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Abstract 

Background Genomic imprinting results in parent-of-origin-specific gene expression and, among vertebrates, 
is found only in therian mammals: marsupials and eutherians. A differentially methylated region (DMR), in which 
the methylation status of CpG dinucleotides differs between the two alleles, can mark the parental identity 
of imprinted genes. We developed a computational pipeline that detected CpG islands (CGIs) marked by both meth-
ylated and unmethylated signals in whole genome bisulfite sequencing data. This approach identified candidate 
marsupial DMRs in a publicly available koala methylome. One of these candidate DMRs was associated with PRKACB, 
a gene encoding the protein kinase A catalytic subunit beta. Nothing is known about the imprinting status of PRKACB 
in eutherian mammals although mutations of this gene are associated with endocrine neoplasia and other develop-
mental disorders.

Results In the tammar wallaby and brushtail possum there was parent-of-origin-specific DNA methylation 
in the PRKACB DMR in which the maternal allele was methylated and the paternal allele was unmethylated. There 
were multiple RNAs transcribed from this locus. Allele-specific expression analysis identified paternal expression 
of a PRKACB lncRNA and an mRNA isoform. Comparison of the PRKACB gene start site between marsupials and euthe-
rians demonstrated that the CGI is longer in marsupials. The PRKACB gene product functions in the same signalling 
pathway as the guanine nucleotide-binding protein alpha subunit encoded at the GNAS locus, a known eutherian 
imprinted gene. In a mouse methylome Gnas had three differentially methylated CGIs, while in the koala methylome 
the GNAS locus had two unmethylated CGIs.

Conclusions We conclude that PRKACB is a novel, DMR-associated marsupial imprinted gene. Imprinting of PRKACB 
in marsupials and GNAS in eutherians may indicate a conserved selection pressure for imprinting of the protein kinase 
A signalling pathway in therians with the two lineages adapting by imprinting different genes.
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Introduction
Genomic imprinting is an epigenetic phenomenon 
that among vertebrates has so far only been detected 
in eutherian and marsupial mammals [3, 17, 75, 78]. 
Imprinting has predominantly been studied in euthe-
rians, particularly mice and humans which each have 
a set of more than 200 known imprinted genes with 63 
of these imprinted genes common to both species [59, 
104]. Genomic imprinting has mainly been characterised 
in the placenta, contributing to an emphasis on roles for 
imprinted genes in fetal growth and the acquisition of 
maternal resources [26, 29, 57, 77, 94]. A broader range 
of functions for imprinted genes is also recognised in 
the development and physiology of the brain, mammary 
gland, immune system, and circadian system [29, 72, 95, 
104].

Marsupials differ from eutherians primarily in their 
mode of reproduction [78]. Pregnancy in marsupials is 
relatively short and is supported in most species by a cho-
riovitelline (yolk sac) placenta [21, 105]. Marsupials give 
birth to highly altricial young that are nourished, usually 
in a pouch (pouch young: PY), by a sophisticated lacta-
tion throughout their extended post-natal developmental 
period [25, 77, 103]. Genomic imprinting in marsupials 
is under-explored given that imprinting of genes in the 
context of a different reproductive strategy could provide 
insights into the evolution of imprinting. Imprinting of 
genes has been studied in two American marsupials: the 
grey short-tailed opossum [10, 14, 80] and the Virginia 
opossum [42, 109], and two Australian marsupials: the 
tammar wallaby [79, 98] and the brushtail possum [8].

So far, 25 autosomal genes are known that have parent-
of-origin-specific gene expression in marsupials [8, 10, 
14, 24, 35, 63, 90, 98, 100]. Marsupials have imprinting 

of orthologues of several known eutherian imprinted 
genes in placenta and in fetal tissues [77], post-natal tis-
sues [95] and putative marsupial-specific imprints [10, 
14]. Seven differentially methylated regions (DMRs) 
have been confirmed on marsupial autosomes (Table 1). 
Many DMRs are proximal to an imprinted long noncod-
ing RNA (lncRNA) and a cluster of associated genes that 
have parent-of-origin-specific expression, as is the case at 
the H19 locus and the insulin-like growth factor 2 recep-
tor, IGF2R, locus [35, 90, 100].

Of particular interest are orthologous genes present in 
both eutherians and marsupials that are only imprinted 
in marsupials. The myeloid ecotropic viral integration site 
homeobox 1, MEIS1, gene was the first gene identified to 
be imprinted in marsupials (by transcriptionally opposing 
histone modifications in the grey short-tailed opossum) 
but not eutherians, though imprinting in eutherians was 
not formally tested [14]. A maternally-methylated DMR 
was identified in the opossum at the start site of the neu-
ral proliferation, differentiation and control 1 gene and 
the POU domain class 5 transcription factor 3 (NPDC1 
and POU5F3), two paternally-expressed genes that share 
their first two exons [10]. The NPDC1 and POU5F3 genes 
have not been reported to be imprinted in any eutherian 
species suggesting these genes form a novel marsupial-
specific imprinting cluster [10]. Bond et al. [8] identified 
four more novel marsupial-specific DMRs at glutathione 
peroxidase 7 (GPX7), the mutL homolog 1 gene and epi-
lepsy progressive myoclonus type 2A interacting protein 
1 (MLH1 and EPM2AIP1) and upstream binding protein 
1 (UBP1), demonstrating that there is a unique suite of 
marsupial imprinted genes. They suggested these evolved 
in concert with the specific developmental and reproduc-
tive traits characteristic of this mammalian lineage [8].

Table 1 Known marsupial DMRs

Marsupial DMRs confirmed by allele-specific methylation analysis. In rows where more than one gene symbol and gene name is noted the DMR is associated with 
more than one proximal gene

Allele methylated Gene symbol Gene name Species Citation

Paternal GPX7 Glutathione peroxidase 7 Brushtail possum Bond et al. [8]

Paternal H19; IGF2 Noncoding RNA H19; Insulin like growth factor 2 Tammar wallaby Smits et al. [90]

Maternal IGF2R; ALID Insulin like growth factor 2 receptor; Antisense 
lncRNA in the IGF2R DMR

Tammar and grey short-tailed opossum Das et al. [13] 
and Suzuki et al. 
[100]

Maternal MLH1; EPM2AIP1 MutL homolog 1; Epilepsy progressive myoclonus 
type 2A interacting protein 1

Brushtail possum Bond et al. [8]

Maternal NPDC1; POU5F3 Neural proliferation differentiation and control pro-
tein 1; POU domain class 5 transcription factor 3

Grey short-tailed opossum Cao et al. [10]

Maternal PEG10 Paternally expressed gene 10 Tammar Suzuki et al. [97]

Maternal PRKACB Protein kinase cAMP-activated catalytic subunit 
beta

Tammar Present study

Maternal UBP1 Upstream binding protein 1 Brushtail possum Bond et al. [8]
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To find previously unknown imprinted genes in mar-
supials we identified candidate DMRs in a publicly 
available koala brain methylome [88]. Whole genome 
bisulfite sequencing (WGBS) has been a common way to 
detect DNA methylation based on bisulfite conversion 
of unmethylated cytosines [22, 50]. In the present study, 
a candidate DMR from the koala WGBS data located 
near the gene PRKACB (protein kinase cAMP-activated 
catalytic subunit beta) was assessed further. Nothing has 
been reported about the imprinting status of PRKACB 
in any eutherian species. In a complementary study, 
PRKACB featured on a shortlist of candidate imprinted 
genes based on allele-specific methylation in a single 
brushtail possum individual and evidence for monoallelic 
expression [8].

The PRKACB gene encodes a catalytic subunit of pro-
tein kinase A (PKA). The PKA pathway, also known as 
the cAMP (cyclic adenosine 3′, 5′-monophosphate) 
pathway, is a well-studied model of cellular signal trans-
duction [102]. Activation of G protein-coupled receptors 
(GPCRs) by extracellular signaling molecules at the cell 
membrane leads to downstream activation of adenylyl 
cyclase, via the G-protein alpha-subunit  (Gsα), and syn-
thesis of the secondary messenger cAMP [83]. PKA is an 
enzyme consisting of two cAMP-binding regulatory (R) 
subunits and two catalytic (C) subunits [93]. Binding of 
cAMP to the regulatory units of PKA releases the cata-
lytic subunits to phosphorylate various target substrates 
in the cytoplasm and nucleus [93].

The two major PKA C subunit genes are PRKACA  
and PRKACB, with more known about PRKACA  [102]. 
Three additional C subunit genes have been identified in 
humans: PRKX and the retrotransposon-derived genes 
PRKY and PRKACG  [76, 102]. The PKA C subunits have 
different affinities for certain peptide substrates, suggest-
ing that the signalling downstream of PRKACB differs 
from that of PRKACA [23, 91, 93]. A well-known sub-
strate of PKA-mediated phosphorylation is the cAMP 
response element binding protein (CREB) transcription 
factor which regulates the expression of approximately 
4000 genes that have various functions in cell metabo-
lism, the cell cycle and cellular secretory pathways [83, 
110].

Altered PRKACB function has been implicated in 
various aspects of human health and disease. Somatic 
mutation near the PRKACB active site, p.Ser54Leu, led 
to adrenal tumor in a patient with severe Cushing syn-
dome [19]. Triplication of a 1.6-mb region of chromo-
some 1p31.1, including PRKACB, resulted in a case of 
Carney complex presenting with acromegaly, pigmented 
spots, and myxomas [20]. A patient with multiple skeletal 
developmental malformations had a possible pathogenic 
mutation of PRKACB, p.Lys286del, in a position that 

could interfere with PKA R subunit binding [18]. In four 
unrelated patients, mutation near the PRKACB active 
site, p.Ser54Leu and p.His88Arg, or the protein part-
ner tethering surface, p.Gly235Arg, caused congenital 
heart abnormalities and polydactyly [68]. Translocation 
and gene fusion between PRKACB and ATPase  Na+/K+ 
transporting subunit beta 1 (ATP1B1) resulted in papil-
lary neoplasms of the pancreas and bile duct [89].

PRKACB functions in the same pathway as guanine 
nucleotide-binding protein alpha subunit (GNAS): a 
known imprinted gene in eutherians. Multiple prod-
ucts are generated from the complicated GNAS locus 
[12], including Gsα, extra-long alpha subunit (XLαs), 
neuroendocrine secretory protein 55 (NESP55) and 
neuroendocrine secretory protein antisense (NESPAS). 
 Gsα functions upstream of PRKACB in the cAMP/PKA 
signaling pathway [83], though PRKACB can also acti-
vate  Gsα [37]. Parent-of-origin-specific expression from 
the GNAS locus is transcript- and tissue-specific, Gsα 
is maternally-expressed in the adult pituitary and loss 
of Gsα imprinting is associated with endocrine tumours 
[31]. Comparative analysis of the CpG content of the 
orthologous GNAS regions suggests imprinting of the 
NESP CpG island (CGI) in the GNAS domain has euthe-
rian origins [17, 99].

Since marsupial-specific genomic imprinting could 
provide insights into the evolution of imprinting we 
asked whether new imprinted genes might be found in a 
publicly available marsupial methylome. Here we identi-
fied PRKACB as a candidate DMR-associated imprinted 
gene in the koala and find in the tammar and brushtail 
possum that the PRKACB DMR was maternally-meth-
ylated and associated with expression from the paternal 
allele. Comparison of the PRKACB start site between 
species showed that the CGI is longer in marsupials than 
eutherians. We conclude that PRKACB is an imprinted 
gene in marsupials and potentially a marsupial-specific 
imprinted gene.

