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ABSTRACT
The wood frog (Rana sylvatica) endures whole‐body freezing over the winter, with extensive extracellular ice formation and

halted physiological activities. Epigenetic mechanisms, including reversible histone lysine methylation, enable quick alterations

in gene expression, helping to maintain viability during freeze‐thaw cycles. The present study evaluated eight histone lysine

methyltransferases (KMTs), 10 histone lysine demethylases (KDMs), and 11 histone marks in wood frog kidneys. Using

immunoblotting, significant changes in relative protein levels of multiple KMTs and KDMs were observed in response to

freezing, with variable alterations during thawing. Specifically, the repressive methyl marks H3K27me1 and H4K20me3 sig-

nificantly decreased during freezing, whereas H3K9me3, H3K27me3, and H3K36me2 decreased during thawing. These results

demonstrate that the regulation of histone methylation and demethylation play crucial roles in controlling gene expression over

the freeze‐thaw cycle and the maintenance of normal renal physiology.

1 | Introduction

Freeze tolerance is a unique adaptation that allows animals to
endure prolonged subzero temperatures over the winter. The
wood frog (Rana sylvatica) is the best‐studied freeze‐tolerant
species and can withstand prolonged exposure to subzero tem-
peratures with over half of its body water frozen as extracellular
ice [1, 2]. During freezing, multiple physiological processes are
halted including heartbeat, breathing, and muscle movement
[1, 2]. Given the energetically costly nature of gene expression
and the fact that many biochemical pathways are tightly regu-
lated in their first steps, stress‐tolerant species rely on wide‐scale
epigenetic regulation to endure prolonged and challenging con-
ditions such as freezing, anoxia, hibernation, and so forth [3–5].

Histone modifications occur on different amino acid residues,
with lysine being an important residue that is modified by
lysine methyltransferase (KMT) enzymes (Figure 1). Histone

lysine methylation and the KMTs that catalyze their addition
play important roles in transcriptional control, cell cycle,
genome stability, and nuclear structure [6]. Recently, progress
has been made in illustrating the roles of methyl modifications
in controlling gene expression and the KMTs and lysine de-
methylases (KDMs) that regulate them [6]. Various post-
translational modifications, including methyl marks added by
KMTs on specific amino acids of histone proteins lead to al-
terations of chromatin structure and recruitment of enzyme
modifying complexes, activating or repressing transcription
[7, 8]. KDMs are also important in gene expression regulation
by removing methyl marks, and this demethylation can either
activate or repress gene expression, depending on the specific
lysine residue and the degree of methylation [6]. Since KDMs
are responsible for removing methyl groups from histones and
histones are significant components of DNA regulation, the
addition or removal of methyl groups on histones has a large
impact on gene expression.
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The competing roles of KMTs and KDMs are crucial for gene
regulation due to their ability to dynamically regulate chro-
matin structure and function. Several lysine residues on histone
H3 (e.g., H3K4, H3K36, and H3K79) are markers of active
transcription [9], whereas repressive marks including H3K9me3
and H3K27me3 are mainly associated with silencing gene ex-
pression and condensing chromatin [6, 10, 11]. Altering these
methyl marks in response to stress enables either activation or
repression of gene expression, ultimately altering chromatin
accessibility and facilitating or hindering transcriptional
machinery binding [9, 12].

Recent research on R. sylvatica showed tissue‐specific
alterations in KMTs and their targets in response to

freeze/thaw [13, 14]. Moreover, research on mammalian
models demonstrated the importance of histone modifica-
tions in kidney development, physiology, and pathology
[15, 16]. However, information regarding epigenetic con-
trols on wood frog kidney function during freeze/thaw has
not been investigated to date. Hence, the present study
investigated protein levels of various KMTs and KDMs, and
the distribution of lysine methylation in wood frog kidney
tissue over the freeze‐thaw cycle, with the hypothesis that
epigenetic factors associated with transcriptional activation
would be downregulated during freezing.

2 | Materials and Methods

2.1 | Ethics Statement

All animals were cared for in accordance with the guidelines of
the Canadian Council on Animal Care and experimental pro-
cedures had the prior approval of the Carleton University
Animal Care Committee (protocol #106935).

