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Abstract

The mechanisms by which sex is determined, and how a sexual phenotype is stably maintained during adulthood, have been the focus of
vigorous scientific inquiry. Resources common to the biomedical field (automated staining and imaging platforms) were leveraged to provide
the first immunofluorescent data for a reptile species with temperature induced sex reversal. Two four-plex immunofluorescent panels were
explored across three sex classes (sex reversed ZZf females, normal ZWf females, and normal ZZm males). One panel was stained for chromatin
remodeling genes JARID2 and KDM6B, and methylation marks H3K27me3, and H3K4me3 (Jumonji Panel). The other CaRe panel stained for
environmental response genes CIRBP and RelA, and H3K27me3 and H3K4me3. Our study characterized tissue specific expression and cellular
localization patterns of these proteins and histone marks, providing new insights to the molecular characteristics of adult gonads in a dragon
lizard Pogona vitticeps. The confirmation that mammalian antibodies cross react in P. vitticeps paves the way for experiments that can take
advantage of this new immunohistochemical resource to gain a new understanding of the role of these proteins during embryonic development,
and most importantly for P. vitticeps, the molecular underpinnings of sex reversal.

Summary sentence
Immunostaining of important chromatin modifiers, histone marks, and environmental response proteins across the three functional sexes in
Pogona vitticeps shows protein dynamics differ between males, females, and sex reversed females.

Keywords: fluorescent immunostainingi, mmunohistochemistry, gonad proteins, gonad morphology, protein expression

Introduction

The phenotypic sex of an animal governs many aspects of their
life history and their reproductive success. The mechanisms by
which sex is determined, and how a sexual phenotype is stably
maintained during adulthood, have been the focus of vigorous
scientific inquiry. Across vertebrates, sex is determined by
a variety of mechanisms that exist on a spectrum between
genetic sex determination (GSD) and environmental sex deter-
mination (ESD). In GSD systems, sex is controlled by genes
on sex chromosomes, whereas ESD systems sex determination
is flexible and sensitive to a wide variety of environmental
stimuli. Although species typically possess one system or the
other, but discovery of species with sex governed by gene–
environment interactions is increasing [1]. Examples of such
species are few and poorly characterized [2]. An exception
is the emerging model organism, the central bearded dragon
(Pogona vitticeps). Pogona vitticeps has sex microchromo-
somes (female heterogamety, ZZ/ZW; [3]), however their
influence can be overridden by high incubation temperatures
(>32◦C) in ZZ males [4]. This triggers sex reversal, so that ZZ

males develop as phenotypic females. As such, this species
possesses a sex determination system ideally suited to studying
the influences of both sex chromosomes and the environment
on sex. Sex reversed ZZf females differ from concordant ZWf
females in several biological aspects, including karyotype,
behavior, morphology, reproduction, and gene expression [5–
7], though the two female sex classes do not differ in bite force
[8].

Molecular resources supporting the study of sex differences
in P. vitticeps are increasing [7, 9–11], but much remains
to be characterized. For example, little is known about the
adult gonadal phenotypes in P. vitticeps, and nothing is known
about protein expression or localization (see [12–16] for pro-
tein expression in other reptile species). To better understand
protein dynamics of adult gonads of P. vitticeps, we selected
for immunofluorescence analysis, a series of chromatin mod-
ifiers, their target methylation marks and environmentally
sensitive regulators, all of which have been implicated in sex
determination and sex reversal in P. vitticeps and reptiles more
broadly [7, 17–19]. These include chromatin remodeling genes
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JARID2 (Jumonji and AT-rich domain containing 2) and
KDM6B (lysine demethylase 6B, also known as JMJD3) both
of which regulate the methylation status of lysine 27 on his-
tone 3 (H3K27). JARID2 is part of PRC2 (polycomb remod-
eling complex 2), which methylates H3K27 to H3K27me3,
whereas KDM6B has an opposing function that activates
gene expression by demethylating H3K27me3 [20, 21]. Other
members of the Jumonji gene family, such as JMJD1C, have
roles in germ cell regulation in mammalian gonads [22, 23].
The co-occurrence of H3K27me3 repressive marks with active
H3K4me3 marks is characteristic of bivalent chromatin. This
pattern of epigenetic modification is commonly present dur-
ing germ cell proliferation in mammalian gonads [24, 25].
However, the dynamics of bivalent chromatin in reptiles is
completely unknown.

