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Some differentially expressed genes (DEGs) that encode key enzymes involved in
steroidogenic biosynthesis (CYP19A1) and key molecules related to gonadal functions
(DMRT1, SOX9, AMH, FOXL2, WNT4, RSPO2, and GDF9) have been identified in adult
gonadal RNA-seq studies of Reeves’ pond turtle (Mauremys reevesii) with temperature-
dependent sex determination (TSD). Gonadal functional maintenance and gametogenesis
comprises a highly regulated and coordinated biological process, and increasing evidence
indicates that microRNAs (miRNAs) may be involved in this dynamic program. However, it
is not clear how the regulatory network comprising miRNAs changes the expression levels
of these genes. In this study, miRNA sequencing of adult testis and ovary tissues fromM.
reevesii detected 25 known and 379 novel miRNAs, where 60 miRNAs were differentially
expressed in the testis and ovary. A total of 1,477 target genes based on the differentially
expressed miRNAs were predicted, where 221 target genes also exhibited differential
expression. To verify the accuracy of the sequencing data, 10 differentially expressed
miRNAs were validated by quantitative reverse transcription real-time PCR, and were
found to be consistent with the transcriptome sequencing results. Moreover, several
miRNA/target gene pairs, i.e., mre-let-7a-5p/mre-let-7e-5p and CYP19A1, mre-miR-
200a-3p and DMRT1, mre-miR-101-3p and SOX9, and mre-miR-138-5p and AMH were
identified. To explore the regulatory role of miRNAs, we conducted target gene
enrichment analysis of the miRNAs and 221 target genes in the regulatory network.
The signaling pathways related to gonadal functional maintenance and gametogenesis
based on the DEGs and target genes were then compared. Our findings provide crucial
information to facilitate further research into the regulatory mechanisms involving miRNAs
in turtle species with TSD.
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INTRODUCTION

Both adult testes and ovaries play central roles in the
reproductive system by secreting steroid hormones and
producing gametes (Hossain et al., 2012). Gonadal functional
maintenance and gametogenesis depend on the normal
development of both the gonadal somatic cells and germ cells.
A complex and coordinated molecular program orchestrates the
correct differentiation of reproductive cell types and the
maintenance of their functions in adulthood. In mammals with
significant sex chromosomal differentiation, the Y chromosome
gene SRY (sex-determining region Y) directs somatic cells to
Sertoli cells and germ cells toward spermatogenesis (Mäkelä
et al., 2018). However, species with temperature-dependent sex
determination (TSD) have almost identical genetic material in
males and females, and their gonads have functional sex reversal
potential, but adult TSD turtles do not undergo sex reversal
spontaneously, and the regulatory mechanism in maintaining the
phenotype is still unclear. Gonadal functional maintenance and
gametogenesis comprises a highly regulated and coordinated
biological process. Many sex-related genes that have been
identified in mammals and birds also exist in TSD turtles, and
previous studies have found significant differences in gene
expression in the adult gonads of the Reeves’ pond turtle
(Mauremys reevesii) (Xiong et al., 2019). Increasing evidence
indicates that microRNAs (miRNAs) may be involved in this
dynamic process (Dai and Ahmed, 2014; Wang et al., 2016).
However, it is not clear how the regulatory network comprising
miRNAs changes the expression levels of these genes.

Several studies have explored the critical roles of miRNAs in
testis development and spermatogenesis (Kotaja, 2014; Pratt and
Calcatera, 2016), such as let-7 miRNA, which can promote the
differentiation of germ cell fates in Caenorhabditis elegans
(Reinhart et al., 2000), as well as oocyte growth, maturation,
and development during the regulation of oogenesis (Juanchich
et al., 2013), e.g., miR-101 regulates ovary differentiation in
chicken gonads (Kang et al., 2013). In TSD turtles, the
regulatory function of miRNAs was first examined in the red-
eared slider turtle (Trachemys scripta) (Biggar and Storey, 2012).
At present, 405 miRNAs have been identified in miRBase 22.0
(http://www.mirbase.org/) for only one turtle species, Chrysemys
picta (Biggar and Storey, 2015), which suggests that more
miRNAs await characterization in turtles. Next generation
sequencing facilitates the profiling of both known and novel
miRNAs, especially those expressed in low abundance (Liu
et al., 2018).

The freshwater turtle M. reevesii, belongs to the family
Geoemydidae and is widely distributed in east Asia. It is a
classic TSD species, and there is a male bias at low
temperatures and a female bias at high temperatures (Ru et al.,
2017). In our previous transcriptomic analysis of adult gonads in
M. reevesii, we identified 1,594 differentially expressed genes
(DEGs) and demonstrated the differential expression of genes
involved in four signaling pathways related to hormone synthesis
and gametogenesis (Xiong et al., 2019). Given the large number
of DEGs that regulate these pathways, miRNAs may have roles as
Frontiers in Genetics | www.frontiersin.org 2
regulators of DEGs. Therefore, in this study, we identified
miRNAs in M. reevesii by deep sequencing to compare their
tissue-specific expression levels in the testis and ovary, as well as
predicting the putative target genes that mapped to these
differentially expressed miRNAs. Moreover, combined with
previous transcriptome studies, we compared the signaling
pathways related to gonadal functional maintenance and
gametogenesis for the DEGs, and conducted target gene
enrichment analysis based on the miRNAs and target gene
regulatory network. These findings expand the list of miRNAs
annotated for turtles and provide crucial genomic information to
facilitate further research into the regulatory mechanisms
involving miRNAs related to gonadal maintenance and
gametogenesis during sexual maturity in turtle species with TSD.
MATERIALS AND METHODS

Ethics Statement
Procedures involving animals and their care were approved by
the Animal Care and Use Committee of Anhui Normal
University (#20170612).

Tissue Collection, RNA Preparation, and
Generation of Small RNA Sequencing
Libraries
Six adult turtles (three males, three females) aged 6 years were
obtained from Wuhu (31°33′N, 118°370′E, southeast China) in
2017. Gonad samples (testicles and ovaries) were collected and
dissected (Figure S1). The gonad samples were flash frozen in
liquid nitrogen and stored at −80 °C until the RNA was extracted
(Yin et al., 2016).

