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ABSTRACT
Among all tissues of the metazoa, the transcritpome of testis displays the highest diversity and specificity.
However, its composition and dynamics during spermatogenesis have not been fully understood. Here, we
have identified 20,639 message RNAs (mRNAs), 7,168 long non-coding RNAs (lncRNAs) and 15,101 circular
RNAs (circRNAs) in mouse spermatogenic cells, and found many of them were specifically expressed in testes.
lncRNAs are significantly more testis-specific than mRNAs. At all stages, mRNAs are generally more abundant
than lncRNAs, and linear transcripts are more abundant than circRNAs. We showed that the productions of
circRNAs and piRNAs were highly regulated instead of random processes. Based on the results of a small-scale
functional screening experiment using cultured mouse spermatogonial stem cells, many evolutionarily
conserved lncRNAs are likely to play roles in spermatogenesis. Typical classes of transcription factor binding
sites are enriched in the promoters of testis-specific m/lncRNA genes. Target genes of CREM and RFX2, 2 key
TFs for spermatogenesis, were further validated by using ChIP-chip assays and RNA-seq on RFX2-knockout
spermatogenic cells. Our results contribute to the current understanding of the transcriptomic complexity of
spermatogenic cells and provide a valuable resource from which many candidate genes may be selected for
further functional studies.

Abbreviations: SPC, spermatogenic cell; SSC, spermatogonial stem cells; TFBS, transcription factor binding site;
priSG-A, primitive type A spermatogonia; plpSC, preleptotene spermatocytes; pacSC, pachytene spermatocytes; rST,
round spermatids; mRNA, messenger RNA; lncRNA, long noncoding RNA; circRNA, circular RNA; piRNA, PIWI-inter-
acting RNA; FPKM, fragments per kilobase per million; KO, knockout; KD, knockdown; ts, testis-specific
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Introduction

Themajority of mammalian genomes generate a large diversity of
RNA species via alternative splicing and other forms of post-tran-
scriptional processings and modifications.1 Historically, the tran-
scriptomic complexity has been investigated with different
methods such as Expressed Sequence Tags (EST), Serial Analysis
of Gene Expression (SAGE) and microarray technologies.
Recently, as a highly sensitive and quantitative method, high
throughput RNA-sequencing technology (RNA-seq) has been
widely used to address this question. The testis contains highly
diverse and specific transcriptomes in comparison with other tis-
sues. For example, more than 15,000 mRNA genes are expressed
in this small organ,2,3 and it has been estimated that»4.8% of the
protein-coding genes are specifically expressed in themouse testis
based on EST andmicroarray expression data of mRNAs.4

While the involvement of lncRNAs in X chromosome inacti-
vation, genetic imprinting and cell development has long been
recognized, the catalogs and expression patterns of lncRNAs

have been revealed only in the past several years.5,6 Cabili et al.
reported that the human long intergenic noncoding RNAs
(lincRNAs) are much more tissue-specific than mRNAs and a
third of the 8,000 human lincRNAs are specifically expressed in
the testis.7 Soumillon et al. systematically studied the transcrip-
tomes in multiple species and found that the testes of avians and
mammals have the highest degree of complexity for both coding
and non-coding RNAs.3 The same group further indicated that
the mouse genome encodes about 15,000 lncRNAs.8

It has been estimated that more than 92% of human genes
are alternatively spliced,9 and each gene may simultaneously
produce up to 12 isoforms.10 Alternative splicing has been pro-
posed to be a primary driving force in the evolution of mam-
malian phenotypic complexity, as significant differences in
alternative splicing complexity, the highest being in primates,
are observed among vertebrates spanning »350 million years
of evolution, and the brain has the most abundant alternative
splicing followed by the testis in all examined species.11
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Circular RNAs (circRNAs) are the products of a unique type
of alternative splicing, by which the 30-end of an exon is spliced
to the 5�-end of an upstream exon resulting in a circular RNA
molecule.12,13 Although a few examples of circRNAs were
reported more than 2 decades ago, the ubiquitous presence and
function of circRNAs as a novel form of RNAs remained
unknown until recently, partially due to the low abundances of
circRNAs.14,15 Deep sequencing of the transcriptomes of vari-
ous tissues/cell types from different animal species identified a
large number of circRNAs, which are developmentally regu-
lated and conserved.16-20 A number of circRNAs have been
reported to be sponge-like miRNA sinks,19,21 or to promote the
transcription of parent genes.20,22 Further, circRNAs have been
shown to be mRNA traps by competing with linear splic-
ing,23,24 and to serve as templates for translation.25,26 It remains
a matter of debate whether most low-abundant non-translat-
able circRNAs have any function or are simply inconsequential
side-products of noisy splicing.27

The testis is the male gonad, in which highly specialized
haploid sperm are produced from the diploid spermatogonial
stem cells (SSCs) through meiosis, a key step in the multistep
process known as spermatogenesis. Many types of morphologi-
cally distinguishable spermatogenic cells (SPCs), which domi-
nate the testicular cell population, are generated sequentially
during spermatogenesis. The mammalian spermatogenesis
occurs in a cyclic manner and the development of SPCs in the
first cycle was synchronized. Taking advantage of this fact, vari-
ous types of SPCs can be isolated at different timepoints after
birth when they are first generated for genomic, transcriptomic
and proteomic studies.28-30 The primitive type A spermatogo-
nia (priSG-A) are earliest stage spermatogonia which undergo
mitosis; the preleptotene spermatocytes (plpSC) have com-
pleted meiotic DNA replication and are ready for subsequent
meiotic events such as DNA recombination and synapsis. The
pachytene spermatocytes (pacSC) are meiotic cells, in which
synapses are fully established; the round spermatids (rST) are
early stage haploids, and undergo a lengthy postmeiotic devel-
opmental process to finally generate mature sperm. SPCs are
unique in that they specifically express a unique type of small
RNA, piRNAs.31 Spermatogonia (SG) mainly express piRNAs
that map to mRNAs and retrotransposons, while SC and ST
mainly generate piRNAs that map to intergenic regions.28 It
has been shown recently that 95% of the adult mouse piRNAs
are generated from only 214 genic and intergenic loci.32

We were interested in how the complex mammalian tran-
scriptomes are established. Using spermatogenesis as a model
system, we address this question first by profiling the mRNAs,

lncRNAs and circRNAs and examining their relative abundan-
ces in 4 types of SPCs (priSG-A, plpSC, pacSC, rST). By reana-
lyzing public datasets, we also identified a large number of
testis-specific mRNAs and lncRNAs, and studied their distribu-
tions in the 4 SPC types. We further compared the expression
patterns of related RNAs and carried out a small-scale func-
tional screen for lncRNAs that are preferentially expressed in
priSG-A and conserved across mice and humans. We scanned
the promoters of the mRNA and lncRNA genes for putative
transcription factor (TF) binding sites (TFBSs) in order to
understand how their transcription is regulated. Several fami-
lies of key TFs such as the CREM family and the RFX family
were identified as regulators for transcription of both mRNAs
and lncRNAs. The predicted targets of CREM were validated
using the ChIP-chip experiment. Moreover, the expression of
many mRNAs and lncRNAs were changed when RFX2 was
knocked out in mice. These results help us to understand how
the complex mammalian transcriptomes are established at the
transcription and posttranscription levels.