Genes with environmental sensitivity are of particular inter-
est for many reptile species, including P. vitticeps, because they
might play a role in regulating environmentally triggered sex
determination. CIRBP (cold inducible RNA binding protein)
is of particular interest as a regulator of temperature sex
reversal in P. vitticeps and in temperature sex determination
in turtles [7, 26, 27]. It is not known if the expression of
CIRPB in TSD species directs sexual phenotypes only during
development, if it is also required to maintain adult gonadal
cellular identity, or if it performs some other function. For
example, in mammalian gonads CIRBP is involved in cell
protection against environmental stressors [28, 29]. Thus,
to further explore the importance of cell protection in the
context of CIRPB expression, we selected a member of the
NF-κB cell signaling pathway that mediates inflammatory and
immune responses for further study. Specifically, RelA/p65 has
well established roles in initiating cell protective responses
in the gonad in response to the environment [30–33]. A
recent model for the mechanisms of temperature response
in environmentally sensitive species suggests an important
role for the NF-κB and its signaling participants, like RelA.
Currently nothing is known about the role of RelA in reptile
gonads, and little is known about its functions in mammalian
gonads [33], warranting further exploration of the activities
of RelA in gonads.

Although protein expression and localization in mam-
malian gonads is extensively studied, research in non-
mammalian species, particularly reptiles, is lacking by
comparison. To determine the protein profiles of adult
gonads in P. vitticeps, antibodies raised in mammals against
mammalian targets were used in P. vitticeps for the first
time to determine if they cross-react in a reptile. Resources
common to the biomedical field (automated staining and
imaging platforms) were leveraged to provide the first
immunofluorescent data for this species. Two four-plex
immunofluorescent panels were explored across the three
sex classes (sex reversed ZZf and concordant ZWf females,
and ZZm males). The first panel termed the Jumonji panel
stained for JARID2, KDM6B, H3K27me3, and H3K4me3.
The second, called the CaRe panel after a model that
implicates two of the targets in this panel in sex reversal
[34], stained for CIRBP, RelA, H3K27me3, and H3K4me3.
Our study characterizes tissue specific expression and cellular
localization patterns of these proteins and histone marks,
providing new insights to the molecular characteristics of
adult gonads in P. vitticeps.

Materials and methods

Sample collection and histology

All adult animals (Table 1) were obtained from the breeding
colony at the University of Canberra, Australia. All ani-
mals were humanely euthanized at the end of the 2017–
18 breeding season (September–March) via an intravenous
injection of sodium pentobarbitone (60 mg/ml in isotonic
saline) in accordance with approved animal ethics procedures
at the University of Canberra (UC AEC 0270). Animals were
selected on the basis of their genotypic sex using an established
PCR test [6], and the gonadal phenotype was confirmed upon
dissection. Sex reversed females were obtained by laboratory
incubations at 36◦C, as these incubation temperatures induce
sex reversal (96% rate of reversal; [6]). Gonads were dissected
immediately following euthanasia and preserved in 4% PFA-
PBS. All initial tissue processing stages (tissue dehydration,
wax embedding, and serial sectioning) was conducted at the
University of Queensland’s School of Biomedical Sciences His-
tology facility. Samples were processed according to standard
protocols, sectioned 3-μm thick, and placed on positively
charged microscope slides.

Additional hematoxylin and eosin staining was conducted
on representative slides for each of the three sex classes (ZZf
and ZWf females, and ZZm males) by QIMR’s Histology
Services for ease of cell type identification (Supplementary
Figure S1).

Immunohistochemistry

For immunofluorescent staining, antibodies for the targets of
interest (Table 2) were selected based on high homology with
the region against which the antibody was raised. Antibodies
with sequence homology to P. vitticeps >85% were consid-
ered for subsequent testing and optimization. All antibodies
selected had undergone validation by the supplier to cross-
react in mammals and to be suitable for immunofluorescence
of formalin-fixed paraffin-embedded (FFPE) tissues.

