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Abstract

Background: Homologous sex chromosomes can differentiate over time because recombination is suppressed in
the region of the sex determining locus, leading to the accumulation of repeats, progressive loss of genes that lack
differential influence on the sexes and sequence divergence on the hemizygous homolog. Divergence in the non-
recombining regions leads to the accumulation of Y or W specific sequence useful for developing sex-linked
markers. Here we use in silico whole-genome subtraction to identify putative sex-linked sequences in the scincid
lizard Bassiana duperreyi which has heteromorphic XY sex chromosomes.

Results: We generated 96.7 × 109 150 bp paired-end genomic sequence reads from a XY male and 81.4 × 109

paired-end reads from an XX female for in silico whole genome subtraction to yield Y enriched contigs. We
identified 7 reliable markers which were validated as Y chromosome specific by polymerase chain reaction (PCR)
against a panel of 20 males and 20 females.

Conclusions: The sex of B. duperreyi can be reversed by low temperatures (XX genotype reversed to a male
phenotype). We have developed sex-specific markers to identify the underlying genotypic sex and its concordance
or discordance with phenotypic sex in wild populations of B. duperreyi. Our pipeline can be applied to isolate Y or
W chromosome-specific sequences of any organism and is not restricted to sequence residing within single-copy
genes. This study greatly improves our knowledge of the Y chromosome in B. duperreyi and will enhance future
studies of reptile sex determination and sex chromosome evolution.
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Background
Most vertebrates reproduce sexually with distinct male
and female phenotypes that arise from the complement of
chromosomes that are inherited from their parents. These
species are said to have their sex determined genotypically

(GSD), and the influential genes reside on sex chromo-
somes that typically assort randomly during meiosis. In
the absence of differential investment by the parents in
male and female offspring, this system yields an evolution-
arily stable 1:1 primary offspring sex ratio [1–3].
Sex chromosomes are thought to evolve from

autosomes when genes they carry assume the role of
determining sex [4]. What follows over time is a chain
of mutational events on the hemizygous member of the
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sex chromosome pair, leading to the accumulation of
genes that afford a fitness advantage to the heterogam-
etic sex, a fitness disadvantage to the homogametic sex,
suppression of recombination, the accumulation of re-
petitive sequence, and progressive loss of gene function
unrelated to sex [5, 6]. In humans, for example, the non-
recombining region of the Y chromosome contains 78
protein coding genes encoding 27 proteins [7] compared
with the 699 protein-coding genes with known function
on the X [8]; the human Y is smaller than the X and
highly heterochromatic.
Unlike mammals, squamates show a remarkable diver-

sity in sex chromosome structure, representing various
degrees of differentiation in sex homologs [9–13]. Such
heterogeneity is brought about by variation in the evolu-
tionary age of lineages with independently evolved sex
chromosomes [11, 14]. In many squamate species with
GSD, the sex chromosomes are homomorphic and can-
not be distinguished using conventional karyotyping
methods such as G or C-banding [15, 16]. In others,
macroscopic differences may exist, but the sex chromo-
somes are microchromosomes and go undetected until
more sensitive techniques, such as comparative genomic
hybridisation, are applied [17, 18]. Suppression of re-
combination along all or part of the sex chromosome
length allows homologous sequences to diverge over
time [19]. Differences between sex chromosome homo-
logues can be substantial as in human and mouse [20,
21] or very slight, involving even a single nucleotide
polymorphism in an influential gene, as for Amhr2 in
the pufferfish Takifugu rubripes [22, 23]. For these rea-
sons, identifying the sex chromosomes and candidate
sex determining genes can be challenging, particularly
for organisms that lack a reference genome. Sex-linked
markers provide one important avenue for the identifica-
tion of sex chromosomes and sequences that may in-
clude candidate sex determining genes [24–26].
Various approaches have been used to identify sex-

linked markers in non-classical model organisms. Ran-
dom amplified polymorphic DNA fingerprinting (RAPD)
[27–29] and amplified fragment length polymorphisms
(AFLP) [30–32] are PCR-based DNA fingerprinting
techniques that sample only a fraction of the whole
genome. While useful, these techniques have some
drawbacks such as poor reproducibility owing to
mismatches between primer and template, and difficulty
in developing locus-specific markers from individual
fragments. Having no knowledge of the genomic context
of the typically short markers can also render interpret-
ation difficult.
With the development of next-generation sequencing