Results

Comparative analysis of m/lnc/circRNA expression in
mouse SPCs

We applied strand-specific, rRNA-depleted, and paired-end RNA-
seq to profile the transcriptomes of priSG-A, plpSC, pacSC, and
rST. For each cell type, 2 biological replicates were prepared, and
the reads of each duplicate were pooled together for further analysis
since their Pearson correlation coefficient in terms of mRNA abun-
dances were all above 0.90. As a result, 20,639 mRNAs, 7,168
lncRNAs, and 15,101 circRNAswere found to be expressed in these
male germ cells, and they were named g-mRNAs, g-lncRNAs, and
g-circRNAs (Table 1, Table 2, Table S1). 59% g-lncRNAs are inter-
genic, 21% are antisense to coding exons, 11% are intronic, and 9%
adopt a head-to-head transcription direction relative to the protein
coding genes. Of the g-circRNAs, 71%, 12%, and 17% are exonic,
intronic, and intergenic, respectively. By comparing the distribu-
tions of their log2-transformed FPKMs (Fragments Per Kilobase of
exon model per Million mapped fragments), the overall abundan-
ces of g-mRNAs were higher than those of g-lncRNAs by at least
one order ofmagnitude in different cell types (Fig. 1A). The relative
levels of circRNAs to linear RNAs were shown by the distributions
of log2-transformed ratios of junction reads representing circRNAs
to junction reads representing linear RNAs, and the average abun-
dances of circRNAs are 7.1%»9.8% of the linear transcripts in

Table 1. Nomenclature and counts of g-m/lncRNAs and the testis-specific sets.

g-RNAs

g-mRNAs(20639) g-lncRNAs (7168)

ts-mRNA(332C 2745 D 3077) ts-mRNAs-1(JS D 1; 332) g-ts-mRNAs-1(274) NA
ts-RNAs ts-mRNAs-0.5(0.5 < JS < 1; 2745) g-ts-mRNAs-0.5(2545) NA

ts-lncRNA (3281C 3426 D 6707) ts-lncRNAs-1(JS D 1; 3281) NA g-ts-lncRNAs-1(2108)
ts-lncRNAs-0.5(0.5 < JS < 1; 3426) NA g-ts-lncRNAs-0.5(2786)

non-ts-RNAs non-ts-mRNAs(15932) g-non-ts-mRNAs(15416) NA
non-ts-lncRNAs(1942) NA g-non-ts-lncRNAs(1184)

Others(detected in spermatogenic cells but undetected in tissues) g-unclassified-mRNAs(2404) g-unclassified-lncRNAs(1090)

g, germline; ts, testis-specific; JS, Jensen-Shannon divergence 7.
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each cell type (Fig. 1B). Similar to lncRNAs, the average relative
abundance of circRNAs in rST is higher than in other cell types.

Due to the low abundances of circRNAs, we used RNase R
to treat RNA samples of cultured mouse SSCs to enrich circR-
NAs (Table 2). Many more circRNAs were identified in the
RNase R-treated samples (SSC-RC) than in the samples without
treatment (SSC). Interestingly, a large proportion of circRNAs
were found to be unique to the untreated SSCs, and it is possi-
ble that they contain true positives. circRNAs from the 4 iso-
lated SPC types are also partitioned into sets that overlap the
SSC-RC circRNAs and sets that do not overlap (Table 2). Based
on the distribution curves of the relative abundances of circR-
NAs to linear RNAs, the average relative abundances of the
circRNAs in the overlapping sets are similar to the averages of
the total circRNAs. Interestingly, the non-overlapping sets
show bimodal distribution indicating the existence of 2 subsets,
one having a lower average expression than the overlapping
sets while the other has a higher average expression (Fig. 1C
and 1D). We selected a total of 20 circRNAs, 5 from the over-
lapping set, 7 from the non-overlapping low expression subset
and another 8 from the non-overlapping high expression sub-
set, to validate their identities by RT-PCRs. Using the MMLV-
derived reverse transcriptase, 5, 3, and 5 circRNAs from these 3
sets were detected, respectively, showing that many circRNAs
identified from samples without RNase R treatment are true
positives (Fig. 1E, upper panel). To reduce false positive results
potentially caused by self-ligation in the reverse transcription
reaction, we also repeated the experiments using the AMV-
derived reverse transcriptase in an independent experiment,
and similar results were obtained except that the Pabpc1
circRNA was not detected this time (Fig. 1E, lower panel). Since
most of circRNAs identified from the RNA-seq method were
validated with RT-PCR experiments, we included all the pre-
dicted circRNAs for further analysis in order to reduce false
negatives.

Clustering analysis showed that g-mRNAs, g-lncRNAs, and
g-circRNAs could all be similarly partitioned into 3 big clusters
based on their highest abundances in spermatogonia, sperma-
tocytes, and spermatids, and were accordingly named sg-, sc-,
and st-m/lnc/circRNAs, respectively (Fig. 1F). We selected 12,
10, and 14 g-lncRNAs from each of the 3 clusters, respectively,
and validated their expression by quantitative RT-PCR (qRT-
PCR) using independent samples of isolated SPCs, and the
expression patterns of 5, 10, and 14 lncRNAs from the corre-
sponding clusters were indeed confirmed to be consistent with
the RNA-seq results, respectively (Fig. 1G, Fig. S1).