RNA was extracted from each sample with TRIzol reagent
(Invitrogen, Carlsbad, CA, USA) according to the manufacturer’s
instructions. Six small RNA libraries were constructed using an
Illumina TruSeqTM Small RNA Sample Preparation kit
(Illumina, San Diego, CA, USA). Sequencing was performed
using the Illumina Hiseq 2500 platform by Genergy Bio-
technology Co. Ltd (Shanghai, China). The raw data are
available in the NCBI Sequence Read Archive (GenBank
accession no. PRJNA542219).

Sequencing Data Processing
The raw small RNA reads were processed with FastQC v0.11.5
(https://www.bioinformatics.babraham.ac.uk/projects/fastqc/)
using the PHRED algorithm and the low-quality reads and
adaptor contamination were removed using cutadapt v2.4
(Martin, 2011), thereby resulting in fragments corresponding
to RNAs with lengths of 15–40 nucleotides (nt). Subsequently,
small RNA reads were aligned against expressed sequence tags
(ESTs) stored in NCBI (https://blast.ncbi.nlm.nih.gov), Rfam
11.0 (Burge et al., 2012), and RepBase (Jurka et al., 2005).
Filtering was performed by removing reads that mapped to
rRNA, tRNA, small nuclear RNA (snRNA), and small
nucleolus RNA using bowtie v1.2.1.1 (Langmead et al., 2009).
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miRNA Identification and Differential
Expression Analysis
We used miRDeep2 software v2.0.0.8 (Friedländer et al., 2008)
for miRNA identification based on the clean sRNA reads.
Putative novel miRNAs predicted by miRDeep2 were retained
for further analysis if they had a score ≥5, which corresponded to
an estimated false discovery rate of 6%. The Mfold program
based on free energy minimization (Zuker, 2003) was used to
predict their propensity to form hairpin loops as potential pre-
miRNAs. Sequences of mature miRNAs from all animal species
were downloaded from miRBase 22.0 and combined to obtain all
known animal miRNA sequences. The known miRNAs in M.
reevesii were identified by BLAST search against all known
animal miRNA sequences with no mismatch. A Venn diagram
based on M. reevesii and C. picta, Anolis carolinensis, and Mus
musculus mature miRNAs sequences was prepared. To quantify
miRNA expression, tags per million reads (TPM) was used to
normalize the miRNA expression levels. Differentially expressed
miRNAs were determined using the R package edgeR (Robinson
et al., 2010) where each tissue was analyzed individually. The
statistical P-values were adjusted using Benjamini and
Hochberg’s (1995) approach to control the false discovery rate.
The differentially expressed miRNAs were identified according to
the following criteria: (1) |log2(FC)| > 1; and (2) a corrected P-
value <0.05.

miRNA Target Predictions and
Construction of miRNA Target Network
MiRanda tools (Enright et al., 2003) and Targetscan v3.1 (Lewis
et al., 2005) were used to predict the potential targets of the
differentially expressed miRNAs (Jiang et al., 2018). TargetScan
(Riffo-Campos et al., 2016) was used to detect whether the 3′-
untranslated region (3′UTR) of the mRNA in each pair matched
the seed region of miRNA. Only when the target was identified
by both programs, was it considered to be the potential target for
a given miRNA. Finally, the data predicted by miRanda and
TargetScan v3.1 were combined and the overlaps were
calculated. Then miRNA–mRNA interactions were calculated
according to miRNA expression profiles and transcriptome data,
negatively correlated miRNA–mRNA pairs were determined
using Pearson correlation analysis, and miRNA–gene networks
were produced and visualized using Cytoscape v3.7.1 software
(Shannon et al., 2003). The basic functional targets were
class ified using Gene Ontology (GO) (http://www.
geneontology.org/) annotations based on Blast2GO v2.5 with
an e-value of 1e−6 (Young et al., 2010) and the Kyoto
Encyclopedia of Genes and Genomes (KEGG) pathway
database (http://www.genome.jp/kegg/) based on KAAS with
an e-value of 1e−10 (Mao et al., 2005), where a P-value <0.05
was defined as statistically significant. These analyses were based
on human annotation using the Database for Annotation,
Visualization, and Integrated Discovery (DAVID) web server
(http://david.abcc.ncifcrf.gov/) with the EASE value set to 0.05
(Huang et al., 2007). Visualizations of the analyses, including GO
and KEGG enrichment results, were performed in the R (v3.4.2)
package with ggplot2.
Frontiers in Genetics | www.frontiersin.org 3
Quantitative Real-Time PCR (qRT-PCR)
Validation of Differentially Expressed
miRNAs in M. reevesii
To verify the relationships between mRNAs and miRNAs, we
selected genes with significant differences in expression in the
steroid hormone biosynthesis pathway based on KEGG pathway
analyses, where the differentially expressed miRNAs were
identified as candidate regulators of these genes. Finally, 10
miRNAs were selected to validate their expression profiles by
qRT-PCR. All of the reactions were performed using three
technical replicates and three biological replicates to validate
the reliability of the predicted miRNAs. The expression levels of
miRNAs were determined with the ABI StepOnePlus system
(Applied Biosystems, Foster, CA, USA) using qRT-PCR reagents
provided by Toyobo and Beacon Real-Time PCR Universal
Reagent (Cat#GMRS-001, GenePharma, Shanghai). The
specific RT-PCR primers and stem-loop primers used for
miRNA quantification are shown in Table S1. U6 snRNA was
used as an internal control. The thermal cycling program
comprised denaturation at 95°C for 3 min, followed by 40
cycles of amplification with denaturation at 95°C for 12 s,
annealing at 62°C for 30 s, and extension at 72°C for 30 s.
Melting curve analysis was conducted from 60 to 95°C. The
expression of each miRNA relative to U6 was calculated using
the 2−DDCT method, as described previously (Livak and
Schmittgen, 2001). Statistical analyses of the qRT-PCR results
were carried out in GraphPad Prism software v6.0 (San, Diego,
CA, USA). Statistical significance of the data was tested by
performing paired t-tests. The results are presented as means ±
SEM of three replicates, and the statistical significance is
represented by P-value <0.05.
RESULTS