Each antibody was first optimized via serial dilutions, and
then each multiplex panel was optimized for staining intensity
and specificity (Table 2). All staining procedures were con-
ducted using the Opal Polaris 4 color Automation Kit (Perkin
Elmer, cat no. NEL810001KT) optimized for use on the Leica
Bond RX Automated IHC Research Stainer (Leica Biosys-
tems). To ensure staining was specific for primary antibodies
all appropriate negative controls for staining were employed
for the Jumonji and CaRe panels. This included primary anti-
body only controls (with no secondary detection), secondary
detection controls (with no primary antibodies) and blank
controls with no staining protocol (see Supplementary Figure
S2).

Image analysis and quantification

Formalin-fixed paraffin-embedded sections (3 μM thick)
from P. vitticeps of gonadal tissue sections of three individuals
from each sex class in P. vitticeps (sex reversed ZZf and
concordant ZWf females, and ZZm males) were stained with
multiplex immunohistochemistry (IHC) Jumonji panel of
four targets (H3K27me3, H3K4me3, JARID2, and KDM6B)
following single stain optimization. A subset of samples (two
from each sex class) were stained with the CaRe multiplex
panel (H3K27me3, H3K4me3, CIRBP, and RelA). Although
H3K27me3 and H3K4me3 were stained between both panels,
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Table 1. Specimen identification numbers and genotypic and phenotypic sex of all adult Pogona vitticeps used in this study

Specimen ID Sex class Genotypic sex Phenotypic sex

005005003424 Concordant Female ZW Ovaries
111880109533 Concordant Female ZW Ovaries
005005003551 Concordant Female ZW Ovaries
005005003596 Sex reversed female ZZ Ovaries
111880108006 Sex reversed female ZZ Ovaries
005005003388 Sex reversed female ZZ Ovaries
111880108027 Concordant Male ZZ Testes
111880109557 Concordant Male ZZ Testes
111880108009 Concordant Male ZZ Testes

Table 2. Details of antibody targets used in this study, including their origin species and clonality, the company and catalogue number, serial and final
dilutions used for each antibody, and the biological function of each target

Target name Type (origin species,
clonality)

Company (catalogue
number)

Serial dilutions Final dilution Function

H3K27me3
(tri-methyl lysine 27)

Mouse monoclonal Abcam (ab6002) 1/100, 1/200, 1/400,
1/800

1/200 Methylation marks
associated with
transcriptional silencing
deposited by the PRC2
complex

H3K4me3 (tri-methyl
lysine 4)

Rabbit polyclonal Abcam (ab8580) 1/100, 1/200, 1/400,
1/800

1/200 Methylation marks
associated with active gene
expression

JARID2 Rabbit polyclonal Abcam (ab213679) 1/50, 1/100, 1/200,
1/400

1/100 Component of the PRC2
complex. Intron retention
event in sex reversed females

JMJD3/KDM6B Rabbit polyclonal Genetex
(GTX124222)

1/50, 1/100, 1/200,
1/400

1/100 Demethylase for H3K27me3
(antagonist to PRC2)

RelA (p65) Mouse monoclonal Santa Cruz
Biotechnology
(sc-68008)

1/50, 1/100, 1/200,
1/400

1/100 Component of the NF-kB
pathway

CIRBP (cold-inducible
binding protein)

Mouse monoclonal Santa Cruz
Biotechnology
(sc-293325)

1/50, 1/100, 1/200,
1/400

1/100 Induced by environmental
cues, identified as key gene in
TSD pathways

any subsequent analysis was conducted in a panel-specific
manner, and comparisons of the staining of these two targets
between the two panels were not made as these results would
be influence by technical variation that is not biologically
relevant.

The slides were imaged using the ASI Digital Pathology
System. Touching cells were automatically segmented, sig-
nal expression was quantitatively measured, and results per
cell and over the entire scanned region displayed. For high-
throughput microscopy, protein targets were localized by
confocal laser scanning microscopy. Single 0.5-μm sections
were obtained using an Olympus-ASI automated microscope
with a 100× oil immersion lens running ASI software. The
final image was obtained by employing a high-throughput
automated stage with ASI spectral capture software [35, 36].
Digital images were analyzed using automated ASI software
(Applied Spectral Imaging, Carlsbad, CA) to automatically
determine the distribution and immunofluorescent intensities
with automatic thresholding and background correction of
the mean integrated fluorescent intensity (MIFI, described
below). Images were prepared for representative purposes
using ImageJ Fiji imaging software [37].