Spermatogenic cell-specific RNAs

Brawand et al. studied gene expression in multiple mammalian
organs including the mouse testis, heart, liver, cerebellum, kid-
ney, and brain.33 We used these data sets to identify mRNAs
and lncRNAs that are specifically expressed in the mouse testis.
We used the Jensen-Shannon (JS) divergence score defined by
Cabili et al. to evaluate the tissue specificity of gene expression.7

The JStestis scores of 332 mRNAs and 3,281 lncRNAs are 1, and
these 2 RNA sets comprise the most testis-specific sets of
mRNAs (ts-mRNAs-1) and lncRNAs (ts-lncRNAs-1) (Table 1).
However, we found that setting JStestis score to be 1 is too strin-
gent to identify even the bona fide germ cell-specific transcripts
such as Sycp3, the JStestis score of which is 0.53. We compiled a
list of 90 testis-specific genes reported by literature and found
that 87 of them have a JStestis score higher than 0.5 (Table S2).
Consequently, new sets of testis-specific RNAs based on this
threshold were defined for mRNAs and lncRNAs (ts-mRNAs-
0.5 and ts-lncRNAs-0.5). The validity of this analysis was sup-
ported by the identification of spermatogenic cell-specific pro-
tein-coding genes such as Pou5f1, Dppa4, Dmrt1 in
spermatogonia, Dmc1 in plpSC, Sycp3 and Tdrd1 in pacSC, and
Rfx2, Tnp1, Prm1, Prm2 and Spz1 in rST (Table S1). More con-
vincingly, 20 ts-mRNAs were randomly selected for examina-
tion of expression in various tissues by RT-PCR (Fig. 2A).
Fourteen genes (70%) were exclusively expressed in testis, and
almost all of the remaining genes were expressed in 1–3 addi-
tional tissues. These results indicate that our bioinformatics
mining of ts-RNAs is highly reliable. We found that 92% of ts-
mRNAs ((274C2545)/3077) and 73% of ts-lncRNAs
((2108C2786)/6707) are expressed in SPCs (Table 1). On the
other hand, 14% of g-mRNAs are testis-specific ((274C2545)/
20639) while 68% of the 7168 g-lncRNAs are testis-specific
((2108C2786)/7168). The percentage of g-ts-lncRNAs in all
lncRNAs (15934) is 31% ((2108C2786)/ 15934). This estima-
tion of the mouse lncRNA testis-specificity is close to the 30%
human lncRNA testis-specificity estimated by Cabili et al. 7

Based on the Fisher exact test, lncRNAs are significantly more
testis-specific than mRNAs (p < 2.2E-16). The expression pat-
terns of tissue-specific m/lncRNAs across the examined 6 tissue
types and their JStestis scores indicates that there are many more
ts-m/lncRNAs than other types of tissue-specific m/lncRNAs
(Fig. 2B).

We next examined the dynamic expression patterns of g-ts-
m/lncRNAs during spermatogenesis by conducting a clustering
analysis (Fig. 2C). Similar to the g-m/lncRNA sets, these g-ts-
m/lncRNAs are also roughly portioned into 3 clusters

Table 2. CircRNAs expressed in spermatogenic cells (SPCs).

circRNAs overlapping with SSC-RC (31461) Non-overlapping with SSC-RC

SSC 5573 4376(79%a, 14%b) 1197(21%c)
priSG-A 5596 3948(71%a, 13%b) 1648(29%c)
plpSC 6689 3679(55%a,12%b) 3010(45%c)
pacSC 4677 2490(53%a, 8%b) 2187(47%c)
rST 7220 3162(44%a, 10%b) 4058(56%c)
4 cell type subtotal 15101 6867(45%a, 22%b) 8234(55%c)

adenotes the percentages of circRNAs identified in each sample, which overlap circRNAs in the RNase R-treated SSC sample (SSC-RC);
bdenotes the percentages of circRNAs identified in SSC-RC, which overlap the circRNAs from each cell type;
cdenotes the percentages of circRNAs identified in each sample, which do not overlap circRNAs in SSC-RC.
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Figure 1. Expression of mRNAs, lncRNAs and circRNAs in primitive type A spermatogonia (priSG-A), preleptotene spermatocytes (plpSC), pachytene spermatocytes
(pacSC), round spermatids (rST), collectively referred to as 4 spermatogenic cell (SPC) types. (A) Frequency distributions of the log2-transformed FPKM values of mRNAs
and lncRNAs expressed in the 4 SPC types. (B) Distributions of the relative abundances of circRNAs to linear RNAs evaluated in log2-transformed ratios of junction reads
representing circRNAs over the junction reads representing linear RNAs in the 4 SPC types and cultured spermatogonial stem cells (SSC) as well as in cerebellum and cor-
tex, the RNA-seq data of which were reported by Rybak-Wolf et al. 34 (C, D) Distributions of the relative abundances of circRNAs overlapping (C) or not overlapping (D)
those detected in the RNase R treated SSC sample (SSC-RC). (E) Identity validation of circRNAs by RT-PCR using 2 reverse transcriptases in 2 independent experiments
(upper panel: MMLV-derived reverse transcriptase; lower panel: AMV-derived reverse transcriptase). The circRNAs were represented by the names of the corresponding
genes. The circled numbers on the right side mark the subsets, from which the circRNAs were selected: 1, sets shown in (C); 2 and 3, sets corresponding to the left and
right peaks of the plots in (D), respectively. (F) Clusterings of m/lnc/circRNAs expressed in the 4 SPC types, which are named g-m/lnc/circRNAs, respectively. (G) Expression
validation of lncRNAs from the 3 clusters (sg-lncRNAs, sc-lncRNAs and st-lncRNAs) by qRT-PCRs. The expression levels were represented by delta-CT values. The expression
of 4 well-known protein coding mRNAs, which are differentially expressed in the 4 SPC types, were included to show that these mRNAs were expressed with the expected
dynamics in the isolated cells (Marker mRNAs). Results for 4 lncRNAs from each cluster were shown. Results for all lncRNAs are shown by Fig. S1.
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according to whether their highest abundances are found in SG,
or SC, or ST (Table S3). From the numbers of genes in different
clusters, it is interesting to see that more g-mRNAs are
expressed highly in SG than in SC or ST while the majority of
g-ts-mRNAs are highly expressed in SC or ST. In contrast, the
majority of both g-lncRNAs and g-ts-lncRNAs are highly
expressed in SC and ST. Particularly, very few g-ts-lncRNAs
are highly expressed in SG and 81% of them are highly
expressed in ST. Collectively, our data suggests that, g-ts-m/
lncRNAs are highly expressed during or after meiosis.

Based on Gene Ontology (GO) analysis (Table S4), sg-ts-
mRNAs are enriched with GO terms related to cell cycle

regulation, mitosis and meiosis reflecting that SG undergo
active mitosis and prepare for meiosis. sc-ts-mRNAs are
enriched with terms related to cell cycle, meiosis and postmei-
otic development reflecting that SC undergo meiosis and pre-
pare for postmeiotic activities. st-ts-mRNAs are enriched with
terms related to postmeiotic events and activities of sperm as
ST undergo postmeiotic development to become sperm that
are potent for fertilization.

Necsulea et al. identified 425 lncRNAs conserved during an
evolutionary history of 300 million years.8 We found that 70 of
these (16%) are in the ts-lncRNA set, which is 31% of the total
lncRNAs, suggesting that ts-lncRNAs are significantly depleted
of evolutionarily conserved lncRNAs (p-value D 1.2E-11 based
on Fisher Exact Test).

