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Abstract

In the mature eye, three distinct tissue fates, retina, ciliary body, and iris, arrange with a strict linear organization along the
central (back) to peripheral (front) axis. The establishment of this topographical relationship within the optic vesicle is not
well understood. We use a targeted vital labeling strategy to test the derivation of mature eye tissues from the optic vesicle
of the chick embryo. Fate mapping uncovers two distinct origins of the neural retina. Contrary to expectations, the central
neural retina has a discrete origin within the posterior optic vesicle. The peripheral retina derives from the distal optic
vesicle, sharing a common origin with more peripheral tissue fates. This study identifies for the first time two distinct retinal
sub-domains, central and peripheral, which arise during embryogenesis. Identification of these discrete retinal
compartments provides a framework for understanding functional and disease processes throughout retinal tissue.
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Introduction

The morphogenesis of the vertebrate eye begins as a lateral

evagination of the anterior neural tube. As development proceeds,

continued lateral expansion creates a distinct optic vesicle that is in

contact with the surface ectoderm. During the growth process in

the chick, the simple vesicle contorts and shifts, as neural crest and

paraxial mesoderm invade the area; this can be observed in

transverse sections through the region [1,2]. After a period of

contact with the overlying surface ectoderm, a portion of the distal

optic vesicle (OV) invaginates. Invagination creates a bilayered

optic cup (OC) with an inner and outer layer, and a lip or

hingepoint where the epithelium folds back upon itself. The

invagination is most apparent in the dorsal aspect of the vesicle;

the ventral half of the eye does not fully invaginate until after an

additional day of development [2]. Once the optic cup forms, the

inner layer differentiates as the sensory neural retina, and the outer

layer differentiates as retinal pigmented epithelium (RPE). The

optic cup lip (OCL), which is formed as a result of optic cup

morphogenesis, acts a progenitor pool for further peripheral eye

growth. The OCL becomes the pupil margin in the fully

differentiated eye [3].

The mature optic cup is patterned along all three of its axes

(dorsal-ventral (DV), nasal-temporal (NT), and central-to-periph-

eral [also commonly referred to as anterior-posterior, with anterior

being closest to the lens, as in the anterior segment]). Dorsal-

Ventral and Nasal-Temporal patterning influence how the retinal

neurons connect to the brain. Central to peripheral pattering in

the OC results in distinct tissues (retina, ciliary body, iris),

occupying progressively central to peripheral positions within the

eye. During development, this axis is observed in the central to

peripheral gradient of neuronal maturation in the retina and the

difference in neuronal derivatives from central versus peripheral

progenitors [4,5,6,7,8,9,10].

A lineage boundary has been described along the dorsal-ventral

axis of the eye, and is most likely established during optic vesicle

stages [11]. However, there is no assessment of a lineage boundary

along the central-to-peripheral axis. In a previous study, we

demonstrated that much of the mature eye was derived from cells

that originally resided at the optic cup lip, including significant

portions of the peripheral retina. OCL-derived cells did not

populate the central retina [3]. Peripheral retina was not,

therefore, an expansion of the central retinal domain, but part

of the ongoing central to peripheral growth and maturation

gradient of the optic cup from the optic cup lip.

There are several unique anatomical structures that define the

central retina in adult eyes and yet very little understanding of how

these features develop. Although there are inter- and intra-species

differences (for example, birds have an avascular retina, and

among mammals, only primates have a fovea centralis), all

vertebrates have their area of highest visual acuity in the central

retina. This region is often cone-rich, a zone where the neuroblasts

have never produced rod photoreceptors. There are human

syndromes that preferentially affect the development of central

retina/macula, while the peripheral retina develops normally [12].

A central-to-peripheral axis has been described by fish mutants,

which identify genetic differences between central and peripheral

eye development [13,14]. Together with our previous lineage

tracing, these studies are consistent with potential functional

differences in central versus peripheral retina arising as a result of

underlying differences in developmental histories.
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The present study shows that domains giving rise to A) central

neural retina, B) central RPE, or C) optic cup lip can be identified

in the OV. Contrary to expectations, the distal tip of the optic

vesicle gives rise to the OCL and not the central neural retina

within the optic cup. Our findings lead to a new fate map of the

OV, in which the distal tip of the optic vesicle gives rise to the

OCL, and then to the majority of the peripheral retina. Finally, we

propose that there are distinct developmental histories, in terms of

potential microenvironments and gene expressions, such that the

future optic cup lip and thus peripheral retina is a different

compartment than the central retina.

Methods

Embryo Handling and Harvest
Fertilized chicken eggs (Gallus gallus domesticus) were obtained

from a local breeder (Petaluma Farms, CA) and incubated in

a humid incubator at 39uC until Hamburger Hamilton stage (HH)

9/10. For in-ovo injections, embryos were visualized by opening

the eggshell and injecting contrast ink below the embryo.

Following injection, eggshells were resealed with parafilm

(Pechiney Plastic Packaging, Chicago IL) and embryos re-

incubated until ages required. For ex-vivo manipulations, embryos

were cultured, ventral side up, according to the modified New

Culture method [15]. Embryos were harvested by dissecting free

of extra-embryonic tissues, fixation in 2% Paraformaldehyde in

PBS for 2 hours at room-temperature, followed by extensive

washing in PBS.

Replication-incompetent Retrovirus
Proviral plasmids encoding GFP expression driven by a spleen

necrosis virus [16,17] were used for virus production as previously

described [18]. Briefly, proviral and VSV-G plasmids were

transfected into a Phoenix packaging cell line with stably

incorporated gag and pol genes [19]. Virus supernatant was

concentrated by ultracentrifugation and virus titer determined

using a D17 cell line (Dog Osteosarcoma, ATCC catalog number

CCL-183). Polybrene was added to a final concentration of

100 mg/ml to supernatant before storing aliquots at 280uC.

Dye/Virus Injections
DiI (1,19-dioctadecyl-3,3,3939-tetramethylindocarbocyanine

perchlorate, Molecular Probes, Portland OR) and diO (3,39-

dioctadecyloxacarbocyanine perchlorate, Molecular Probes, Port-

land OR) were diluted in tetraglycol (T3396; Sigma Chemical

Co.). Concentrated virus supernatant was mixed with CellTrack-

erTM Green CMFDA (5-Chloromethylfluorescein Diacetate)

(Molecular Probes) to permit confirmation of injection site. Dye

or virus solution was back-loaded into pulled glass microcapillary

pipettes. The vitelline membrane over the head was opened to

expose the optic vesicle, capillary positioned, and dye/virus

solution injected using a Harvard Instruments pressure injector

to deliver the smallest observable amount to the basal surface of

the optic vesicle epithelium. Images were captured to record

labeling position and embryos re-incubated for between 36 and 72

hours.