technologies, new methods have been developed for
screening sex linked DNA. For example, assaying for
sex-specific expressed genes by RNA-seq [33] or whole

genome sequencing based approaches that rely on differ-
ences in mapped read depth [34, 35]. Restriction Site-
Associated DNA sequencing (RAD-seq) or double digest
restriction-site associated DNA sequencing (ddRAD-seq)
is increasingly common [25, 36–43] as is DArT-seq [44–
46] when searching for sex-linked sequence. These
RADseq and reduced representational approaches assess
only a limited portion of the genome, and may miss
many markers, particularly in species with small sex-
specific domains or those with micro-sex chromosomes
[47].
Here, we report an in silico approach to isolate sex

specific markers based on sequence unique to the Y or
W chromosome, analogous to genomic representational
difference analysis (gRDA) [48]. Subtractive genomic ap-
proaches have been used to identify targets in various
human bacterial pathogens [49–52] and identify poten-
tial tumour antigen candidates and cancer-specific genes
[53–56]. Our study is the first to apply the subtraction
approach for identifying the Y chromosome specific
sequence in a reptile, the eastern three-lined skink
(Bassiana duperreyi). The species has heteromorphic XY
sex chromosomes [57]. Identifying sex-specific markers
for this species is of particular interest because XX indi-
viduals develop as males at low temperatures [58, 59].
Quinn et al. [32] developed AFLP markers for B. duper-
reyi, however, the fragments are short and difficult to
amplify reliably. Here, we use low depth whole genome
sequencing of a male and a female B. duperreyi to apply
an in silico whole genome subtraction approach, and de-
velop new practical markers, useful in ongoing studies of
this species in the laboratory and the wild.

Results
In silico whole genome subtraction
We generated 96.7 × 109 150 bp PE reads from the male
and 81.4 × 109 PE reads from the female sequencing li-
braries for the in silico whole genome subtraction pipe-
line. This equates to approximately 8x coverage of the
genome estimated from the k-mer analysis. We decom-
posed these reads into 14,310,783,435 and 36,695,139,
446 27-mers for the male and female respectively (Add-
itional File 1: Figs S1 and S2), the difference likely arising
from differences in sequence error rates between se-
quencing runs. To remove k-mers arising from sequence
errors, we examined the k-mer spectrum to determine
suitable thresholds and eliminated k-mers with counts
less than 2 for males and 5 for females to yield 1,431,
111,978 and 1,483,106,252 respectively. A total of 1,129,
675,305 k-mers were common to both sexes and 301,
436,673 k-mers were unique to the male individual. The
male-specific k-mers were reassembled to yield 15,280,
950 contigs ranging from 80 bp to 1374 bp (Additional
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File 1: Fig. S3). Genome sizes of closely related species
are between 1.9 and 2.5 GB.

Verification of phenotypic sex identification
Three karyotyped animals whose sex was identified by
hemipenal eversion and presence or absence of breeding
coloration had their gonadal sex confirmed by histology
and their chromosomal sex confirmed by cytology (Add-
itional File 1: Figs S6 and S7).

PCR validation
We selected the longest 92 contigs from the subtraction
for further investigation, because they were of sufficient
size to design robust primers and result in a PCR prod-
uct easily visualised on an agarose gel. The 92 contigs
ranged from 623 to 1374 bases in length (Additional File
1: Figs S4 and S5). As expected, all 92 contigs passed the
subtraction validation test where a product of the ex-
pected size successfully amplified in the focal male and
did not amplify in the focal female. Of these, 52 contigs
yielded putative Y-chromosome markers when screened
against the panel of 4 male and 4 female individuals,
however, only 7 of these putative markers (Table 1) ran-
ging in length from 628 bp to 824 bp, were validated as
sex-specific when tested in the full panel of an additional
20 males and 20 females (Fig. 1). We applied the seven
Y-chromosome markers to an additional 20 Anglesea
animals (10 males and 10 females) and, in each case, the
phenotypic sex was concordant with the genotypic sex
inferred by the PCR test. Thus the 7 makers were com-
pletely concordant with phenotypic sex (present in male
absent in female) in a total of 70 animals.
The sequenced PCR products were aligned to the rele-

vant full-length subtraction contig for each of the seven
Y loci. When Piccadilly Circus and Anglesea populations
were compared, alignment results showed a small
number of discrepancies in the nucleotide composition
obtained from five of the seven amplicons (Additional
File 1: Figs S8 to S14; Table S1). Of those that varied,
sequence divergence ranged from 1.7% in the bdM27_
79_X5_643 amplicon (Additional File 1: Fig. S12) to