Results
Identification of new marsupial DMR candidates
A pipeline was set up to detect candidate marsupial 
DMRs. To assess the methylation status of CGIs a pub-
licly available koala brain WGBS dataset [88] and the 
annotated koala reference genome (phaCin_unsw_
v4.1: [39]) were used as inputs (Fig.  1A). This approach 
detected 17,365 CGIs (Fig. 1C), 12.0% of these CGIs were 
highly methylated (> 80% methylated reads) and 77.7% 
were highly unmethylated (< 20% methylated reads). 
CGIs of interest as candidate DMRs were those that pos-
sessed a combination of methylated and unmethylated 
reads.
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Fig. 1 Pipeline for candidate DMR detection identifies PRKACB. A Schematic of the processes involved in the bioinformatic DMR candidate 
detection pipeline. The steps indicated by the yellow boxes were achieved using custom scripts. B, C, E CGIs were assessed for methylation in terms 
of the percent of WGBS reads that were methylated and the standard deviation (STD) of the methylation across the CpG sites in the CGI. B Known 
mouse imprinted genes have differentially methylated CGIs in a mouse brain methylome. C Known marsupial imprinted genes had differentially 
methylated CGIs in a koala brain methylome, the koala methylome highlighted an unmethylated IGF2R promoter CGI and a differentially 
methylated intragenic CGI. D Illustration of the koala IGF2R locus, exons are arrowheads indicating the direction of transcription, introns are 
thinner shaded regions (red indicates maternal expression). CpG density is plotted as a percentage averaged over 500 bp windows. Methylated 
(purple) and unmethylated (green) WGBS read counts and the percent methylation are plotted over the region. E Grey boxes indicate the selection 
gates for koala DMR candidates, the PRKACB candidate DMR is indicated. Note, plots C and E contain the same data but highlight different genes 
of interest. Species silhouettes are Murinae and Phascolarctos cinereus, courtesy of PhyloPic.org
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We tested the ability of this pipeline to identify 
known imprinted genes. In a mouse brain WGBS data 
set (GSM1173783) known imprinted genes, includ-
ing Gnas, growth factor receptor bound protein 10 
(Grb10), Igf2r, and paternally expressed gene 10 
(Peg10), were found to have a CGI with a methylation 
level between 40 and 60% (Fig.  1B). The pipeline was 
also tested by examining the marsupial IGF2R locus as 
the tammar IGF2R gene is known to have an unmethyl-
ated promoter CGI and a maternally-methylated intra-
genic DMR [100]. The koala brain WGBS data gave two 
distinct CGI methylation signals for IGF2R (Fig. 1C, D), 
the promoter CGI was 0.8% methylated and the intra-
genic CGI was 64.3% methylated. Other known mar-
supial DMRs were detected including MLH1, UBP1, 
GPX7 and PEG10 (Fig. 1C). This pipeline did not detect 
the known DMRs at NPDC1 and H19. The NPDC1 

DMR was relatively short with a low overall CpG per-
centage. The H19 DMR was relatively long and highly 
variable in the CpG percentage.

Applying a stringent criteria to enrich for compel-
ling CGIs (see Methods section) produced a shortlist 
of candidate DMRs. Of these candidates we focused on 
PRKACB (Fig. 1E) as it already featured in a shortlist of 
candidate imprinted genes from the brushtail possum 
with allele-specific methylation in one individual with 
evidence for mono-allelic expression albeit with paren-
tal origin unknown [8]. The PRKACB gene had a CGI 
with a methylation level of 51.7% in the koala WGBS 
data but was unmethylated in the mouse WGBS data 
(Fig.  2). The mixed methylation signal was associated 
with a prominent CGI at the gene start site that had a 
CpG density of 4.7% over a 4 kb region (Fig. 2B).
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Fig. 2 Differential methylation of koala but not mouse PRKACB CGI. Scale illustration of the A mouse Prkacb locus and the B koala PRKACB locus, 
exons are arrowheads indicating the direction of transcription, introns are thinner shaded regions. The structures of two Prkacb isoforms are 
indicated for the mouse. CpG density is plotted as a percentage averaged over 500 bp windows. Methylated (purple) and unmethylated (green) 
WGBS read counts and the percent methylation are plotted over the region. Species silhouettes are Mus musculus and Phascolarctos cinereus, 
courtesy of PhyloPic.org
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The marsupial PRKACB CGI is methylated on the maternal 
allele
To test whether the mixed signal of methylated and 
unmethylated reads detected at the PRKACB CGI in the 
koala WGBS data was the result of parent-of-origin-spe-
cific methylation, the orthologous region was assessed by 
a targeted locus-specific analysis in the tammar wallaby 
and brushtail possum. Like in the koala, the PRKACB 
locus in the tammar and brushtail possum had a CpG-
rich region present at the gene start site (Fig. 3).

Allele-specific phasing of bisulfite-converted DNA 
from the tammar and brushtail possum separated out 
the methylated DNA sequences by their parent of ori-
gin. Genotyping 11 tammar PY showed five animals with 
SNPs in the candidate DMR region (Fig. 3A, B), four of 
these animals had informative homozygous mothers. 
Of 23 CpG sites assessed in tammar PY tail tissue by 
bisulfite clone sequencing (Fig.  3C) the maternal DNA 
was 90.7% methylated (15 total clones, 4 animals) while 
the paternal DNA was 0.3% methylated (14 total clones, 
4 animals). Genotyping five brushtail possum PY showed 
two animals with SNPs, in either one or both bisulfite 
amplicons targeting within in the candidate DMR region 
(Fig. 3D, E), that had informative homozygous mothers. 
Allele-specific methylation in the brushtail possum was 
assessed in two adjacent regions by bisulfite amplicon 
sequencing (Fig. 3F). Of the three CpG sites assessed in 
one bisulfite amplicon, the maternal DNA from the 2 
animals was 95.3% and 94.7% methylated (122 and 449 
reads) while the paternal DNA was 1.6% and 2.6% meth-
ylated (128 and 441 reads), respectively. A second ampli-
con with 13 CpG sites, showed the maternal DNA from 
the 1 animal was 94.4% methylated (281 reads) while the 
paternal DNA was 4.6% methylated (442 reads).

Multiple transcripts produced from the marsupial PRKACB 
locus
To understand how differential methylation might regu-
late PRKACB, we assessed which RNAs were transcribed 
from the locus.

In the brushtail possum, six distinct PRKACB tran-
scripts were detected by Stringtie (Fig.  4A) across the 
publicly available PY tissue transcriptomes [8] that were 
assessed (muscle, spleen and liver, and skin, not shown). 
The first five transcripts, found in the muscle and skin 
but not the liver and spleen, varied by exon use and had 
transcriptional start sites proximal to the DMR. Tran-
script “01” was the most abundant in muscle with 337 
fragments per kilobase of transcript per million mapped 
reads (FPKM). PRKACB transcript “06” started 20.6  kb 
downstream of transcript “01” and was found in the liver 
and spleen at 1.3 and 6.3 FPKM, expression in the muscle 

was barely detected at 0.4 FPKM. Upstream of the brush-
tail possum DMR a transcription signal was observed 
from the reverse strand in the muscle tissue, indicative of 
an antisense transcript, but the expression level was too 
low to assemble a transcript structure so the “lncRNA 
region” is indicated (Fig. 4A).

Analysis of tammar transcriptomes resulted in the 
identification of four antisense (“01” to “04”) and nine 
sense transcripts (“05” to “13”) from the PRKACB locus 
(Fig.  4B, C). Long-read transcriptomes from a term 
fetus and PY (d148) gonads and publicly available short-
read transcriptomes for adult gonads were assessed. The 
structure of the sense transcripts in the tammar resem-
bled those found in the brushtail possum. Tammar 
PRKACB transcripts “05” to “12” had a start site proximal 
to the DMR and variation in exon use with small changes 
in the position of the transcriptional start site. Transcript 
“08” was the most abundant of these and was detected in 
all tissues, though at a low level in the PY and adult testis 
and had 120.6 FPKM in the D25 fetus (Fig. 4C). PRKACB 
transcript “13” (similar to brushtail possum transcript 
“06”) started 20.0  kb downstream of “08” and had 1.2 
FPKM in the adult ovary and was not detected in the 
adult testis transcriptome.

Four distinct antisense long non-coding RNAs (lncR-
NAs), all with start sites within the DMR, were detected 
in the tammar transcriptomes (Fig.  4B, C). The reverse 
reads at the 5′ end of the PRKACB gene indicated anti-
sense transcription of these lncRNAs. The low-level 
reverse reads at the 3′ end of the PRKACB gene in the 
long-read data were considered an artifact of an imper-
fect sense assignment method but could reflect another 
lncRNA. There appeared to be ovary and testis-specific 
transcription start site usage for lncRNA expression. 
Transcript “01” was expressed only in the short-read 
adult testis transcriptome with 1.4 FPKM and presented 
as a noisy signal in combination with a signal from tran-
script “02”. Transcript “03” differed from “01” in the 5′ 
exon and the length of the 3′ exon and presented as a 
clean signal with 2.1 FPKM in the long-read PY ovary 
transcriptome. RT-PCR using primers located in the 
common region of the 3′ exon of transcript “01” and “03” 
produced amplicons from PY ovaries, and adult testis, 
but not adult ovaries (Fig. 4D).

Upstream of the grey short-tailed opossum PRKACB 
CGI an lncRNA transcription signal was observed from 
the reverse strand in a publicly available ovary tran-
scriptome (Fig. 4E). The structure of lncRNA transcripts 
detected by Stringtie, “01” and “02”, resembled a combi-
nation of the 5′ structures of the tammar “01” and “03” 
transcripts. Transcript “01” differed from “02” in the 3′ 
structure of the transcript, “02” had 1.5 FPKM and “02” 
had 0.2 FPKM. No transcription was observed from the 
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Fig. 3 Differential methylation of marsupial PRKACB CGI. A The PRKACB locus in tammar, the position of the bisulfite primers used to clone the CGI 
region for DNA methylation analysis are indicated. B The position of the CpG sites and SNP within the assessed amplicon. Sanger genotyping 
of the SNP used for allele-phasing of methylation signals. C Allele-specific methylation analysis of tammar tail tissue showing methylated (purple) 
and unmethylated (green) CpG sites on the paternal (left) and maternal (right) allele for one of four animals. D The PRKACB locus in brushtail 
possum, the position of the bisulfite primers used for DNA methylation by amplicon sequencing. E The position of the CpG sites and SNPs 
within the two assessed amplicons. Illumina genotyping of the SNPs used for allelic-phasing of methylation signals in PCR amplicons 1 and 2. F 
Allele-specific methylation analysis in the brushtail possum liver showing methylated (purple) and unmethylated (green) reads at 15 CpG sites 
(assessed by 2 bisulfite amplicons) on the paternal (left) and maternal (right) allele for one of two animals. Species silhouettes are Phascolarctos 
cinereus, Notamacropus (Macropus) eugenii and Trichosurus vulpecula, courtesy of PhyloPic.org
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01
06

Fig. 4 Transcription from the PRKACB locus. A The brushtail possum PRKACB locus illustrating selected transcript structures detected in short read 
transcriptomes from PY muscle, spleen and liver and the estimated region containing a low-level lncRNA signal in muscle. Below, the coverage 
tracks of forward (brown) and reverse (yellow) transcript mapped reads for the different tissues, “sashimi” lines reflect junction-spanning reads 
with the width of the lines a function of the number of reads. B The tammar PRKACB locus illustrating selected transcript structures detected 
across short read adult gonad transcriptomes and long read transcriptomes from a term fetus and PY gonads. C The structure, compressed 
horizontally relative to B, and expression level of all of the merged Stringtie transcript stuctures in the tammar. The expression level for each 
transcript is reported as FPKM, and given a colour to reflect this value, for the different tammar tissues. D RT-PCR gels showing the presence 
of the lncRNA at different stages of ovary (top) and testis (bottom) development. Asterisks highlight the difference between the ovary and testis 
in terms of expression at the adult stage. The position of the amplicon is indicated in C. E The opossum PRKACB locus illustrating selected transcript 
structures and annotated transcripts detected in short read transcriptomes from ovary, testis and muscle. Species silhouettes are Trichosurus 
vulpecula, Notamacropus (Macropus) eugenii and Monodelphis domestica, courtesy of PhyloPic.org
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reverse strand upstream of the PRKACB CGI in publicly 
available opossum testis and muscle transcriptomes.