A recent study reported the identification of 15,849 circR-
NAs in the mouse brain using RNA samples without RNase R
treatment.34 We re-processed this raw data using the CIRI pro-
gram and recovered 13,282 circRNAs and compared this data
with our g-circRNA set. Interestingly, these 2 sets overlap only
by a small fraction (4035/(11066C4035C9247) D 17%,
Fig. 2D). We then compared the overlap of pre-mRNA-derived
circRNAs between these 2 tissue types with the overlap of their
cognate mRNAs and found that the percentage of circRNA
overlap (18.8%) is significantly lower than that of the mRNAs
(42.7%) (Fisher exact test, p < 2.2E-16). Therefore, the
circRNA production is likely a highly regulated cell/tissue-type
specific process.

Comparisons of expression levels of related RNAs

We next compared the dynamic changes of circRNAs and their
cognate mRNAs (Fig. 3). In general, the average level of circR-
NAs drops slightly in pacSC compared with in priSG-A and
plpSC and then peaks in rST while the abundances of mRNAs
increase continually, again suggesting that the generation of
circRNAs during spermatogenesis is a regulated process. When
the comparisons were conducted for each of the sg/sc/st-clus-
ters, the differences in the dynamics of circRNAs and mRNAs
are more apparent (Fig. 3A). For the sg-cluster, both of the
circRNA and mRNA levels drop immediately before meiosis
but the circRNA level keeps dropping while the mRNA level
increases during and after meiosis. For the sc-cluster, both the
circRNA and mRNA levels increase immediately before meiosis
but the circRNA level drops while the mRNA level continues
increasing. For the st-cluster, both of the circRNA and mRNA
levels increase continuously during the process of spermato-
genesis except for a slight decrease of circRNA in pacSC, and
this pattern is similar to that of the whole set of circRNAs.
These observations suggest that the production of circRNAs
during spermatogenesis is developmentally regulated; other-
wise, the levels of circRNAs and their cognate mRNAs would
be positively correlated.

Li et al. reported that 467 transcripts (214 genomic loci) are
precursors of majority piRNAs.32 Of these loci, 114 are congru-
ent with protein-coding genes, and the remaining 100 were
thought to encode lncRNAs. We named these m/lncRNA pre-
cursors of piRNAs pi-m/lncRNAs. Eighty-five pi-lncRNA genes
are intergenic, 12 are antisense to protein coding genes, 2 are
sense to protein-coding genes but longer than the protein gene,

Figure 2. Identification of testis-specific m/lnc/circRNAs. (A) RT-PCR valuation of
predicted ts-mRNAs. M, marker; Te, testis; Ov, ovary; Ut, uterus; Li, liver; Lu, lung;
Mu, muscle; He, heart; Br, brain; Sp, spleen; Ki, kidney. Rik-1�:4932414N04Rik; Rik-
2�:1700011F14Rik; Rik-3�:1700019N12Rik; Rik-4�: 1700001C02Rik; Rik-5�:
4930480E11Rik; Rik-6�: 4930407I10Rik. (B) Clustering of all tissue-specific m/
lncRNAs (max JS score >0.5). Plots of JStestis scores were shown to the right of the
heat maps. (C) Expression patterns of g-ts-m/lncRNAs in the 4 SPC types. (D) Com-
parisons of circRNAs and their cognate mRNAs in SPCs and the brain.
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and 1 is intronic. Interestingly, we found that »2% of piRNAs
map to the 100 pi-lncRNA genes in priSG-A and »85% map to
them in pacSC and rST while only »3.3% map to the pi-
mRNAs. Our sequencing data of the 4 SPC types indicates that
the average expression levels of both pi-mRNAs and their piR-
NAs dropped continuously from priSG-A to pacSC then to
rST. In contrast, while the abundances of pi-lncRNAs increase
dramatically from priSG-A to plpSC, and then drop quickly in
rST, the abundances of piRNAs remain relatively stable when
generated in large quantities since pacSC (Fig. 3B). These
results suggest that the production of piRNAs from the m/
lncRNA precursors is also a regulated process.

We also compared the expression of lncRNAs that map
to the exons or introns or the nearby region of mRNA
genes with the expression of these mRNAs (Fig. 3C). Inter-
estingly, in all cases, expression of lncRNAs and the related
mRNAs increases continuously from priSG-A to rST. This
subset of mRNAs is enriched with GO terms related to pro-
tein phosphorylation.

In vitro screening of functional sg-lncRNAs

We selected 10 sg-lncRNAs and investigated their potential
functions using cultured mouse SSCs. The selection was based
on the following criteria: 1) FPKM in priSG-A > 1; 2) expres-
sion level in priSG-A is at least 2-fold higher than that in plpSC;
3) selected lncRNAs should be conserved between mouse and
humans. Six of the selected sg-RNAs were successfully knocked
down by 1 siRNA (Fig. 4A). For 4 of these 6 sg-lncRNAs, c-Kit
positive cells were observed when they were knocked down
(Fig. 4C, right pannel), indicating that SSCs became differenti-
ating SG. Interestingly, the proliferation of the cells was not
changed (Fig. 4B).

Identification of putative transcription factors regulating
g-RNAs

To reveal how g-RNAs are regulated, we developed a tool
named transcription factor binding sites (TFBS) enrichment
analysis (TEA) to examine whether the proximal promoters of
genes for different clusters of RNAs are enriched with TFBSs.
TEA identifies TFBSs that are enriched in the evolutionarily
conserved promoter regions of a group of genes. A total of
2 Kilobase (Kb) conserved region of each gene was scanned for
903 TFBSs, the position weight matrix (PWM) of which are
compiled in the JASPAR 2016 database.35 A p-value of 0.05 or
lower was considered to be significant. Ten TFBSs were signifi-
cantly enriched in the promoters of sg-ts-mRNAs (Fig. 5A,
Table S5). The most significantly enriched is for LIN54 (p D
4.3E-4), which is an essential core component of the DREAM/
LINC complex that is an important regulator of cell cycle
genes.36 Interestingly, 4 other enriched TFBSs are for the E2F-
related TFs, which has been reported to associate with the
DREAM/LINC complex.37 Among the 14 enriched TFBSs for
the sc-ts-mRNAs, 10 are for the RFX family TFs, 3 are for the
MYB family, and LIN54 is again identified although at the end
of the list. Transcripts of Rfx1-4 are all highly expressed in hap-
loid cells, but the expression of only Rfx2 is confined to testis
and is up-regulated in meiotic cells.38 We have recently shown
that RFX2 is a key regulator of the post-meiotic development
of SPCs using knock-out (KO) mice and that it regulates the
transcription of a large number of mRNAs, many of which are
st-ts-mRNAs.39 While the mRNAs of B-MYB are detected in
SPCs from gonocytes to early SC, that of A-MYB was detected
in a subpopulation of SG and primary SC but not in ST.40 The
ablation of A-MYB causes an arrest of meiosis at the pacSC
step in KO mice.41 Notably, A-MYB also regulates the expres-
sion of RFX2.42 Moreover, B-MYB also interacts with the
DREAM/LINC complex.37 Twenty-3 TFBSs were significantly
enriched in st-ts-mRNAs, and they are mainly for the ATF/
CREB-related TFs, the JUN/FOS-, and the RFX-related ones.
The others are for the C/EBP-, SOX-, zinc finger-, and TEF-
related TFs. CREM is a master regulator of gene expression in
meiotic and post-meiotic SPCs and spermatogenesis arrests at
the early round spermatid step when it is knocked out.43,44