Imaging and Scoring
Dye labeling was assessed in fixed embryos by capturing images

with a Leica MZ16F stereomicroscope fitted with a Jenoptik

ProgRes MF camera. Virus embryos were similarly imaged prior

to fixation. Images were compiled using Adobe Photoshop v11.0.2

(Adobe Systems) and ImageJ v1.44o (National Institutes of Health,

USA). Measurements of dye position were carried out using Image

J. For distal OV label, the point where the embryonic midline

crossed the longest axis of the optic vesicle was marked, a vector

between the dye label in the distal OV and this point drawn, and

the angle to the midline measured (Fig. 1M). For optic cups, a line

was drawn to split the lens into equal nasal and temporal halves.

The midpoint of the line was marked and the angles occurring at

the intersection of this midpoint and the vector to the start/stop of

dye in the OCL measured. These measurements translate the

circumference of the OCL as 360 degrees, starting at the temporal

choroid fissure and progressing clockwise to the nasal side of the

choroid fissure. The measurements were plotted, OV position (y-

axis) against the OC position (x-axis), to allow assessment of

distribution of original OV labeling around the resulting optic cup.

Cryo-sectioning and Immunohistochemistry
Embryo heads were sunk in PBS containing 20% sucrose and

embedded in a 1:1 solution 20% sucrose in PBS: OCT (Sakura

Finetek, Torrance CA). Blocks were frozen on dry ice. Serial

cryosections (10 mm) were collected and processed to visualize dye

labeling or for immunohistochemistry. Sections for immunohisto-

chemistry were blocked in PBS: 1% bovine serum albumen: 10%

normal goat serum for 30 minutes before incubation in the same

solution containing primary antibodies overnight at 4uC, followed
by secondary antibody for 1 hour at room temperature. All

sections were mounted in DAPI (49,6-diamidino-2-phenylindole)

containing mounting media (Vector Labs, Burlingame, CA).

Primary antibodies used were mouse anti-Collagen IX clone

2C2 (Developmental Studies Hybridoma Bank [DSHB], Iowa

City, IA), mouse anti-HuC (Molecular Probes, Portland, OR),

rabbit anti-GFP (Rockland Immunochemicals, Gilbertsville PA),

mouse anti-Lhx1 clone 4F2 (Developmental Studies Hybridoma

Bank [DSHB], Iowa City, IA), rabbit anti-Lhx2/9 (a kind gift of

Dr. Jane Dodd, Columbia University), diluted to 1:250, 1:100,

1:2000, 1:250, 1:1000 respectively. Antibody labeling was

visualized with complimentary secondary antibodies conjugated

with Alexa488 or 594 (Molecular Probes, Portland OR).

Comparable neighboring sections were similarly processed omit-

ting primary antibody to control for non-specific secondary

antibody labeling. Images were collected using a Nikon E800

microscope fitted with a Spot RT3 camera.

Results

Prevalent models of eye development in higher vertebrates are

based on the assumption that terminal eye compartments, that is

the neural retina, RPE and the future ciliary body/iris, are largely

fixed once the optic vesicle has morphed into a cup [20,21]. There

are few unbiased studies that address directly the optic vesicle

(OV) origin of tissues within the optic cup (OC). We have recently

described a substantial contribution from the OCL, at the margin

of the OC, to the neural retina and retinal-pigmented epithelium.

To determine the contribution of OV territories, we directly

targeted the optic vesicle with vital dyes and assessed the

subsequent dye distribution within the optic cup.

The Optic Cup Lip, not Central Retina, Derives from the
Distal OV
The distal OV is purported to give rise to neural retinal in the

central region of the OC [22,23]. To examine directly the

contribution of the distal OV to the optic cup, focal dye injections

were targeted around the distal optic vesicle and the embryos re-

incubated for 36 hours, by which time the optic cup had formed.

Embryos were examined in wholemount and after cryo-sectioning

to score the distribution of dye. Optic cup labeling was scored

Identification of Embryonic Retinal Subdomains
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according to the following criteria: OCL label, dye in the optic cup