Allele‑specific expression from the PRKACB locus
To test whether the PRKACB DMR was associated with 
parent-of-origin-specific gene expression we examined 
PRKACB expression in the tammar and brushtail pos-
sum. At least eleven tammar PY were genotyped at each 
of five locations throughout the PRKACB gene. The only 
locations where SNPs were found were the final exons of 
both the sense and antisense transcripts (Fig.  5A). We 
first focused on antisense transcription as a target for 
allele-specific expression in the tammar because the 3′ 
exon from lncPRKACB frequently contained allelic vari-
ation. Transcript “03” was 1,271 base pairs (bp) long and 
the Coding Potential Calculator 2 [41] classified it as a 
noncoding sequence with a low coding probability of 
0.01. We called transcripts “01” and “03” as lncPRKACB. 
Allele-specific expression of lncPRKACB was tested 
using seven SNP sites detected in the 3′ exon. Four PY 
were identified that had an informative maternal geno-
type (Fig.  5B), RT-PCR produced an amplicon for the 
lncPRKACB from the PY liver which had monoallelic 
expression from the paternal allele in all PY sampled. A 
further six PY, for which muscle samples had been col-
lected, were genotyped. Both PYs that had an informative 
maternal genotype had monoallelic paternal expression 
of lncPRKACB in the muscle tissue (Fig. 5B), the two PY 
without an informative maternal genotype also had mon-
oallelic expression.

To test whether the PRKACB coding gene had allele-
specific expression, two of the sense transcripts were 
considered (Fig. 5C). Transcript “08” was used to model 
PRKACB transcription from the DMR and was here 
called PRKACB_iso1. Transcript “13” was of interest due 
to its different start site and was here called PRKACB_
iso2. Both isoforms had high coding probabilities > 0.99, 
PRKACB_iso1 was 3,876  bp and was predicted to code 
for a peptide 387 amino acids (aa) long while PRKACB_
iso2 was 3,715 bp and had a predicted peptide length of 
399 aa. No SNPs were detected in the exons unique to 
these transcripts, so a nested approach was taken where 
the specific transcript was first amplified by RT-PCR and 
then assessed for allele-specific expression using SNPs in 
the shared 3′ region of the gene with a second round of 
PCR (Fig. 5C).

Allele-specific expression of the PRKACB coding 
transcripts was isoform-specific. Of eleven animals 
genotyped three PYs had a SNP found in the shared 3′ 
region and only one of these animals had an informa-
tive homozygous maternal genotype though the results 
in this animal were corroborated by the brushtail pos-
sum, below. Amplification of PRKACB_iso1 resulted in a 

single ~3 kb band and nested amplification of the shared 
3′ region showed monoallelic expression from the pater-
nal allele (Fig. 5D). RT-PCR for PRKACB_iso2 resulted in 
multiple bands, nested allele-specific expression analysis 
of the expected ~3 kb product showed PRKACB_iso2 to 
be biallelically-expressed (Fig. 5D).

Allele-specific expression from the lncRNA region of 
the PRKACB locus was also assessed in the brushtail pos-
sum. Genotyping within the lncRNA region identified 
three SNP sites (Fig. 5E) in a PY for which muscle tissue 
was available: the mother was heterozygous at these sites 
preventing parent-of-origin analysis. Transcription from 
the brushtail possum lncRNA region in this PY muscle 
was monoallelic (Fig.  5F) with expression of the minor 
allele for the three SNPs at 5.1%, 6% and 11.7% and the 
average major allele expression at 92.4% (as determined 
from a total of 2112, 3028 and 1121 amplicon reads, for 
each respective SNP). The first two SNPs in the brushtail 
possum were located in the region equivalent to the 3′ 
exon of the tammar “01” and “03” transcripts, the third 
SNP also had monoallelic expression despite being in 
the region equivalent to the 3′ exon of the tammar “02” 
transcript (Fig. 5E). No transcripts were detected in three 
brushtail possum PY liver samples using RT-PCR with 
the three lncRNA primer sets.

Allele-specific expression of the PRKACB coding gene 
was tested in the brushtail possum. Like in the tammar, 
two sense transcripts were considered; transcript “01” 
had a start site proximal to the DMR and was called 
PRKACB_iso1, transcript “06” with a different start 
site was called PRKACB_iso2 (Fig.  5G). The transcrip-
tome analysis (Fig. 4A) showed PRKACB_iso1 predomi-
nantly expressed in the muscle while the liver expressed 
PRKACB_iso2. Five brushtail possum PY for which 
liver samples were available were genotyped and all had 
a SNP in the 3′ exon of the isoforms. Four PY had an 
informative maternal genotype. Expression of PRKACB 
(PRKACB_iso2) in the liver was biallelic (Fig.  5H) with 
the maternal allele present at 48.4% and the paternal 
allele present at 51.6% (average 1,163 ± 330 reads per 
animal, 4 animals). The two brushtail possum PY for 
which muscle samples were available both had a SNP and 
one of these PY had an informative maternal genotype. 
PRKACB (PRKACB_iso1) was monoallelically expressed 
from the paternal allele in the muscle (Fig. 5H) with the 
paternal allele present at 99.1% (25,753 total reads). The 
muscle sample for which the mother was heterozygous 
had monoallelic expression of the SNP with the major 
allele present at 99.8% (60,678 total reads).

Marsupials have a longer CGI at the PRKACB start site
The imprinting status of PRKACB has not been reported 
in any species, so we compared the PRKACB locus 
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Fig. 5 Allele-specific expression from the PRKACB locus. A The tammar lncPRKACB locus indicating the location of the primers used for allele-specific 
expression analysis. The blue transcript colour indicates paternal expression, the position of the CGI is provided for reference. B Allele-specific 
expression of lncPRKACB in tammar liver (top) and muscle (bottom), the horizontal line distinguishes two sets of mother-young. Informative 
homozygous genotype in a matched maternal sample (left), heterozygous SNP in PY genomic DNA (centre) and expression of lncPRKACB 
from the paternal allele (right). C The rest of the tammar PRKACB locus indicating coding transcripts, PRKACB_iso1 and PRKACB_iso2. The location 
of isoform-specific and nested primers used for allele-specific expression is indicated. D Allele-specific expression of PRKACB is transcript-specific 
in tammar. The blue transcript colour indicates paternal expression, white transcript colour indicates biallelic expression. Informative homozygous 
genotype in a matched maternal sample (left), heterozygous SNP in PY genomic DNA (centre left) and expression of PRKACB_iso1 (centre right) 
and PRKACB_iso2 (right). E The brushtail possum lncPRKACB locus indicating the location of the SNPs used for allele-specific expression analysis. 
The exon positions are aligned from the tammar lncPRKACB. The grey transcript colour indicates unknown parent-of-origin-specific expression, 
the position of the CGI is provided for reference. F Monoallelic expression of the lncPRKACB across the three SNP sites in amplicon sequencing 
from brushtail possum PY muscle tissue. G The rest of the brushtail possum PRKACB locus indicating coding transcripts, PRKACB_iso1 and PRKACB_
iso2. The blue transcript colour indicates paternal expression, white transcript colour indicates biallelic expression. The location of the SNP used 
for allele-specific expression in the shared 3′ region is indicated. F Biallelic expression of PRKACB in a brushtail possum PY liver and monoallelic 
paternal expression in PY muscle
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between monotremes, marsupials and eutherians 
(Fig.  6A). Gene synteny was conserved in mammals. In 
all the species assessed PRKACB was located between 
the tubulin tyrosine ligase like 7 (TTLL7) gene and the 
sterile alpha motif domain containing 13 (SAMD13) gene 
(Fig. 6B). The broader PRKACB region was similar within 
marsupials and within monotremes. There was pairwise 
alignment between 83.1% and 87.8% of the opossum and 
koala regions respectively. The broader PRKACB region 
showed more divergence within eutherians, there was 
pairwise alignment between 38% and 57.8% of the human 
and mouse regions.

A notable CGI was present at the annotated PRKACB 
start site in all of the species (Fig. 6). The shorter CGI in 
eutherians had a higher maximum CpG density of 19% in 
humans and 15% in mice while in marsupials the maxi-
mum CpG density was 11%. In mice (see also Fig. 2A) and 
humans the CGI spanned an ~1 kb region. The PRKACB 
CGI was longer in marsupials, the koala (see also Fig. 2B) 
and tammar CGI spanned ~4  kb. The PRKACB CGI 
was ~3 kb in the agile gracile opossum.

The PRKACB CGI was not closely related at the 
sequence level between the three groups of mam-
mals (Fig.  6C). The elephant and echidna shared a 
small ~250  bp comparable segment at the first exon of 
PRKACB, the marsupial PRKACB CGI did not align well 
with the orthologous monotreme or eutherian sequences. 
Tandem repeats did not make a notable contribution to 
the length of the marsupial CGI in marsupials (with the 
exception of the agile gracile opossum) the DNA imme-
diately 3′ adjacent to the CGI contained more than 120 
copies of a “CCT” repeat. A “CCG” tandem repeat was 
present in the center of the eutherian CGI, in humans 
this was 54 bp long (18 copies). In the echidna there was 
a 736 bp segment comprised of tandem repeats located at 
a peak in CpG density at the PRKACB start site.

Few transposable elements were found within the 
PRKACB CGI (Fig. 6C). A single mammalian-wide inter-
spersed repeat c (MIRc) was found within the koala and 

opossum CGI. The sequence adjacent to the CGI was 
rich in transposable elements with lineage-specific dif-
ferences in the repeat element composition. In mice and 
humans there was a prominent contribution of long tan-
dem repeats (LTRs) to the sequence, monotremes had a 
dense arrangement of L2 long interspersed nuclear ele-
ments (LINES) and short interspersed nuclear elements 
(SINEs). In marsupials the sequence that lncPRKACB was 
transcribed from was comprised of SINEs, LINEs/L2 and 
other LINEs.

Eutherian‑specific GNAS structure
The WGBS data sets were examined for further evi-
dence of whether PRKACB imprinting might be marsu-
pial-specific and GNAS imprinting eutherian-specific. 
The Prkacb locus in the mice WGBS data set (Fig.  2A) 
showed the CGI was largely unmethylated, with a meth-
ylation level of 9.2% (out of 1,106 reads). The Gnas locus 
is known to be imprinted in mice and functions in the 
same signaling pathway as the gene product for Prkacb 
[74]. The three CGIs at the mouse Gnas locus (Fig. 7A) 
were differentially methylated with methylation levels of 
51.4% (3,811 reads), 52.4% (4,073 reads) and 33.9% (2,643 
reads). The two CGIs at the koala GNAS locus (Fig. 7B) 
were unmethylated with methylation levels of 1.5% (2,382 
reads) and 0.9% (1,818 reads).