0.3% in the bdM27_23_X5_798 amplicon (Additional
File 1: Table S1). Both bdM27_74_X11_649 (Additional
File 1: Fig. S10) and bdM27_87_X6_628 (Additional File
1: Fig. S14) amplicons were identical across populations.

Gene and repeat identification
One of the seven Y-chromosome specific contigs,
bdM27_23_X5_798, bears the partial sequence of an
exon from the gene UBE2H, a member of a syntenic
block conserved among jawed vertebrates [60]. No other
significant hits were found among the 7 sauropsid ge-
nomes searched, nor from the non-redundant Genbank
database. We expected that the Y-contigs would be
enriched for repetitive DNA sequences, coupled with
unique flanking regions, so we searched against Dfam
[61], a database of transposable elements. Two contigs,
bdM27_79_X5_643 and bdM27_69_X9_658, had partial
matches to known murine Class 1 retrotransposon ele-
ments, and bdM27_82_X5_636 had a partial match to a
DIRS endogenous retrovirus known from the painted
turtle (Additional File 1: Tables S2 and S3).

Discussion
This study is the first to use an in silico whole genome
subtraction approach to successfully develop sex
chromosome markers without generating a linkage map
or a reference genome in a reptile species. We rapidly
isolated seven robust Y chromosome markers using a
user friendly and cost effective in silico whole genome
subtraction pipeline. The Y-markers segregated with sex
in both the Piccadilly Circus study population and a gen-
etically distinct population of Anglesea B. duperreyi
which have been isolated from each other since the Late
Pliocene, about 3.5 Mya [62]. This suggests that, all pop-
ulations retain the ancestral state and that our makers
are likely to have broad applicability across the entire
species range. That said, the amplified sex specific region
revealed some divergence between the Anglesea popula-
tion and the Piccadilly Circus populations, suggesting
that mutations could occur in the primer sites of some
populations/taxa, limiting the generality of the sex-

Table 1 Primers for the amplification of putative Y chromosome markers for Bassiana duperreyi

Primer Name Sequence (5′–3′) Product
size (bp)Forward Reverse

bdM27_87_X6_628 TCTGAGGACATTGCAGGAACAA GGCCTAATGAGACCTAGCAGTC 269

bdM27_10_X7_874 AAGATGGGAACTGCACTGGTAG CAATATCCCCTGATGCAGCTCT 418

bdM27_74_X11_649 GAGGTCTGACAGAACCCTCTTG TTTTGGTCCTGGAACAAGGTGA 286

bdM27_79_X5_643 TGTGAGACAATAGTGACCAGGC TGCTCAGGTCTAGGGATGTGTA 294

bdM27_82_X5_636 TCTTTCTCTTTGCCCCAACCTT ACTCTTGAATGTCGCAGTAGCA 380

bdM27_69_X9_658 TCAATGGACCTTGCATCATGGA CCTTGGATTACTGCACTGACCT 390

bdM27_23_X5_798 TGTTCTCCGTACAATCACTGCA TGACTTTTTGGCCGTGTAATGG 439
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linked markers. The identification of sex-specific
sequence has important practical value in many con-
texts, including ecological studies [63–65], conservation
of threatened or endangered species [66–69], captive
breeding [70], aquaculture [71, 72], elimination of mor-
tality as a possible explanation for sex ratio bias [32, 73]
sex forensics [74] and identifying genotypic sex [32, 75,
76] or in studies of early developmental processes where
sex of the developing embryo is important [77, 78].
Two approaches for identifying sex linked markers

using whole genome sequencing seem appropriate, both

relying on the divergence of the X and Y homologues in
the region of recombination suppression. One technique,
championed by Cortez, et al. [79] in exploring variation
among mammalian species in the Y chromosome, and
recently applied to the yellow-bellied water skink,
Eulamprus heatwolei [80], is to examine read copy
number across the genome and identify the half copy
number in the XY individuals compared to the XX
individuals after screening out repetitive sequence. This
technique identifies regions that have been lost from the
non-recombining region of the Y chromosome but,