2.2 | Animal Collection

Male wood frogs were collected during the spring breeding
season from meltwater ponds near Ottawa, Ontario, Canada,
and all animal procedures were carried out as previously
described [14]. Frogs were bathed in tetracycline and placed
in plastic boxes containing damp sphagnum moss to accli-
mate at 5°C for at least 1 week. Control frogs were sampled

FIGURE 1 | Histone lysine methylation and demethylation, involving the addition or removal of methyl groups (Me) on specific lysine residues

of histones H3 and H4, which affects gene expression. Important enzymes involved in methylation are histone methyltransferases (HMTs or KMTs),

such as KMT2, SET1A, and SUV39H1, using S‐adenosylmethionine (SAM) as the methyl donor. Demethylation is performed by histone de-

methylases (KDMs), in the presence of oxygen (O2) and alpha‐ketoglutarate (α‐KG). Methylation states (mono‐, di‐, tri‐methylation) and specific

lysine targets (e.g., K4, K9, K27) determine whether gene expression is activated or repressed indicating dynamic regulation of gene activity. Created

with BioRender.com.

Summary

• This research explores how histone methylation and
demethylation regulate gene expression in the kidneys
of freeze‐tolerant frogs, providing insights into how
these animals survive prolonged extreme cold.

• Key findings reveal specific epigenetic modifications
that enable frogs to endure freezing temperatures,
offering a model for understanding similar survival
mechanisms in other species.

• This work is significant because it further expands ave-
nues for cryobiology research and may inspire innovative
strategies for tissue preservation and organ transplanta-
tion, with potential impacts on both conservation biology
and medical science.
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from this condition. The remaining frogs were placed in
plastic containers lined with damp paper towels in a −4°C
incubator for 45 min to drop their body temperatures to
below zero and trigger ice nucleation. The temperature was
then raised to −2.5°C for 24 h, after which, half of the frozen
frogs were randomly selected for sampling. The remaining
frozen frogs were returned to the 5°C incubator for 8 h until
fully thawed. For sampling, control, 24 h frozen, and 8 h
thawed frogs were euthanized by pithing, and kidney tissue
was excised and frozen in liquid nitrogen. Tissues were
stored at −80°C until use.

2.3 | Total Protein Isolation

Total protein was isolated from samples of frozen kidney
tissue (~50 mg each) (n = 4 separate individuals from each
condition) as previously described [14]. Briefly, tissues were
crushed with a mortar and pestle under liquid nitrogen, then
homogenized using a Polytron PT10 homogenizer in pre‐
chilled mixture of 1× lysis buffer (1:5 w:v; Cat#43‐045;
MilliporeSigma, Burlington, MA), 1 mm Na3VO4, 10 mm
NaF, 10 mm β‐glycerophosphate, and 10 μL·mL−1 protease
inhibitor cocktail (Cat#PIC002; Bioshop Canada Inc., Bur-
lington, ON). Homogenates were left on ice for 30 min with
occasional vortexing, then were centrifuged (14,000 × g;
20 min; 4°C) and supernatants containing soluble proteins
were collected. Sample protein concentrations were deter-
mined using the BioRad protein assay (Cat#500‐0002; BioRad
Laboratories, Hercules, CA), and samples were standardized
to 10 μg/μL with lysis buffer and mixed 1:1 v:v with Tris
buffer containing sodium dodecyl sulfate (SDS) to a final
concentration of 5 μg/μL. Samples were then boiled for
10 min and stored at −40°C until use.

2.4 | Histone Isolation

Histone protein samples were prepared from frozen kidney
samples (~100−200 mg) from control, 24 h frozen, and 8 h
thawed frogs (n = 4 biological replicates for each condition)
as previously described [17]. Briefly, frozen tissues were
homogenized with a Dounce homogenizer in Triton
Extraction Buffer (TEB), vortexed, and then incubated on
ice for 30 min. Homogenates were centrifuged (10,000 × g;
10 min; 4°C) and supernatants were discarded. Pellets were
washed with TEB and centrifuged (10,000 × g; 10 min; 4°C),
then supernatants were discarded and the pellet containing
nuclei was resuspended in 0.2 M H2SO4. Samples were
incubated (4°C; 30 min), then centrifuged (12,000 × g;
10 min; 4°C), and supernatants containing histones
were transferred into fresh tubes. Next, 100% trichloroacetic
acid was added to the histone solution to make a final
concentration of 33%, followed by incubation on ice for
30 min. Samples were centrifuged (12,000 × g; 10 min; 4°C)
and supernatants were removed. Histone pellets were wa-
shed with ice‐cold acetone and centrifuged (12,000 × g;
5 min; 4°C). Supernatants were removed and pellets air‐
dried for 20 min at room temperature (RT). Pellets were
resuspended in ddH2O and sonicated, and samples were

quantified for histone concentrations and separation of
histone proteins.