Discussion
The PRKACB gene is imprinted in marsupials and is 
potentially a marsupial-specific imprinted gene. To 
our knowledge PRKACB has not been identified as 
an imprinted gene in any eutherian species. PRKACB 
imprinting could have been acquired specifically in the 
marsupial lineage. Maternal-specific methylation in the 
tammar and brushtail possum, and the differential meth-
ylation observed in the koala, suggest that PRKACB is 
imprinted in at least the Australian marsupials. Expres-
sion of an antisense lncPRKACB transcript and a long 
CGI in the grey short-tailed opossum raise the possibility 

(See figure on next page.)
Fig. 6 Marsupial-specific PRKACB CGI structure. A Cladogram indicating the phylogenetic relationship of the monotreme, marsupial and eutherian 
species analysed. Monotremes diverged before the separation of therians but are positioned (dotted line) between eutherians and marsupials 
to facilitate comparison. B Synteny comparison of the region containing the TTLL7, PRKACB and SAMD13 genes. The annotated gene regions 
are shown as white arrowheads, CpG density is shown below, averaged over 500 bp windows. Dark grey links indicate pairwise alignments 
between two species, orange links indicate inverted alignments. The green shaded region highlights the PRKACB start site. C Repeat element 
composition and CpG density over the CGI region at the PRKACB start site of different animals. A 50 kb region is plotted for each animal, centered 
on the gene start site, with CpG density averaged over 100 bp windows. The location of the tammar lncPRKACB transcript is indicated. LTRs are pink, 
LINE/L2 elements are cyan, other LINEs are dark blue, SINEs are green and other transposons are yellow. Below the transposable elements, tandem 
repeats are indicated as grey lines. The mouse, elephant, platypus, agile gracile opossum, grey short-tailed opossum, brushtail possum regions were 
reversed to correct for larger inversions or a different chromosome orientation relative to the other species. Species silhouettes are Homo sapiens, 
Mus musculus, Loxodonta africana, Tachyglossus aculeatus, Ornithorhynchus anatinus, Gracilinanus, Monodelphis domestica, Phascolarctos cinereus, 
Notamacropus (Macropus) eugenii and Trichosurus vulpecula, courtesy of PhyloPic.org
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Fig. 6 (See legend on previous page.)
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that imprinting of PRKACB evolved early in the marsu-
pial lineage. The imprinting of PRKACB in marsupials 
and GNAS in eutherians could indicate a conserved evo-
lutionary pressure for imprinting of the cAMP/PKA sign-
aling pathway with the lineages adapting by imprinting 
different genes in this pathway (Fig. 8).

Most known DMRs are methylated on the maternal 
allele but at least four DMRs are paternally methyl-
ated in eutherians [3, 104]. In mice CpG content was 
5.6% at maternally methylated CGIs and 2.7% at pater-
nally methylated CGIs [45], this could lead to imprint 
detection pipelines enriching for maternally methylated 
CGIs. Maternally and paternally methylated DMRs also 

have different locations. Paternal imprints are located 
in intergenic sequences while maternal imprints are 
typically found within genes. This correlates with global 
differences in the patterns of methylation acquisition 
during spermatogenesis and oogenesis [44, 104]. Here 
the known paternal imprint H19 was not detected 
by our pipeline, although the other known paternal 
imprint GPX7 was detected. Marsupial-specific pater-
nal methylation of GPX7 occurs at an intragenic CGI at 
the 3′ end of the gene [8]. The identification of more 
imprinted sites in marsupials could provide new infor-
mation on the evolution of imprinted genes and their 
regulation.
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Fig. 7 Marsupial-specific GNAS CGI structure. Scale illustration of the A mouse Gnas locus and the B koala GNAS locus, exons are arrowheads 
indicating the direction of transcription, introns are thinner shaded regions. CpG density is plotted as a percentage averaged over 500 bp windows. 
Methylated (purple) and unmethylated (green) WGBS read counts and the percent methylation are plotted over the region
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We found multiple transcripts produced from the mar-
supial PRKACB locus including an imprinted lncPRKACB 
transcript and PRKACB isoform that both have start sites 
within the PRKACB DMR. In humans there are multi-
ple, functionally non-redundant, isoforms of PRKACB 
and PRKACA  [93]. The human PRKACB gene produces 
at least six splice variants due to alternative use of four 
5′ exons [67, 92, 102]. The PRKACB_iso1 transcript and 
the non-imprinted PRKACB_iso2 transcript in the tam-
mar and brushtail possum may correspond to the previ-
ously observed PKA Cα1/Cβ1 and CαL/Cβ2 isoforms 
[92]. In the brushtail possum biallelic expression of 
PRKACB_iso2 in the liver appeared to correlate with the 
absence of lncPRKACB detection in this tissue. Isoform 
and tissue-specific paternal expression of PRKACB could 
be biologically significant in terms of gene regulation 
and the type and location of the cellular signals that are 
affected by a particular transcript.

Imprinting of PRKACB in marsupials and GNAS in 
eutherians might be different means of achieving simi-
lar physiological outcomes. Aberrant function of either 
PRKACB and GNAS contributes to pathological cAMP/
PKA signalling in endocrine tumours [7, 20, 31, 52, 84]. 
Mutual exclusivity of mutations in PRKACB and GNAS 
suggests an epistatic relationship between these two 
genes. Alterations to PRKACB function through gene 
fusion are mutually exclusive from GNAS mutation in 
biliary tract cancer [61] and either mutually exclusive in 
pancreatic cancer [89] or not completely mutually exclu-
sive [38]. Mutations in PRKACA  (the PRKACB para-
logue) and GNAS are mutually exclusive in Cushing’s 
syndrome and result in similarly sized adrenocortical 

adenoma diameter and similar increases in serum corti-
sol [84]. Lineage-specific imprinting of different steps in 
the cAMP/PKA pathway implies an evolutionary selec-
tion pressure applied at the level of the cell signaling 
pathway.

Several evolutionary theories have been proposed for 
genomic imprinting, with no one model well suited for 
describing all imprinted loci [94]. Under the parental 
conflict model for the selection of imprinting, pater-
nally expressed genes are expected to promote offspring 
growth [26]. Increased PRKACB levels in papillary thy-
roid cancer cells [108] and adenoma of the pituitary 
gland [20] suggest that PRKACB influences offspring 
growth during development through effects on the endo-
crine glands. In general, PRKACB activity has been posi-
tively correlated with the proliferation and growth of 
cancer cells [18–20, 60]. There is a negative correlation 
between PRKACB levels and cell growth in non-small 
cell lung cancer tissue and transfection of PRKACB into 
LTEP-A2 cells decreased cell proliferation [11]. Whether 
PRKACB promotes cellular growth could depend on the 
specific tissue or other factors in the cellular signaling 
environment.

It is unclear what mechanism resulted in the expanded 
PRKACB CGI in marsupials that was associated with 
parent-of-origin-specific methylation. There was a lack 
of tandem repeats and transposable elements within the 
marsupial PRKACB CGI. The regions flanking the CGI 
were rich in transposable elements which could have 
allowed the CGI to have been inserted at the PRKACB 
start site from elsewhere. An important step in the gen-
eration of new imprinted regions is the insertion of DNA 
sequences which can be acquired from retroviruses or 
other unknown origins, or be duplicated by retroposition 
[40, 97]. The lncPRKACB transcript contains sequence 
derived from transposable elements and could be derived 
from retroviruses. The different sequence composition 
in eutherians suggests that lncPRKACB is found only in 
marsupials.

Limited studies are available addressing roles for 
PRKACB specifically in marsupials. In the Virginia opos-
sum, Didelphis virginiana, PRKACB was upregulated in 
depigmented skin at the tip of the ear suggesting a func-
tion for PRKACB in melanocytes and phenotypic varia-
tion in marsupials [64]. Other marsupial studies suggest 
a role for cAMP/PKA signalling in reproductive function. 
The tammar relaxin peptide stimulated cAMP signaling 
in a relaxin-receptor expressing cell line [4]. The andro-
gen metabolite 5α-androstane-3α, 17β-diol (5α-diol) 
mediates formation of the male urogenital tract in the 
tammar wallaby [86]. In human prostate cancer cells, 
5α-diol stimulated the accumulation of intracellular 
cAMP and reduced PRKACB expression [65]. Signaling 

Fig. 8 Lineage-specific imprinting of the cAMP/PKA signaling 
pathway. Simplified diagram of the cAMP/PKA signaling pathway 
indicating steps of interest subjected to lineage-specific imprinting. 
In eutherians (left), the GNAS gene is imprinted and Gsα (G 
subunit alpha) has expression from the maternal allele (red). In 
marsupials (right), the PRKACB gene is imprinted and is expressed 
from the paternal allele (blue). Dark grey indicates an unconfirmed 
or unknown imprinting status of a particular pathway step 
in the lineages
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through the cAMP/PKA pathway occurs in marsupial 
sperm and has been associated with the capacitation pro-
cess [5, 87].

Further components of the cAMP/PKA signaling path-
way are imprinted in eutherians. Endothelin 3 (Edn3) is 
a vasoactive signaling peptide that acts via the cAMP/
PKA pathway and is imprinted in the mouse brain [2, 9]. 
There are imprinted membrane receptors in humans and 
mice, including G protein-coupled receptor 1 (GPR1/
Gpr1) and the calcitonin receptor (CALCR/Caclr), that 
signal through the cAMP/PKA pathway [15, 33, 46, 58]. 
The G protein-coupled receptor 78 (GPR78) and calcium 
voltage-gated channel subunit alpha 1C (CACNA1C) 
have placenta-specific DMRs in humans [81]. Regulators 
of intracellular cAMP concentration, phosphodiesterase 
4D (Pde4D) and 10A (Pde10A) are imprinted in mice 
[34, 107]. The cAMP-dependent protein kinase inhibitor 
alpha (PKIA) is a strong candidate paternally-expressed 
gene in humans [27]. Downstream, the well-studied 
imprinted gene KCNQ1 (potassium voltage-gated chan-
nel subfamily Q member 1) encodes a protein that is reg-
ulated by PKA-mediated phosphorylation [49].

Imprinted genes are most often studied in isolation 
or in terms of their respective clusters, but it was noted 
early on that multiple imprinted genes shared a com-
mon function in the insulin and insulin-like growth fac-
tor pathway [69]. The IGF2R, insulin-like growth factor 
2 (IGF2) and insulin (INS) genes are imprinted in mar-
supials, but imprinting of growth factor receptor bound 
protein 10 (GRB10) is eutherian specific [63, 95, 96]. 
Imprinted genes have enriched gene ontology for organ 
development in humans and cation transport and G-pro-
tein signaling in mice [28]. The mouse imprinted gene 
network is enriched for extracellular matrix genes and 
regulates cell proliferation and differentiation [1]. The 
proteins encoded by human imprinted genes are con-
nected to prominent hubs in the human interactome 
network, but do not have a high number of interactions 
themselves [82]. An imprinted transcription factor, pleio-
morphic adenoma gene 1 like zinc finger 1 (Plagl1, also 
called Zac1), regulates a network of imprinted genes in 
eutherians, including Gnas [106]. PLAGL1 was bial-
lelically expressed in two opossum embryos [13] and in 
opossum and platypus lacks the CGI that is differentially 
methylated in eutherians [99] suggesting that PLAGL1 is 
not an imprinted regulator of imprinted gene networks in 
marsupials.

