact that fiber cell length—and most
likely their volume—is compromised, limits the height and area of the lens, impacting its
size. Given the differential expression of Spreds in the lens, it is still unclear whether these
two cellular defects (epithelial and fiber) are mutually exclusive or are interconnected to
result in microphakia. The single knockout lens phenotypes of Spred1 and Spred2 would
suggest the latter. We should also not rule out the differences in the regulation of the lens
cellular processes during embryogenesis vs. postnatally.

4.4. Spred Negatively Requlates ERK1/2 Signaling

Given the important role of Spred proteins as specific regulators of MAPK/ERK1/2
signaling [1,32,36], modulating cell behavior, it was important to evaluate the activity of
ERK1/2 in our mutant lenses. Earlier studies have linked the importance of the onset,
duration, and levels of ERK1/2 activity to determining cell fate and/or the rate of cellular
processes, such as lens epithelial cell proliferation and fiber cell differentiation [7,15,17,18].
We report significantly increased pERK1/2 levels in the lens in the absence of both Spred1
and Spred2, especially at early stages of development. The elevated levels of pERK1/2
were primarily observed in the germinative, transitional, and newly forming fiber cell
regions of the lens when compared to the control lens. This heightened activity of pERK1/2
most likely contributed to the elevated levels of lens cell proliferation and differentiation.

Ex vivo whole mounts of lens epithelia highlighted how effective Spreds are in sup-
pressing ERK1/2 phosphorylation, as lens cells isolated from mutants showed much
stronger endogenous ERK1/2 activity (phosphorylation) compared to equivalent tissue
from control lenses. Unlike the in vivo studies, there were no significant changes in the
localization of pERK1/2 in mutant mice lens epithelium when compared to the control.
This difference may be attributed to the fact that the in vivo study used embryonic tissue,
whereas the in vitro study used postnatal tissue.

Our findings are consistent with other studies examining Spry, another antagonist
shown to effectively inhibit the phosphorylation of ERK1/2 [37]. Disrupting Spry signaling
can be detrimental to ERK signaling, with the loss of both Spryl and Spry2 modulat-
ing ERK activation, with increased levels of its phosphorylation noted in Spry-deficient
lenses [34,35]. In contrast, elevated levels of Spry can mimic the functional loss of RTKs [37].
Overexpression of Spry?2 in lens cells was more active in suppressing ERK1/2 phospho-
rylation, with a subsequent block to cell proliferation, than overexpression of Spry1 [7].
Conditional loss of Mapkl (ERK2) in the lens supported this finding, with a reduction
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in epithelial cell proliferation and cell number embryonically [38]. Collectively, this is
consistent with Spred and Spry specifically targeting ERK1/2 signaling [1], which is largely
responsible for regulating lens epithelial cell proliferation [16] and maintaining the normal
lens epithelial cell population.

Our current findings perfectly complement our earlier studies examining the impact
of elevated Spred in the lens, resulting in decreased levels of pERK1/2 and a subsequent
reduction in lens cell proliferation and fiber differentiation [7]. Most interestingly, whether
Spred is lost or overexpressed in the lens, both scenarios result in a small lens phenotype
via two very different mechanisms. Although there may not be a direct link between
an increased rate of proliferation and differentiation to the overall size of the lens, any
modification of ERK activity clearly leads to aberrant signaling and communication between
lens cells, which is required for maintaining the correct size and structure of the lens,
emphasizing the importance of finely balanced cell signaling and its different positive and
negative regulators to ensure a defined physiological response.

4.5. Recovery of Spred-Deficient Embryonic Lens Size

One of the more interesting and novel findings to come from the current study was
the progressive recovery in size of mutant mice lenses during fetal growth. Though
different factors may have contributed to this phenomenon, we propose that other related
antagonists, such as Spry, may compensate for the loss of Spreds later in development, with
Spreds less critical for lens growth during the later stages of gestation.