Mean integrated fluorescent intensity values detected by the
ASI automated software platform were obtained by normal-
izing the fluorescent signal from each target for the area of

each cell. Cells were classified into different classes depending
on whether they expressed a single target, or multiple targets,
yielding 10 classes of cells in which one or more target was
present. A minimum of three cells within a given sex class
needed to have the cell class detected to be used for the
analysis. Global levels of expression for each of the four
targets were determined by combining the MIFI of all classes
that had positive staining for each target. The ASI automated
software only detects and measures the fluorescent signal
originating from within a cell, so that any background staining
does not influence the MIFI values obtained for the targets.

The MIFI values for each class were normalized via log
transformation, and statistical differences of these values
between the three sex classes was assessed using a linear model
(lm function) in R (version 1.2.1335). Global expression of
each target was obtained by summing the values for the given
target in each class in which it was detected. All graphs were
prepared in R using the ggplot2 package [38].

Results

Ovarian morphology

The morphological characteristics of P. vitticeps ovarian fol-
licles in both ZZf discordant sex reversed adult females and
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Figure 1. Immunofluorescence of KDM6B (green) and H3K4me3 (red) in adult ZZf sex reversed ovaries (panels A, C, E, and G) and ZWf concordant
(panels B, D, F, and H) ovaries at 100× magnification. Panels G and H show a merged image of KDM6B and H3K4me3 staining. A pyriform cell in the ZZf
female in panel A is demarcated by a dotted white outline. The white boxes indicate the portion of the image that has been zoomed in. SC = small cells,
IC = intermediate cells. Scale bar = 10 μm.

ZWf concordant females during the previtellogenesis phase
are aligned with what has been previously published in reptiles
[39–42]. In ZZf females the granulosa layer has become strat-
ified and contains small, intermediate, and pyriform cell types
[40]. The zona pellucida is present as a single layer between
the granulosa and the developing ooplasm. Small cells are
spherical with round nuclei that are closest to the theca and
interspersed among the pyriform cells. The intermediate cells
are oval with a round nucleus and are prevalent in the contact
region with the ooplasm. The pyriform cells have large nuclei
and a vacuolated cytoplasm. Long cytoplasmic prolongations
that join the zona pellucida are also present (Figure 1A; see
also ref. [43]).

In the Jumonji 4-plex panels for ZZf females, the pyriform
cells are extensively stained with KDM6B, weakly stained
with JARID2 (Figure 2A). In the CaRe 4-plex panel the pyri-
form cells are extensively stained with CIRBP, with some weak
staining for RelA and H3K4me3 in the nucleus (Figure 2B).
In ZZf and ZWf females in both panels, the small and inter-
mediate cells are stained almost exclusively with H3K4me3
(Figures 2 and 3). JARID2 (Figures 2A and 3A) and RelA
(Figures 2B and 3B) show similar staining patterns in both
ZWf and ZZf females; both are weakly dispersed throughout

the theca and granulosa layers. H3K27me3 staining is very
minimal and restricted to the theca in both females in each
panel (Figures 2 and 3).

Testicular morphology

In the ZZm males of P. vitticeps, no mature sperm are present
given the samples were collected following the breeding sea-
son. Some elongating spermatids are present, as are some
spermatocytes and Sertoli cells. In both panels, H3K4me3
was extensively stained in the Sertoli cells and spermatocytes,
whereas H3K27me3 was minimally stained (Figure 4). In the
Jumonji 4-plex panel, KDM6B was abundantly expressed
within the cell junctions that form near the basement mem-
brane of the seminiferous tubules (Figure 4A). CIRBP staining
was also abundant within the cell junctions, and also within
the interstitial space (Figure 4B). JARID2 staining was weakly
dispersed throughout the seminiferous tubules, a similar pat-
tern to what was observed for RelA staining in the CaRe 4-
plex panel (Figure 4).