Fig. 1 Validation of seven male-specific markers in Bassiana duperreyi using a panel of 20 male and 20 female individuals of confirmed
phenotypic sex. Male specificity was defined as the presence of a distinct amplicon in males and the absence of amplification in females. Raw
images are provided in Additional File 2
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remain on the X chromosome, which can be developed
as sex specific markers and validated using PCR [80].
Here we used as an alternative complementary ap-
proach, in silico whole genome subtraction to identify
male-specific markers in the skink B. duperreyi, subse-
quently validated them using a PCR panel with individ-
uals of known sex. Our technique is useful for
identifying novel sequences, often repetitive elements,
gained by the non-recombining region of the Y chromo-
some, or lost from the X chromosome. Neither of these
approaches requires a reference genome, and so both
are applicable to studies of organisms with no or incom-
plete reference genomes. Our technique does not require
substantial read depth and thus avoids the associated
high cost. Lower read depth can be a challenge because
it reduces the efficiency of the subtraction approach by
increasing the number of false positives. Indeed, this
may have been a contributing factor to our 8% success
rate. However, the ultimate goal was achieved, Y
markers were discovered. Thus, PCR validation is effect-
ive at eliminating the false positives resulting from auto-
somal polymorphisms and differential coverage in the
male and female.
Our technique decomposes a set of reads from the

genome to yield a unique, but highly redundant, repre-
sentation of the genome as overlapping k-mers. We then
select the k-mers found only in the XY (or ZW) individ-
ual and reassemble the k-mers to yield Y (or W)
enriched contigs that can be validated using PCR on a
panel of individuals whose sex is known. In this way, we
were able to isolate seven Y chromosome markers.
There are several advantages to our in silico whole
genome subtraction approach for identifying sex specific
sequence when compared to AFLP, microsatellite or
RAD-seq approaches. Specifically, our in silico subtrac-
tion method surveys the entire available genome,
assuming adequate read depth, to identify sex specific
differences and does not rely on a highly reduced repre-
sentation of the genome as with RAD and ddRAD ap-
proaches, that may miss many putative markers. This is
particularly important for species with small sex chro-
mosomes or relatively small differences between the X
and the Y (or Z and W) chromosomes. Our method is
cost-effective because as demonstrated here, low cover-
age sequencing (~8x) for a single individual of each sex
is sufficient to obtain informative and robust Y-
chromosome (or W chromosome) markers.
We have shown that the gene UBE2H (Ubiquitin Con-

jugating Enzyme E2 H) is present on the Y chromosome
in both B. duperreyi (this study) and the skink E. heat-
wolei [80]. This strongly suggests that the sex chromo-
somes of these two skinks share a homologous syntenic
block and perhaps share homologous sex chromosomes.
Ubiquitin-conjugating enzymes are encoded by a family

of highly conserved genes involved in post-translational
processes targeting abnormal or short-lived proteins for
degradation [81]. Although various members of the ubi-
quitin conjugating enzyme family are involved in testes
specific processes (e.g. testis-specific UBC4-testis in the
rat, [82] and an ascidian, [83]) we make no suggestion
that UBE2H plays a role in sex determination in these
skinks, merely that it is a gene on the sex chromosomes.
Our study paves the way for future work that relies

upon successful identification of chromosomal sex in
wild populations of B. duperreyi subject to sex reversal
[58, 75]. Isolating seven novel Y- chromosome markers
increases the confidence of chromosomal sex identifica-
tion in B. duperreyi because it reduces the risk of a re-
combination event being misinterpreted as evidence of
sex reversal. Investigating the occurrence of temperature
sex reversal will increase our understanding of sex rever-
sal as a driver of sex-chromosome turn-over in the wild
[75] and establish links between environmental extremes
and reptile sex determining modes [84]. Also, our Y-
chromosome markers can be used to identify the
chromosomal sex of embryos and so enable develop-
mental studies of sex determination and differentiation.
For example, it is unknown whether B. duperreyi ex-
hibits the asynchronous gonadal and genital develop-
ment observed in other species with sex reversal [78]. In
addition to identifying sex chromosome markers, this
subtraction approach could be leveraged to identify an-
chor points in a draft assembly to locate genes on the
sex chromosomes in non-model organisms, including
candidates for sex determining genes. Pairing our
marker-discovery approach with high quality whole-
genome assemblies will accelerate our knowledge of sex
chromosome evolution.
In this study, we identified a modest number of Y-

