cells
Review

Mitochondria Associated Germinal Structures in
Spermatogenesis: piRNA Pathway Regulation
and Beyond
Xiaoli Wang 1 , Chunyu Lv 1 , Ying Guo 2 and Shuiqiao Yuan 1,3, *
1
2
3

*

Institute Reproductive Health, Tongji Medical College, Huazhong University of Science and Technology,
Wuhan 430030, Hubei, China; wangxiaoli@hust.edu.cn (X.W.); chunyuwendy@163.com (C.L.)
Key Laboratory of Male Reproductive Health, National Health Commission of the People’s Republic of
China, Beijing 100081, China; guoying0223@163.com
Shenzhen Huazhong University of Science and Technology Research Institute, Shenzhen 518057,
Guangdong, China
Correspondence: shuiqiaoyuan@hust.edu.cn; Fax: +86-027-8369-2651

Received: 29 December 2019; Accepted: 5 February 2020; Published: 10 February 2020




Abstract: Multiple specific granular structures are present in the cytoplasm of germ cells, termed
nuage, which are electron-dense, non-membranous, close to mitochondria and/or nuclei, variant size
yielding to different compartments harboring different components, including intermitochondrial
cement (IMC), piP-body, and chromatoid body (CB). Since mitochondria exhibit different
morphology and topographical arrangements to accommodate specific needs during spermatogenesis,
the distribution of mitochondria-associated nuage is also dynamic. The most relevant nuage
structure with mitochondria is IMC, also called pi-body, present in prospermatogonia, spermatogonia,
and spermatocytes. IMC is primarily enriched with various Piwi-interacting RNA (piRNA) proteins
and mainly functions as piRNA biogenesis, transposon silencing, mRNA translation, and mitochondria
fusion. Importantly, our previous work reported that mitochondria-associated ER membranes (MAMs)
are abundant in spermatogenic cells and contain many crucial proteins associated with the piRNA
pathway. Provocatively, IMC functionally communicates with other nuage structures, such as piP-body,
to perform its complex functions in spermatogenesis. Although little is known about the formation of
both IMC and MAMs, its distinctive characters have attracted considerable attention. Here, we review
the insights gained from studying the structural components of mitochondria-associated germinal
structures, including IMC, CB, and MAMs, which are pivotal structures to ensure genome integrity
and male fertility. We discuss the roles of the structural components in spermatogenesis and piRNA
biogenesis, which provide new insights into mitochondria-associated germinal structures in germ
cell development and male reproduction.
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1. Introduction
Since the advent of electron microscopy, particular attention has been paid to the unique structure
in germ cells, termed as nuage, the French word for cloud, initially employed by Andri and Rouiller
in 1957. Over 80 animals in eight phyla are reported as having a nuage structure in their germ
cells [1]. Nuage are characterized by an amorphous shape, the absence of surrounding membranes,
an abundance of RNAs and proteins, and a close association with mitochondria clusters or immediately
adjacent to the nuclear envelope of germ cells, including intermitochondrial cement (IMC, also named
pi-body), piP-body, and chromatoid body (CB) in mammalian germ cells, according to their localization,
morphology, and/or biochemical properties [1–3].
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(IMC, also named pi-body), piP-body, and chromatoid body (CB) in mammalian germ cells,
according to their localization, morphology, and/or biochemical properties [1–3].
Mitochondria-associated ER membranes (MAMs) are tight structural contacts, also named as
Mitochondria-associated ER membranes (MAMs) are tight structural contacts, also named as
MERCs (mitochondria-ER contacts); ~20% of the mitochondrial surface are jointly opposing and contact
MERCs (mitochondria-ER contacts); ~20% of the mitochondrial surface are jointly opposing and
directly with the ER, yielding to approximately 10 and 30 nm in distance [4,5]. MAMs participate
contact directly with the ER, yielding to approximately 10 and 30 nm in distance [4,5]. MAMs
in several cellular signaling pathways, including calcium transmission, phospholipid exchange,
participate in several cellular signaling pathways, including calcium transmission, phospholipid
intracellular trafficking, autophagy, ER stress, mitochondrial biogenesis, and inflammasome formation.
exchange, intracellular trafficking, autophagy, ER stress, mitochondrial biogenesis, and
Disturbances to MAMs lead to neurodegenerative diseases and cancer [6,7]. Our previous work
inflammasome formation. Disturbances to MAMs lead to neurodegenerative diseases and cancer
reported that MAMs are abundant in both human and mouse spermatogenic cells, and contain many
[6,7]. Our previous work reported that MAMs are abundant in both human and mouse
crucial proteins that are associated with the Piwi-interacting RNA (piRNA) pathway [8]. However,
spermatogenic cells, and contain many crucial proteins that are associated with the Piwi-interacting
the functions of MAMs are still mysterious in spermatogenesis.
RNA (piRNA) pathway [8]. However, the functions of MAMs are still mysterious in spermatogenesis.
In this review, we review the insights gained from studying the structural components of
In this review, we review the insights gained from studying the structural components of
mitochondria-associated germinal structures, including IMC, CB, and MAMs, which are pivotal
mitochondria-associated germinal structures, including IMC, CB, and MAMs, which are pivotal
structures to ensure genome integrity and male fertility. We summarize the ultra-structure of IMC
structures to ensure genome integrity and male fertility. We summarize the ultra-structure of IMC
and MAMs in mouse spermatocyte, as shown in Figure 1A. We also discuss the roles of the structural
and MAMs in mouse spermatocyte, as shown in Figure 1A. We also discuss the roles of the structural
components in piRNA biogenesis and propose that further study could unravel new insights into
components in piRNA biogenesis and propose that further study could unravel new insights into
mitochondria-associated germinal structures in spermatogenesis.
mitochondria-associated germinal structures in spermatogenesis.