Protein enrichment

The level of protein expression was determined by calcu-
lating the MIFI values for each antibody within a tissue at
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Figure 2. Immunofluorescence from two staining panels (Jumonji and CaRe panels) at 100× magnification in a ZZf sex reversed Pogona vitticeps female
oocyte. The Jumonji panel shows staining of H3K27me3 (magenta), JARID2 (cyan), H4K4me3 (red), and KDM6B (green). H3K27me3 and JARID2 are
weakly stained, while H3K4me3 and KDM6B are strongly stained in the theca and granulosa layer. The Care panel shows staining of H3K27me3
(magenta), RelA (cyan), H4K4me3 (red), and CIRBP (green). H3K27me3 and RelA are weakly stained, while H3K4me3 and CIRBP are strongly stained in
the theca and granulosa layer. The dashed white line indicates the boundary between the theca (outermost layer) with the granulosa layer, and the solid
white line demarcates the granulosa layer and the inside of the oocyte. Scale bar = 10 μm.

100× magnification using an automated imaging system. See
“Materials and methods” for full details on how this analysis
was conducted. As JARID2 staining was low in all tissues, it
was not included in the protein expression analysis.

In the Jumonji 3-plex panel (H3K27me3, H3K4me3,
and KDM6B), global expression levels for H3K27me3 was
significantly higher in ZZm males compared with ZZf
females (P < 0.0001) but not with ZWf females (P = 0.27).
H3K27me3 levels were significantly higher in ZWf females
compared with ZZf females (P < 0.005). For cells positive
only for H3K27me3, levels did not significantly differ between
the three sex classes (Figure 5).

Global staining of KDM6B did not differ between ZZf
and ZWf females (P = 0.106), but was significantly lower in
males compared with both females (P < 0.0001 for both pair-
wise comparisons). Cells positive only for KDM6B differed
only marginally between the two female groups (P < 0.02),
whereas expression was significantly lower in ZZm males
compared with both ZZf and ZWf females (P < 0.0005 and
P < 0.0001 respectively; Figure 5).

Global expression of H3K4me3 was significantly different
between all groups, as was expression in single positive cells.
ZWf females had the highest global expression of H3K4me3,
they had the lowest expression in single positive cells for
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Figure 3. Immunofluorescence from two staining panels (Jumonji and CaRe panels) at 100× magnification in a ZWf concordant Pogona vitticeps female
oocyte. The Jumonji panel shows staining of H3K27me3 (magenta), JARID2 (cyan), H4K4me3 (red), and KDM6B (green). H3K27me3 and JARID2 are
weakly stained, while H3K4me3 and KDM6B are strongly stained in the theca and granulosa layer. The Care panel shows staining of H3K27me3
(magenta), RelA (cyan), H4K4me3 (red), and CIRBP (green). H3K27me3 and RelA are weakly stained, while H3K4me3 and CIRBP are strongly stained in
the theca and granulosa layer. The dashed white line indicates the boundary between the theca (outermost layer) with the granulosa layer, and the solid
white line demarcates the granulosa layer and the inside of the oocyte. Scale bar = 10 μm.

this mark, whereas the opposite was true for ZZm males
(Figure 5).

Expression of KDM6B globally and in single positive cells
was consistently lower in ZZm males compared with both
ZZf and ZWf females. KDM6B was consistently higher
in ZWf females compared with ZZf females. In contrast,
expression patterns for the histone marks were not consistent
between the sex classes and between global and single cell
expression levels (Figure 5).

Four classes of cells positive for different combina-
tions of the four targets were identified. Cells positive