chromosome markers, numbering 7 of 92 screened (8%).
The success rate of future Y-marker discovery via gen-
ome subtraction could be improved by implementing ef-
forts to reduce false positives caused by autosomal
insertion/deletion polymorphisms in the focal sequenced
individuals. This could be achieved through several
complementary strategies: 1. subtracting multiple XX
individuals from the XY focal individual/s; 2. selecting
individuals for sequencing from populations with lower
rates of heterozygosity (e.g. small geographically isolated
populations or experimentally inbred lines); 3. sequen-
cing siblings or related individuals. These improvements
would increase the efficiency of sex chromosome se-
quence identification using whole genome subtraction.

Conclusions
Here we describe an effective tool for characterising sex
chromosomes in non-model organisms. Our approach
targets sex-specific insertions and highly differentiated
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sex chromosome regions that are suitable for developing
diagnostic sex-markers. This approach complements
existing methods for identifying sex chromosome homo-
logues and aids the classification of sex determination
systems in a wide range of species. The ability of our
method to provide insights about the evolutionary ori-
gins of sex chromosomes is demonstrated here by the
discovery of a scincid Y-chromosome gene, common to
species separated by ca 40 million years of evolution.

Methods
Samples
The eastern three-lined skink, B. duperreyi, is a medium-
sized (80mm snout–vent length) lizard widely distributed
through south eastern Australia, from the coast to mon-
tane cool-climate habitats [85]. Adult individuals (n = 76)
were captured by hand at Piccadilly Circus (35°21′37.59″
S, 148°48′13.39″E, 1246m a.s.l.) in Namadgi National
Park, 40 km west of Canberra in the Australian Capital
Territory, and from Anglesea (38°23′26.76″S, 144°12′
52.29″E, 40m a.s.l.) in Victoria (Fig. 2, Additional File 1:
Table S4). The Anglesea population is a distinct mito-
chondrial lineage from the Piccadilly Circus lineage (ca 3
Myr divergent, [62]). Snout-vent length was measured
with Vernier callipers (+/− 1mm) and males identified by
hemipenal eversion [86] and breeding colouration. A rep-
resentative male and female from Piccadilly Circus (focal
individuals) were transported to the University of
Canberra animal house where each was euthanised by in-
traperitoneal injection of sodium pentobarbitone (100–
150 μg/g body weight), dissected, and phenotypic sex con-
firmed by examination of the gonads. Tail tips (4–5mm)
were removed with a sterile blade, a portion stored in 95%
ethanol at − 20 °C, and a portion set aside for cell culture.
Tail-snips were removed also from an additional 24 males
and 24 females from Piccadilly Circus and 10 males and
10 females from Anglesea and stored in 95% ethanol at −
20 °C. All animals were released to the capture sites. These
are referred to as the validation animals. A portion from
three males and three females from Piccadilly Circus were
set aside for cell culture and karyotyping.
For cell culture, tail tips were immediately transferred to

10ml of collection medium (Gibco Dulbecco’s Modified
Eagle Medium; Thermo Fisher Australia Pty Ltd., Scor-
esby, Victoria, Australia) with 2.5 μg/ml of Antibiotic
Antimycotic Solution (Sigma Chemical Company, St.
Louis, USA) and incubated at room temperature for 24 h
[87] before the metaphase chromosomes preparation (see
Validation of phenotypic sex identification in Methods).