We previously demonstrated the putative redundancy between different Spred pro-
teins [8], and we now extend this to other related antagonists, such as Spry, especially
given that they share a similar C-terminus (Sprouty-like cysteine-rich SPR domain) [39,40],
are co-localized in the lens, and both effectively block ERK1/2 signaling [37,41-45]. In
the present study, we report that in Spred-deficient lenses, Spry1 levels appear elevated
during early development (E12.5, —E14.5); however, by E16.5, they are comparable to
control lens levels, coinciding with the recovery of lens size. Spry2, on the other hand,
was also elevated at these early stages, but it continued to remain elevated throughout
later stages, particularly in the lens epithelium, suggestive of complementary behavior
between the Spred and Spry antagonists. Due to the challenge of isolating sufficient protein
from lens tissue at early embryonic ages, one of the greatest limitations was the ability
to quantify these early protein changes to support our proposed compensation between
these antagonists, opening the door for further investigation using transcriptomics and/or
alternate tissues and models.

Spry proteins may play a more significant role later in lens development, and this is
supported by previous studies from our laboratory and others, where the lenses of mutant
mice deficient for Spry do not show any major phenotype early in development [34,35].
Postnatally, however, the loss of Spryl and Spry2 in the lens leads to an epithelial to
mesenchymal transition (EMT) of lens epithelia and subsequent cataract associated with
an aberrant increase in ERK1/2 activity as well as TGF[3 /SMAD signaling [35]. Outside
of the lens, studies examining Spry expression in the telencephalon of developing mouse
embryos showed that Spry deletion had little to no effect on cell behavior at E12.5; however,
by E15.5, abnormalities in ERK phosphorylation were detected [46]. This trend is similar
to that seen in the lenses of Spry mutants, further supporting the fact that the primary
function of Spry may occur later in embryogenesis.

An alternate explanation for the recovery of size in Spred-deficient lenses may relate to
the temporal onset of Cre-recombinase using the MLR10-Cre-line to delete Spred1 [25]. Up
until E10.5, although the presumptive lens is deficient for Spred2, normal lens induction
and development proceeds with only Spredl. In fact, early in murine lens development,
Spred1 expression levels are approximately three times greater at E15-E18 than postnatally
at P6-P9 [47], implicating that it may be more active in earlier stages of lens development.
Taken with our observations, we propose that early lens development and growth may be
more dependent on Spred proteins compared to later stages, where related antagonists,
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such as Spry, and possibly even Sef [48], can effectively compensate for the loss of Spreds
we see here. Our current study, combined with findings from previous reports, suggest
that Spry and Spred family members tightly regulate the ERK/MAPK pathway, as well
as related cellular processes at various stages of development, to maintain lens size and
shape, resulting in the observed recovery.

5. Conclusions

Our previous findings using conventional germline KO mouse lines, further substanti-
ated in this study using conditional KO lines, clearly establish that microphthalmia and
the small lens phenotype intrinsic to the lens and is the direct result of Spred1/2 loss.
Furthermore, Spred1 and Spred2 are instrumental in modulating various cellular processes
essential for proper lens development by antagonizing the ERK/MAPK pathway and
modulating pERK1/2 levels, known to regulate important cellular processes, such as prolif-
eration and differentiation, to regulate normal lens development and growth. Additionally,
we see an eloquent compensatory system between related RTK antagonists, including
other homologues of Spred and Spry proteins, where they may play different roles to each
other in early embryonic and adult development. Spred proteins may be a putative target
for developing novel therapeutic treatments for different pathologies, given Spred is a
naturally occurring suppressor of cellular proliferation and differentiation. This extends
Spred’s importance well beyond lens development and pathology, sparking the attention
of researchers in various cancer and tumorigenesis fields.

Author Contributions: Conceptualization, FJ.L. and EW.; methodology, EW.; software, EW.; valida-
tion, EW. and E].L.; formal analysis, EW.; investigation, EW.; resources, FJ.L.; data curation, EW.;
writing—original draft preparation, EJ.L. and EW.; writing—review and editing, F].L.; visualization,
EW. and E].L.; supervision, EJ.L.; project administration, FJ.L.; funding acquisition, EJ.L. All authors
have read and agreed to the published version of the manuscript.

Funding: This research received no external funding but was supported by the Save Sight Institute.

Institutional Review Board Statement: All animal protocols were carried out in accordance with the
National Health Medical Research Council (Australia) guidelines and the Association for Research in
Vision and Ophthalmology. All procedures were approved by the Animal Ethics Committee, The
University of Sydney, NSW, Australia. (Project Number: 2015/844).