The GNAS locus is transcriptionally complex. In 
humans 51 transcripts have been identified from the 
GNAS (NCBI gene ID: 2778) locus [73]. In mice the 
transcripts from the Gnas locus are regulated by three 
DMRs and have been summarised into six transcrip-
tional units; the maternally-expressed Nesp and F7; the 

paternally-expressed Exon 1A, Nespas and Gnasxl; and 
Gnas which is maternally-expressed in certain cell types 
but biallelically-expressed in most tissues [32]. The alter-
native extra-large form of  Gsα,  XLsα, encoded by Gnasxl, 
has identical cAMP signalling characteristics to  Gsα 
but is paternally expressed and has a more restricted 
expression pattern in neural and endocrine tissues [74]. 
If imprinting of PRKACB in marsupials is performing a 
similar function to GNAS imprinting in eutherians, it is 
not clear which transcript from the GNAS locus (e.g. Gsα 
or XLsα) relates most directly in function to PRKACB.

Imprinting of PRKACB in marsupials and GNAS in 
eutherians is an example of convergent evolution indi-
cating a conserved selection pressure for imprinting 
of the protein kinase A signaling pathway in therians 
with the two lineages adapting by imprinting different 
genes. This work further adds to the understanding that 
genomic imprinting is not fixed over evolutionary dis-
tance and affects different gene sets in divergent mam-
malian groups. Further examination will be required to 
uncover a deeper appreciation as to why marsupial and 
eutherian mammals possess unique sets of imprinted 
genes and how this relates to their respective reproduc-
tive strategies.

Methods
Whole‑genome bisulfite sequencing (WGBS) data
A koala, Phascolarctos cinereus, female brain methylome 
was analysed using published WGBS data: SRX8207654 
[88]. A mouse brain methylome was also analysed using 
a published WGBS dataset: SRX314948 [56] using 
GRCm39 (GCA_000001635.9) as a reference. The raw 
data was downloaded from the NCBI SRA (https:// 
www. ncbi. nlm. nih. gov/ sra). All WGBS-seq reads were 
trimmed using TrimGalore! v0.6.5 (https:// www. github. 
com/ Felix Krueg er/ TrimG alore) with clip_r1 and clip_r2 
set to remove 8  bp. The trimmed reads were aligned to 
bisulfite converted versions of the koala genome (pha-
Cin_unsw_v4.1, GCF_002099425.1) using Bowtie 2 
v2.3.5.1 [51]. Aligned reads were then de-duplicated with 
the de-duplicate_bismark function in Bismark v0.22.3 
[47]. CpG methylation was specifically called from the 
de-duplicated output using Bismark_methylation_extrac-
tor function in Bismark v0.22.3 with the bedGraph and 
report parameters.

Methylation status at CpG islands
The contig-level koala DNA sequence, gene annotation, 
and methylation coverage was broken into 1 mb “win-
dows”, to allow parallel computation. Within each win-
dow, CGIs were defined as 1  kb regions with over 3% 
CpG content located adjacent to a region meeting the 
same criteria. Methylation coverage was mapped to each 

https://www.ncbi.nlm.nih.gov/sra
https://www.ncbi.nlm.nih.gov/sra
https://www.github.com/FelixKrueger/TrimGalore
https://www.github.com/FelixKrueger/TrimGalore


Page 16 of 21Newman et al. Epigenetics & Chromatin           (2024) 17:29 

CGI by genomic location and averaged over the CpG 
sites within each region. CGIs were associated with an 
annotated gene feature by being within the start and end 
of the feature, starting inside the feature, ending inside 
the feature, spanning the start and end of the feature, 
being within 5 kb of the feature start site, or being within 
5 kb downstream of the feature end.

CGIs were identified as candidate DMRs using strin-
gent criteria in order to reduce the size of the candidate 
list for subsequent testing. The criteria used were based 
on WGBS signal at the koala IGF2R DMR and included 
being 45–55% methylated, having a standard deviation 
of methylation (between CpG sites within the CGI) of 
less than 25%, having over 400 sequencing reads, hav-
ing over 95 CpG sites and having over 4% CpG content. 
The scripts required to reproduce the processed data 
are available on GitHub (https:// www. github. com/ trent 
newman/ dmrcan). DNA methylation in the context of 
gene features was assessed in SeqMonk v1.47.2 (https:// 
www. bioin forma tics. babra ham. ac. uk/ proje cts/ seqmo 
nk/). Gene diagrams were prepared with the DNA Fea-
tures Viewer [111]. When plotting WGBS methylation 
calls across a gene locus, including the CGI and non-CGI 
sites, the Bismark coverage file was used.

Animals
Tammar wallabies, Notomacropus (Macropus) eugenii, 
originating from Kangaroo Island, South Australia, were 
held in open grassy yards in our breeding colony at the 
University of Melbourne. Animal experiments were 
approved by the University of Melbourne Animal Experi-
mentation Ethics Committees and followed the Austral-
ian National Health and Medical Research Council [62] 
guidelines. Brushtail possum (Trichosurus vulpecula) tis-
sues were sourced from freshly deceased animals killed 
as part of a pest-control programme in New Zealand [8].

Tammar differential methylation was assessed in pouch 
young (PY) tail tissue from four animals (out of twelve 
that were screened for SNPs) that were sampled between 
day 73 and 81 post-partum (pp), with the parental ori-
gins of expression determined by genotyping samples 
from the maternal liver. Whole RNA long-read tran-
scriptomes were generated from ovary and testis samples 
taken at day 148  pp (PRJNA1145609). Tammar allele-
specific transcription of the lncRNA was assessed in PY 
liver tissues from ten animals (out of eleven that were 
screened) between day 35 and 41  pp and PY rhomboid 
skeletal muscle from four animals (out of six that were 
screened) between day 18 and 25 pp, matched to samples 
of the maternal liver. Brushtail possum differential meth-
ylation was assessed in PY tail tissue from two animals 
(out of five that were screened for SNPs) that were sam-
pled between days 18 and 99 pp, with the parental origins 

determined by genotyping samples from the maternal 
liver. Brushtail possum allele-specific transcription of the 
lncRNA was assessed in PY muscle from one day 22 pp 
animal, and PY liver from three animals between days 22 
and 120 pp, with the parental origins determined by gen-
otyping samples from the maternal liver. Allele-specific 
expression of the PRKACB coding gene was assessed in 
PY liver from four animals (out of five that were screened 
for SNPs) and PY muscle from two animals that were 
sampled between days 12 and 99  pp, with the paren-
tal origins determined by genotyping samples from the 
maternal liver. Tissue samples were collected as described 
previously [8, 36, 98], snap frozen in liquid nitrogen and 
stored at -80 °C prior to use.

Genomic DNA extraction
Maternal and PY tammar  genomic DNA (gDNA) was 
prepared from frozen tissue using the Wizard Genomic 
DNA Purification Kit (cat. no. A1120, Promega, Madi-
son, WI, USA) with a T10 basic handheld homogenizer 
(IKA, Staufen, Germany). Genotyping the candidate 
DMR was performed by PCR with GoTaq Master Mix 
(cat. no. M5123, Promega, Madison, WI, USA) and the 
genotyping primers indicated (Additional File 1). The 
products were gel purified and sequenced by the Aus-
tralian Genome Research Facility (AGRF). DNA was 
extracted from brushtail possum tissue following pro-
tocols described in [8] (see DNA extraction for all other 
analyses).

Bisulfite clone sequencing
Bisulfite-converted DNA for methylation analysis was 
prepared from 1 μg of tammar genomic DNA using the 
EpiMark Bisulfite Conversion Kit (cat. no. E33185, New 
England Biolabs, Ipswich, MA, USA). Bisulfite primers 
(see Additional file  1) were designed using MethPrimer 
[54]. PCR of bisulfite-treated gDNA was performed 
using EpiTaq HS (cat. no. R110A, TaKaRa, Kusatsu, 
Japan). PCR products were purified using the QIAquick 
Gel Extraction Kit (cat. no. 28706, Qiagen, Venlo, Neth-
erlands). Purified bisulfite PCR products were ligated 
into the pGEM-T easy vector cloning system (cat. no. 
A1360, Promega, Madison, WI, USA). JM109 competent 
cells (cat. no. L2001, Promega, Madison, WI, USA) were 
transformed with the ligation products and plated onto 
LB/Amp/IPTG/X-Gal. Plasmids were prepared with the 
Wizard Plus SV Minipreps DNA Purification System (cat. 
no. A1460, Promega, Madison, WI, USA) and sequenced 
by AGRF (using the M13 reverse primer, Additional 
file  1). The Sanger sequencing results from individual 
clones were genotyped as being either maternal or pater-
nal. The sequencing reads were trimmed for vector 

https://www.github.com/trentnewman/dmrcan
https://www.github.com/trentnewman/dmrcan
https://www.bioinformatics.babraham.ac.uk/projects/seqmonk/
https://www.bioinformatics.babraham.ac.uk/projects/seqmonk/
https://www.bioinformatics.babraham.ac.uk/projects/seqmonk/
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sequence and entered into QUMA [48] to call CpG meth-
ylation status.

Allele‑specific methylation sequencing
A dual-indexing, four-primer PCR-based assay was used 
for bisulfite amplicon sequencing in brushtail possum 
[16], with the following modifications. Bisulfite primers 
(see Additional file  1) were designed using MethPrimer 
[54], with the addition of a “handle” sequence such that 
during amplification the handle is incorporated into 
the amplicon. DNA (500  ng) was bisulfite converted 
using the EZ-96 DNA Methylation MagPrep kit (cat. no. 
D5040, Zymo Research, Irvine, CA, USA), according to 
the manufacturer’s guidelines. Following the first round 
of PCR amplification KAPA HiFi Uracil + ReadyMix 
(cat. no. KK2801, Roche, Basel, Switzerland), the PCR 
reactions were cleaned up and size-selected using a 
0.9 × SPRI beads (cat. no. B23317, Beckman Coulter, 
Brea, CA, USA) diluted in standard PEG buffer [66]. 
The DNA was eluted in nuclease-free water and used as 
a template in a second round of PCR amplification, with 
primers complementary to the handle and an overhang 
consisting of a multiplex sequencing index and Illumina 
adapters. The final amplicons were pooled in equivolume 
amounts, cleaned-up and size-selected using a 0.9 × SPRI 
beads diluted in standard PEG buffer and sequenced on 
the iSeq100 (Illumina, San Diego, CA, USA) to gener-
ate 150 bp paired-end reads. Paired reads were trimmed 
using TrimGalore! v0.6.7 in a two-step process: first, to 
remove adapters, and second, to remove low-quality base 
calls (Phred score < 20). Reads with a different allele at the 
SNP of interest within the amplicon were extracted into 
separate files using grep. Separated reads were mapped to 
the original, unconverted DNA sequence using bwameth 
v0.2.6 [70] and methylation calls were extracted using 
MethylDackel v0.5.2 (https:// www. github. com/ dprya 
n79/ Methy lDack el).

Transcriptomes
RNA was prepared from frozen tissue using the GenElute 
Mammalian Total RNA Miniprep Kit (cat. no. RTN70-
1KT, Sigma-Aldrich, St. Louis, MO, USA). RNA quality 
and integrity was assessed using an Agilent TapeStation 
2200, only high-quality RNA samples with a RIN value 
over 8 were used.