Profiling of Sequencing Data
To identify the miRNAs in M. reevesii, six small RNA libraries
were constructed and sequenced using Illumina HiSeq 2500. In
total, 11,965,294; 19,268,984; 8,852,158; 10,989,442; 12,196,601,
and 17,646,067 raw reads were obtained, respectively, in the
small RNA libraries. These reads were first adjusted to remove
any sequencing artifacts, including reads without a 3′ adaptor,
reads measuring <15 nt and >40 nt, and junk reads. After data
processing, 10,143,882; 15,910,350; 7,812,047; 9,657,812;
11,058,767; 16,836,764 clean reads were obtained from the
total reads in the six small RNA libraries (Table S2).

Prediction of Potential miRNAs
Clean reads were mapped to Rfam, RepBase, EST database, and
miRBase (v22). The size distribution of the clean reads is shown
in Figure S2. The majority of the clean reads measured 20–24 nt
in length. In total, 3,369 unique reads were mapped to the C.
picta bellii genome using miRDeep2 (v2.0.0.8) and miRBase v22.
The unique reads from the six small RNA libraries were aligned
with all known animal miRNA sequences using BLASTN search.
We identified some putative novel miRNAs using reads that did
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not map to known miRNAs. In total, 404 miRNAs were
identified comprising 25 known (Table S3) and 379 novel
miRNAs (Table S4), which were classified into 23 miRNA
families. Based on comparisons with the C. picta, A.
carolinensis, and M. musculus databases in miRBase v22, five
miRNAs were found to be co-expressed in the four species, seven
miRNAs were found in C. picta and A. carolinensis, six miRNAs
were found in C. picta andM. musculus, and seven miRNAs were
found in M. musculus and A. carolinensis according to Venn
diagrams (Figure 1).

miRNA Differential Expression Profiles
We then compared the transcription levels of the differentially
expressed miRNAs in the ovary and testis. After strict filtration
(corrected P-value <0.05, |log2(FC)| > 1), 43 miRNAs were
significantly upregulated in the testis, such as mre-let-7e-5p,
mre-let-7a-5p, mre-miR-133c-3p, and mre-miR-16a-5p, whereas
17 miRNAs were significantly upregulated in the ovaries, such as
mre-miR-138-5p, mre-miR-101-3p, mre-miR-30c-5p, mre-miR-
128-3p, mre-miR-200a-3p, mre-miR-1b-3p, mre-miR-2188-5p,
mre-miR-200a-5p, and mre-miR-34a-5p (Table S5). Among
these differentially expressed miRNAs, mre-novel34-5p and
mre-novel199-3p were only found in the ovaries and 19
miRNAs were only found in the testis, such as mre-novel238-3p.

Prediction of Target Genes and
Enrichment Analysis
In total, 1,477 target genes were predicted for the 60 differentially
expressed miRNAs using miRanda and Targetscan. These
predictions suggested that a single miRNA might target more
than one mRNA, such as mre-miR-30c-5p, which was predicted
to target 181 genes (Table S6). Similarly, one gene could be
controlled by one or more miRNAs, e.g., hypermethylated in
cancer 2 (HIC2) had three miRNA target sites (mre-miR-30c-5p,
mre-let-7a-5p, and mre-miR-200a-3p) (Table S6). In our recent
study, we identified 1,594 DEGs in the adult testis and ovary
using RNA-seq (Xiong et al., 2019), where 221 DEGs were also
Frontiers in Genetics | www.frontiersin.org 4
target genes predicted for the differentially expressed miRNAs,
with 82 DEGs upregulated in the testis and 139 DEGs
upregulated in the ovary. In these 221 DEGs, several miRNA/
target mRNA pairs were identified, i.e., membrane palmitoylated
protein 5 (MPP5) and mre-miR-34a-5p, actin beta (ACTB) and
mre-novel107-3p, mitogen-activated protein kinase 9 (MAPK9)
and mre-novel238-3p, dachsous cadherin-related 1 (DCHS1)
and mre-miR-124-3p, and mitogen-activated protein kinase 8
(MAPK8) and mre-let-7a-5p. Although most of the predicted
miRNA–target relationships need to be further validated
experimentally, these results strongly suggest that miRNAs
could play critical roles in regulating the functions of the ovary
and testis (Figure 2).

The genes potentially regulated by miRNAs according to the
present study were annotated using GO annotations (Table S7)
and KEGG pathway analyses (Table S8). The GO annotations
were classified as cellular component, biological process, and
molecular function (P < 0.05) (Figure 3). We found that many of
the miRNAs detected in this study are involved in catabolic
processes. Based on the GO terms, we found two GO annotations
related to gonadal function: female pronucleus assembly and
DNA demethylation of male pronucleus. KEGG pathway
analysis demonstrated that the target genes were related to
significantly expressed miRNAs. According to the KEGG
pathway analysis results (P < 0.05), 12 pathways were
significantly enriched, including the Hippo signaling pathway,
Wnt signaling pathway, TGF-beta signaling pathway, Hedgehog
signaling pathway, Steroid hormone biosynthesis, and Oocyte
meiosis (Figure 4).
qRT-PCR Validation of miRNA Expression
Ten representative differentially expressed miRNAs were
assessed by qRT-PCR in this study, comprising two novel
miRNAs (mre-novel258-5p, mre-novel199-3p) and eight other
miRNAs (mre-miR-101-3p, mre-let-7a-5p, mre-miR-133c-3p,
mre-miR-16a-5p, mre-miR-148-3p, mre-miR-200a-3p, and
mre-miR-30c-5p) with roles in the regulation of sex-related
gene expression in the gonadal functional maintenance and
gametogenesis signaling pathways. The expression patterns of
the miRNAs measured using qRT-PCR corresponded to those
obtained by high-throughput sequencing, thereby confirming the
accuracy and reliability of the sequencing results used in the
functional analyses (Figure 5).
DISCUSSION