Informed Consent Statement: Not applicable.

Data Availability Statement: The raw data supporting the conclusions of this article will be made
available by the authors on request.

Acknowledgments: We would like to thank Akihiro Yoshimura (Keio University, School of Medicine,
Japan) for providing the Spred mice and Michael Robinson (Miami University, USA) for the MLR10
Cre-lines. FW was supported by a Sydney Eye Hospital Foundation Postgraduate scholarship.

Conflicts of Interest: The authors declare no conflicts of interest.

References

1. Wakioka, T.; Sasaki, A.; Kato, R.; Shouda, T.; Matsumoto, A.; Miyoshi, K.; Tsuneoka, M.; Komiya, S.; Baron, R.; Yoshimura, A.
Spred is a Sprouty-related suppressor of Ras signalling. Nature 2001, 412, 647-651. [CrossRef]

2. Bundschu, K.; Walter, U.; Schuh, K. Getting a first clue about SPRED functions. BioEssays 2007, 29, 897-907. [CrossRef]

3. Nobuhisa, I.; Kato, R.; Inoue, H.; Takizawa, M.; Okita, K.; Yoshimura, A.; Taga, T. Spred-2 suppresses aorta-gonad-mesonephros
hematopoiesis by inhibiting MAP kinase activation. J. Exp. Med. 2004, 199, 737-742. [CrossRef]

4. Inoue, H.; Kato, R.; Fukuyama, S.; Nonami, A.; Taniguchi, K.; Matsumoto, K.; Nakano, T.; Tsuda, M.; Matsumura, M.; Kubo, M;
et al. Spred-1 negatively regulates allergen-induced airway eosinophilia and hyperresponsiveness. J. Exp. Med. 2005, 201, 73-82.
[CrossRef]

5. Bundschu, K.; Knobeloch, K.-P,; Ullrich, M.; Schinke, T.; Amling, M.; Engelhardt, C.M.; Renné, T.; Walter, U.; Schuh, K. Gene
disruption of Spred-2 causes dwarfism. J. Biol. Chem. 2005, 280, 28572-28580. [CrossRef]

6.  Taniguchi, K.; Kohno, R.-L; Ayada, T.; Kato, R.; Ichiyama, K.; Morisada, T.; Oike, Y.; Yonemitsu, Y.; Maehara, Y.; Yoshimura, A.

Spreds are essential for embryonic lymphangiogenesis by regulating vascular endothelial growth factor receptor 3 signaling. Mol.
Cell. Biol. 2007, 27, 4541-4550. [CrossRef] [PubMed]


https://doi.org/10.1038/35088082
https://doi.org/10.1002/bies.20632
https://doi.org/10.1084/jem.20030830
https://doi.org/10.1084/jem.20040616
https://doi.org/10.1074/jbc.M503640200
https://doi.org/10.1128/MCB.01600-06
https://www.ncbi.nlm.nih.gov/pubmed/17438136

Cells 2024, 13, 290 22 of 23

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.
32.

Susanto, A.; Zhao, G.; Wazin, E; Feng, Y.; Rasko, J.E.; Bailey, C.G.; Lovicu, FJ. Spred negatively regulates lens growth by
modulating epithelial cell proliferation and fiber differentiation. Exp. Eye Res. 2019, 178, 160-175. [CrossRef] [PubMed]

Wazin, F,; Lovicu, EJ. The negative regulatory Spred1 and Spred2 proteins are required for lens and eye morphogenesis. Exp. Eye
Res. 2020, 191, 107917. [CrossRef] [PubMed]

Pasmant, E.; Gilbert-Dussardier, B.; Petit, A.; de Laval, B.; Luscan, A.; Gruber, A.; Lapillonne, H.; Deswarte, C.; Goussard,
P; Laurendeau, I.; et al. SPRED1, a RAS MAPK pathway inhibitor that causes Legius syndrome, is a tumour suppressor
downregulated in paediatric acute myeloblastic leukaemia. Oncogene 2015, 34, 631-638. [CrossRef]