lip plus equal dye in anterior inner and outer layers; Neural Retina

label, dye confined to the inner layer; RPE label, dye confined to the

outer layer (Figure 1A). Models predict that dye targeted to the

distal-most OV should contribute to the neural retina in the

central optic cup (Fig. 1A, red dots). However, such labeling

consistently resulted in dye in the dorsal optic cup, radiating from

the OCL towards the central eye (Figures 1B, 1C, L). Sections

through the plane of the dye showed that dye was present in the

OCL and inner and outer layers of the peripheral optic cup

Figure 1. The Peripheral not Central Optic Cup Originates in the Distal Optic Vesicle. A: Scheme of the predicted distribution of dye
directed to the OV of an HH10 embryo. The distal-most tip (red) is predicted to generate central neural retina. Central RPE is predicted to arise from
the dorsal OV (yellow dots). OCL (green dots) origin is not known B: Dorsal view of a 12-somite embryo after DiI targeted to the distal OV (red arrow).
C: Lateral view of the embryo in B following re-incubation. Dye distributed to the dorsal eye, from the OCL towards the central eye (white bar).
Asterisk marks dye in the ectoderm. Pink line marks boundary between lens and OCL. D–G: Coronal sections of the embryo in B, C. D: Lower
magnification for orientation. E–F: Dye in the dorsal OCL. Dye is present in the OCL and adjacent inner and outer layers (arrows). G: Dye is absent in
both central neural retinal and RPE. H: DiI (red) and DiO (green) targeted to anterior and posterior distal OV. I: The embryo in H following re-
incubation. DiO is distributed around the temporal OCL (green arrows) and DiI around the nasal OCL (red arrows). J–K: Transverse section through an
embryo targeted at the anterior distal OV. Dye is restricted to the OCL and into the peripheral inner and outer layers (arrow). L: Graph showing dye
distribution in the optic cup following distal OV labeling. Most embryos showed dye distributed to the OCL and excluded from the central neural
retina or RPE.M: Scheme of the measuring strategy to analyze dye distribution. N: Plot of the distribution of distal OV targets against the midpoint of
dye distribution around the OCL. Targeting through the posterior to anterior of the distal OV trends from temporal to nasal OCL. NR-neural retina,
RPE-retinal pigmented epithelium, OCL-optic cup lip, L-lens, A-anterior, P-posterior, Pr-proximal, Di-distal, D-dorsal, V-ventral, T-temporal, N-nasal, OV-
optic vesicle, OCL-optic cup lip. Scale bars = 100 mm.
doi:10.1371/journal.pone.0061422.g001
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Figure 2. Identification of Central Optic Cup Fields in the Optic Vesicle. A: Schematic dorsal view of an optic vesicle at HH9/10 summarizing
non-distal OV zones. B: Dye targeted to the posterior OV (arrow). C–E: Coronal sections of B following re-incubation. C: Low magnification. D–E:
Higher magnification showing dye distributed in the central neural retina (red arrows). Dye is excluded from the OCL and posterior RPE. F: Dorsal
view with DiI at the distal OV (red arrow) and DiO proximal (green arrows). G–I: Coronal section through the embryo in F following reincubation. G:
DiI is distributed to the OCL. The central limit of DiI distribution is indicated (red arrow). H: DiO is distributed through the central RPE. The peripheral
limit of DiO distribution is indicated (green arrow). I: Composite of G/H. DiI (red) in the OCL and DiO (green) in the central RPE do not overlap. J:
Dorsal view of dye label proximal in the OV (red arrow). K: The same embryo following re-incubation. Dye is constrained towards the back of the eye
(arrow). Pink line marks boundary between lens and OCL. L–N: Coronal sections through the embryo in J, K. L: DiI (red arrows) is in the central RPE
and brain (red arrows) but absent from other eye domains. M: Higher magnification of the boxed area in L. DiI (red arrows) is distributed in the

Identification of Embryonic Retinal Subdomains
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(Figs. 1D–F). No dye was present in the inner or outer layers of the

central aspect of the optic cup (Fig. 1D, G). This distribution is

consistent with classification as OCL label.

Gene expression studies, which form the basis of a distal OV

origin of neural retina, do not allow fine delineation of the distal

extreme of the vesicle and neighboring territories around the edge

of the OV. Therefore, dye was targeted around the distal OV,

from where it abuts the mesoderm posteriorly to the correspond-

ing point in the anterior OV, to examine differences in resulting

dye distribution. If, as predicted, the distal OV is the origin of the

neural retina, targeting around its extent should result in dye

distribution into the central neural retina. In contrast, labeling any

point of the distal OV resulted in dye only in the OCL (Fig. 1L

55/60 embryos). Other dye distribution patterns were infrequent:

OCL+RPE (1/60 embryos), OCL+central neural retina (2/60

embryos), and OCL+ central RPE+central NR (2/60 embryos).

Label directed at the anterior or posterior aspects of the distal OV

distributed to the nasal or temporal OCL respectively (Fig. 1H–K).

Again, dye was excluded from either the RPE or neural retina in

the central optic cup.

These data demonstrate the distal optic vesicle gives rise solely

to the OCL in the dorsal eye. To more stringently examine the

distribution of dye from distal OV labeling around the circum-

ference of the early optic cup, the position of dye label and

resultant distribution was measured (Fig. 1M). Measuring the

position of distal OV position relative to the midline and the

resultant position of the dye in the OC (Fig. 1M) allowed direct

evaluation of distribution of distal OV label to specific areas in the

optic cup (Fig. IN). This mapping demonstrated that the entire

distal optic vesicle contributed to OCL in a stereotypic pattern

with posterior through anterior OV distributing from temporal

through nasal OCL (Fig. 1N).

Together, these data identify that the distal optic vesicle does

not give rise to neural retina, or RPE in the central optic cup but,

instead, is the precursor of the optic cup lip for the dorsal eye.

Derivation of Central Optic Cup Tissues
The previous experiments demonstrate the origin of the OCL

and also highlight that the central neural retina and RPE in the

dorsal optic cup are not labeled by targeting the distal OV at

HH9/10. To determine the origin of these tissues, the same dye

labeling strategy was employed to expand beyond the distal OV.

Injections were targeted to the dorsal OV, proximal to the distal

edge, and anterior and posterior to the sites that gave rise to OCL

(Fig. 2). Dye distribution was scored as previously, and designated

neural retina or retinal pigmented epithelium when the label was

confined to the respective single cup layer and not involving the

OCL. Additionally, dye distribution was scored as CNS where dye

was absent from the eye but present in the brain.

Central neural retina from the caudal OV. Neural Retina

was the least frequent dye distribution observed. The posterior

OV, immediately adjacent to paraxial mesoderm, was the only

position that consistently gave rise to neural retina (Figs. 2B–E, S,

red). The resulting neural retina label in the OC was only observed

immediately dorsal to the optic stalk (Figs. 2D–E).

Central RPE from the dorsal OV. The origin of the RPE

that overlies the central neural retina in the optic cup was

examined. RPE-only dye distribution was observed from dye

targeted to the dorsal OV, just adjacent to its distal extreme

(Figs. 2F–I, S, yellow). As seen for central neural retina, discrete

RPE label was situated dorsal to the optic stalk (Figs. 2F–H).

Labeling the distal OV and adjacent dorsal OV demonstrated the

linear relationship between the presumptive OCL and posterior

RPE (Figs. 2F–I); distal OV label distributed to the OCL,

including peripheral inner and outer layers (Figs. 2G, I), and

proximal OV label was situated in a more central position within

the optic cup (Figs. 2H, I).

In addition to dye distribution that was restricted to the central

RPE, dorsal OV targeting also resulted in dye that distributed both

to the central RPE and into the brain (Figs. 2 J–N). Following re-

incubation, dye restricts to a discrete spot in the dorsal optic cup

(Fig. 2K, arrow). Sections confirmed dye was in optic epithelium.