miRNAs Identified in M. reevesii During
the Sexual Maturity Period
We identified 25 conserved and 379 novel miRNA sequences,
which were classified into 23 known miRNA families in M.
reevesii. The novel miRNA sequences were mainly 21 nt (19.5%)
or 22 nt (41.7%) in length, with a similar proportion compared to
the conserved miRNAs. We also observed a 5′ uridine nucleotide
bias in 51.5% of the novel miRNA sequences.
FIGURE 1 | M. reevesii miRNAs compared with Chrysemys picta, Anolis
carolinensis, and Mus musculus in miRBase v22. The intersection shows the
number of conserved miRNAs.
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The most abundant miRNAs were mre-let-7a-5p, mre-let-7e-
5p, mre-miR-101-3p, mre-miR-148a-3p, mre-miR-16a-5p, mre-
miR-128-3p, mre-miR-1b-3p, mre-miR-200b-3p, mre-miR-30c-
5p, and mre-miR-200a-3p, where each had several thousand
reads. In addition, 44 novel miRNAs were identified with
differential expression in the testis and ovary.

Common Signaling Pathways for DEGs
Determined by RNA-seq and Target Genes
of Differentially Expressed miRNAs
In our previous study, we showed that the Hippo, Wnt, TGF-
beta, and Hedgehog signaling pathways are involved in
gonadal maintenance and hormonal regulation in the adult
gonad (Xiong et al., 2019). In the present study, we compared
the common signaling pathways for the DEGs determined by
RNA-seq and the target genes of differentially expressed
miRNAs (Figure 6). In addition to the four signaling
Frontiers in Genetics | www.frontiersin.org 5
pathways, the Oocyte meiosis and Steroid hormone
biosynthesis pathways were enriched in this study. The
Oocyte meiosis signaling pathway has critical roles in
controlling cell proliferation, self-renewal, differentiation,
and apoptosis in most tissues and organs in diverse species
(O’Hayre et al., 2014), and it could regulate the proliferation
and differentiation of ovaries (Schmitt and Nebreda, 2002).
The steroid hormone biosynthesis pathway is controlled by
the activity of aromatase (CYP19A1) and interference with
steroid biosynthesis might lead to impaired reproduction and
alterations in sexual differentiation, growth, and development
(Sanderson, 2006). Moreover, MAPK9 is a key molecule in
this signaling pathway and it appears to be evolutionarily
conserved for the control of oocyte growth and meiotic
maturation across species (Arur, 2017). Together, these
results revealed that the above six pathways play critical
roles in turtle gonadal functional maintenance.
FIGURE 2 | Network analysis based on the interactions among differentially expressed miRNAs and 221 potential target genes with negatively correlated expression
(corrected P-value < 0.05). Green boxed nodes represent upregulated miRNAs in male gonads and orange boxed nodes represent upregulated miRNAs in female
gonads. Pink ellipses represent downregulated genes in male gonads and blue ellipses represent downregulated genes in female gonads.
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Identification of miRNAs Involved in Testis
and Ovary Functional Maintenance During
the Sexual Maturity Period
In addition to producing steroid hormones, the main functions
of the testes and ovaries are to produce mature gametes
(Mäkelä et al., 2018). Spermatogenesis depends on testicular
Frontiers in Genetics | www.frontiersin.org 6
somatic cells (Sertoli cells and Leydig cells). Sertoli cells guide
germ cells toward their spermatogenic destiny and Leydig cells
produce androgens, and both of them are related to the
development of spermatogenic cells during spermatogenesis
(Itman et al., 2006). Luteinizing hormone increases the
proliferation of Sertoli cells (Mäkelä et al., 2018). In our
FIGURE 3 | GO enrichment analysis for target genes of differentially expressed miRNAs. Blue represents the top 10 GO terms of biological process, orange
represents the top 10 GO terms of molecular function, and yellow represents the top 10 GO terms of cellular component.
FIGURE 4 | The top 12 KEGG enrichment analysis terms for target genes of differentially expressed miRNAs.
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previous study based on RNA-seq, we showed that the
antagonistic regulation of steroid hormones will maintain an
appropriate balance between males and females in M. reevesii.
The expression of key genes is involved in steroid hormone
biosynthesis, such as CYP19A1, which is a gene encoding an
enzyme that catalyzes conversion from androgens to estrogens
(Matsumoto et al., 2013). Two miRNAs (mre-let-7a-5p and
mre-let-7e-5p) were predicted to regulate the expression of
CYP19A1, and the expression levels of two miRNAs were
downregulated in females by more than four times. Some
important sex-related genes are expressed in testis, such as
doublesex and mab-3 related transcription factor 1 (DMRT1),
anti-Müllerian hormone (AMH), SRY-box transcription factor
9 (SOX9), bone morphogenetic protein 7 (BMP7), bone
morphogenetic protein 8a (BMP8a), and SMAD family
member 2 (SMAD2), which are necessary to maintain
Frontiers in Genetics | www.frontiersin.org 7
spermatogenesis (Mäkelä et al., 2018). DMRT1 is a candidate
master male sex-determining gene in TSD turtles such as T.
scripta (Ge et al., 2017). Although Dmrt1 is not required for
male sex determination in the mouse, it is essential for
maintaining the Sertoli cel l phenotype in postnatal
mammalian testes (Matson et al., 2011). DMRT1 was
predicted to be the target of mre-miR-200a-3p and the
expression of mre-miR-200a-3p was downregulated in males.
SOX9 is essential for testicular organogenesis (Mäkelä et al.,
2018). Mre-miR-101-3p was predicted to target SOX9 and the
expression of mre-miR-101-3p was downregulated in males
(Yan et al., 2018). In mammals, AMH is not expressed in the
adult testes (Xu et al., 2019), but in the adult ovary, and it is
necessary for granulosa cell differentiation (Gruijters et al.,
2003). But in the TSD turtle, AMH was upregulated in testes
and downregulated in ovaries. Mre-miR-138-5p was predicted
to target AMH and the expression of mre-miR-138-5p was
upregulated in females. Mre-miR-30c-5p was predicted to
target SMAD2 and mre-miR-148a-3p was predicted to target
BMP8a. In the adult ovary, oocytes are surrounded by somatic
cell-derived granulosa cells and cumulus cells, which control
oocyte maturation (Fan et al., 2009). Ovulation is initiated by a
surge in luteinizing hormone, and forkhead box L2 (FOXL2),
Wnt family member 4 (WNT4), R-spondin 2 (RSPO2),
amphiregulin (AREG), epiregulin (EREG), betacellulin (BTC),
and mitogen-activated protein kinase 9 (MAPK9) induce a gene
activation network in the mural granulosa and cumulus cells to
co-ordinate processes including oocyte maturation and
ovulation (Park et al. , 2004), which require oocyte
participation through the actions of oocyte-secreted factor 15
(BMP15) and growth differentiation factor 9 (GDF9) (Otsuka
et al., 2011). Thus, GDF9 and BMP15 may act in synergy to
promote oocyte maturation (Richani and Gilchrist, 2017). In
this regulatory network, mre-miR-133c-3p targeted both
WNT4 and FOXL2, whereas mre-miR-16a-5p targeted both
GDF9 and RSPO2, and mre-novel238-3p targeted MAPK9.
mre-miR-200b-3p was strongly expressed in the adult ovary,
where it suppressed the expression of the transcriptional
FIGURE 5 | Validation of expressed miRNAs using qRT-PCR.
FIGURE 6 | Venn diagram based on the significantly enriched pathways for the differentially expressed genes determined by RNA-seq and target genes of the
differentially expressed miRNAs (P <0.05).
March 2020 | Volume 11 | Article 133
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repressor zinc finger E-box binding homeobox 1 (ZEB1)
(Hasuwa et al., 2013) to maintain normal ovulation in the
turtle (Figure 7).