DNA extraction, sequencing, and in silico whole genome
subtraction
DNA was extracted from fresh liver samples of the two
focal animals and from the tail snips of the 60 validation

animals using the Gentra Puregene Tissue Kit (QIAGEN,
Australia) following manufacturer protocols. DNA suspen-
sions were assessed for purity using a NanoDrop 1000
spectrophotometer (NanoDrop Technologies, Wilmington,
19,810, USA) and quantified using Qubit 2.0 fluorometer
(Invitrogen, Life technologies, Sydney, NSW, Australia). Li-
brary preparation and sequencing were performed at the
Biomolecular Resource Facility at the Australian National
University (Canberra, ACT) using the Illumina HiSeq 2000
platform yielding 150 bp paired end reads.
Reads from the focal male and the focal female were

analysed independently as follows (Fig. 3). First, overlap-
ping read pairs were combined into fragments then
decomposed into k-mers of 27 bp using Jellyfish 2.0 [88].
Unique k-mers were counted, again using Jellyfish 2.0 and
k-mers in common between the male and female sets
were removed from the male set. This yielded a (sub-
tracted) k-mer set that was enriched for Y chromosome
sequence. Strictly, the subtracted k-mer set contains k-
mers that are from Y chromosome sequence admixed
with k-mers representing polymorphic differences be-
tween the female X chromosomes and the male X
chromosome. K-mers in the subtraction with a count less
than 2 for males and 5 for females were considered to rep-
resent sequencing errors and were removed from the ana-
lysis. This decision was based on examination of the k-
mer spectra, identifying the minima immediately to the
right of the peak arising from presumed read errors. This
is not a critical decision. Select it too high, and the risk is
that some important k-mers will be eliminated from the
re-assembly of Y enriched kmers. Select it too low, and
the cost is inclusion of low count kmers from reads con-
taining errors and a greater noise to signal ratio. This does
not affect the outcome, just the computational resources
required for subtraction and reassembly.
The remaining Y enriched k-mers were then reas-

sembled into contigs using an inchworm assembler
(kassemble.cgi, https://doi.org/10.5061/dryad.pvmcvdnj1)
with stringent extension criteria. Briefly, the assembler ini-
tially took a focal k-mer at random and searched for other
k-mers that matched exactly k-1 bp of the focal k-mer. If
this second k-mer was unique, then the focal k-mer was
extended by one bp, and the process was repeated. If the
k-mer was not unique, then the extension process was ter-
minated. The extension occurred to both the left and the
right, yielding relatively short contigs (up to ca 1400 bp)
that contain sequence unique to the male individual.

PCR validation
To validate the sex specificity of each of the contigs and
remove false positives derived from autosomal and X
chromosome polymorphisms, we designed primers for
each contig using Primer 3 [89] implemented in Geneious
[90] (version R8). We then applied these presence/absence
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PCR tests in the validation animals using the following
conditions. Each reaction contained 1x My Taq HS Red
mix (Bioline), 4 μM each primer and 25 ng of genomic
DNA. The PCR cycling conditions used an initial touch-
down phase to increase the specificity of amplification: de-
naturing at 95 °C, annealing temperature stepping down
from 70 °C by 0.5 °C for 10 cycles, extension at 72 °C. This
was followed by 30 cycles at 65 °C annealing and 72 °C
extension.

The PCR screening process was conducted in three
stages. To confirm that the subtraction pipeline had suc-
cessfully identified a presence/absence polymorphism in
the two focal individuals, we first screened those two indi-
viduals to confirm presence of an amplified fragment in the
male and the absence of an amplified fragment in the fe-
male. We then screened a panel of an additional 4 male
and 4 female individuals for putative sex-linked markers
showing a male-specific positive pattern. In a third step, we