In coronal section, dye was present in the central RPE and brain

(Fig. 2L). In a nearby section, the label was seen in a continuous

line of label through the central RPE, presumptive optic stalk, and

adjacent brain (Fig. 2M), highlighting a gradation of eye and brain

fate in the OV. Splitting embryos into two groups according to

age, it was apparent that dye was distributed to the central RPE

from the 50 mm of dorsal OV immediately proximal to its distal

extreme in embryos containing 8–10 somite pairs. This RPE zone

expanded to 100 mm in embryos containing 11–12 somite pairs

(data not shown). In contrast the distance from the midline to the

proximal limit of the RPE zone remained similar between the two

ages suggesting a directed expansion of the RPE precursor

territory from the distal OV, rather than a generalized growth of

the entire tissue.

Targeting dye to areas outside regions shown to give OCL or

central RPE and neural retina (Fig. 2A, grey shading) resulted in

no dye label in the optic cup (Figs. 2O–R). The exact distribution

of dye label into these territories beyond the OC was not fully

examined here. Together with demarcation of the area of the OV

that gives rise to eye, the data demonstrate that eye territory within

the OV is restricted to the distal 50–100 mm of the OV between

HH9 and 10.

As expected, the ventral optic cup was unlabeled after dorsal

targeting at optic vesicle stages [11]. Although several studies

involving surgical ablation have demonstrated that the ventral

portion of the optic vesicle is required for eye morphogenesis, we

did not find that the ventral most aspect gave rise to any label in

the dorsal OC in unmanipulated embryos (data not shown)

[5,22,24].

The Relative Contribution of Central versus OCL Derived
Precursors
Vital dye labeling allows tracking over shorter time periods, but

dilution and spread make it unsuitable for longer-term fate

tracking in proliferative cell populations. A GFP-expressing

replication-incompetent retrovirus [18] was mixed with a fluores-

cent vital dye and targeted to territories that dye labeling had

identified as precursors for central neural retina, central RPE, and

OCL. The fluorescent tracker allowed confirmation of injection

central RPE and in the brain. N: More temporally positioned section through the optic stalk. DiI is distributed from the central RPE through the optic
stalk to the brain (red arrows). O–R: Optic vesicle labeling distributing in non-eye tissues. O, Q: Optic vesicle labeling in HH9 embryos. P, R:
Distribution of dye in the CNS (arrows) following the labeling in O and Q respectively. No dye was distributed to the eye. S: Scheme summarizing dye
distribution of OV dye labels into the central OC. Central RPE arose from the dorsal OV (yellow) and central NR from the posterior OV, adjacent to
paraxial mesoderm (red). Proximal OV label distributed label to the CNS (grey). OV-optic vesicle, CNS-central nervous system, L-lens, NR-neural retina,
RPE-retinal pigmented epithelium, A-anterior, P-posterior, Pr-proximal, Di-distal, D-dorsal, V-ventral, b-brain, L-lens. Scale bars = 100 mm.
doi:10.1371/journal.pone.0061422.g002
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Figure 3. Central and Peripheral Optic Vesicle Domains are Traced to Differentiated Tissues of the Optic Cup. A: Dorsal view of HH10
embryo. GFP-expressing retrovirus, mixed with Cell-Tracker CMFDA, targeted to distal tip of optic vesicle (green fluorescein signal). B: Embryonic day
4; GFP+ cells visible in the eye (green arrowheads). Arrowed line indicates plane of sections. C: Section analysis of eye in B. Labeled cells organized in
a spoke pattern extending from the optic cup lip (Box E) into the Hu+ neural retina (asterisk). Inset panel: Adjacent section of area at white asterisk,
showing GFP-expressing neurons, including axon-extending ganglion cells. D, E: Adjacent sections of boxed zones in C; regions are slightly more
nasal (N) or temporal (T) than boxed areas, indicated in mm. D: Pairs of labeled cells found at the edge of the Hu+ maturation zone. E: Labeled cells
found in inner and outer layer at optic cup lip (yellow asterisk). F: Virus/CMFDA solution applied to the posterior optic vesicle. G: Day 4; indistinct

Identification of Embryonic Retinal Subdomains
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site and virus allowed tracking of fates through later stages of

development, into tissues that express definitive fate markers

(Fig. 3).

Dye labeling predicted that targeting virus to the distal OV

would give rise to an OCL distribution in the optic cup. To

effectively target only the distal tip, a small portion of surface

ectoderm was removed and the dye-virus mixture applied

externally to the OV. As predicted, wholemount examination of

distal targets showed GFP expression in the peripheral eye at E4,

extending from the OCL towards the central eye (Figs. 3A, B).

Serial sections through the plane of the GFP expressing zone

confirmed that GFP-expressing cells were found throughout the

inner and outer layers of the optic cup. The labeled population

extended through the Hu+ neural retina (Figs. 3C, inset and 3D)

to the collagen IX-expressing optic cup lip (Fig. 3E). Virus labeling

showed that, even after substantial growth, the cells originally at

the distal tip of the optic vesicle do not populate the central retina

but are widespread through more peripheral neural retina and

anterior eye tissue.

In contrast, targeting virus to the posterior optic vesicle adjacent

to the paraxial mesoderm gave deep labeling, removed from the

peripheral eye, in wholemount views (Figs. 3F, G). Sections

confirmed the presence of GFP-expressing cells confined to the

inner, central neural retina layer (Figs. 3H,I), accounting for the

weak signal seen in the wholemount embryo (Fig. 3G). GFP-

expressing cells co-localized with Hu expression, confirming the

neuronal identity of the tissue. Additionally, GFP expressing axons

were present (Fig. 3I, yellow arrows). Matching the results with

dye, this targeting distributed to central neural retina positioned

dorsal to the optic stalk.

As with dye labeling, targeting the dorsal OV (Fig. 3J)

distributed GFP-expressing cells to the central RPE (Fig. 3L,M).

GFP-expressing cells were constrained to a small area dorsal to the

optic stalk. Co-expression of MitF confirmed their identity as

pigmented epithelium.

Viral-mediated labeling marked fewer cells than dye, but the

permanent tagging allowed a clearer picture of the exact

distribution of progeny of infected cells. Our previous studies

have indicated a substantial contribution from the OCL to the OC

[3], therefore we were interested in the overall extent of label after

targeting the precursor of the OCL versus the central NR or

central RPE.

Analysis of the GFP+ content of every section of the infected

eyes showed that the OCL-labeled populations extended over

1800 mm from peripheral to central. The section shown in Fig. 3C

captured both the most peripheral (at the OCL) and most central

positions. In comparison, after labeling the presumptive central

neural retina in the OV, GFP+ cells were found in 18 adjacent

sections, in the same relative position within the optic cup; Fig. 3H

represents a section from the center of the area. After targeting the

RPE domain, the GFP+ population was spread over approxi-

mately 22 sections; one representative 10 mm section from the

middle of the population is presented (Fig. 3L). Again, GFP+ cells

were in the same relative position within the central aspect of the

optic cup.