2.5 | Western Immunoblotting

Western immunoblotting of each protein target was performed
as previously described [17]. Briefly, equal amounts of protein
(15−40 μg, depending on target protein) from the kidney of
control, 24 h frozen, and 8 h thawed frogs were loaded into
SDS‐polyacrylamide gels (6%−15%, depending on the protein
target molecular weight). BLUeye prestained protein ladder
(Cat#PM007‐0500; FroggaBio, Toronto, ON) was also loaded to
determine target protein size. Gels were run (30−180 min;
180 V) in a BioRad Mini Protean III system to separate pro-
teins, which were then transferred onto 0.45 μm pore PVDF
membranes by electroblotting (RT; 45−180 min; 160 mA). To
prevent nonspecific antibody binding, membranes were incu-
bated on a rocker (RT; 30 min) in 1X TBST buffer with 1%
−10% nonfat skim milk. Membranes were washed 3 × 5 min
with TBST and probed with primary antibodies (File S1;
1:1000 v:v in TBST) at 4°C overnight. Following incubation,
blots were washed 3 × 5min with TBST and probed with
HRP‐conjugated anti‐rabbit or ‐mouse secondary antibodies
(1:8000 v:v in TBST; Cat#APA002P, BioShop Canada Inc.) at
RT for 30 min. Membranes were washed for 3 × 5min in TBST
and then visualized by chemiluminescence (1:1 v:v H2O2 and
Luminol) using a ChemiGenius Bio Imaging System (Syngene,
Frederick, MD). Membranes were then stained with Coo-
massie brilliant blue dye to visualize all protein bands for
loading standardization.

2.6 | Statistical Analysis

Band densities were standardized against the combined inten-
sity of Coomassie‐stained bands in the same lane that did not
show differential expression between conditions and were well
separated from the band of interest. Data for each experimental
condition are expressed as mean ± SEM with n= 4 samples
from different animals. Statistical analysis was performed using
a one‐way ANOVA and Tukey's post hoc test, with p< 0.05
accepted as a significant difference via RBioPlot [18].

3 | Results

3.1 | KMT Expression

KMT expression was evaluated in wood frog control, frozen,
and thawed kidney (Figure 2; File S2). Expression of ASH2L,
RBBP5, SETD7, SETD8, and EHMT2/G9a all followed a pattern
of reduced levels in tissues from frozen, as compared with
controls; however, only changes in ASH2L and RBBP levels
reached statistical significance, falling to about 70% and 60% of
the control values, respectively. By contrast, there were no
significant changes between control and thawed, suggesting
that the effects of freezing were quickly reversed after thawing.
Relative protein expression of SUV39H1 in frozen frogs showed
significant upregulation compared to controls.
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3.2 | Histone Methylation Levels

Histone lysine methylation analysis (Figure 3; File S2)
revealed that some histone marks expression levels changed,
ranging from slight to significant repression, under
frozen, and thawed conditions compared to control. For ex-
ample, significant repression was observed for H3K9me3,
H3K27me1/3, H3K36me2, and H4K20me3. Specifically, rel-
ative levels of H3K9me3 remained unchanged between con-
trol and freezing conditions, but decreased significantly more
than 50% of control values in thawed. Expression levels of
H3K27me1 showed a significant decrease of approximately
55% during freezing and a further decrease of approximately
70% after thawing. For H3K27me3, there was a slight
reduction of around 90% during freezing and a significant
decrease of 60% after thawing. Relative levels of H3K36me2

remained unchanged in freezing, but there was a significant
decrease of at least 70% in thawed compared to control.
Relative expression levels of H4K20me3 also showed a sig-
nificant decrease of at least 60% in both the freezing and
thawed compared to the control. No significant changes were
observed in H3K4me1/2/3, H3K36me3, H3K79me3, and
H4K20me1 across all conditions.

3.3 | KDM Expression

KDM relative expression levels were also analyzed in the wood
frog kidney (Figure 4; File S2). KDM4A, KDM4C, and KDM5B
protein levels fell significantly during freezing to about 60%,
25%, and 70% of the control values, respectively. Relative

FIGURE 2 | Relative protein levels of lysine methyltransferases (KMTs) in Rana sylvatica kidney via western immunoblotting. (A) Histogram

showing mean ± SEM (n= 4) standardized expression levels under control, 24 h freezing, and 8 h thawed conditions. For each protein target, values

that share the same letter designations are not significantly different from one another, while values with different letter designations are signifi-

cantly different (p< 0.05). (B) Representative western blots for individual targets under each experimental condition. Data were analyzed using a

one‐way ANOVA with a Tukey's post hoc test.