Male and female TSD turtles have the same genetic
background, and their gonads have functional sex reversal
potential. However, adult TSD turtles do not undergo sex
reversal spontaneously. Our results showed that miRNAs were
involved in the antagonistic regulation of steroid hormones
which would maintain an appropriate balance between males
and females.
CONCLUSIONS

The present study is the first to examine the miRNA
expression profiles in the testis and ovary of M. reevesii
during the sexual maturity period. We identified 60 miRNAs
with differential expression in the testis and ovary. The 221
predicted target genes of these differentially expressed
miRNAs also exhibited sex-biased expression in the adult
gonads of M. reevesii according to transcriptomic analysis.
We identified several miRNA/target gene pairs, i.e., mre-let-
7a-5p/mre-let-7e-5p and CYP19A1, mre-miR-200a-3p and
DMRT1, mre-miR-101-3p and SOX9, and mre-miR-138-5p
and AMH, which include genes that encode key enzymes and
molecules related to sexual functional maintenance and
steroidogenic pathways. These results suggest the existence
of a complex regulatory network after sex differentiation in
the turtle and the potential importance of miRNAs for
regulating the functional maintenance of the testis and
ovary during the sexual maturity period.
Frontiers in Genetics | www.frontiersin.org 8
DATA AVAILABILITY STATEMENT

The datasets generated for this study can be found in the
Sequencing data for miRNA have been deposited to Sequence
Read Archive at the National Center for Biotechnical
Information under accession number PRJNA542219.
ETHICS STATEMENT

Procedures involving animals and their care were approved by the
Animal Care and Use Committee of Anhui Normal University.
AUTHOR CONTRIBUTIONS

LX and LN conceived the idea and designed the study. MY, KZ,
ZW performed sample collection and RNA extractions. LX and
JL analyzed the data. SG, NS, and JT performed qRT-PCR
analyses. LX and LN prepared the manuscript. All authors
reviewed and approved the final manuscript.
FUNDING

This research was supported by the National Natural Science
Foundation of China (NSFC, No. 31970499), the Research Fund of
the Key Laboratory of Biotic Environment and Ecological Safety of
Anhui province, and the Natural Science Research Project in
Colleges and Universities of Anhui province (No. KJ2017A254).
The funders had no role in study design, data collection and
analysis, decision to publish, or preparation of the manuscript.
FIGURE 7 | miRNA–gene network related testis and ovary functional maintenance and regulation during the sexual maturity period. The miRNAs potentially regulate
the expression of their corresponding genes. Green boxed nodes represent upregulated genes in male gonads and pink boxed nodes represent upregulated genes
in female gonads. T: testosterone; E2: estradiol.
March 2020 | Volume 11 | Article 133

https://www.frontiersin.org/journals/genetics
http://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles


Xiong et al. miRNAs in Reeves’ Pond Turtle
ACKNOWLEDGMENTS

The authors are grateful for the comments provided by the
reviewers and editors regarding the manuscript.
SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fgene.2020.00133/
full#supplementary-material

SUPPLEMENTARY FIGURE 1 | M. reevesii ovary and testis tissues. (A) Testis;
(B) Ovary. Blue bar = 1,000 µm; Digital microscopic system VHX-5000.

SUPPLEMENTARY FIGURE 2 | Length distribution of six small RNA libraries.
Frontiers in Genetics | www.frontiersin.org 9
SUPPLEMENTARY TABLE 1 | The primers of qRT-PCR validation.

SUPPLEMENTARY TABLE 2 | Data filtering results.

SUPPLEMENTARY TABLE 3 | The conserved miRNAs in M. reevesii.

SUPPLEMENTARY TABLE 4 | The novel miRNAs in M. reevesii.

SUPPLEMENTARY TABLE 5 | The list of differentially expressed miRNAs.

SUPPLEMENTARY TABLE 6 | The target genes predicted for the differentially
expressed miRNAs.

SUPPLEMENTARY TABLE 7 | The significant GO terms.