The OCL-labeled populations were followed over 80 adjacent

serial sections; that is, there were GFP+ representatives in every

one of the 80 sections. The boxed areas in Fig. 3C show the

relative position of portions of the optic cup that are filled with

GFP+ cells in adjacent sections slightly nasal (Fig. 3D) or temporal

(Fig. 3E); the section plane did not allow visualization of the

complete central-peripheral spread of GFP-expressing cells in

a single section. These data confirm and extend our previous

demonstration that OCL-derived cells populate the neural retina

during embryonic development [3].

Sub-domains within the HH10 Optic Vesicle
The expression patterns of several relevant eye transcription

factors were examined in coronal sections through HH10 optic

vesicles, to highlight the site of injection that labels central neural

retina versus OCL. (Fig. 4). We looked at the expression of three

eye field transcription factors that have been shown to induce

ectopic neural retina tissue: Sox2, Pax6 and Lhx1 [25,26,27]. We

also looked at Lhx2, a LIM-domain family member related to

Lhx1; LIM family members identify regional sub-patterning in

several neural regions [28,29,30]. When viewed in a coronal

section, Sox2 Pax6 and Lhx2 are found throughout the proximal-

distal axis of the OV, in a basically overlapping pattern. (Fig. 4C–

E). Lhx1, in contrast, was expressed in the posterior portion of the

OV and into the neural tube (Fig. 4F). Lhx1 overlapped with Lhx2

(and Pax6) in the posterior OV, where the paraxial mesoderm

contacts the neuroepithelium (Fig. 4G, H). Thus, at HH12, the

future central neural retina can be defined as a sub-domain that

expresses Pax6, Lhx2, Sox2 and Lhx1. In comparison, the future

OCL domain does not express Lhx1.

The data here tested a prevalent model of eye development,

whereby the distal optic vesicle gives rise to the central portion of

the neural retina. We found instead that the distal OV is the

precursor of the optic cup lip, the most anterior part of the eye.

The concept that OC tissues are segregated in the OV was also

examined. We found that, for the dorsal eye, three optic cup

domains could be demarked in the vesicle: central neural retina,

central RPE, and OCL.

Discussion

Previous optic vesicle mapping studies placed the central neural

retina at the distal OV [22,23]. Upon invagination this domain is

thought to displace to the back of the eye, becoming the central

retina [31]. Our previous studies identified the OCL as a pro-

genitor pool for more peripheral regions of the OC: peripheral

retina, ciliary body, and iris. To examine the relationship between

these central and peripheral eye domains at earlier developmental

stages, we undertook to fate map the OV to determine 1) the

origin of the OCL and 2) if the central/peripheral retinal domains

represent distinct units in the eye primordia.

Compared to previous lineage analyses, we recorded three

significant differences in OV topography (Fig. 5):

GFP+ area visible through eye tissue (green arrowhead). Deep position of GFP within the inner layer accounts for weak signal. H: Section analysis of
eye in G. Labeled cells found only in central neural retina. I: Magnification of boxed area in H; GFP+ neurons in retinal columns and extending axons
towards optic nerve (yellow arrows). J: Virus/CMFDA applied to dorsal surface of optic vesicle, proximal to distal edge. K: Day 4; GFP+ cells visible in
eye (asterisk). L: Sections reveal that visible GFP+ cells are in ectoderm over the optic tissue (green asterisk). Within eye, GFP+ cells found in central
RPE (boxed area). M: Magnified view of boxed area on adjacent section, stained for MitF (RPE nuclei), showing GFP-expressing RPE cells (yellow
arrow). Labeled cells found only in central RPE. 12 embryos were processed for virus evaluation. Antibodies as indicated, blue is DAPI-stained nuclei.
Blue x’s indicate auto-fluorescent blood cells, white dashes on D,I indicate RPE layer. Scale bars = 100 mm D/T-dorsotemporal, V/N-ventronasal, D-
dorsal, V-ventral, N-nasal, os-optic stalk.
doi:10.1371/journal.pone.0061422.g003
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1) The central neural retina can be traced from a distinct

domain at the posterior aspect of the OV;

2) The future growth center at the OCL can be traced from the

distal tip of the OV, and directly contributes extensively to

the peripheral neural retina during embryonic stages;

3) The central RPE can be traced from the dorsal OV.

These data highlight dual origins of the neural retina from OV

stages, and marker expression suggests a similar compartmental-

ization (Fig. 4). Also, an ongoing peripheral growth bias during

optic cup morphogenesis is uncovered that reflects well docu-

mented central to peripheral differentiation gradients that occur

concurrent with eye development. Superficially this observation

would appear to concur with current models depicting an early

segregation of eye fates. However, permanent tagging of OV

territories with retrovirus demonstrates that the OV domains

reflect the graded central- peripheral maturation of the optic cup

and that, in contrast to the models, the OCL territory does not

predict a terminal OC fate as ciliary body/iris (Fig. 5).

Embryonic Basis for a Peripheral versus Central
Subdivision in the Adult Retina
The central eye domains that emerge in the OV are positioned

in distinct territories. This study does not address whether these

tissues are already determined towards a single fate at the time of

labeling. However, it is apparent that their positioning will expose

them to specific micro-environments likely to influence their final

fate. The future central neural retina of the optic vesicle, at the

same ages used for tagging experiments, co-expresses Pax6, Lhx1,

Lhx2, and Sox2; Lhx1 expression is highest in that posterior

quadrant and the domain of expression does not enlarge at later

stages (data not shown, [27]). These four factors are part of

a transcriptional network that can induce ectopic eyes outside of

the nervous system in Xenopus [32]. Pax6, Sox2 and Lhx1 each

individually can induce neural retina tissue from the RPE in the

chick when mis-expressed [25,26,27]. Lhx2 cannot induce ectopic

eye tissue by itself, and was not added to the cocktail in the

Xenopus model, but is apparently involved, as it always induced

during ectopic eye formation [27,32]. The ultimate mechanism

through which these factors induce/integrate to create neural

retinal fields is still unknown. Pax6 and Lhx2 are required for the

transition from OV to OC, and they are independent, in that they

do not regulate the others expression. [33,34,35]. Mechanistically,

Pax6 is proposed to keep the OV in an undifferentiated state, and

Lhx2 may work to maintain BMP expression at OV stages

[33,34,36]. Specific mechanisms for the role Sox2 and Lhx1 in

optic tissue are still unknown, although both Sox2 and Lhx1

upregulate FGF; it is not clear if this is direct or indirect [26,27]. It

is premature to assume that the melange of nuclear localized

protein expression in posterior versus distal optic vesicle is

tantamount to specifying the central neural retina. Rather, it is

an indication that there is some sub-division in this stage OV.