In light of the poor conservation of lncRNA genes, we
scanned their promoter regions from ¡300 bp to 100 bp rela-
tive to the genomic position marked by the 5�-most lncRNA
reads for enriched TFBSs using only the mouse sequences. The

Figure 3. Comparisons of the expression of related RNAs. (A) Expression of differ-
ent clusters of circRNAs and their cognate linear mRNAs. (B) Expression of piRNAs
and their precursor m/lncRNAs. The expression of piRNAs were based on previ-
ously published RNA-seq data of small RNAs in 3 types of SPCs.28 (C) Expression of
lncRNAs that map to the exons or introns or the nearby region of mRNA genes
and the expression of these mRNAs.
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original p-values were multiplied by the number of the PWMs
in order to generate the adjusted p-values. Using 0.05 as a cut-
off for adjusted p-value, 42 enriched TFBSs were identified for
sc-ts-lncRNAs, and most of them are for the ETS-related TFs
(Table. S6). By comparing with the enriched TFBSs for sc-ts-
mRNAs, only A-MYB was shared by both sets (adjusted p-
value D 0.0064). Consistently, it was reported recently that A-
MYB was a key regulator of pachytene lncRNAs.45 Twenty-one
TFBSs were enriched for st-ts-lncRNAs. Interestingly, 19 of
them are in the 23 TFBS set enriched for the st-ts-mRNAs.
Moreover, the 2 unique ones are for CREM and SOX9, which
are actually members of the enriched families of TFs identified
for the st-ts-mRNAs. These data suggest that mRNAs and
lncRNAs specifically expressed in postmeiotic SPCs may share
a common transcription regulatory mechanism.

We next examined whether any members of the enriched TF
families are indeed expressed in the corresponding stages using
the RNA-seq data (Fig. 5B, S2). For all the TF families, at least
one member is highly expressed at the stage corresponding to

the clusters of ts-m/lncRNAs, for which the TFBSs are
enriched. Therefore, both TFBSs and TFs are in place for the
transcription of these ts-m/lncRNAs that are highly expressed
at a certain stage of spermatogenesis.

CREM and RFX2 target validation using high throughput
methods

We next used the ChIP-chip assay to screen for potential target
genes of CREM in order to evaluate the performance of our
TEA program. The predicted and ChIP-Chip-supported targets
of CREM were named CTPs (CREM Targets by Prediction)
and CTCs (CREM Targets by ChIP-chip), respectively. Cell
lysates were prepared from the testes of 5 adult mice, immuno-
precipited by a rabbit polyclonal antibody against the mouse
CREM, followed by chip analysis using the Agilent G4490A
mouse promoter microarray, which contains probes for the
promoters of »17,000 Refseq genes (from ¡5.5 Kb to C2.5 Kb
of the transcription start sites). Here, 1,932 CREM-bound

Figure 4. A small scale screening for functional sg-lncRNAs. (A) qRT-PCR validation of the knockdown (KD) of 6 sg-lncRNAs by siRNAs. (B) The proliferation of the KD SSCs
relative to that of the normally cultured SSCs. SSCs were also transfected with siRNAs of scrambled sequence to show that the proliferation was not changed by the trans-
fection reagents. (C) Immunofluorescent images of the KD SSCs to show the appearance of c-KIT-positive cells in some of the KO SSC cultures. The left panel shows the
negative staining of c-KIT in controls and 2 lncRNA-KD samples while the right panel shows the positive staining of c-KIT in 4 lncRNA-KD samples. Note the membrane-
localized typical staining pettern of c-KIT signal in contrast to the ubiquitous nonspecific background.
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DNA fragments (average size being 600 bp) corresponding to
1,819 genes were identified (Table S7). 57% of the DNA frag-
ments contain the CREB/CREM/ATF family TFBSs, and this is
a 5.6-fold TFBS enrichment compared with the average

abundance of CREB/CREM/ATF family TFBS in the genome.
If the length of the CREM-bound fragments was extended to
1000 bp, 80% of them (1,552) contain the TFBSs. To test the
validity of the ChIP-chip technology, 16 CTCs and 1 non-CTC

Figure 5. Transcription factor binding sites (TFBSs) enrichment analysis. (A) TF families and members, the TFBSs of which are enriched in the promoters of different sets of
ts-mRNAs. Similar TFBSs enriched in each gene set were combined into a family and the lowest p-value of the members was used as the representative p-value of this
group. (B) Expression of the CREB and RFX family TFs based on RNA-seq data. (C) ChIP-PCR validation of CREM targets supported by ChIP-chip data (see Table S12 for
primer information). (D) Plots of ChIP-chip signals of some genes that were validated by ChIP-PCR in (C). Myog is a muscle specific gene and used as a negative control.
The red dots label the signals of the probes on the microarray.
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(myog) were selected to perform ChIP-PCR, the CREM TFBSs
of 13 genes (81%) were confirmed (Fig. 5C, D). Of the 1,819
genes, 193 encode ts-mRNAs. On the other hand, 39 of the 168
CTPs of the st-ts-mRNAs (13.4%) are in the CTC set (1,819).
This indicates that CTPs of the st-ts-mRNAs are significantly
enriched with CTCs (Fisher exact test, p D 1.72E-12). There-
fore, by cross-validation using CTPs and CTCs, we identified
potential targets of CREM and also confirmed validity of bioin-
formatics predictions.

In a separate study, we generated Rfx2 KO mice and found
that the males but not the females were sterile due to an arrest of
spermatogenesis at the early ST step.39 Here, 822 mRNAs were
found to change their expression levels based on the RNA-seq
data of the KO testicular cells, and were referred to as RFX2-regu-
lated mRNAs. In this study, 344 of these RFX2-regulated mRNAs
are sc/st-ts-mRNAs, suggesting RFX2 also regulates the transcrip-
tion of many other mRNAs in addition to the sc/st-ts-mRNAs
although its TFBS was first observed to be enriched in the latter
sets. On the other hand, 109 out of the 359 sc/st-ts-mRNAs from
the predicted target genes of the RFX-related TFs are regulated by
RFX2, suggesting that the predicted targets are significantly
enriched with RFX2-regulated ones (Fisher exact test, p < 2.2E-
16). Moreover, 498 g-lncRNAs were also found to be regulated by
RFX2, and 365 of these are st-ts-lncRNAs (Table S8). These data
show that RFX2 is a key regulator of both mRNAs and lncRNAs
and that predicted target genes of TFs are more likely to be regu-
lated by TFs than other genes.