FIGURE 3 | Relative protein levels of methylated histone residues in Rana sylvatica kidneys. All other information as in Figure 2.
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protein expression of KDM1A, KDM4B, KDM5C, and KDM7C
showed no difference in frozen frogs, with an upregulation
during thawing, however not to a statistically significance level.

4 | Discussion

The hypometabolic state characteristic of freeze‐induced MRD
requires dramatic suppression of energy expenditure while still
maintaining crucial pro‐survival processes [19, 20]. Various
physiological and biochemical adaptations interconnect to en-
able R. sylvatica to survive whole‐body freezing, including
transcriptional, posttranscriptional, translational, and post-
translational regulatory mechanisms [13, 17, 21–26]. Histone
modifications play an important role in regulating gene ex-
pression, with histone methylation recently being studied in R.
sylvatica over the freeze‐thaw cycle [14, 24]. Herein, histone
lysine methylation and demethylation in kidney of R. sylvatica
was examined over the freeze‐thaw cycle.

SET enzymes are important in gene expression regulation for
their ability to add methyl groups to histones. Methylation al-
ters chromatin packaging, leading to activation or repression of
gene expression [27, 28]. For example, SET enzymes are
responsible for adding methyl groups onto specific lysine resi-
dues on histone H3, with H3K9 methylation associated with
gene silencing and the formation of heterochromatin [28]. The
SETs examined presently achieve selective regulation of gene
expression via chromatin structure modifications, with their
dysregulation being associated with pathologies including can-
cer [29]. Alternatively, differential regulation is seen in response
to environmental stress. Herein, ASH2L and RBBP enzymes
showed significant downregulation in kidneys from frozen frogs
compared to the control and thawed conditions; however, there
was no difference between control and thawed conditions,
indicating a rapid return to the control physiological state upon
thawing. Furthermore, SUV39H1 was upregulated in freezing
compared to control, which has been seen previously in a study
reporting that KMTs associated with active transcription were
mostly downregulated in frozen wood frogs, whereas those
linked with gene silencing were sustained [14]. The KMTs

involved in the methylation of H3K4, including ASH2L, RBBP5,
SETD7, and SETD8 where significantly downregulated during
freezing or showed no changes in the relative protein levels.
Such downregulation of these enzymes that methylate H3K4
provides further confirmation of their transcriptional activation
activities, and, as such, their downregulation suggests that they
are transcriptional repressors in the frozen wood frogs.

These findings indicate that SET enzymes play a role in freeze‐
tolerance likely by regulating chromatin structure and sup-
porting the expression of genes involved in cryoprotection or
other pro‐survival processes. Additionally, the KMTs involved
in the methylation of H3K9 were either significantly upregu-
lated during freezing or remained unchanged. SUV39HI, a
known transcription suppressor, was significantly upregulated
during freeze/thaw, indicating that there is a reduction in
energy‐consuming processes like transcription. Further sup-
porting this finding, H3K9me3, while unchanged during
freezing, was significantly downregulated in thawed kidneys.
Moreover, H3K27 was significantly downregulated during
freezing, and H3K36me2, which is known for its recruitment of
the HDAC complex Rpd3c to act on histone H4 [30], was
downregulated during thawing. H4K20me3 was also signifi-
cantly downregulated in both frozen and thawed states. The
suppression of KDM4, a known transcriptional activator that is
involved in demethylating repressive marks (H3K9 and
H3K36), during freezing further highlights the transcriptional
repression occurring in kidneys under frozen conditions.

H3K9me3/me2 and H3K36me3/me2 are considered to be
transcription repressive marks and removal of their methyl
groups increase gene expression [31, 32]. Decreased gene ex-
pression is expected during freezing to support MRD until
normal conditions are reestablished. Herein, expression levels
of histone marks exhibited a range of changes over the freeze‐
thaw cycle. H3K9me3, H3K27me1/3, H3K36me2, and
H4K20me3 showed strong and significant decreases under both
frozen and thawed conditions, compared with controls.
H3K9me3 is a well‐known histone modification associated with
transcriptional repression [10], and its significant decrease after
thawing, but not during freezing, suggests a dynamic regulation

FIGURE 4 | Relative protein levels of lysine demethylases (KDMs) in Rana sylvatica kidneys. All other information as in Figure 2.
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of gene expression in response to thawing. This observation
aligns with the need for rapid transcriptional reactivation of
genes that are crucial for post‐thaw cellular repair and recovery.
The unchanged levels of H3K9me3 during freezing may also
help maintain MRD, potentially conserving energy by keeping
non‐essential genes silenced.