At HH12+ (17 somites), labeling applied using the same

targeting criteria (the junction of the posterior optic vesicle and

the contacting mesoderm) labels the temporal OCL; the central

Figure 4. The Expression of Eye Field Transcription Factors
subdivides the Optic Vesicle. A–H: Coronal sections through HH10

optic vesicles immuno-labeled as indicated on panels. A: DAPI stained
coronal section, to highlight the relevant tissues. Asterisk indicates the
paraxial mesenchyme in contact with the posterior optic vesicle. Green
arrow indicates the targeted site of injection for labeling the central
neural retina in previous figures. B: Graphic representation of sections
with axes labeled for orientation. C–F: Single immunostaining as
indicated. G, H: Double immunostaining as indicated. Scale Bar in A
applies to panels C–H. Scale bars = 100 mm.
doi:10.1371/journal.pone.0061422.g004
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neural retina domain has shifted, as expected, towards the surface

ectoderm (data not shown). A role for sheet and/or cell movement

during the transition from vesicle to cup is possible. Recently,

experiments comparing fish and chick eye development highlight-

ed rotational cell movements during OV growth in the fish, and it

was proposed that similar movements occur during chick OV

development [37]. This could be one explanation, and the easiest.

However, none of our labeled embryos produced patterns

consistent with a rotational pattern of growth. In cases where

embryos were taken out at early stages of OC initiation, or in our

tracing of the linear expansion of the RPE domain on the dorsal

OV, we found more support for the model of linear proximo-distal

growth from the neural tube/diencephalon. [38,39]. Superimpos-

ing these movements directly onto the chick embryo might be

premature; the fish optic vesicle has unique developmental features

not found in terrestrial vertebrates. For instance, in fish the OV

begins as a solid ball of cells, not as an epithelial sheet that extends

from the neural tube [40]. Also OC formation is dependent on cell

proliferation in mouse, chick and frog, but not so in fish

[37,41,42,43,44]. Our continuing studies on the specification

and development of the central neural retina will address how cell

migration and/or proliferation integrate to position this compart-

ment within the OC.

Lineage analysis by vital dye labeling was used by Dutting and

Thanos [22] and their study produced the textbook model of OV

patterning, in which the central neural retina is established at the

distal tip of the OV. Generally, lineage studies have excluded the

peripheral retina, the RPE, and ciliary body/iris from analysis,

and older endpoints were assayed, which accounts for why an

OCL-driven growth pattern has never been described

[11,22,23,45,46]. Also, because lipophilic dye injections can leave

crystals within target tissues, it is relevant to distinguish between

primary and potential secondary labelings from the included

crystal. In this study, DiI/DiO label was scored only if it was

clearly associated with a cell membrane; eyes with large ultra-

bright crystals were not included (Fig. 1). In our methods,

fluorescent dye was added at minimal enough levels that it had

diluted beyond detection after 36 hours; this is in the same range

of time that electroporated transcripts such as GFP dilute out of

chick cells and therefore it is not to be expected that DiI labeled

cells should be observable much past 2 days after application in

a proliferative tissue [47]. Finally, permanent labeling via

retrovirus replicated the dye findings and revealed the final

position of labeled cells within a clearly formed and compartmen-

talized optic cup (Fig. 3).

We have concentrated in this study on the dorsal optic cup.

Ventral OV labeling was carried out to examine any contribution

of the ventral OV to the dorsal OC. Labeling the ventral OV, at

the stages used here, distributed to the optic stalk/presumptive

choroid fissure and brain but never to the dorsal OC (data not

shown). Our preliminary observations indicate that the ventral OC

is formed later than the dorsal, from cells that occupy the choroid

fissure, and which originated in the ventral OV.

Whether our fate map of the avian eye is directly transferable to

understanding eye growth in the mammalian eye remains open to

testing. The direct lineage analysis presented here is not easily

done in the mammalian system. However, in support of conserved

mechanisms, cre-driven lineage analysis in the eye has been

interpreted as presenting distinct origins for peripheral and central

retina [48].

Figure 5. Mapping Central and Peripheral Eye Domains. Schematic summary of optic vesicle fate mapping results. A: Three distinct optic cup
domains can be defined in the dorsal optic vesicle at HH9/10; OCL at the distal OV (green), central RPE situated more proximally (yellow), and central
NR at the posterior OV (red). B: Distribution of dye from OV labeling in a forming optic cup at E3. Distinct central NR (red) and RPE (yellow) zones are
constrained to the optic cup dorsal to the optic stalk. Distal OV/OCL label (green) distributes equally to inner and outer layers at initial OC stages. C:
Representation of labeling results correlated with fate domains of NR, RPE, and anterior inner and outer eye fates at E4.5. Central RPE and NR zones
remain restricted to the central eye. An anterior bias is evident in the extent of OCL derived OC tissue, which traverses the boundary between NR and
presumptive ciliary body/iris. A-anterior, P-posterior, D-dorsal, V-ventral, Cen-central, Per-peripheral, L-lens, RPE-retinal pigmented epithelium, NR-
neural retina, OV-optic vesicle, OCL-optic cup lip, OC-optic cup, se-surface ectoderm, os-optic stalk.
doi:10.1371/journal.pone.0061422.g005
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Sustained Output from the Optic Cup Lip Correlates with
the Central-to-peripheral Axis
We have uncovered distinct OV origins of central and

peripheral eye tissues, revising earlier models of eye morphogen-

esis (Fig. 5). We propose that only a limited central portion of the

retina is distinct in the optic vesicle. The central neural retina

domain was uncovered in the posterior OV adjacent to the

paraxial mesoderm (green arrowhead in Fig. 4A). Sections through

newly formed optic cups showed that after morphogenesis, this

domain is situated directly behind the lens. Likewise, the central

RPE, labeled on the dorsal surface of the optic vesicle, comes to

rest in an equivalent position in the outer layer of the OC.