Discussion

Several studies indicate that the metazoan testes possess the
most complex transcriptomes as a result of the many types of
cells contained in this unique organ.2,3 However, simultaneous
comparisons of the expression of different types of transcripts
such as m/lnc/circRNAs in SPCs have not been conducted sys-
tematically, and how these transcriptomes are established is still
an open question. In the present study, we used 4 types of
freshly isolated SPCs representing the mitotic, meiotic and
postmeiotic phases of spermatogenesis to compare the dynamic
profiles of m/lnc/circRNAs with particular interest in their tes-
tis-specific subsets. We then applied our TEA tool to identify
TFBSs enriched in the promoters of different sets of ts-mRNA/
lncRNA genes in order to understand how the complex tran-
scriptomes in SPCs are stablished at the transcription level.

Historically, global analysis of transcripts in testes and/or
SPCs and their testis-specific subsets have been attempted by
using various high throughput methods. Based on EST data
deposited in the NCBI GEO database and their own whole-tes-
tis microarray expression data, Shultz et al. first estimated in a
seminal paper that »4.7% of the mouse transcriptome is
restricted to the testis and that »3.8% is dedicated to expres-
sion in meiotic and postmeiotic SPCs.4 Unfortunately, only 346
testis-specific genes represented by UniGene accession num-
bers were identified. Using the similar microarray platforms
and isolated SPCs, 2 other groups studied the dynamics of sev-
eral thousands of transcripts, mostly mRNAs, during mouse
spermatogenesis and identified several hundred testis-specific
mRNAs, and 1 group also found that the expression patterns of

many transcripts are conserved from mouse to human during
evolution.46,47 A more recent microarray-based study used total
testicular cells to show that several thousand m/lncRNAs are
expressed dynamically during mouse spermatogenesis. The
study failed, however, to identify different transcripts and their
relative abundances in separate types of SPCs.48 Using the
same microarray platform with isolated SPCs, a second group
also identified transcripts that were differentially expressed
between adjacent SPC types of mouse spermatogenesis but did
not evaluate the dynamics quantitatively.49 Moreover, neither
study investigated the testis specificity of m/lncRNAs, which is
a prominent feature of testicular transcripts. Due to the hybrid-
ization involved in the microarray technology, expression data
suffer from high noise and low sensitivity. In addition, the large
numbers of transcripts represented by microarray probes are
highly redundant due to the lack of complete annotations of
the lncRNAs, therefore, the real numbers of lncRNAs expressed
in SPCs remain elusive. In the present study, we used rRNA-
depleted strand-specific RNA-seq and non-redundant referen-
ces to profile the expression of m/lncRNAs as well as circRNAs,
we have been able to not only compile the most complete and
the least redundant lists of diverse transcripts but also to com-
pare their dynamic changes in a quantitative manner.

Based on our expression cutoff of 0.1 FPKM, »80% of the
mRNAs (20,639 out of 26,023) are expressed in SPCs, close to
the estimate by Ramskold et al. who stated that 84% of mRNAs
are expressed in the testis with a cutoff of 0.3. Using a cutoff
value of 0.5 for the JStestis scores,

7 which was trained by a set of
90 testis-specific genes extensively suggested in the literature,
2,819 mRNAs were found to be testis-specific, occupying
»11% of the total mRNAs in the mouse transcriptome. This
estimated percentage is higher than that suggested by Shultz
et al.4 One likely cause of this discrepancy is that we used only
6 organs to evaluate the organ-specificity of the transcripts. As
shown by our RT-PCR validation results, 14 of the 20 predicted
ts-mRNAs are uniquely present in the testis among the 10
examined organs, and 4 are also present in the ovary, the
female gonads. Therefore, the value 11% should be multiplied
by a factor of 0.7 (14/20) to give a more reasonable estimate of
7.7%, which is of course still an overestimate because we have
not examined all organs. In sharp contrast, both our mouse
result and the human result by Cabili et al. indicate that 30% of
the total lncRNAs are testis-specific.7 It is also noteworthy that
a majority of these ts-m/lncRNAs are expressed in SPCs, and
most likely only in SPCs but not in the somatic cells as implied
by the GO terms enriched in the different clusters of ts-
mRNAs.

For the first time, we identified a large number of circRNAs
expressed in SPCs. Similar to what was observed by others in
other organs/tissues, circRNAs are mainly spliced from exons
and expressed at abundances about one order of magnitude
lower than their cognate linear transcripts. circRNAs have been
regarded as mis-spliced products since their discovery. How-
ever, recent deep sequencing and functional studies have
revealed the existence of a very large number of circRNAs,
which has challenged this idea. Our profiling data from SPCs
support that the generation of circRNAs is a regulated rather
than a random process with 3 lines of evidence: 1) The
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abundance distributions of circRNAs do not follow a standard
normal distribution. This is more apparent from the distribu-
tion curves of circRNAs that do not overlap the SSC-RC set. 2)
circRNAs from SPCs overlap those from the brain by only a
small proportion. 3) The correlations between the dynamic pat-
terns of circRNAs and their cognate linear forms are poor
(Fig. 3). Because both circRNAs and piRNAs are products of
posttranscriptional processings and piRNAs have been shown
to play important roles in degrading other RNA species and in
regulating epigenetic status,50-53 we also compared the dynamic
patterns of piRNAs and their precursor m/lncRNAs and found
that the discrepancy between the dynamic patterns of piRNAs
and their lncRNA precursors is more apparent than that
between those of piRNAs and their mRNA precursors. Interest-
ingly, lncRNA-derived piRNAs are much more abundant than
mRNA-dervied ones and the former are believed to mediate
RNA degradation in round spermatids while the function of
the latter is unknown. Therefore, it seems that the generation
of functional piRNAs is more likely to be regulated than the
generation of mRNA-derived ones, the function of which
remains elusive.