H3K27me1, which is associated with active gene transcrip-
tion, showed a significant decrease during both freezing and
thawing, highlighting a role for this histone mark in sup-
pressing gene activity. By contrast, H3K27me3, a mark known
for gene silencing, exhibited a slight reduction during freezing
and a significant decrease after thawing. These differential
changes suggest that H3K27me1 and H3K27me3 are crucial
for modifying the transcriptional landscape over the freeze‐
thaw cycle. The repression of H3K27me1 may reflect a stra-
tegic downregulation of metabolic activity, whereas the
reduction of H3K27me3 upon thawing likely facilitates the
reactivation of genes essential for recovery. The significant
decrease in H3K36me2 levels during thawing, but not during
freezing, indicates that transcription elongation processes are
downregulated during recovery from freezing. Unchanged
H3K36me2 levels during freezing suggest that transcription
elongation is sustained during this period, possibly to ensure
essential renal functions. The substantial reduction upon
thawing points to shifting cellular priorities, with transcrip-
tional resources potentially redirected toward immediate
repair and survival mechanisms rather than elongation of
existing transcripts. The significant reduction in H4K20me3
during both freezing and thawing also highlights its role in
chromatin relaxation and DNA damage response. H4K20me3
has been implicated in genome stability and heterochromatin
organization [33], with the significant decrease seen presently
suggesting that H4K20me3 may be downregulated to allow for
a more accessible chromatin structure, facilitating repair
processes during freezing and promoting genomic stability
during thawing. This aligns with the need to repair potentially
freeze‐damaged DNA and reestablish chromatin organization
post‐thaw.

It is important to note that while the aforementioned histone
marks showed significant changes, other histone protein resi-
dues (H3K4me1/2/3, H3K36me3, H3K79me3, and H4K20me1)
did not exhibit significant alterations across all conditions. This
suggests that these marks are less regulated by the freeze‐thaw
cycle in R. sylvatica kidney. Increased H3K36me2 may be
associated with activation of genes involved in energy metabo-
lism and the stress response, whereas reduced H3K27me3 and
H4K20me3 may allow for the expression of genes involved in
tissue repair and regeneration. Overall, these changes in lysine
methylation during freeze/thaw suggest a dynamic epigenetic
response to environmental and physiological stresses that con-
tribute to freezing survival. Previous studies further support
these data, with levels of H3K9me3 and H3K36me2 found to be
maintained in skeletal muscle of R. sylvatica [14].

Furthermore, several KDMs showed significant alterations
during freezing with KDM4A, KDM4C, and KDM5C all sig-
nificantly reduced. KDM4A and KDM4C are associated with
downregulation of H3K9me3 and H3K36me2/me3 [34], with
KDM4C demethylating overexpressed H3K9 [35]. Frozen frogs

showed suppressed KDM4C protein compared to control, but
rebounding during thawing. This suggests that another
energy‐consuming process that is highly linked to aggressive
cancers is significantly repressed in frozen animals [35, 36].
Additionally, regulation of KDMs can lead to altered tran-
scriptional activation of specific genes. For instance, KDM4A
and KDM4C are both involved in the regulation of genes
associated with cell differentiation and development,
whereas KDM5B has been linked to the regulation of genes
involved in metabolism, immune response, and cell cycle
control [34, 37]. All of these cellular processes are energy‐
consuming, and, therefore, it is not surprising that these
lysine demethylases are suppressed to preserve pro‐survival
activities during freezing when intracellular energy supply
is low.

5 | Conclusion

Overall, this study reports significant changes in KMTs, KDMs,
and associated histone methyl marks in R. sylvatica kidneys in
response to the freeze‐thaw cycle. The redistribution of depleted
energy resources before freezing is crucial for survival, achieved
through transcriptional control during hypometabolism. The
relative expression of histone methylation and demethylation
provides a framework for downregulating non‐essential path-
ways while sustaining key pathways. Adequate knowledge of
the molecular/biochemical mechanisms underlying kidney
adaptation to freezing in wood frogs holds great significance not
only for basic biological research but also for conservation
biology and human medicine. While our results reveal general
histone modification trends, future studies focusing on the
specific genes and pathways regulated by these histone marks
are needed.
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