SUPPLEMENTARY TABLE 8 | The significant KEGG pathways.
REFERENCES

Arur, S. (2017). “Signaling-mediated regulation of meiotic prophase I and
transition during oogenesis,” in Signaling-Mediated Control of Cell Division
(Springer, Cham), 101–123. doi: 10.1007/978-3-319-44820-6_4

Benjamini, Y., and Hochberg, Y. (1995). Controlling the false discovery rate: a
practical and powerful approach to multiple testing. J. R. Stat. Soc. Ser. B
(Methodological) 57 (1), 289–300. doi: 10.1111/j.2517-6161.1995.
tb02031.x

Biggar, K. K., and Storey, K. B. (2012). Evidence for cell cycle suppression and
microRNA regulation of cyclin D1 during anoxia exposure in turtles. Cell Cycle
11 (9), 1705–1713. doi: 10.4161/cc.19790

Biggar, K. K., and Storey, K. B. (2015). Low-temperature microRNA expression in
the painted turtle, Chrysemys picta during freezing stress. FEBS Lett. 589 (23),
3665–3670. doi: 10.1016/j.febslet.2015.10.026

Burge, S. W., Daub, J., Eberhardt, R., Tate, J., Barquist, L., Nawrocki, E. P., et al.
(2012). Rfam 11.0: 10 years of RNA families. Nucleic Acids Res. 41, D226–
D232. doi: 10.1093/nar/gks1005

Dai, R., and Ahmed, S. A. (2014). Sexual dimorphism of miRNA expression: a new
perspective in understanding the sex bias of autoimmune diseases. Ther. Clin.
Risk Manage. 10, 151–163. doi: 10.2147/TCRM.S33517

Enright, A. J., John, B., Gaul, U., Tuschl, T., Sander, C., and Marks, D. S. (2003).
MicroRNA targets in Drosophila. Genome Biol. 5 (1), R1. doi: 10.1186/gb-
2003-5-1-r1

Fan, H. Y., Liu, Z., Shimada, M., Sterneck, E., Johnson, P. F., Hedrick, S. M., et al.
(2009). MAPK3/1 (ERK1/2) in ovarian granulosa cells are essential for female
fertility. Science 324 (5929), 938–941. doi: 10.1126/science.1171396

Friedländer, M. R., Chen, W., Adamidi, C., Maaskola, J., Einspanier, R., Knespel,
S., et al. (2008). Discovering microRNAs from deep sequencing data using
miRDeep. Nat. Biotechnol. 26 (4), 407–415. doi: 10.1038/nbt1394

Ge, C., Ye, J., Zhang, H., Zhang, Y., Sun, W., Sang, Y., et al. (2017). Dmrt1
induces the male pathway in a turtle species with temperature-dependent
sex determination. Development 144(12), 2222–2233. doi: 10.1242/
dev.152033

Gruijters, M. J., Visser, J. A., Durlinger, A. L., and Themmen, A. P. (2003). Anti-
Müllerian hormone and its role in ovarian function. Mol. Cell. Endocrinol. 211
(1-2), 85–90. doi: 10.1016/j.mce.2003.09.024

Hasuwa, H., Ueda, J., Ikawa, M., and Okabe, M. (2013). miR-200b and miR-429
function in mouse ovulation and are essential for female fertility. Science 341
(6141), 71–73. doi: 10.1126/science.1237999

Hossain, M. M., Sohel, M. M., Schellander, K., and Tesfaye, D. (2012).
Characterization and importance of microRNAs in mammalian gonadal
functions. Cell Tissue Res. 349, 679–690. doi: 10.1007/s00441-012-1469-6

Huang, D. W., Sherman, B. T., Tan, Q., Kir, J., Liu, D., Bryant, D., et al. (2007).
DAVID Bioinformatics Resources: expanded annotation database and novel
algorithms to better extract biology from large gene lists. Nucleic Acids Res. 35,
169–175. doi: 10.1093/nar/gkm415
Itman, C., Mendis, S., Barakat, B., and Loveland, K. L. (2006). All in the family:
TGF-b family action in testis development. Reproduction 132 (2), 233–246.
doi: 10.1530/rep.1.01075

Jiang, L., Wang, Q., Yu, J., Gowda, V., Johnson, G., Yang, J., et al. (2018).
miRNAome expression profiles in the gonads of adult Melopsittacus
undulatus. PeerJ 6, e4615. doi: 10.7717/peerj.4615

Juanchich, A., Le Cam, A., Montfort, J., Guiguen, Y., and Bobe, J. (2013).
Identification of differentially expressed miRNAs and their potential targets
during fish ovarian development. Biol. Reprod. 88 (5), 1–11. doi: 10.1095/
biolreprod.112.105361

Jurka, J., Kapitonov, V. V., Pavlicek, A., Klonowski, P., Kohany, O., andWalichiewicz, J.
(2005). Repbase Update, a database of eukaryotic repetitive elements. Cytogenet.
Genome Res. 110 (1-4), 462–467. doi: 10.1186/s13100-015-0041-9

Kang, M. H., Zhang, L. H., Wijesekara, N., de Haan., W., Butland, S.,
Bhattacharjee, A., et al. (2013). Regulation of ABCA1 protein expression and
function in hepatic and pan- 494 creatic islet cells by miR-145. Arterioscler.
Thromb. Vasc. Biol. 33, 2724–2732. doi: 10.1161/ATVBAHA.113.302004

Kotaja, N. (2014). MicroRNAs and spermatogenesis. Fertil. Steril. 101 (6), 1552–
1562. doi: 10.1016/j.fertnstert.2014.04.025

Langmead, B., Trapnell, C., Pop, M., and Salzberg, S. L. (2009). Ultrafast and
memory-efficient alignment of short DNA sequences to the human genome.
Genome Biol. 10 (3), R25. doi: 10.1186/gb-2009-10-3-r25

Lewis, B. P., Burge, C. B., and Bartel, D. P. (2005). Conserved seed pairing, often
flanked by adenosines, indicates that thousands of human genes are microRNA
targets. Cell 120 (1), 15–20. doi: 10.1016/j.cell.2004.12.035