Our data show that SPCs express a large number of lncRNAs
(7,186), most of which are expressed with higher abundances in
SC and ST than in SG. Similar observations were made in a
recent study, in which »8,600 lncRNAs were found to be
expressed in mouse testes, and most of them were expressed at
the meiotic and postmeiotic stages.3 The percentage of testis-
specific lncRNAs was also consistent with a previous estimate.7

Some researchers proposed that the expression of a large num-
ber of intergenic lncRNAs, a majority of which are testis-specific,
in addition to other intergenic elements, probably represents
transcription noises due to a more open chromatin state as a
result of remodeling.3 While this proposition could be true, it is
also possible that lncRNAs play a role in chromatin remodeling.
Our finding that the promoters of both the st-ts-mRNA and st-
ts-lncRNA genes are enriched with TFBSs for the same families
of TFs seems to support the second possibility. While most
lncRNAs, particularly those with low expression levels, are prob-
ably non-functional, it is certainly true that there exists a subset
of functional ones.54 Impressively, the knockdown of 4 of the 6
sg-lncRNAs selected for functional screening based on high lev-
els of expression in SG and conservation during evolution
resulted in differentiation of cultured SSCs as indicated by the
expression of c-KIT, a marker of differentiating SG. Therefore,
functional lncRNAs could be distinguished from non-functional
ones when the initial bioinformatics selection was rational.

Cell type-specific transcripts are the major component con-
tributing to the unique transcriptome of a specific cell type, and
it is fundamental to understand whether their transcriptions
share any common regulatory mechanism. We investigated
this question by analyzing whether different sets of ts-m/
lncRNAs are enriched with TFBSs at the promoter regions of
their genes. Our analyses addressed this question in the follow-
ing specific ways: 1) Different sets of ts-RNAs are enriched
with typical families of TFBSs. 2) The families of TFs are related
in terms of physical interactions or sequential regulatory rela-
tionships. For example, TFBSs of LIN54 and E2F-related fac-
tors are enriched for sg-ts-mRNAs, and the LNC complex with

LIN54 as the core component interacts with E2F proteins and
with B-MYB, the TFBS of which is enriched for sc-ts-mRNAs.
Moreover, TFBSs of A-MYB and RFX2 are enriched for sc-ts-
mRNAs and it has been known that A-MYB regulates the tran-
scription of RFX2. 3) Some members of a TF family, the TFBSs
which are enriched for the ts-lncRNAs of a cell type, are highly
expressed in this particular cell type. These observations indi-
cate that TFs, the TFBSs of which are enriched significantly
based on bioinformatics prediction, may actually execute their
regulatory functions. Further evidence arises from the result
that predicted targets of CREM are significantly enriched with
targets supported by ChIP-chip assays and that predicted tar-
gets of RFX2 are enriched with genes differentially expressed in
RFX2-KO SPCs. CREM has been long known to be a key TF
for the postmeiotic development of SPCs. Many lncRNAs and
mRNAs in SPCs are regulated by RFX2 as indicated by RNA-
seq data using the RFX2-KO mice, which arrest spermatogene-
sis at an early rST step39, supporting the idea that RFX2 is
another key regulator of spermatogenesis.

Conclusions

Our data demonstrate that the mouse transcriptomes of SPCs
are highly complex and dynamic by expressing a large number
of m/lnc/circRNAs, many of which are specifically expressed in
the testes. A majority of the testis-specific transcripts are
expressed in SPCs, particularly in meiotic and postmeiotic
ones. The testis-specificity of lncRNAs is significantly higher
than that of mRNAs. By comparing the circRNAs from SPCs
and the brain, we find that these 2 sets overlap significantly less
than the cognate mRNAs. Moreover, the expression patterns of
circRNAs are also different from their cognate mRNAs in
SPCs. Therefore, the production of circRNAs in different tis-
sue/cell types seems to be a regulated process although their
abundances are low. Similarly, the generation of piRNAs from
the precursor lncRNAs is also a regulated process. Functional
screenings using cultured mouse SSCs show that a considerable
fraction of lncRNAs conserved across species and expressed in
SG at higher abundances than in other types of SPCs might be
functional. Different sets of ts-m/lncRNAs might be regulated
by different but related TFs as shown by the bioinformatics
analyses and experimental validations. Particularly, ts-mRNAs
and ts-lncRNAs, both highly expressed in postmeiotic SPCs
might share similar transcriptional regulatory mechanisms.
The list of transcripts generated from the present study will
serve as a valuable resource of newly identified candidate genes
playing important roles in mammalian spermatogenesis. Fur-
ther studies are needed to elucidate the functions of these can-
didate genes, and to this end, high throughput functional
screening platforms for new types of transcripts such as
lncRNAs and circRNAs are needed.

Materials and methods

RNA preparation and sequencing

Animal studies followed standard procedures in accordance
with regulations of the Animal Care and Use Committee of
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the Institute of Zoology, Chinese Academy of Sciences. F1
pups of DBA/2 and C57BL6 mice were used for cell isola-
tion and SSC culture. priSG-A, plpSC, and pacSC were iso-
lated from prepubertal mice undergoing the first wave of
spermatogenesis while rST were from 60 dpp adult mice.
The isolation and characterization of SPCs were conducted
by using the STAPUT method, which was described in
details previously.30,55 Mouse SSCs were cultured using our
previously published protocol.56 Total RNAs were isolated
using TRIzol reagent by following standard protocol. DNase
I (Qiagen) treatment was carried out for total RNA to
remove genomic DNA contamination. 10 mg of purified
RNA was then subjected to rRNA (rRNA) depletion by
Ribo-Zero Magnetic Gold Kit (Human/Mouse/Rat) (Epi-
centre). Then the rRNA-depleted RNA was divided into 2
groups, one (1/5 amount) is for a dUTP-based strand-spe-
cific RNA-seq library construction approach (Zhong et al.,
2011), and the other (4/5 amount) is for RNase R treat-
ment. To digest linear RNA, rRNA-depleted RNA was
denatured at 65�C for 5 min, followed by adding 10 £
RNase R buffer, 5 units of RNase R (Epicentre) and incuba-
tion at 37�C for 3 hours. Agencout RNAclean XP magnetic
beads were used to purify the RNase R treated RNA. The
purified RNA was randomly sheared by heating with mag-
nesium and subsequent RNA-seq libraries were constructed
according to the previously published protocol (Zhong et al.
2011). RNA-seq libraries with and without RNase R treat-
ment were subjected to deep sequencing by Illumina Hiseq
2000 instrument in a 2£100 bp manner.

RNA sequence analysis

Two biological replicates of RNA samples were sequenced for
each cell type. The correlation coefficients of transcriptomes
from biological duplicates were all higher than 0.90, indicating
that our RNA-seq data are highly reproducible. Subsequently,
duplicate data were pooled for further analyses. The number of
reads corresponding to each sample ranged from 35–54 million.
The sequencing reads were mapped to the mouse genome
(UCSC mm9) by using the TopHat package (version 2.0.6).
The RNA expression level of mRNA and lncRNAs was repre-
sented by fragments per kb of exon model per million mapped
fragments (FPKM) calculated using the Cufflinks package (ver-
sion 2.0.2). The differentially expressed genes were identified
using the Cuffdiff package. RefSeq mRNAs downloaded from
UCSC and the lncRNA set (15,934) compiled by Necsulea,
et al. 8 were used as the reference sets for mRNA and lncRNA
analyses, respectively. An mRNA or lncRNA was regarded to
be present in a sample if its FPKM was bigger than 0.1. CircR-
NAs were identified using the CIRI program, which was
recently reported to have better performance than other similar
tools in circRNA identification using RNA-seq data derived
from RNA samples that were not treated with RNase R to
remove linear transcripts.57 Briefly, sequencing reads were
mapped to the mouse genome by using the BWA-MEM soft-
ware. The Perl program of the CIRI algorithm implemented by
Gao, et al. 57 was installed locally and was used to identify reads
representing circRNAs and to count their numbers. The default
values were used for all parameters.