Long-read PCR-cDNA libraries were prepared with 
the barcoding kit (SQK-PCB109, Oxford Nanopore 
Technologies, Oxford, United Kingdom) starting from 
100 ng total RNA and with 16 cycles of PCR and 2 min 
30  s of extension time. 50  ng of a pool of 12 barcodes 
with sequencing adapters were loaded onto one Prome-
thION flow cell (FLO-PRO002, R9.4.1), and run on a Pro-
methION P24 (MinKNOW 21.10.8). The Reads, which 

were basecalled and demultiplexed using guppy 5.0.17 in 
“super-accurate” mode, without adapter trimming. Pass 
reads (q > 10) were aligned to the tammar genome using 
minimap2 [53]. Restrander [85] was used to orient the 
reads according to the original RNA strand.

Publicly available tammar adult ovary (DRX012254) 
and testis (DRX012262) RNA-seq data sets were ana-
lysed. The paired-end reads were trimmed using Trim-
Galore! v0.6.10 (https:// github. com/ Felix Krueg er/ TrimG 
alore), aligned to the tammar wallaby genome (see: 
GCA_028372415.1), using HISAT2 v2.2.1 [43] with the 
"–rna-strandness RF" option and mapped reads assigned 
to each strand with Samtools v1.16.1 [55]. Publicly avail-
able grey short-tailed opossum ovary (SRX149633), tes-
tis (SRX149630) and muscle (SRX149626) RNA-seq data 
was analysed as above but aligning to the opossum refer-
ence genome (see: GCF_027887165.1). Brushtail possum 
PY muscle (SRR22399473), spleen (SRR22399467) and 
liver (SRR22399480) RNA-seq data sets were analysed. 
The single-end reads were trimmed, then aligned to the 
brushtail possum genome (GCF_011100635.1) with the 
"–rna-strandness R" option. Transcript structures were 
generated using Stringtie with the "-L" in the case of long-
reads and merged for each species with an "-F 0.5" [71]. 
Transcript abundance was estimated using the String-
tie Ballgown FPKM output of fragments per kilobase of 
transcript per million mapped reads. Sashimi lines indi-
cating intron-spanning reads were prepared using the 
RegTools v1 junctions extract tool (https:// github. com/ 
griffi thlab/ regto ols).

Allele‑specific expression
PY RNA was prepared from snap frozen tissue using the 
GenElute Mammalian Total RNA Miniprep Kit (cat. no. 
RTN70-1KT, Sigma-Aldrich, St. Louis, MO, USA). cDNA 
was prepared from 1 μg of RNA using the Superscript IV 
First-Strand Synthesis System (cat. no. 18091050, Ther-
moFisher Scientific, Waltham, MA, USA), primed with 
oligo(dT)20. Allele-specific expression analysis was per-
formed by RT-PCR using the expression primers listed 
(Additional file 1) with the cDNA, above. PCR products 
were gel extracted using the QIAquick Gel Extraction Kit 
(cat. no. 28706, Qiagen, Venlo, Netherlands) and sent for 
Sanger sequencing by AGRF. Allele-specific expression 
of brushtail possum RNA was performed following pro-
tocols described in [8] (see RNA extraction and prepara-
tion for all other analyses; cDNA synthesis and reverse 
transcription-PCR (RT-PCR) amplification).

PRKACB species comparison
The genomic DNA sequence for the region contain-
ing the TTLL7, PRKACB and SAMD13 genes was taken 
from the human (GRCh38.p14, GCA_000001405.29), 

https://www.github.com/dpryan79/MethylDackel
https://www.github.com/dpryan79/MethylDackel
https://github.com/FelixKrueger/TrimGalore
https://github.com/FelixKrueger/TrimGalore
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https://github.com/griffithlab/regtools
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mouse (GRCm39, GCA_000001635.9), elephant (mLox-
Afr1.hap2, GCA_030014295.1), echidna (mTacAcu1.
pri, GCA_015852505.1), platypus (mOrnAna1.pri.v4, 
GCA_004115215.4), agile gracile opossum (AgileGrace, 
GCA_016433145.1), grey short-tailed opossum (mMon-
Dom1.pri, GCA_027887165.1), koala (phaCin_unsw_
v4.1, GCA_002099425.1), tammar (mMacEug1.pri, 
GCA_028372415.1) and brushtail possum (mTriVul1.
pri, GCA_011100635.1) genomes. The transcript struc-
tures assembled above informed the position of the tam-
mar and brushtail possum PRKACB gene start site. The 
mouse, elephant, platypus, agile gracile opossum, grey 
short-tailed opossum and brushtail possum sequences 
were reversed to match the orientation of the other 
species.

Synteny was compared by pairwise species alignment 
of the DNA in the PRKACB gene region, between the 
TTLL7 and SAMD13 genes, using LASTZ v1.04.15 [30], 
https:// github. com/ lastz/ lastz). High-sensitivity align-
ment was performed using the “–transition”, “–step = 1”, 
“–gfextend”, “–chain”, “–gapped” and “–strand = both” 
options. For a comparison of the PRKACB start site 
between species the DNA sequence ± 25 kb was assessed. 
Transposable elements adjacent to the PRKACB start 
site were detected using RepeatMasker v4.1.5 [101] 
with the "-species mammals" option. Tandem repeats 
were detected using Tandem Repeats Finder v4.09.1 [6] 
(https:// github. com/ Benson- Genom ics- Lab/ TRF with 
the recommended parameters.  The scripts required to 
reproduce the synteny tracks are available on GitHub 
(https:// www. github. com/ trent newman/ syntrk).

Abbreviations
cAMP  Cyclic adenosine 3′, 5′-monophosphate
CGI  CpG island
CpG  Cytosine guanine dinucleotide
DMR  Differentially methylated region
FPKM  Fragments per kilobase of transcript per million mapped reads
GNAS  Guanine nucleotide-binding protein alpha subunit
Gsα  G-protein alpha-subunit
IGF2R  Insulin-like growth factor 2 receptor
lncRNA  Long noncoding RNA
PKA  Protein kinase A
pp  Post-partum
PRKACB  Protein kinase A catalytic subunit beta
PY  Pouch young
WGBS  Whole genome bisulfite sequencing

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13072- 024- 00552-8.

Additional file 1. Primers used in this study. "Geno": genotyping primers, 
"BS": primers for BS-converted DNA, “Expr”: primers used for expression 
analysis. The lower case oligos indicate the “handle” used for sequencing. 
Primers starting “Me” are for tammar wallaby, primers starting “Tv” are for 
brushtail possum.

Acknowledgements
The authors thank all members of the wallaby research group for helpful 
discussions and assistance with sampling. We thank Lucinda Xiao at the Walter 
and Eliza Hall Institute of Medical Research for assistance with whole transcrip-
tome nanopore sequencing. The authors acknowledge the use of the services 
and facilities of the Australian Genome Research Facility.

Author contributions
TN, TI, GS, and MBR designed the research; TN, TI, DMB, TAH, GS, and MBR col-
lected the samples; TN, DMB, PR, DB and QG performed experiments; TN and 
MBR wrote the paper with critical feedback from GS.

Funding
This study was supported by a Melbourne Research Scholarship to TI and 
grants from the Australian Research Council to MBR, GS and TAH.

Availability of data and materials
The datasets analysed during the current study are available on the National 
Center for Biotechnology Information (NCBI) repository: https:// www. ncbi. 
nlm. nih. gov/.

Declarations

Ethics approval
Experimental procedures conformed to the Australian National Health and 
Medical Research Council [62] guidelines and were approved by the Animal 
Experimentation Ethics Committees of The University of Melbourne.

Consent for publication
Not applicable.

Competing interests
The authors declare no competing interests.

Author details
1 School of BioSciences, The University of Melbourne, Melbourne, VIC 3010, 
Australia. 2 Department of Anatomy, University of Otago, Dunedin, New Zea-
land. 3 Epigenetics and Development Division, Walter and Eliza Hall Institute 
of Medical Research, Melbourne, VIC 3010, Australia. 4 Present Address: Epige-
netics Programme, Babraham Institute, Cambridge CB22 3AT, UK. 

Received: 29 May 2024   Accepted: 22 August 2024

References
 1. Adhami HA, Evano B, Digarcher AL, Gueydan C, Dubois E, Parrinello H, 

et al. A systems-level approach to parental genomic imprinting: the 
imprinted gene network includes extracellular matrix genes and regu-
lates cell cycle exit and differentiation. Genome Res. 2015;25:353–67.

 2. Babak T, DeVeale B, Tsang EK, Zhou Y, Li X, Smith KS, et al. Genetic con-
flict reflected in tissue-specific maps of genomic imprinting in human 
and mouse. Nat Genet. 2015;47:544–9.

 3. Bartolomei MS, Ferguson-Smith AC. Mammalian genomic imprinting. 
Cold Spring Harb Perspect Biol. 2011;3:a002592.

 4. Bathgate RAD, Siebel AL, Tovote P, Claasz A, Macris M, Parry LJ. Purifica-
tion and characterization of relaxin from the tammar wallaby (Macropus 
eugenii): bioactivity and expression in the corpus luteum. Biol Reprod. 
2002;67:293–300.

 5. Bennetts L, Lin M, Aitken RJ. Cyclic AMP-dependent tyrosine phospho-
rylation in tammar wallaby (Macropus eugenii) spermatozoa. J Exp Zool. 
2004;301A:118–30.

 6. Benson G. Tandem repeats finder: a program to analyze DNA 
sequences. Nucleic Acids Res. 1999;27:573–80.

 7. Beuschlein F, Fassnacht M, Assié G, Calebiro D, Stratakis CA, Osswald A, 
et al. Constitutive activation of PKA catalytic subunit in adrenal Cush-
ing’s syndrome. N Engl J Med. 2014;370:1019–28.

https://github.com/lastz/lastz
https://github.com/Benson-Genomics-Lab/TRF
https://www.github.com/trentnewman/syntrk
https://doi.org/10.1186/s13072-024-00552-8
https://doi.org/10.1186/s13072-024-00552-8
https://www.ncbi.nlm.nih.gov/
https://www.ncbi.nlm.nih.gov/


Page 19 of 21Newman et al. Epigenetics & Chromatin           (2024) 17:29  

 8. Bond DM, Ortega-Recalde O, Laird MK, Hayakawa T, Richardson KS, 
FinlayCB R, et al. The admixed brushtail possum genome reveals inva-
sion history in New Zealand and novel imprinted genes. Nat Commun. 
2023;14:6364.

 9. Bonthuis PJ, Huang W-C, Stacher Hörndli CN, Ferris E, Cheng T, Gregg 
C. Noncanonical genomic imprinting effects in offspring. Cell Rep. 
2015;12:979–91.

 10. Cao W, Douglas KC, Samollow PB, VandeBerg JL, Wang X, Clark AG. 
Origin and evolution of marsupial-specific imprinting clusters through 
lineage-specific gene duplications and acquisition of promoter dif-
ferential methylation (M Wilson, Ed.). Mol Biol Evol. 2023;40:22.

 11. Chen Y, Gao Y, Tian Y, Tian D-L. PRKACB is downregulated in non-small 
cell lung cancer and exogenous PRKACB inhibits proliferation and inva-
sion of LTEP-A2 cells. Oncol Lett. 2013;5:1803–8.

 12. Chotalia M, Smallwood SA, Ruf N, Dawson C, Lucifero D, Frontera M, 
et al. Transcription is required for establishment of germline methyla-
tion marks at imprinted genes. Genes Dev. 2009;23:105–17.

 13. Das R, Anderson N, Koran MI, Weidman JR, Mikkelsen TS, Kamal M, et al. 
Convergent and divergent evolution of genomic imprinting in the 
marsupial. BMC Genom. 2012;13:1–13.