The peripheral eye originates at the distal OV. Dye labeling

shows that the total of the labeled spots comprise a field of cells

that form into the OCL around the dorsal eye. As with direct

OCL targeting [3], labeling OCL precursors results in sustained

distribution of progeny to both inner and outer OC layers. The

same distal OV labeling protocol with a GFP-expressing

replication-incompetent retrovirus, to extend the observable

period, demonstrates that the cells of the distal tip create

a population that extends from the OCL through the peripheral

retina but do not extend into the central neural retina (Fig. 4). This

population inhabits a zone that expresses neuronal differentiation

markers, and crosses into a previously postulated position-de-

pendent expansive ‘‘pre-neurogenic zone’’, that is expected to

mature into a neurogenic zone as the microenvironment changes

[49].

While timing of labeling almost certainly allows distinct central

OC precursor to be identified, more importantly, it highlights

differences in embryonic history that may contribute to overt

functional differences between central and peripheral retina:

central retina emerges early from a common eye niche and is

never incorporated into the OCL niche that distributes progeny

throughout the remainder of the eye. Further study is required to

understand both external patterning that acts upon central and

peripheral eye domains leading to fate determination, and the

intrinsic cell changes that may reflect timing of emergence from

a common progenitor niche. The distinct micro-environments that

central RPE and neural retina precursors occupy in the optic

vesicle allow speculation of adjacent tissues that may be involved

in fate assignment and differences in protein expression will likely

allow perturbation of these compartments. Similarly, examination

of differences in cell potential along the proximo-distal axis of the

optic vesicle may unveil stepwise commitment of cells towards

a particular eye fate. With the resolution afforded by the finite

unbiased fate tracing herein, stringent interpretation of optic

vesicle perturbation is possible. The demarcation of two distinct

retinal domains, that are established during embryogenesis, will

allow renewed evaluation of human diseases that are specific to

either retinal sub-domain.

Acknowledgments

Thanks to Dr. Jane Dodd for generously sharing their dwindling supply of

Lhx2/9 antibody. Also thanks are given to Paulina Cuenca and Candy

Liang, who participated in initiating studies.

Author Contributions

Conceived and designed the experiments: SJV TM JH. Performed the

experiments: SJV JH. Analyzed the data: SJV TM JH. Wrote the paper:

SJV TM JH.

References

1. Hilfer SR, Yang JW (1980) Accumulation of CPC-precipitable material at apical

cell surfaces during formation of the optic cup. Anat Rec 197: 423–433.

2. Bellairs R, Osmond M (1998) The Atlas of Chick Development. London:

Academic Press.

3. Venters SJ, Cuenca PD, Hyer J (2011) Retinal and anterior eye compartments

derive from a common progenitor pool in the avian optic cup. Mol Vis 17:

3347–3363.

4. Braisted JE, McLaughlin T, Wang HU, Friedman GC, Anderson DJ, et al.

(1997) Graded and lamina-specific distributions of ligands of EphB receptor

tyrosine kinases in the developing retinotectal system. Dev Biol 191: 14–28.

5. Schulte D, Peters MA, Sen J, Cepko CL (2005) The rod photoreceptor pattern is

set at the optic vesicle stage and requires spatially restricted cVax expression.

J Neurosci 25: 2823–2831.

6. Young RW (1985) Cell proliferation during postnatal development of the retina

in the mouse. Brain Res 353: 229–239.

7. Livesey FJ, Cepko CL (2001) Vertebrate neural cell-fate determination: lessons

from the retina. Nat Rev Neurosci 2: 109–118.

8. Adler R (2000) A model of retinal cell differentiation in the chick embryo. Prog

Retin Eye Res 19: 529–557.

9. Agathocleous M, Harris WA (2009) From progenitors to differentiated cells in

the vertebrate retina. Annu Rev Cell Dev Biol 25: 45–69.

10. McCabe KL, Gunther EC, Reh TA (1999) The development of the pattern of

retinal ganglion cells in the chick retina: mechanisms that control differentiation.

Development 126: 5713–5724.

11. Peters MA, Cepko CL (2002) The dorsal-ventral axis of the neural retina is

divided into multiple domains of restricted gene expression which exhibit

features of lineage compartments. Dev Biol 251: 59–73.

12. Michaelides M, Jeffery G, Moore AT (2012) Developmental macular disorders:

phenotypes and underlying molecular genetic basis. Br J Ophthalmol 96: 917–

924.

13. Link BA, Darland T (2001) Genetic analysis of initial and ongoing retinogenesis

in the zebrafish: comparing the central neuroepithelium and marginal zone.

Prog Brain Res 131: 565–577.

14. Wehman AM, Staub W, Meyers JR, Raymond PA, Baier H (2005) Genetic

dissection of the zebrafish retinal stem-cell compartment. Dev Biol 281: 53–65.

15. Chapman SC, Collignon J, Schoenwolf GC, Lumsden A (2001) Improved

method for chick whole-embryo culture using a filter paper carrier. De-

velopmental dynamics : an official publication of the American Association of

Anatomists 220: 284–289.

16. Mikawa T, Fischman DA, Dougherty JP, Brown AM (1991) In vivo analysis of

a new lacZ retrovirus vector suitable for cell lineage marking in avian and other

species. Exp Cell Res 195: 516–523.

17. Dougherty JP, Temin HM (1986) High mutation rate of a spleen necrosis virus-

based retrovirus vector. Mol Cell Biol 6: 4387–4395.

18. Venters SJ, Dias da Silva MR, Hyer J (2008) Murine retroviruses re-engineered

for lineage tracing and expression of toxic genes in the developing chick embryo.

Dev Dyn 237: 3260–3269.

19. Swift S, Lorens J, Achacoso P, Nolan GP (2001) Rapid production of

retroviruses for efficient gene delivery to mammalian cells using 293T cell-

based systems. Curr Protoc Immunol Chapter 10: Unit 10 17C.

20. Davis N, Yoffe C, Raviv S, Antes R, Berger J, et al. (2009) Pax6 dosage

requirements in iris and ciliary body differentiation. Dev Biol 333: 132–142.

21. Kubota R, McGuire C, Dierks B, Reh TA (2004) Identification of ciliary

epithelial-specific genes using subtractive libraries and cDNA arrays in the avian

eye. Dev Dyn 229: 529–540.