Fig. 2 Bassiana duperreyi sampling localities (black circles) from which the focal and validation individuals in this study were sourced. The species
approximate distribution range is indicated by the shaded area. Underlying map generated using ArcGIS 10.5.1 (http://www.esri.com) and data
from the Digital Elevation Model (Geoscience Australia) made available under Creative Commons Attribution 3.0 Australia (https://
creativecommons.org/licenses/by/3.0/au/legalcode, last accessed 9-Jul-20). The adult male B. duperreyi photo was taken by the first author at the
Piccadilly Circus, ACT, Australia
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Fig. 3 Schematic diagram showing methodology of the genome subtraction pipeline a A hypothetical schematic of the B. duperreyi sex
chromosomes with the male specific gene region indicated in blue (not to scale); b Low coverage whole genome sequencing was conducted
on an Illumina platform resulting in approximately 8X coverage; c The raw sequencing reads are decomposed into 27 base pair k-mers d The k-
mer spectrum is plotted and sequences with low counts are removed; e Female k-mers are subtracted from the male k-mers. Male specific k-
mers are retained and then assembled into putative Y-chromosome contigs; f Primers are designed on putative male contigs. g PCR sex test and
validation (image shown here is for illustrative purposes only; refer to Fig. 1 and the original gel images in Additional Data 2 for the
definitive data)
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screened those putative markers on a further 20 males and
20 females from Piccadilly Circus. At each of the stages, the
loci that did not appear as sex specific were eliminated as
candidate sex markers. The probability of an autosomal or
X chromosome polymorphism being present in the focal
male, 4 males and 20 additional males, and absent in the
focal female, 4 females and 20 additional females, is suffi-
ciently low (≤ 0.2524, maximal for autosomal or X allele fre-
quency = 0.5) to eliminate false positives, despite the error
rate compounding over multiple markers. Thus, male spe-
cific markers that survive the validation process are Y-
specific markers.
To confirm the amplification of the desired sequence,

PCR products for all 7 putative Y-loci were visually
assessed using gel electrophoresis and then Sanger se-
quenced in a single direction, using the forward primer,
on an AB 3730xl DNA Analyzer at the Biomolecular Re-
search Facility, Australian National University, Canberra,
Australia. We sequenced 4 male individuals from Picca-
dilly Circus (Namadgi National Park, ACT) and 4 male
individuals from Anglesea (Victoria).

Validation of phenotypic sex identification
The phenotypic sex of each of the karyotyped animals was
confirmed by gross examination of gonads followed by
histological examination. Dissected gonads were dehy-
drated through graduations of ethanol (70, 90, 100%) and
two changes of xylene for 45min each, before being em-
bedded in paraffin wax, and sectioned 5 to 6 μm using a
Leica Rotary Microtome (Leica Microsystems Pty Ltd.,
Waverley, Australia). Slides were stained with haematoxy-
lin and eosin, with a staining time of 2–3min in haema-
toxylin, and 10 dips in 0.25% eosin in 80% ethanol, before
being mounted in Depex medium (BDH Laboratory Sup-
plied, England). Gonads were characterized according to
standard cellular structures [91, 92].
Karyotyping was carried out by examining metaphase

chromosomes prepared from fibroblast cell lines of tail
tissues as outlined by Ezaz et al. [10] with minor modifi-
cations. Briefly, three replicate subsamples for each indi-
vidual were made using sterile scalpel blade. The
individual subsamples were transferred to separate T25
culture flasks with 1.5 ml Amnio-Max medium (Thermo
Fisher Australia Pty Ltd., Scoresby, Victoria, Australia)
and 0.25 μg/ml Antibiotic Antimycotic Solution (Sigma
Chemical Company, St. Louis, USA). The cells were
allowed to propagate at 28 °C and 5% CO2. At approxi-
mately 80% confluency, cells were split into three T25
flasks for a further 3 to 4 passages before they were har-
vested by adding colcemid (0.05 μg/mL) for 3.5 h and
treated with hypotonic solution (KCl, 0.075 mM). Slides
were fixed with an ice-cold (ca 4 °C) 3:1 mixture of
methanol and acetic acid. The cell suspension was
dropped on to slides, air dried and frozen at − 80 °C until

use. For DAPI (4′,6-diamidino-2-phenylindole) staining,
each slide was mounted with anti-fade medium Vecta-
shield (Vector Laboratories Inc., Burlingame, CA, USA)
containing 1.5 mg/ml DAPI.

Contig sequence analysis
To discover homologies of the male-specific contigs and
identify any partial gene sequences that may exist, we
used BLASTN to search each contig against representa-
tive reptilian and avian genomes available in Ensembl,
Release 99 (Anolis carolinensis, Crocodylus porosus,
Gallus gallus, Pelodiscus sinensis, Podarcis muralis,
Pogona vitticeps, Pseudonaja textilis, Notechis scutatus,
Varanus komodoensis, Sphenodon punctatus) with a
minimum E-value of 0.000001 for reported alignments
and a filter for low complexity regions. We used the
same cut-off and filter to search the non-redundant
database at the NCBI (https://blast.ncbi.nlm.nih.gov).
The Dfam database [61] was used to search for known
transposable elements.