 14. Douglas KC, Wang X, Jasti M, Wolff A, VandeBerg JL, Clark AG, et al. 
Genome-wide histone state profiling of fibroblasts from the opossum, 
Monodelphis domestica, identifies the first marsupial-specific imprinted 
gene. BMC Genom. 2014;15:89.

 15. Duffié R, Ajjan S, Greenberg MV, Zamudio N. The Gpr1/Zdbf2 locus pro-
vides new paradigms for transient and dynamic genomic imprinting in 
mammals. Genes Dev. 2014;28:463–78.

 16. Dunnet MJ, Ortega-Recalde OJ, Waters SA, Weeks RJ, Morison IM, Hore 
TA. Leukocyte-specific DNA methylation biomarkers and their implica-
tion for pathological epigenetic analysis. Epigenet Commun. 2022;2:5.

 17. Edwards CA, Takahashi N, Corish JA, Ferguson-Smith AC. The origins of 
genomic imprinting in mammals. Reprod Fertil Dev. 2019;31:1203–18.

 18. Espiard S, Drougat L, Settas N, Haydar S, Bathon K, London E, et al. 
PRKACB variants in skeletal disease or adrenocortical hyperplasia: effects 
on protein kinase A. Endocr Relat Cancer. 2020;27:647–56.

 19. Espiard S, Knape MJ, Bathon K, Assié G, Rizk-Rabin M, Faillot S, et al. 
Activating PRKACB somatic mutation in cortisol-producing adenomas. 
JCI Insight. 2018;3:e98296.

 20. Forlino A, Vetro A, Garavelli L, Ciccone R, London E, Stratakis CA, et al. 
PRKACB and carney complex. N Engl J Med. 2014;370:1065–7.

 21. Freyer C, Renfree MB. The mammalian yolk sac placenta. J Exp Zool B 
Mol Dev Evol. 2009;312B:545–54.

 22. Frommer M, McDonald LE, Millar DS, Collis CM, Watt F, Grigg GW, 
et al. A genomic sequencing protocol that yields a positive display of 
5-methylcytosine residues in individual DNA strands. Proc Natl Acad Sci. 
1992;89:1827–31.

 23. Gamm DM, Baude EJ, Uhler MD. The major catalytic subunit isoforms of 
cAMP-dependent protein kinase have distinct biochemical properties 
in vitro and in vivo. J Biol Chem. 1996;271:15736–42.

 24. Grant J, Mahadevaiah SK, Khil P, Sangrithi MN, Royo H, Duckworth J, 
et al. Rsx is a metatherian RNA with Xist-like properties in X-chromo-
some inactivation. Nature. 2012;487:254–8.

 25. Green B, Merchant J, Newgrain K. Milk consumption and energetics of 
growth in pouch young of the tammar wallaby, Macropus eugenii. Aust 
J Zool. 1988;36:217.

 26. Haig D. The kinship theory of genomic imprinting. Annu Rev Ecol Syst. 
2000;31:9–32.

 27. Hamada H, Okae H, Toh H, Chiba H, Hiura H, Shirane K, et al. Allele-
specific methylome and transcriptome analysis reveals widespread 
imprinting in the human placenta. Am J Hum Genet. 2016;99:1045–58.

 28. Hamed M, Ismael S, Paulsen M, Helms V. Cellular functions of genetically 
imprinted genes in human and mouse as annotated in the gene ontol-
ogy. PLoS ONE. 2012;7:e50285.

 29. Hanna CW. Placental imprinting: emerging mechanisms and functions. 
PLoS Genet. 2020;16:e1008709.

 30. Harris RS. Improved pairwise alignment of genomic DNA. University 
Park: The Pennsylvania State University; 2007.

 31. Hayward BE, Barlier A, Korbonits M, Grossman AB, Jacquet P, Enjalbert 
A, et al. Imprinting of the Gsα gene GNAS1 in the pathogenesis of 
acromegaly. J Clin Invest. 2001;107:R31–6.

 32. Holmes R, Williamson C, Peters J, Denny P. A comprehensive tran-
script map of the mouse Gnas imprinted complex. Genome Res. 
2003;13:141–1415.

 33. Hoshiya H, Meguro M, Kashiwagi A, Okita C, Oshimura M. Calcr, a brain-
specific imprinted mouse calcitonin receptor gene in the imprinted 
cluster of the proximal region of chromosome 6. J Hum Genet. 
2003;48:208–11.

 34. Huang Z, Han Z, Cui W, Zhang F, He H, Zeng T, et al. Dynamic expres-
sion pattern of Pde4d and its relationship with CpG methylation in the 
promoter during mouse embryo development. Biochem Biophys Res 
Commun. 2013;441:982–7.

 35. Ishihara T, Griffith OW, Suzuki S, Renfree MB. Placental imprinting of 
SLC22A3 in the IGF2R imprinted domain is conserved in therian mam-
mals. Epigenet Chromatin. 2022;15:32.

 36. Ishihara T, Griffith OW, Tarulli GA, Renfree MB. Male germline devel-
opment in the tammar wallaby, Macropus eugenii. Reproduction. 
2021;161:333–41.

 37. Islam ABMMdK, Mohammad E, Khan M-A-K. Aberration of the modula-
tory functions of intronic microRNA hsa-miR-933 on its host gene ATF2 
results in type II diabetes mellitus and neurodegenerative disease 
development. Hum Genomics. 2020;14:34.

 38. Itoh N, Becroft DMO, Reeve AE, Morison IM. Proportion of cells with 
paternal 11p15 uniparental disomy correlates with organ enlargement 
in Wiedemann-Beckwith syndrome. Am J Med Genet. 2000;92:111–6.

 39. Johnson RN, O’Meally D, Chen Z, Etherington GJ, Ho SY, Nash WJ, Belov 
K. Adaptation and conservation insights from the koala genome. Nat 
genet. 2018;50(8):1102–11.

 40. Kaneko-Ishino T, Ishino F. The evolutionary advantage in mammals of 
the complementary monoallelic expression mechanism of genomic 
imprinting and its emergence from a defense against the insertion into 
the host genome. Front Genet. 2022;13:832983.

 41. Kang Y-J, Yang D-C, Kong L, Hou M, Meng Y-Q, Wei L, et al. CPC2: a fast 
and accurate coding potential calculator based on sequence intrinsic 
features. Nucleic Acids Res. 2017;45:W12–6.

 42. Killian JK, Byrd JC, Jirtle JV, Munday BL, Stoskopf MK, MacDonald 
RG, et al. M6P/IGF2R imprinting evolution in mammals. Mol Cell. 
2000;5:707–16.

 43. Kim D, Paggi JM, Park C, Bennett C, Salzberg SL. Graph-based genome 
alignment and genotyping with HISAT2 and HISAT-genotype. Nat 
Biotechnol. 2019;37:907–15.

 44. Kobayashi H, Sakurai T, Imai M, Takahashi N, Fukuda A, Yayoi O, et al. 
Contribution of intragenic DNA methylation in mouse gametic DNA 
methylomes to establish oocyte-specific heritable marks. PLoS Genet. 
2012;8:e1002440.

 45. Kobayashi H, Suda C, Abe T, Kohara Y, Ikemura T, Sasaki H. Bisulfite 
sequencing and dinucleotide content analysis of 15 imprinted mouse 
differentially methylated regions (DMRs): paternally methylated DMRs 
contain less CpGs than maternally methylated DMRs. Cytogenet 
Genome Res. 2006;113:130–7.

 46. Kobayashi H, Yanagisawa E, Sakashita A, Sugawara N, Kumakura S, 
Ogawa H, et al. Epigenetic and transcriptional features of the novel 
human imprinted lncRNA GPR1AS suggest it is a functional ortholog to 
mouse Zdbf2linc. Epigenetics. 2013;8:635–45.

 47. Krueger F, Andrews SR. Bismark: a flexible aligner and methylation caller 
for Bisulfite-Seq applications. Bioinformatics. 2011;27:1571–2.

 48. Kumaki Y, Oda M, Okano M. QUMA: quantification tool for methylation 
analysis. Nucleic Acids Res. 2008;36:W170–5.

 49. Kurokawa J, Chen L, Kass RS. Requirement of subunit expression for 
cAMP-mediated regulation of a heart potassium channel. Proc Natl 
Acad Sci. 2003;100:2122–7.

 50. Laird PW. Principles and challenges of genome-wide DNA methylation 
analysis. Nat Rev Genet. 2010;11:191–203.

 51. Langmead B, Salzberg SL. Fast gapped-read alignment with Bowtie 2. 
Nat Methods. 2012;9:357–9.

 52. Larkin SJ, Ferraù F, Karavitaki N, Hernández-Ramírez LC, Ansorge O, 
Grossman AB, et al. Sequence analysis of the catalytic subunit of PKA in 
somatotroph adenomas. Eur J Endocrinol. 2014;171:705–10.

 53. Li H. Minimap2: pairwise alignment for nucleotide sequences. Bioinfor-
matics. 2018;34:3094–100.



Page 20 of 21Newman et al. Epigenetics & Chromatin           (2024) 17:29 

 54. Li L-C, Dahiya R. MethPrimer: designing primers for methylation PCRs. 
Bioinformatics. 2002;18:1427–31.

 55. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, et al. The 
sequence alignment/map format and SAMtools. Bioinformatics. 
2009;25:2078–9.

 56. Lister R, Mukamel EA, Nery JR, Urich M, Puddifoot CA, Johnson ND, et al. 
Global epigenomic reconfiguration during mammalian brain develop-
ment. Science. 2013;341:1237905.

 57. Matoba S, Kozuka C, Miura K, Inoue K, Kumon M, Hayashi R, et al. Non-
canonical imprinting sustains embryonic development and restrains 
placental overgrowth. Genes Dev. 2022;36:483–94.

 58. Monk D, Wagschal A, Arnaud P, Muller P-S, Parker-Katiraee L, Bourc’his 
D, et al. Comparative analysis of human chromosome 7q21 and 
mouse proximal chromosome 6 reveals a placental-specific imprinted 
gene, TFPI2/Tfpi2, which requires EHMT2 and EED for allelic-silencing. 
Genome Res. 2008;18:1270–81.

 59. Morison IM, Ramsay JP, Spencer HG. A census of mammalian imprint-
ing. Trends Genet. 2005;21:457–65.

 60. Na YR, Kwon JW, Kim DY, Chung H, Song J, Jung D, et al. Protein kinase 
A catalytic subunit is a molecular switch that promotes the pro-tumoral 
function of macrophages. Cell Rep. 2020;31:107643.

 61. Nakamura H, Arai Y, Totoki Y, Shirota T, Elzawahry A, Kato M, et al. 
Genomic spectra of biliary tract cancer. Nat Genet. 2015;47:1003–10.

 62. National Health and Medical Research Council (Australia). Australian 
code for the care and use of animals for scientific purposes. 8th ed. 
Canberra: Government Printer; 2013.

 63. Newman T, Ishihara T, Shaw G, Renfree M. The structure of the TH/INS 
locus and the parental allele expressed are not conserved between 
mammals. Heredity. 2024;133:21–32.

 64. Nigenda-Morales SF, Hu Y, Beasley JC, Ruiz-Piña HA, Valenzuela-Galván 
D, Wayne RK. Transcriptomic analysis of skin pigmentation variation in 
the Virginia opossum ( Didelphis virginiana) . Mol Ecol. 2018;27:2680–97.

 65. Nunlist EH, Dozmorov I, Tang Y, Cowan R, Centola M, Lin H-K. Parti-
tioning of 5α-dihydrotestosterone and 5α-androstane-3α, 17β-diol 
activated pathways for stimulating human prostate cancer LNCaP cell 
proliferation. J Steroid Biochem. 2004;91:157–70.