22. Dutting D, Thanos S (1995) Early determination of nasal-temporal retinotopic

specificity in the eye anlage of the chick embryo. Dev Biol 167: 263–281.

23. Shin SK, O’Brien KM (2009) Progenitor cells of the rod-free area centralis

originate in the anterior dorsal optic vesicle. BMC Dev Biol 9: 57.

24. Hirashima M, Kobayashi T, Uchikawa M, Kondoh H, Araki M (2008)

Anteroventrally localized activity in the optic vesicle plays a crucial role in the

optic development. Dev Biol 317: 620–631.

25. Azuma N, Tadokoro K, Asaka A, Yamada M, Yamaguchi Y, et al. (2005)

Transdifferentiation of the retinal pigment epithelia to the neural retina by

transfer of the Pax6 transcriptional factor. Hum Mol Genet 14: 1059–1068.

26. Ishii Y, Weinberg K, Oda-Ishii I, Coughlin L, Mikawa T (2009) Morphogenesis

and cytodifferentiation of the avian retinal pigmented epithelium require

downregulation of Group B1 Sox genes. Development 136: 2579–2589.

27. Kawaue T, Okamoto M, Matsuyo A, Inoue J, Ueda Y, et al. (2012) Lhx1 in the

proximal region of the optic vesicle permits neural retina development in the

chicken. Biology Open Advance Online Publication: August 31, 2012, doi:

10.1242/bio.20121396.

28. Bulchand S, Grove EA, Porter FD, Tole S (2001) LIM-homeodomain gene

Lhx2 regulates the formation of the cortical hem. Mech Dev 100: 165–175.

29. Liem KF, Jr., Tremml G, Jessell TM (1997) A role for the roof plate and its

resident TGFbeta-related proteins in neuronal patterning in the dorsal spinal

cord. Cell 91: 127–138.

Identification of Embryonic Retinal Subdomains

PLOS ONE | www.plosone.org 10 April 2013 | Volume 8 | Issue 4 | e61422



30. Wilson SI, Shafer B, Lee KJ, Dodd J (2008) A molecular program for

contralateral trajectory: Rig-1 control by LIM homeodomain transcription
factors. Neuron 59: 413–424.

31. Kim HT, Kim JW (2012) Compartmentalization of vertebrate optic neuroe-

phithelium: external cues and transcription factors. Molecules and cells 33: 317–
324.

32. Zuber ME, Gestri G, Viczian AS, Barsacchi G, Harris WA (2003) Specification
of the vertebrate eye by a network of eye field transcription factors. Development

130: 5155–5167.

33. Hagglund AC, Dahl L, Carlsson L (2011) Lhx2 is required for patterning and
expansion of a distinct progenitor cell population committed to eye de-

velopment. PLoS One 6: e23387.
34. Hill RE, Favor J, Hogan BL, Ton CC, Saunders GF, et al. (1991) Mouse small

eye results from mutations in a paired-like homeobox- containing gene. Nature
354: 522–525.

35. Porter FD, Drago J, Xu Y, Cheema SS, Wassif C, et al. (1997) Lhx2, a LIM

homeobox gene, is required for eye, forebrain, and definitive erythrocyte
development. Development 124: 2935–2944.

36. Marquardt T, Ashery-Padan R, Andrejewski N, Scardigli R, Guillemot F, et al.
(2001) Pax6 is required for the multipotent state of retinal progenitor cells. Cell

105: 43–55.

37. Kwan KM, Otsuna H, Kidokoro H, Carney KR, Saijoh Y, et al. (2012) A
complex choreography of cell movements shapes the vertebrate eye. De-

velopment 139: 359–372.
38. Holt CE, Harris WA (1993) Position, guidance, and mapping in the developing

visual system. J Neurobiol 24: 1400–1422.
39. Uemonsa T, Sakagami K, Yasuda K, Araki M (2002) Development of dorsal-

ventral polarity in the optic vesicle and its presumptive role in eye

morphogenesis as shown by embryonic transplantation and in ovo explant

culturing. Dev Biol 248: 319.
40. Schmitt EA, Dowling JE (1994) Early eye morphogenesis in the zebrafish,

Brachydanio rerio. J Comp Neurol 344: 532–542.

41. Lee HY, Wroblewski E, Philips GT, Stair CN, Conley K, et al. (2005) Multiple
requirements for Hes 1 during early eye formation. Dev Biol 284: 464–478.

42. Philips GT, Stair CN, Young Lee H, Wroblewski E, Berberoglu MA, et al.
(2005) Precocious retinal neurons: Pax6 controls timing of differentiation and

determination of cell type. Dev Biol 279: 308–321.

43. Zhao L, Saitsu H, Sun X, Shiota K, Ishibashi M (2010) Sonic hedgehog is
involved in formation of the ventral optic cup by limiting Bmp4 expression to the

dorsal domain. Mech Dev 127: 62–72.
44. Li Z, Hu M, Ochocinska MJ, Joseph NM, Easter SS, Jr. (2000) Modulation of

cell proliferation in the embryonic retina of zebrafish (Danio rerio). Dev Dyn
219: 391–401.

45. Matsuno T, Itasaki N, Ichijo H, Nakamura H (1992) Retinotectal projection

after partial ablation of chick optic vesicles. Neurosci Res 15: 96–101.
46. Fekete DM, Perez-Miguelsanz J, Ryder EF, Cepko CL (1994) Clonal analysis in

the chicken retina reveals tangential dispersion of clonally related cells. Dev Biol
166: 666–682.

47. Momose T, Tonegawa A, Takeuchi J, Ogawa H, Umesono K, et al. (1999)

Efficient targeting of gene expression in chick embryos by microelectroporation.
Dev Growth Differ 41: 335–344.

48. Mori M, Metzger D, Garnier JM, Chambon P, Mark M. (2002) Site-specific
somatic mutagenesis in the retinal pigment epithelium. Invest Ophthalmol Vis

Sci 43: 1384–8.
49. Yang HJ, Silva AO, Koyano-Nakagawa N, McLoon SC (2009) Progenitor cell

maturation in the developing vertebrate retina. Dev Dyn 238: 2823–2836.

Identification of Embryonic Retinal Subdomains

PLOS ONE | www.plosone.org 11 April 2013 | Volume 8 | Issue 4 | e61422