Liu, J., Jiang, H., Zan, J., Bao, Y., Dong, J., Xiong, L., et al. (2018). Single-molecule
long-read transcriptome profiling of Platysternon megacephalum mitochondrial
genome with gene rearrangement and control region duplication. RNA Biol. 15
(9), 1244–1249. doi: 10.1080/15476286.2018.1521212

Livak, K. J., and Schmittgen, T. D. (2001). Analysis of relative gene expression data
using real-time quantitative PCR and the 2 – DDCT method. Methods 25 (4),
402–408. doi: 10.1006/meth.2001.1262

Mäkelä, J. A., Koskenniemi, J. J., Virtanen, H. E., and Toppari, J. (2018). Testis
development. Endocr. Rev. 40 (4), 857–905. doi: 10.1210/er.2018-00140

Mao, X. Z., Cai, T., Olyarchuk, J. G., and Wei, L. P. (2005). Automated genome
annotation and pathway identification using the KEGG Orthology (KO) as a
controlled vocabulary. Bioinformatics 21 (19), 3787–3793. doi: 10.1093/
bioinformatics/bti430

Martin, M. (2011). Cutadapt removes adapter sequences from high-throughput
sequencing reads. EMBnet. J. 17 (1), 10–12. doi: 10.14806/ej.17.1.200

Matson, C. K., Murphy, M. W., Sarver, A. L., Griswold, M. D., Bardwell, V. J., and
Zarkower, D. (2011). DMRT1 prevents female reprogramming in the postnatal
mammalian testis. Nature 476, 101–104. doi: 10.1038/nature10239

Matsumoto, Y., Buemio, A., Chu, R., Vafaee, M., and Crews, D. (2013). Epigenetic
control of gonadal aromatase (cyp19a1) in temperature-dependent sex
determination of red-eared slider turtles. PloS One 8 (6), e63599.
doi: 10.1371/journal.pone.0063599
March 2020 | Volume 11 | Article 133

https://www.frontiersin.org/articles/10.3389/fgene.2020.00133/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fgene.2020.00133/full#supplementary-material
https://doi.org/10.1007/978-3-319-44820-6_4
https://doi.org/10.1111/j.2517-6161.1995.tb02031.x
https://doi.org/10.1111/j.2517-6161.1995.tb02031.x
https://doi.org/10.4161/cc.19790
https://doi.org/10.1016/j.febslet.2015.10.026
https://doi.org/10.1093/nar/gks1005
https://doi.org/10.2147/TCRM.S33517
https://doi.org/10.1186/gb-2003-5-1-r1
https://doi.org/10.1186/gb-2003-5-1-r1
https://doi.org/10.1126/science.1171396
https://doi.org/10.1038/nbt1394
https://doi.org/10.1242/dev.152033
https://doi.org/10.1242/dev.152033
https://doi.org/10.1016/j.mce.2003.09.024
https://doi.org/10.1126/science.1237999
https://doi.org/10.1007/s00441-012-1469-6
https://doi.org/10.1093/nar/gkm415
https://doi.org/10.1530/rep.1.01075
https://doi.org/10.7717/peerj.4615
https://doi.org/10.1095/biolreprod.112.105361
https://doi.org/10.1095/biolreprod.112.105361
https://doi.org/10.1186/s13100-015-0041-9
https://doi.org/10.1161/ATVBAHA.113.302004
https://doi.org/10.1016/j.fertnstert.2014.04.025
https://doi.org/10.1186/gb-2009-10-3-r25
https://doi.org/10.1016/j.cell.2004.12.035
https://doi.org/10.1080/15476286.2018.1521212
https://doi.org/10.1006/meth.2001.1262
https://doi.org/10.1210/er.2018-00140
https://doi.org/10.1093/bioinformatics/bti430
https://doi.org/10.1093/bioinformatics/bti430
https://doi.org/10.14806/ej.17.1.200
https://doi.org/10.1038/nature10239
https://doi.org/10.1371/journal.pone.0063599
https://www.frontiersin.org/journals/genetics
http://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles


Xiong et al. miRNAs in Reeves’ Pond Turtle
O’Hayre, M., Degese, M. S., and Gutkind, J. S. (2014). Novel insights into G
protein and G protein-coupled receptor signaling in cancer. Curr. Opin. Cell
Biol. 27, 126–135. doi: 10.1016/j.ceb.2014.01.005

Otsuka, F., McTavish, K. J., and Shimasaki, S. (2011). Integral role of GDF-9 and BMP-
15 in ovarian function. Mol. Reprod. Dev. 78 (1), 9–21. doi: 10.1002/mrd.21265

Park, J. Y., Su, Y. Q., Ariga, M., Law, E., Jin, S. L. C., and Conti, M. (2004). EGF-like
growth factors as mediators of LH action in the ovulatory follicle. Science 303
(5658), 682–684. doi: 10.1126/science.1092463

Pratt, S. L., and Calcatera, S. M. (2016). Expression of microRNA in male
reproductive tissues and their role in male fertility. Reprod. Fertil. Dev. 29,
24–31. doi: 10.1071/RD16293

Reinhart, B. J., Slack, F. J., Basson, M., Pasquinelli, A. E., Bettinger, J. C., Rougvie, A. E.,
et al. (2000). The 21-nucleotide let-7 RNA regulates developmental timing in
Caenorhabditis elegans. Nature 403 (6772), 901–906. doi: 10.1038/35002607

Richani, D., and Gilchrist, R. B. (2017). The epidermal growth factor network: role
in oocyte growth, maturation and developmental competence. Hum. Reprod.
Update 24 (1), 1–14. doi: 10.1093/humupd/dmx029

Riffo-Campos, Á. L., Riquelme, I., and Brebi-Mieville, P. (2016). Tools for
sequence-based miRNA target prediction: what to choose? Int. J. Mol. Sci.,
17(12), 1987. doi:10.3390/ijms17121987

Robinson, M. D., McCarthy, D. J., and Smyth, G. K. (2010). edgeR: a Bioconductor
package for differential expression analysis of digital gene expression data.
Bioinformatics 26 (1), 139–140. doi: 10.1093/bioinformatics/btp616

Ru, W., Hua, L., Wei, Y., Li, W., Cao, D., Ge, Y., et al. (2017). The Effect of the
Cyp19a1 Gene Methylation Modification on Temperature-dependent Sex
Determination of Reeves’ Turtle (Mauremys reevesii). Asian Herpetol. Res. 8
(3), 213–220. doi: 10.16373/j.cnki.ahr.170021

Sanderson, J. T. (2006). The steroid hormone biosynthesis pathway as a target for
endocrine-disrupting chemicals. Toxicol. Sci. 94 (1), 3–21. doi: 10.1093/toxsci/kfl051

Schmitt, A., and Nebreda, A. R. (2002). Signalling pathways in oocyte meiotic
maturation. J. Cell Sci. 115 (12), 2457–2459.