Wang, ].; Wang, W.; Li, J.; Wu, L.; Song, M.; Meng, Q. miR182 activates the Ras-MEK-ERK pathway in human oral cavity
squamous cell carcinoma by suppressing RASA1 and SPRED1. OncoTargets Ther. 2017, 10, 667—-679. [CrossRef]

Ablain, J.; Xu, M.; Rothschild, H.; Jordan, R.C.; Mito, ].K.; Daniels, B.H.; Bell, C.E,; Joseph, N.M.; Wu, H.; Bastian, B.C.; et al.
Human tumor genomics and zebrafish modeling identify SPREDI loss as a driver of mucosal melanoma. Science 2018, 362,
1055-1060. [CrossRef]

Okada, M.; Yamane, M.; Yamamoto, S.; Otani, S.; Miyoshi, K.; Sugimoto, S.; Matsukawa, A.; Toyooka, S.; Oto, T.; Miyoshi, S.
SPRED2 deficiency may lead to lung ischemia-reperfusion injury via ERK1/2 signaling pathway activation. Surg. Today 2018, 48,
1089-1095. [CrossRef]

Sun, J.; Zhang, J.; Wang, Y.; Li, Y.; Zhang, R. A pilot study of aberrant CpG Island Hypermethylation of SPRED1 in acute Myeloloid
leukemia. Int. J. Med. Sci. 2019, 16, 324. [CrossRef]

Ullrich, M.; Amus, B.; Augustin, A.M.; Habich, H.; Abefler, M.; Machado, J.M.; Werner, E; Erkens, R.; Arias-Loza, A.-P;
Umbenhauer, S.; et al. SPRED2 deficiency elicits cardiac arrhythmias and premature death via impaired autophagy. J. Mol. Cell.
Cardiol. 2019, 129, 13-26. [CrossRef] [PubMed]

Le, A.-C.N.; Musil, L.S. FGF signaling in chick lens development. Dev. Biol. 2001, 233, 394-411. [CrossRef]

Iyengar, L.; Patkunanathan, B.; Lynch, O.T.; McAvoy, ] W,; Rasko, J.E.; Lovicu, EJ. Aqueous humour-and growth factor-induced
lens cell proliferation is dependent on MAPK/ERK1/2 and Akt/PI3-K signalling. Exp. Eye Res. 2006, 83, 667-678. [CrossRef]
[PubMed]

Iyengar, L.; Patkunanathan, B.; Mcavoy, ].W.; Lovicu, EJ. Growth factors involved in aqueous humour-induced lens cell
proliferation. Growth Factors 2009, 27, 50-62. [CrossRef]

Lovicu, EJ.; McAvoy, ].W. FGF-induced lens cell proliferation and differentiation is dependent on MAPK (ERK1/2) signalling.
Development 2001, 128, 5075-5084. [CrossRef] [PubMed]

Murphy, T.; Hori, S.; Sewell, ].; Gnanapragasam, V.J. Expression and functional role of negative signalling regulators in tumour
development and progression. Int. J. Cancer 2010, 127, 2491-2499. [CrossRef]

Kato, R.; Nonami, A.; Taketomi, T.; Wakioka, T.; Kuroiwa, A.; Matsuda, Y.; Yoshimura, A. Molecular cloning of mammalian
Spred-3 which suppresses tyrosine kinase-mediated Erk activation. Biochem. Biophys. Res. Commun. 2003, 302, 767-772. [CrossRef]
Engelhardt, C.M.; Bundschu, K.; Messerschmitt, M.; Walter, U.; Reinhard, M.; Schuh, K. Expression and subcellular localization of
Spred proteins in mouse and human tissues. Histochem. Cell Biol. 2004, 122, 527-538. [CrossRef] [PubMed]

Boros, J.; Newitt, P; Wang, Q.; McAvoy, J.W.; Lovicu, EJ. Sef and Sprouty expression in the developing ocular lens: Implications
for regulating lens cell proliferation and differentiation. Semin. Cell Dev. Biol. 2006, 17, 741-752. [CrossRef] [PubMed]

Zhao, G.; Wojciechowski, M.C ; Jee, S.; Boros, J.; McAvoy, ].W.; Lovicu, FJ. Negative regulation of TGF3-induced lens epithelial to
mesenchymal transition (EMT) by RTK antagonists. Exp. Eye Res. 2015, 132, 9-16. [CrossRef] [PubMed]