Supplementary information
Supplementary information accompanies this paper at https://doi.org/10.
1186/s12864-020-07071-2.

Additional file 1: Figure S1. K-mer spectrum for the genome sequence
of a male B. duperreyi. Figure S2. K-mer spectrum for the genome se-
quence of a female B. duperreyi. Figure S3. Number of Y enriched con-
tigs ranging from 80 bp to 1374 bp resulting from the inchworm
assembler. Figure S4. Contig length (bp) for the 92 subtraction contigs
selected for PCR-based screening. Figure S5. Sequencing coverage for
the 92 subtraction contigs selected for PCR-based screening. Figure S6.
External and histological views of a) ovary b) testis in adult individuals of
B. duperreyi. Figure S7. Karyotype of a male scincid lizard Bassiana duper-
reyi. Figure S8. Sequence alignment (a) and phylogeny (b) of
bdM27_23_X5_798 contigs (top blue color highlight) with amplified 4
males (Piccadilly Circus_ACT) and 4 males (Anglesea _VIC). Figure S9. Se-
quence alignment (a) and phylogeny (b) of bdM27_10_X7_874 contigs
(top blue color highlight) with amplified 4 males (Piccadilly Circus_ACT)
and 4 males (Anglesea _VIC). Figure S10. Sequence alignment of
bdM27_74_X11_649 contigs (top blue color highlight) with amplified 4
males (Piccadilly Circus_ACT) and 4 males (Anglesea _VIC). Figure S11.
Sequence alignment (a) and phylogeny (b) of bdM27_82_X5_636 contigs
(top blue color highlight) with amplified 2 males (Piccadilly Circus_ACT)
and 4 males (Anglesea _VIC). Figure S12. Sequence alignment (a) and
phylogeny (b) of bdM27_79_X5_643 contigs (top blue color highlight)
with amplified 4 males (Piccadilly Circus_ACT) and 4 males (Anglesea
_VIC). Figure S13. Sequence alignment (a) and phylogeny of
bdM27_69_X9_658 contigs (top blue color highlight) with amplified 4
males (Piccadilly Circus_ACT) and 4 males (Anglesea _VIC). Figure S14.
Sequence alignment of bdM27_87_X6_628 contigs (top blue color high-
light) with amplified 4 males (Piccadilly Circus_ACT) and 4 males (Angle-
sea _VIC). Table S1. Estimates of evolutionary divergence between
Piccadilly Circus and Anglesea individuals of Bassiana duperryi. Table S2.
BLAST results for Y-specific contigs queried against representative reptile
genomes. Table S3. Hits to known repeats in the Dfam database. Table
S4. Specimen data, sex, locality and measurements for the Bassiana
duperreyi specimens used in this study.

Additional file 2: Original gel images to accompany Figure 1 of the
manuscript. Figure S15. Raw gel images for primer sets A.
bdM27_10_X7_874, B. bdM27_87_X6_628, C. bdM27_23_X5_798, D.
bdM27_69_X9_658, E. bdM27_74_X11_649, F. bdM27_79_X5_643, G.
bdM27_82_X5_636. Each row represents alternating Male (band) and
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Female (no band) individuals (n = 20) spanned by ladders. Individuals
from left to right in each gel are; 1st row – DDBD_8, DDBD_23, DDBD_9,
DDBD_24, DDBD_12, DDBD_25, DDBD_13, DDBD_27, DDBD_14,
DDBD_30, DDBD_16, DDBD_35, DDBD_18, DDBD_36, DDBD_19,
DDBD_39, DDBD_21, DDBD_40, DDBD_22, DDBD_41; 2nd row DDBD_26,
DDBD_47, DDBD_28, DDBD_56, DDBD_29, DDBD_57, DDBD_31,
DDBD_59, DDBD_32, DDBD_60, DDBD_33, DDBD_62, DDBD_42,
DDBD_100, DDBD_43, DDBD_287, DDBD_44, DDBD_288, DDBD_45,
DDBD_289. Detailed specimen list available in the Additional file 1: Table
S4.
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