Shannon, P., Markiel, A., Ozier, O., Baliga, N. S., Wang, J. T., Ramage, D., et al. (2003).
Cytoscape: a software environment for integrated models of biomolecular
interaction networks. Genome Res. 13 (11), 2498–2504. doi: 10.1101/gr.1239303

Wang, W., Liu, W., Liu, Q., Li, B., An, L., Hao, R., et al. (2016). Coordinated
microRNA and messenger RNA expression profiles for understanding
sexual dimorphism of gonads and the potential roles of microRNA in the
Frontiers in Genetics | www.frontiersin.org 10
steroidogenesis pathway in Nile tilapia (Oreochromis niloticus).
Theriogenology 85 (5), 970–978. doi: 10.1016/j.theriogenology.2015.
11.006

Xiong, L., Dong, J., Jiang, H., Zan, J., Tong, J., Liu, J., et al. (2019).
Transcriptome sequencing and comparative analysis of adult ovary and
testis identify potential gonadal maintenance-related genes in Mauremys
reevesii with temperature-dependent sex determination. PeerJ 7, e6557.
doi: 10.7717/peerj.6557

Xu, H. Y., Zhang, H. X., Xiao, Z., Qiao, J., and Li, R. (2019). Regulation of anti-
Müllerian hormone (AMH) in males and the associations of serum AMH with
the disorders of male fertility. Asian J. Androl. 21 (2), 109–114. doi: 10.4103/
aja.aja_83_18

Yan, S., Shan, X., Chen, K., Liu, Y., Yu, G., Chen, Q., et al. (2018). LINC00052/
miR-101-3p axis inhibits cell proliferation and metastasis by targeting
SOX9 in hepatocellular carcinoma. Gene 679, 138–149. doi: 10.1016/
j.gene.2018.08.038

Yin, H. Z., Nie, L. W., Zhao, F. F., Zhou, H. X., Li, H. F., Dong, X. M., et al. (2016).
De novo assembly and characterization of the Chinese three-keeled pond turtle
(Mauremys reevesii) transcriptome: presence of longevity-related genes. PeerJ
4, e2062. doi: 10.7717/peerj.2062

Young, M. D., Wakefield, M. J., Smyth, G. K., and Oshlack, A. (2010). Gene
ontology analysis for RNA-seq: accounting for selection bias. Genome Biol. 11
(2), R14. doi: 10.1186/gb-2010-11-2-r14

Zuker, M. (2003). Mfold web server for nucleic acid folding and hybridization
prediction. Nucleic Acids Res. 31 (13), 3406–3415. doi: 10.1093/nar/gkg595

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2020 Xiong, Yang, Zheng, Wang, Gu, Tong, Liu, Shah and Nie. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.
March 2020 | Volume 11 | Article 133

https://doi.org/10.1016/j.ceb.2014.01.005
https://doi.org/10.1002/mrd.21265
https://doi.org/10.1126/science.1092463
https://doi.org/10.1071/RD16293
https://doi.org/10.1038/35002607
https://doi.org/10.1093/humupd/dmx029
https://doi.org/doi:10.3390/ijms17121987
https://doi.org/10.1093/bioinformatics/btp616
https://doi.org/10.16373/j.cnki.ahr.170021
https://doi.org/10.1093/toxsci/kfl051
https://doi.org/10.1101/gr.1239303
https://doi.org/10.1016/j.theriogenology.2015.11.006
https://doi.org/10.1016/j.theriogenology.2015.11.006
https://doi.org/10.7717/peerj.6557
https://doi.org/10.4103/aja.aja_83_18
https://doi.org/10.4103/aja.aja_83_18
https://doi.org/10.1016/j.gene.2018.08.038
https://doi.org/10.1016/j.gene.2018.08.038
https://doi.org/10.7717/peerj.2062
https://doi.org/10.1186/gb-2010-11-2-r14
https://doi.org/10.1093/nar/gkg595
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/genetics
http://www.frontiersin.org/
https://www.frontiersin.org/journals/genetics#articles

	Comparison of Adult Testis and Ovary MicroRNA Expression Profiles in Reeves’ Pond Turtles (Mauremys reevesii) With Temperature-Dependent Sex Determination
	Introduction
	Materials and Methods
	Ethics Statement
	Tissue Collection, RNA Preparation, and Generation of Small RNA Sequencing Libraries
	Sequencing Data Processing
	miRNA Identification and Differential Expression Analysis
	miRNA Target Predictions and Construction of miRNA Target Network
	Quantitative Real-Time PCR (qRT-PCR) Validation of Differentially Expressed miRNAs in M. reevesii

	Results
	Profiling of Sequencing Data
	Prediction of Potential miRNAs
	miRNA Differential Expression Profiles
	Prediction of Target Genes and Enrichment Analysis
	qRT-PCR Validation of miRNA Expression

	Discussion
	miRNAs Identified in M. reevesii During the Sexual Maturity Period
	Common Signaling Pathways for DEGs Determined by RNA-seq and Target Genes of Differentially Expressed miRNAs
	Identification of miRNAs Involved in Testis and Ovary Functional Maintenance During the Sexual Maturity Period

	Conclusions
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