Zhao, G.; Bailey, C.G.; Feng, Y.; Rasko, J.; Lovicu, EJ. Negative regulation of lens fiber cell differentiation by RTK antagonists Spry
and Spred. Exp. Eye Res. 2018, 170, 148-159. [CrossRef] [PubMed]

Zhao, H.; Yang, Y.; Rizo, C.M.; Overbeek, P.A.; Robinson, M.L. Insertion of a Pax6 consensus binding site into the aA-crystallin
promoter acts as a lens epithelial cell enhancer in transgenic mice. Investig. Ophthalmol. Vis. Sci. 2004, 45, 1930-1939. [CrossRef]
[PubMed]

Shin, E.H.; Zhao, G.; Wang, Q.; Lovicu, E]. Sprouty gain of function disrupts lens cellular processes and growth by restricting
RTK signaling. Dev. Biol. 2015, 406, 129-146. [CrossRef]

Kallifatidis, G.; Boros, J.; Shin, E.H.H.; McAvoy, ].W.; Lovicu, E]J. The fate of dividing cells during lens morphogenesis, differentia-
tion and growth. Exp. Eye Res. 2011, 92, 502-511. [CrossRef]

Lovicu, F.; McAvoy, J.; Tsonis, P. Epithelial explants and their application to study developmental processes in the lens. Anim.
Models Eye Res. 2008, 10, 134-147.

Coulombre, A.].; Coulombre, J.L. Corneal development: III. The role of the thyroid in dehydration and the development of
transparency. Exp. Eye Res. 1964, 3, 105-114. [CrossRef]

Coulombre, A J.; Herrmann, H. Lens development: III. Relationship between the growth of the lens and the growth of the outer
eye coat. Exp. Eye Res. 1965, 4, 302-311. [CrossRef]

Bassnett, S.; Siki¢, H. The lens growth process. Prog. Retin. Eye Res. 2017, 60, 181-200. [CrossRef]

Nonami, A.; Kato, R.; Taniguchi, K.; Yoshiga, D.; Taketomi, T.; Fukuyama, S.; Harada, M.; Sasaki, A.; Yoshimura, A. Spred-1
negatively regulates interleukin-3-mediated ERK/mitogen-activated protein (MAP) kinase activation in hematopoietic cells.
J. Biol. Chem. 2004, 279, 52543-52551. [CrossRef]


https://doi.org/10.1016/j.exer.2018.09.019
https://www.ncbi.nlm.nih.gov/pubmed/30290165
https://doi.org/10.1016/j.exer.2020.107917
https://www.ncbi.nlm.nih.gov/pubmed/31923414
https://doi.org/10.1038/onc.2013.587
https://doi.org/10.2147/OTT.S121864
https://doi.org/10.1126/science.aau6509
https://doi.org/10.1007/s00595-018-1696-x
https://doi.org/10.7150/ijms.27757
https://doi.org/10.1016/j.yjmcc.2019.01.023
https://www.ncbi.nlm.nih.gov/pubmed/30771306
https://doi.org/10.1006/dbio.2001.0194
https://doi.org/10.1016/j.exer.2006.03.008
https://www.ncbi.nlm.nih.gov/pubmed/16684521
https://doi.org/10.1080/08977190802610916
https://doi.org/10.1242/dev.128.24.5075
https://www.ncbi.nlm.nih.gov/pubmed/11748143
https://doi.org/10.1002/ijc.25542
https://doi.org/10.1016/S0006-291X(03)00259-6
https://doi.org/10.1007/s00418-004-0725-6
https://www.ncbi.nlm.nih.gov/pubmed/15580519
https://doi.org/10.1016/j.semcdb.2006.10.007
https://www.ncbi.nlm.nih.gov/pubmed/17141539
https://doi.org/10.1016/j.exer.2015.01.001
https://www.ncbi.nlm.nih.gov/pubmed/25576668
https://doi.org/10.1016/j.exer.2018.02.025
https://www.ncbi.nlm.nih.gov/pubmed/29501879
https://doi.org/10.1167/iovs.03-0856
https://www.ncbi.nlm.nih.gov/pubmed/15161860
https://doi.org/10.1016/j.ydbio.2015.09.005
https://doi.org/10.1016/j.exer.2011.03.012
https://doi.org/10.1016/S0014-4835(64)80024-5
https://doi.org/10.1016/S0014-4835(65)80045-8
https://doi.org/10.1016/j.preteyeres.2017.04.001
https://doi.org/10.1074/jbc.M405189200

Cells 2024, 13, 290 23 of 23

33.