for H3K27me3 and KDM6B did not differ in expres-
sion between the three sex classes. The H3K27me3 and
H3K4me3 class was not detected in ZWf females, but
did not differ between ZZf females and ZZm males.
Cells double positive for H3K4me3 and KDM6B were
detected in the female classes, and not in males. Although
the expression of H3K4me3 did not differ, expression of
KDM6B was significantly higher in ZWf females compared
with ZZf females. Cells triple positive for H3K27me3,
H3K4me3, and KDM6B were only detected in females.
Expression of H3K4me3 and KDM6B did not differ, however
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Figure 4. Immunofluorescence from two staining panels (Jumonji and CaRe panels) at 100× magnification in a ZZm male Pogona vitticeps testis. The
Jumonji panel shows staining of H3K27me3 (magenta), JARID2 (cyan), H3K4me3 (red), and KDM6B (green). H3K27me3 and JARID2 are weakly
stained, while H3K4me3 and KDM6B are strongly stained in the seminiferous tubules. The Care panel shows staining of H3K27me3 (magenta), RelA
(cyan), H4K4me3 (red), and CIRBP (green). H3K27me3 and RelA are weakly stained, while H3K4me3 and CIRBP are strongly stained in the seminiferous
tubules. Scale bar = 10 μm.

H3K27me3 was more highly expressed in ZWf females
(Figure 5).

In the CaRe 4-plex panel global levels of CIRBP, RelA and
H3K4me3 expression were significantly different between the
three sex classes (Figure 6). CIRBP and H3K4me3 were high-
est in ZZf females, whereas RelA was highest in ZWf females.
ZZm males exhibited the lowest expression of all targets. In
all three sex classes, the only single positive cell class detected
was for H3K4me3, which differed slightly between ZWf and
ZZf females, but not between both female class and males.
The only double positive class detected was H3K27me3 and
CIRBP, which significantly differed between all sex classes,
and both targets were highest in ZZf females. The only triple

positive class was CIRBP, H3K4me3, and RelA, which differed
significantly between the three sex classes. H3K4me3 and
RelA were highest in ZZm males, whereas CIRBP was highest
in ZZf females. Cells positive for all four targets were only
detected in females, but levels did not differ between them
(Figure 6).

It is important to note that while mean fluorescent intensity
values for the protein targets can be assessed (summarized
in Figure 7), the actual staining characteristics between the
targets also needs to be considered visually. In all three sex
classes in both the Jumonji and CaRe panels, H3K27me3 was
very weakly stained, and in the CaRe panel RelA was weakly
stained. This suggests that although differences in expression
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Figure 5. Mean integrated fluorescent intensity for the 3-plex Jumonji panel (H3K27me3, KDM6B, and H3K4me3) for protein enrichment (A) globally for
a single target, (B) cells positive for only a single target, and (C) cells positive for multiple targets for each sex class in Pogona vitticeps: ZZf sex reversed
females (red), ZWf concordant females (light blue), and ZZm males (dark blue). JARID2 was not included in this analysis due to low levels of staining.
Analysis was conducted using a linear model, and significance (P-value) is denoted with asterisks (∗ < 0.05, ∗∗ < 0.01, ∗∗∗ < 0.001, ∗∗∗∗ < 0.0001,
n.s. = not significant, α = 0.05).

level was detected, the biological relevance of this is likely
minimal.

Discussion

These data give insights to the protein dynamics in adult
gonads of a squamate for the first time, and provides new
understanding for reptiles more broadly, a vertebrate group
for which there are few IHC data. The data for KDM6B,
JARID2, RelA, and CIRBP are also novel for vertebrates
more broadly, as these four proteins have been minimally
studied in adult gonads even in mammalian model species.
Taking both protein localization and expression information
together, H3K4me3, KDM6B, and CIRBP emerge as particu-
larly important proteins with roles in the functioning of both
ovaries and testes.

KDM6B was consistently more highly expressed in ZWf
females compared with ZZf females, however KDM6B

was localized in the same regions of the granulosa layer
between both females. High expression of KDM6B in ZWf
females is not consistent with previously published RNA-
seq data for P. vitticeps, which found KDM6B to be more
highly expressed in ZZf females [17]. The reason for this
discrepancy is unclear, though suggests that additional post-
transcriptional regulation may occur in KDM6B. Future
experiments are required to determine if there is consistency
in these results, including proteomic sequencing. In both
ZWf and ZZf females, KDM6B expression was strongest
in the small and intermediate cells in the granulosa, with
some staining in the pyriform cells of ZZf females. These cell
types were also double positive for KDM6B and H3K4me3, a
double mark that was not present in male cell types. Previous
research on P. vitticeps has shown that KDM6B is highly
expressed during sex reversal in embryonic development [7],
a pattern that was also observed sex reversed adult females
[17].
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Figure 6. Mean integrated fluorescent intensity for (A) global or (B) grouped target expression for combinations of CIRBP, H3K27me3, RelA, and
H3K4me3 for each sex class in Pogona vitticeps: ZZf sex reversed females (red), ZWf concordant females (light blue), and ZZm males (dark blue). Cells
double positive for H3K4me3 and JARID2 were only detected in ZZm males. Analysis was conducted using a linear model, and significance (P-value) is
denoted with asterisks (∗ < 0.05, ∗∗ < 0.01, ∗∗∗ < 0.001, ∗∗∗∗ < 0.0001, n.s = not significant, α = 0.05).