RT–PCR confirmation of circ/lncRNA expression in
spermatogenic cells

Information of primers used in RT-PCR identification of circR-
NAs were listed in Table S9. Total RNAs were isolated from
independent SPC samples from those for RNA-seq experiments.
2 mg of RNAs were reverse transcribed in a 20 ml reaction using
random primers by following the instructions of the Applied
Biosystems High-Capacity cDNA Reverse Transcription Kits.
PCRs were carried out by using the Takara PrimeStar system in
a volume of 20 ml. The other parameters for PCRs were as the
following: a single denaturing step (94�C, 5 min) followed by 35
cycles of amplification (denaturing at 94�C for 30 s, annealing at
60�C for 30 s and elongation at 72�C for 30 s). To evaluate the
expression of lncRNAs, qPCR reactions were performed using
the 384-plate format of the Roche LightCycler 480 Real-Time
PCR system using the UltraSYBR Mixture from Beijing CoWin
Biotech. The primers and other information were listed in
Table S10. The reactions were set up in the following recipe:
0.2 ml cDNA template, 7.5 ml 2£ PCR Mix, 0.4 ml forward and
reverse primers each (10 mM), 6.5 ml ddH2O. PCR reactions
were carried out with a denaturing step (95�C 10 min) and 45
cycles of amplification (denaturing at 95�C for 15 s followed by
annealing and elongation at 60�C for 1 min). The geometric
mean of Actb, Ubc and Nudcd3 expression values were used as
internal control for all qPCR analysis.30

Mining of RNAs specially expressed in mouse testis

Dataset GSE30352, which contains expression data of 6
organs (testis, heart, liver, cerebellum, kidney, brain),33 was
downloaded from NCBI GEO database. The Jensen-Shan-
non (JS) scores for each organ defined by Cabili et al. were
calculated using an R script.7 The cutoff of JStestis was
trained by using a list of 90 reported testis-specific genes
(Table S2). Clustering analysis of the RNA expression was
conducted using the Cluster 3.0 software. Clusterings of g-
m/lnc/circRNAs were initially identified using the hierarchi-
cal algorithm, and re-processed using the K-Mean algorithm
when a value of K is determined to be 3 by visual inspec-
tion of the heatmap of the hierarchical clustering results.
Clustering of tissue-specific m/lncRNAs was performed
using the hierarchical algorithm. The correlation coefficient
of expression values of 2 genes across organ samples was
used as the similarity measure for clustering. Clustering
results were visualized using the TreeView program. Enrich-
ment analysis of GO terms of Biological Processes was per-
formed by using the web-based software DAVID (http://
david.abcc.ncifcrf.gov/). Statistical significance was decided
basen on 2 parameters: Benjamini p-value < 0.01, FDR <

0.01.

Knockdown of lncRNAs using siRNAs in cultured mouse
SSCs

SiRNAs for lncRNA knockdown were designed using the
BLOCK-iT RNAi Designer of Invitrogen (Table S11). For
transfection, SSCs were incubated with medium containing siR-
NAs mixed with the Invitrogen RNAiMAX reagent at a final
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concentration of 100 nM for 48 hours (h). Aliquots of trans-
fected cells were harvested and total RNAs isolated to examine
the knockdown efficiency using qRT-PCRs. Four days after
transfection, the remaining cells were subjected to immunos-
taining and flow cytometry analyses of c-KIT expression, which
marks the differentiation of SG.

Transcription factor binding site enrichment analysis

The key steps of TFBS enrichment analysis (TEA) are out-
lined as a flowchart shown in Fig. S3. Briefly, promoter
sequences of mouse and human orthologous genes were
aligned, evolutionarily conserved regions (ECRs) were iden-
tified and saved in the database. After, 903 PWMs were col-
lected from Jarspar2016 (519 JASPAR CORE Vertebrata
PWMs; 208 JASPAR PBM PWMs for 104 mouse transcrip-
tion factors; 176 JASPAR PBM HOMEO PWMs). ECRs of
different gene sets were scanned for potential TFBSs using
pre-determined match score cutoff values for each PWM.
See supplemental info for more details.

CREM ChIP-chip experiment

Testicular cells from 5 adult mouse testes were fixed in 5 ml
of 1% formaldehyde medium for 10 min at 37�C. The fixed
germ cells were washed twice with PBS, resuspended in PBS
and sonicated (power 40%, pulser 60%, ON 60s, OFF 60s, 5
cycles by Ruptor 250, Omni, USA). 200 ml of supernatant
were diluted in 1800 ml ChIP dilution buffer (0.01% SDS,
1.1% Triton X-100, 1.2 mM EDTA, 16.7 mM Tris-HCl, pH
8.1, 167 mM NaCl and 1 mM PMSF). Diluted complexes
were immunoprecipitated with anti-CREM (sc-440, Santa
Cruz) and anti-goat IgG (negative control) at 4�C overnight.
The immune complexes were precipitated with protein G
followed by washes with low salt buffer, high salt buffer,
LiCl buffer and TE. The complexes were eluted with elution
buffer and cross-linking of DNA and protein was reverted
in 5 M NaCl at 65�C overnight. The solution was digested
with proteinase K and the DNA were purified by PheOH/
CHCl3 extractions and EtOH precipitations. Purified DNA
was first used in PCRs to check the amplification of some
reported target genes and then subjected to Agilent mouse
promoter microarray (G4490A) for signal detection.

ChIP-chip peak analysis and motif analysis

CREM ChIP-chip raw data were normalized by using the
LOESS method.58 We implemented an algorithm similar to
ChIPOTle59 using a perl program. Briefly, log-transformed
ratios of signals of the antibody and control IgG immunopreci-
pitated samples detected by the probes within a sliding window
were averaged over the numbers of probes. Then it was deter-
mined whether the average value of this window was signifi-
cantly different from the average of all probes over the genome.
The size of the sliding window was set to 500 bp consistent
with the average size of the sonicated DNA fragments. The p-
value cutoff of statistical significance was set to be 0.05 after
Bonferroni correction. Windows with enriched signals were

identified and adjacent ones were merged as TF bound regions
(peaks).
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