34.

35.

36.

37.

38.

39.
40.

41.

42.

43.

44.

45.

46.

47.

48.

Ishizaki, T.; Tamiya, T.; Taniguchi, K.; Morita, R.; Kato, R.; Okamoto, F; Saeki, K.; Nomura, M.; Nojima, Y.; Yoshimura, A. miR126
positively regulates mast cell proliferation and cytokine production through suppressing Spredl. Genes Cells 2011, 16, 803—-814.
[CrossRef]

Ma, X.-N,; Liu, X.-Y;; Yang, Y.-F; Xiao, F.-J.; Li, Q.-F; Yan, J.; Zhang, Q.-W.; Wang, L.-S.; Li, X.-Y.; Wang, H. Regulation of human
hepatocellular carcinoma cells by Spred2 and correlative studies on its mechanism. Biochem. Biophys. Res. Commun. 2011, 410,
803-808. [CrossRef] [PubMed]

Shin, E.H.H.; Basson, M.A.; Robinson, M.L.; McAvoy, ].W.; Lovicu, EJ. Sprouty is a negative regulator of transforming growth
factor 3-induced epithelial-to-mesenchymal transition and cataract. Mol. Med. 2012, 18, 861-873. [CrossRef] [PubMed]

King, J.A.J.; Straffon, A.F.L.; D’Abaco, G.M.; Poon, C.L.C.; Stacey, T.T.I.; Smith, C.M.; Buchert, M.; Corcoran, N.M.; Hall, N.E,;
Callus, B.A.; et al. Distinct requirements for the Sprouty domain for functional activity of Spred proteins. Biochem. J. 2005, 388,
445-454. [CrossRef] [PubMed]

Casci, T,; Vin6s, J.; Freeman, M. Sprouty, an intracellular inhibitor of Ras signaling. Cell 1999, 96, 655-665. [CrossRef]

Upadhya, D.; Ogata, M.; Reneker, L.W. MAPK1 is required for establishing the pattern of cell proliferation and for cell survival
during lens development. Development 2013, 140, 1573-1582. [CrossRef]

Bundschu, K.; Walter, U.; Schuh, K. The VASP-Spred-sprouty domain puzzle. J. Biol. Chem. 2006, 281, 36477-36481. [CrossRef]
McClatchey, A.L; Cichowski, K. SPRED proteins provide a NF-ty link to Ras suppression. Genes Dev. 2012, 26, 1515-1519.
[CrossRef]

Lee, S.H.; Schloss, D.J.; Jarvis, L.; Krasnow, M.A.; Swain, ].L. Inhibition of angiogenesis by a mouse sprouty protein. J. Biol. Chem.
2001, 276, 4128-4133. [CrossRef] [PubMed]

Hanafusa, H.; Torii, S.; Yasunaga, T.; Nishida, E. Sproutyl and Sprouty2 provide a control mechanism for the Ras/MAPK
signalling pathway. Nat. Cell Biol. 2002, 4, 850-858. [CrossRef] [PubMed]

Reich, A.; Sapir, A.; Shilo, B.-Z. Sprouty is a general inhibitor of receptor tyrosine kinase signaling. Development 1999, 126,
4139-4147. [CrossRef] [PubMed]

Yusoff, P; Lao, D.-H.; Ong, S.H.; Wong, E.S.M.; Lim, ].; Lo, T.L.; Leong, H.F,; Fong, C.W.; Guy, G.R. Sprouty?2 inhibits the Ras/MAP
kinase pathway by inhibiting the activation of Raf. . Biol. Chem. 2002, 277, 3195-3201. [CrossRef] [PubMed]