H3K27me3 was weakly stained in both panels in all three
sex classes. A possible explanation for the low levels of
H3K27me3 is the prevalence of KDM6B, which demethylates
H3K27me3 [21]. We also observed low levels of JARID2,
which as a member of the PRC2 complex responsible for
depositing H3K27me3 marks, may also be a contributing
factor to the low levels of H3K27me3. These results suggest
low levels of H3K27me3 and high levels of KDM6B are
characteristic of adult P. vitticeps regardless of sex, however as
fundamentally different organs, the localization of KDM6B
differs between males and females. Previous work on adult
gene expression in P. vitticeps found that KDM6B is more
highly expressed in ZZf females than both ZWf females
and ZZm males. An intron retention event in KDM6B genes
was also observed in ZZf females, leading to the suggestion
that the IR containing isoforms would not be translated
into proteins [17]. The abundance of KDM6B staining
observed in this study suggests the protein is translated,
however future experiments are required to confirm whether
or not the intron containing KDM6B isoform translated
or not, and to determine the function of the resulting
protein.

In the reptile granulosa, small cells are stem cells from
which intermediate cells differentiate. Pyriform cells, which
are a unique cell type to squamates, then differentiate from
the intermediate cells [39, 44]. Both intermediate cells and
pyriform cells have functions similar to gonadal nurse cells
found in insect ovaries [45] as they support the growth of the

oocyte by transferring organelles such as vesicles, Golgi, ribo-
somal bodies, mitochondria, and messenger and ribosomal
RNAs into the ooplasm via intracellular bridges [46]. Given
this function, it is unsurprising that a lysine demethylase like
KDM6B and an active mark like H3K4me3 dominates in these
cell types as opposed to those with repressive functions such
as JARID2 and KDM6B.

Recent studies in mouse ovaries have shown that androgens
target the catalytic subunit of the PRC2 complex, EZH2,
which ultimately leads to reduced H3K27me3 methylation. At
the same time, androgens also induce expression of KDM6B,
which further serves to reduce levels of H3K27me3 in the
ovaries [47]. Notably, cells in the P. vitticeps granulosa
layer show an absence of H3K27me3, and an abundance
of KDM6B, suggesting that this mechanism of ovarian gene
regulation may be shared in P. vitticeps, and perhaps reptiles
more broadly.

KDM6B is also abundantly expressed in the cell junctions
within the seminiferous tubules in ZZm males, a localization
pattern that was also shared with CIRBP. In two turtle species
(Pelodiscus sinensis and Pelodiscus maackii), junction proteins
CLDN11 and CX43, which have established functions in
mammalian testes, showed highly similar localization patterns
to those of KDM6B and CIRBP observed in P. vitticeps [48,
49]. Although further work is required, this suggests that
KDM6B and CIRBP may have undescribed functions in the
gap junctions of testes in P. vitticeps, and perhaps reptiles more
broadly.
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Figure 7. Heatmap showing a summary of all linear models conducted on mean integrate intensity values from the Jumonji (H3K27me3, H3K4me3, and
KDM6B) and CaRe (H3K27me3, H3K4me3, CIRBP, and RelA) panels. P-values for each pairwise comparison (x-axis, ZW vs ZZf, ZW vs ZZm, and ZZf vs
ZZm), for the staining classes are reported, and colored by significance: blue = not significant (P ≥ 0.05), red = significant (P ≤ 0.05). Single positive
staining is defined by the population of cells detected by the ASI software to be positive for a single target, double positive indicates staining in a
population of cells with combinations of two targets (listed on the y -axis), and triple positive staining indicates cells with combinations of three targets
(listed on the y -axis). Global expression for each target is the total expression of the target in all cells detected, regardless of co-staining with other
targets.