 66. Oberacker P, Stepper P, Bond DM, Höhn S, Focken J, Meyer V, et al. 
Bio-On-Magnetic-Beads (BOMB): open platform for high-throughput 
nucleic acid extraction and manipulation. PLoS Biol. 2019;17:e3000107.

 67. Ørstavik S, Reinton N, Frengen E, Langeland BT, Jahnsen T, Skålhegg BS. 
Identification of novel splice variants of the human catalytic subunit cβ 
of cAMP-dependent protein kinase: Novel splice variants encoded by of 
the human Cβ gene. Eur J Biochem. 2001;268:5066–73.

 68. Palencia-Campos A, Aoto PC, Machal EMF, Rivera-Barahona A, Soto-
Bielicka P, Bertinetti D, et al. Germline and mosaic variants in PRKACA  
and PRKACB cause a multiple congenital malformation syndrome. Am J 
Hum Genet. 2020;107:977–88.

 69. Patten MM, Cowley M, Oakey RJ, Feil R. Regulatory links between 
imprinted genes: evolutionary predictions and consequences. Proc R 
Soc B Biol Sci. 2016;283:20152760.

 70. Pedersen BS, Eyring K, De S, Yang IV, Schwartz DA. Fast and accurate 
alignment of long bisulfite-seq reads. arXiv preprint arXiv:14011129; 
2014.

 71. Pertea M, Kim D, Pertea GM, Leek JT, Salzberg SL. Transcript-level 
expression analysis of RNA-seq experiments with HISAT, StringTie and 
Ballgown. Nat Protoc. 2016;11:1650–67.

 72. Peters J. The role of genomic imprinting in biology and disease: an 
expanding view. Nat Rev Genet. 2014;15:517–30.

 73. Peters J, Williamson CM. Control of imprinting at the Gnas cluster. 
Epigenetics. 2007;2:207–13.

 74. Plagge A, Kelsey G, Germain-Lee EL. Physiological functions of the 
imprinted Gnas locus and its protein variants Gαs and XLαs in human 
and mouse. J Endocrinol. 2008;196:193–214.

 75. Reik W, Walter J. Genomic imprinting: parental influence on the 
genome. Nat Rev Genet. 2001;2:21–32.

 76. Reinton N, Haugen TB, Ørstavik S, Ska BS, Hansson V, Jahnsen T. The 
gene encoding the Cγ catalytic subunit of cAMP-dependent protein 
kinase is a transcribed retroposon. Genomics. 1998;49:290–7.

 77. Renfree MB, Ager EI, Shaw G, Pask AJ. Genomic imprinting in marsupial 
placentation. Reproduction. 2008;136:523–31.

 78. Renfree MB, Hore TA, Shaw G, Marshall Graves JA, Pask AJ. Evolution of 
genomic Imprinting: insights from marsupials and monotremes. Annu 
Rev Genom Hum Genet. 2009;10:241–62.

 79. Renfree MB, Papenfuss AT, Deakin JE, Lindsay J, Heider T, Belov K, 
et al. Genome sequence of an Australian kangaroo, Macropus eugenii, 
provides insight into the evolution of mammalian reproduction and 
development. Genome Biol. 2011;12:R81.

 80. Samollow PB. The opossum genome: insights and opportunities from 
an alternative mammal. Genome Res. 2008;18:1199–215.

 81. Sanchez-Delgado M, Court F, Vidal E, Medrano J, Monteagudo-Sánchez 
A, Martin-Trujillo A, et al. Human oocyte-derived methylation differ-
ences persist in the placenta revealing widespread transient imprinting. 
PLoS Genet. 2016;12:e1006427.

 82. Sandhu KS. Systems properties of proteins encoded by imprinted 
genes. Epigenetics. 2010;5:627–36.

 83. Sassone-Corsi P. The cyclic AMP pathway. Cold Spring Harb Perspect 
Biol. 2012;4:a011148–a011148.

 84. Sato Y, Maekawa S, Ishii R, Sanada M, Morikawa T, Shiraishi Y, et al. Recur-
rent somatic mutations underlie corticotropin-independent Cushing’s 
syndrome. Science. 2014;344:917–20.

 85. Schuster J, Ritchie ME, Gouil Q. Restrander: rapid orientation and arte-
fact removal for long-read cDNA data. NAR Genom Bioinf. 2023;4:1–6.

 86. Shaw G, Renfree MB, Leihy MW, Shackleton CHL, Roitman E, Wilson JD. 
Prostate formation in a marsupial is mediated by the testicular andro-
gen 5α-androstane-3α,17β-diol. Proc Natl Acad Sci. 2000;97:12256–9.

 87. Sidhu KS, Mate KE, Gunasekera T, Veal D, Hetherington L, Baker MA, et al. 
A flow cytometric assay for global estimation of tyrosine phosphoryla-
tion associated with capacitation of spermatozoa from two marsupial 
species, the tammar wallaby (Macropus eugenii)  and the brushtail 
possum (Trichosurus vulpecula). Reproduction. 2004;127:95–103.

 88. Singh D, Sun D, King AG, Alquezar-Planas DE, Johnson RN, Alvarez-
Ponce D, et al. Koala methylomes reveal divergent and conserved DNA 
methylation signatures of X chromosome regulation. Proc R Soc B Biol 
Sci. 2021;288:20202244.

 89. Singhi AD, Wood LD, Parks E, Torbenson MS, Felsenstein M, Hruban RH, 
et al. Recurrent rearrangements in PRKACA  and PRKACB in intraductal 
oncocytic papillary neoplasms of the pancreas and bile Duct. Gastroen-
terology. 2020;158:573-582.e2.

 90. Smits G, Mungall AJ, Griffiths-Jones S, Smith P, Beury D, Matthews L, 
et al. Conservation of the H19 noncoding RNA and H19-IGF2 imprinting 
mechanism in therians. Nat Genet. 2008;40:971–6.

 91. Søberg K, Jahnsen T, Rognes T, Skålhegg BS, Laerdahl JK. Evolutionary 
paths of the cAMP-dependent protein kinase (PKA) catalytic subunits 
(N Srinivasan, Ed.). PLoS ONE. 2013;8:e60935.

 92. Søberg K, Moen LV, Skålhegg BS, Laerdahl JK. Evolution of the 
cAMP-dependent protein kinase (PKA) catalytic subunit isoforms (N 
Srinivasan, Ed.). PLoS ONE. 2017;12:e0181091.

 93. Søberg K, Skålhegg BS. The molecular basis for specificity at the level of 
the protein kinase a catalytic subunit. Front Endocrinol. 2018;9:538.

 94. Spencer HG, Clark AG. Non-conflict theories for the evolution of 
genomic imprinting. Heredity. 2014;113:112–8.

 95. Stringer JM, Pask AJ, Shaw G, Renfree MB. Post-natal imprinting: evi-
dence from marsupials. Heredity. 2014;113:145–55.

 96. Stringer JM, Suzuki S, Pask AJ, Shaw G, Renfree MB. GRB10 imprinting is 
eutherian mammal specific. Mol Biol Evol. 2012;29:3711–9.

 97. Suzuki S, Ono R, Narita T, Pask AJ, Shaw G, Wang C, et al. Retrotrans-
poson silencing by DNA methylation can drive mammalian genomic 
imprinting. PLoS Genet. 2007;3:e55.

 98. Suzuki S, Renfree MB, Pask AJ, Shaw G, Kobayashi S, Kohda T, et al. 
Genomic imprinting of IGF2, p57KIP2 and PEG1/MEST in a marsupial, the 
tammar wallaby. Mech Dev. 2005;122:213–22.

 99. Suzuki S, Shaw G, Kaneko-Ishino T, Ishino F, Renfree MB. The evolution 
of mammalian genomic imprinting was accompanied by the acquisi-
tion of novel CpG islands. Genome Biol Evol. 2011;3:1276–83.

 100. Suzuki S, Shaw G, Renfree MB. Identification of a novel antisense 
noncoding RNA, ALID, transcribed from the putative imprinting control 
region of marsupial IGF2R. Epigenet Chromatin. 2018;11:1–11.

 101. Tarailo-Graovac M, Chen N. Using RepeatMasker to identify repetitive 
elements in genomic sequences. Curr Protocols Bioinf. 2009;25:4–10.

 102. Taylor SS, Wallbott M, Machal EMF, Søberg K, Ahmed F, Bruystens J, 
et al. PKA Cβ: a forgotten catalytic subunit of cAMP-dependent protein 



Page 21 of 21Newman et al. Epigenetics & Chromatin           (2024) 17:29  

kinase opens new windows for PKA signaling and disease pathologies. 
Biochem J. 2021;478:2101–19.

 103. Trott JF, Simpson KJ, Moyle RLC, Hearn CM, Shaw G, Nicholas KR, et al. 
Maternal regulation of milk composition, milk production, and pouch 
young development during lactation in the tammar wallaby (Macropus 
eugenii). Biol Reprod. 2003;68:929–36.

 104. Tucci V, Isles AR, Kelsey G, Ferguson-Smith AC, Bartolomei MS, Ben-
venisty N, et al. Genomic imprinting and physiological processes in 
mammals. Cell. 2019;176:952–65.

 105. Tyndale-Biscoe H, Renfree M. Reproductive physiology of marsupials. 
Cambridge: Cambridge University Press; 1987.

 106. Varrault A, Gueydan C, Delalbre A, Bellmann A, Houssami S, Aknin C, 
et al. Zac1 regulates an imprinted gene network critically involved in 
the control of embryonic growth. Dev Cell. 2006;11:711–22.

 107. Wang X, Soloway PD, Clark AG. A survey for novel imprinted genes in 
the mouse placenta by mRNA-seq. Genetics. 2011;189:109–22.

 108. Wang Y, Wang B, Zhou H, Zhang X, Qian X, Cui J. MicroRNA-384 inhibits 
the progression of papillary thyroid cancer by targeting PRKACB. 
Biomed Res Int. 2020;2020:1–11.

 109. Weidman JR, Dolinoy DC, Maloney KA, Cheng J-F, Jirtle RL. Imprinting 
of opossum Igf2r in the absence of differential methylation and Air. 
Epigenetics. 2006;1:50–5.

 110. Zhang X, Odom DT, Koo S-H, Conkright MD, Canettieri G, Best J, et al. 
Genome-wide analysis of cAMP-response element binding protein 
occupancy, phosphorylation, and target gene activation in human 
tissues. Proc Natl Acad Sci USA. 2005;102:4459–64.

 111. Zulkower V, Rosser S. DNA features viewer: a sequence annotation for-
matting and plotting library for Python. Bioinformatics. 2020;36:4350–2.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	PRKACB is a novel imprinted gene in marsupials
	Abstract 
	Background 
	Results 
	Conclusions 

	Introduction
	Results
	Identification of new marsupial DMR candidates
	The marsupial PRKACB CGI is methylated on the maternal allele
	Multiple transcripts produced from the marsupial PRKACB locus
	Allele-specific expression from the PRKACB locus
	Marsupials have a longer CGI at the PRKACB start site
	Eutherian-specific GNAS structure

	Discussion
	Methods
	Whole-genome bisulfite sequencing (WGBS) data
	Methylation status at CpG islands
	Animals
	Genomic DNA extraction
	Bisulfite clone sequencing
	Allele-specific methylation sequencing
	Transcriptomes
	Allele-specific expression
	PRKACB species comparison

	Acknowledgements
	References