Sasaki, A.; Taketomi, T.; Kato, R.; Saeki, K.; Nonami, A.; Sasaki, M.; Kuriyama, M.; Saito, N.; Shibuya, M.; Yoshimura, A.
Mammalian Sprouty4 suppresses Ras-independent ERK activation by binding to Rafl. Nat. Cell Biol. 2003, 5, 427-432. [CrossRef]
Faedo, A.; Borello, U.; Rubenstein, ].L.R. Repression of Fgf signaling by sprouty1-2 regulates cortical patterning in two distinct
regions and times. J. Neurosci. 2010, 30, 4015-4023. [CrossRef]

Khan, S.Y.; Hackett, S.E,; Lee, M.-C.W.; Pourmand, N.; Talbot, C.C.; Riazuddin, S.A. Transcriptome profiling of developing murine
lens through RNA sequencing. Investig. Ophthalmol. Vis. Sci. 2015, 56, 4919-4926. [CrossRef]

Newitt, P; Boros, ].; Madakashira, B.P.; Robinson, M.L.; Reneker, L.W.; McAvoy, ].W.; Lovicu, EJ. Sef is a negative regulator of
fiber cell differentiation in the ocular lens. Differentiation 2010, 80, 53-67. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


https://doi.org/10.1111/j.1365-2443.2011.01529.x
https://doi.org/10.1016/j.bbrc.2011.06.068
https://www.ncbi.nlm.nih.gov/pubmed/21703232
https://doi.org/10.2119/molmed.2012.00111
https://www.ncbi.nlm.nih.gov/pubmed/22517312
https://doi.org/10.1042/BJ20041284
https://www.ncbi.nlm.nih.gov/pubmed/15683364
https://doi.org/10.1016/S0092-8674(00)80576-0
https://doi.org/10.1242/dev.081042
https://doi.org/10.1074/jbc.R600023200
https://doi.org/10.1101/gad.197434.112
https://doi.org/10.1074/jbc.M006922200
https://www.ncbi.nlm.nih.gov/pubmed/11053436
https://doi.org/10.1038/ncb867
https://www.ncbi.nlm.nih.gov/pubmed/12402043
https://doi.org/10.1242/dev.126.18.4139
https://www.ncbi.nlm.nih.gov/pubmed/10457022
https://doi.org/10.1074/jbc.M108368200
https://www.ncbi.nlm.nih.gov/pubmed/11698404
https://doi.org/10.1038/ncb978
https://doi.org/10.1523/JNEUROSCI.0307-10.2010
https://doi.org/10.1167/iovs.14-16253
https://doi.org/10.1016/j.diff.2010.05.005

	Introduction 
	Materials and Methods 
	Animals 
	Mating and Embryonic Tissue Collection 
	PCR Genotyping 
	Histology 

	Cell Proliferation 
	BrdU Incorporation 
	EdU Incorporation 

	Lens Epithelial Explants 
	Analysis 

	Results 
	Conditional Knockout of Spred1 and Spred2 in the Murine Lens 
	The Loss of Spred1/2 in Lens Results in Microphakia 
	Increased Epithelial Cell Population in Spred1/2-Deficient Lenses 
	Spred1/2-Deficient Lenses Have Increased Rates of Epithelial Cell Proliferation 
	Loss of Spred1/2 in the Lens Impacts the Rate of Fiber Cell Differentiation 
	Loss of Spred1/2 in Lens Impacts Fiber Cell Numbers 
	Loss of Spred1/2 in Lens Impairs Crystallin Expression 
	Loss of Spred1/2 in Lens Cells Impairs FGF-Induced Lens Fiber Cell Differentiation 
	Spreds Negatively Regulate Phosphorylation of ERK1/2 in Lens Cells 
	Sprouty1/2 Levels Increase in the Absence of Spred1/2 in the Lens 

	Discussion 
	Conditional Loss of Spreds in Lens Results in Microphakia and Microphthalmia 
	Spred Negatively Regulates Lens Epithelial Cell Proliferation 
	Spred Negatively Regulates Lens Fiber Cell Differentiation (Elongation and Maturation) 
	Spred Negatively Regulates ERK1/2 Signaling 
	Recovery of Spred-Deficient Embryonic Lens Size 

	Conclusions 
	References