The functions of CIRBP in the ovarian granulosa under nor-
mal conditions are not well understood even in mammalian
models. Its expression was associated with hypothermia in
granulosa cell lines [28], and is more generally involved in
the mammalian cold-shock response in other organs [50].

Its abundance in the granulosa of adult females and cell
junctions in adult males of P. vitticeps, suggest an additional
role for CIRBP that is not triggered by an environmental
stressor, and relates more to normal functioning of the gonads.
Immunostaining conducted on hatchlings of two turtle species
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(Caretta caretta and Dermochelys coriacea) showed high lev-
els of CIRBP protein expression in female gonads rather than
male gonads [14]. In this case, it was suggested that CIRBP
expression may be influenced by incubation temperature, as is
often the case for this gene in many reptile species (reviewed in
ref. [34]). In adult P. vitticeps this explanation seems unlikely,
so further experimentation is required to determine the role of
CIRBP in adult gonads, and roles it may have in reptiles more
broadly.

Methylation dynamics during germ cell development have
been extensively characterized in mammals. H3K27me3
and H3K4me3 are associated with bivalent chromatin,
and are commonly observed during spermatogenesis and
oogenesis [51–53]. In P. vitticeps, all three sex classes exhibited
abundant expression of H3K4me3 and minimal expression
of H3K27me3, suggesting a lack of bivalent chromatin in
both ovaries and testes. Given the samples were collected
following the breeding season, these data likely capture a
more latent reproductive stage, and during a more active
reproductive period the dynamics of these methylation
marks would likely be different. Future exploration of these
methylation marks during embryonic development would
give more specific insights to their role, and in particular
how their abundance may change due to different incubation
temperatures. Combining immunostaining data with other
methods for assessing methylation, such as chromatin
immunoprecipitation sequencing (ChIP-seq) of H3K27me3
and H3K4me3, would also be a powerful approach to
understand the regions of the genome targeted with these
marks.

Now that effective staining of these targets has been estab-
lished in P. vitticeps, an important avenue for future research
is to assess the dynamics of these proteins during embry-
onic development. Previous research on sex reversal dur-
ing embryogenesis in P. vitticeps has implicated JARID2,
KDM6B, and CIRBP as playing a crucial role in temperature
responses and gene regulation changes [7, 34]. We expect
that the immunostaining characteristics between adults and
embryos will be considerably different, particularly when the
embryos are exposed to sex reversal inducing temperatures.
For example, although CIRBP has been shown to be highly
upregulated in P. vitticeps and other species with temper-
ature dependent sex determination [19, 27], its function is
unknown. Research in mammalian systems has demonstrated
that extreme temperatures cause CIRBP to translocate from
the nucleus to the cytoplasm where it can stabilize mRNA
transcripts [50, 54]. Immunostaining of CIRBP in P. vitticeps
embryos undergoing sex reversal would reveal whether this
occurs, improving understanding of mechanisms involved in
temperature response, and that these mechanisms are shared
across divergent vertebrate lineages.

Research on non-model organisms, and particularly in
non-mammalian systems, presents many challenges. We have
shown the advantages that can be gained by looking to
techniques available in biomedical research, and using them
for novel applications in new systems. We believe that this
is the first immunostaining data to be generated for a non-
mammalian species using advanced automated staining equip-
ment and computer aided cell analysis. A significant barrier
for many would be the costs associated with these types
of automated systems, and potential difficulties obtaining
antibodies with sufficiently how homology and good cross-
reactivity. However there are major advantages to be gained as

automation improves accuracy and reproducibility of staining
and interpretation.

These data give not only important new insights into the
protein dynamics of these targets, but also provides a cru-
cial foundation for future research. Confirmation that mam-
malian antibodies cross react in P. vitticeps paves the way for
experiments that can take advantage of this new immunohis-
tochemical resource to gain a new understanding of the role
of these proteins during embryonic development, and most
importantly for P. vitticeps, the molecular underpinnings of
sex reversal.
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