Figure 1. The ultra-structures, components, and functions of intermitochondrial cement (IMC) and
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2. The Concepts and Discoveries of Mitochondria-Associated Germinal Structures
IMC is clusters formed between mitochondria, apparently “cementing” them together. In mice,
IMC presents in gonocytes, spermatogonia, and meiotic spermatocytes until later pachytene
spermatocytes and the most known proteins localized in IMC are Tudor domain-containing 1 (TDRD1)
and MILI [2,3]. Considering IMC is a primary cytoplasmic localization site of the piRNA pathway
proteins, it also named as pi-body. piP-body is another type of nuage that is also close to mitochondria
but does not colocalize with IMC. It derived from simultaneously containing both the piRNA pathway
and P-body components (control RNA degradation/translational including the miRNA- and small
interfering RNA (siRNA)-mediated pathways), such as MIWI2, MAEL, and TDRD9, which are vital
piRNA regulating proteins in spermatogenesis enriched in piP-bodies, and DDX6, a P-body component
localized in piP-body as well [3]. The chromatoid body (CB) first appears as thick cytoplasmic fibers
and granulated material in the interstices of mitochondrial clusters and the perinuclear area of late
pachytene spermatocytes. After meiosis, the chromatoid body condenses into one single lobulated,
perinuclear granule in round spermatids and disassembles later during spermatid elongation [1,2].
The transcriptome and proteome analysis of the chromatoid body, together with the male infertility
phenotypes of chromatoid body protein deleted animal models elucidates that CB is enriched
with mRNA, microRNA, piRNA, and RNA binding proteins, thereby regulating mRNA storage,
nonsense-mediated RNA decay (NMD) pathway, and piRNA pathway [9,10]. In contrast, IMC is much
less informative, although it is persistently present in male and female germ cells. Since the presence
of piRNA pathway components in IMC, increasing research has emerged in recent years.
Importantly, there is another structure called mitochondria-associated ER membranes (MAMs),
which are also abundantly present in the cytoplasm of spermatogonia, spermatocytes, and round
spermatids, and enriched with many critical proteins in piRNA pathways such as MIWI, MILI, GASZ,
and Tudor and KH domain-containing protein (TDRKH) [8]. Although MAMs attract much attention
and are deeply investigated in neurodegenerative diseases and cancer, there is much less research on
the functions of MAMs in spermatogenesis. However, the essential involvement of MAM proteins
in spermatogenesis was identified in both mouse and human models; an example is TDRKH, which
participates in primary piRNA biogenesis in the germline [8,11].
Although the molecular functions of the nuage are enigmatic, accumulating research in the past
few years discloses its accommodation of copious components responsible for piRNA biogenesis and
metabolism pathway to silence transposable elements (TE). Here, we draw on recent discoveries to
summarize the current understanding of these mitochondria-associated unique structures in mouse
germ cells, including IMC, CB, and MAMs.
3. The Components and Functions of IMC and CB in Spermatogenesis and piRNA Biogenesis
Based on present research, the proteins enriched in IMC are mainly Tudor domain family and
Piwi proteins. The name of the Tudor domain family obtained from the Drosophila melanogaster Tudor
(Tud) gene, a maternal effect grandchildless mutant found in 1985, is essential during oogenesis for the
formation of primordial germ cells (pole cells) and normal embryonic abdominal segmentation [12].
The Tudor domain also belongs to the “royal family” of modules that specifically recognize arginineor lysine-methylated ligands to facilitate protein–protein interaction [13]. Tudor proteins play a
multiplicity of cellular functions, including RNA metabolism, germ cell development, transposon
silencing, DNA damage response, histone modification, and chromatin remolding [14]. In recent
years, a collection of Tudor proteins were validated as primarily expressed in germ cells, where
they interact with arginine-methylated P-element-induced wimpy testis (PIWI) proteins to adjust the
biogenesis and usage of piRNA to silence transposable elements in spermatogenesis, such as TDRD1
and TDRD6 [15,16].
PIWI (P-element-induced wimpy testis) proteins are an evolutionarily conserved subclade of
the Argonaute (AGO) family, which primarily express in mammalian germ cells and are essential for
germ cell development, stem cell self-renewal, epigenetic regulation, and transposon silencing [17,18].
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PIWI proteins specifically associate with piRNAs (Piwi-interacting RNAs), which are a class of small
RNAs, commonly 24~32 nucleotides (nt) in length. piRNAs join and associate with PIWI proteins and
guide them to select the target sequence to protect the genome integrity from transposon activation
mainly. There are three PIWI proteins in mice, including MILI (PIWIL2), MIWI2 (PIWIL4), and MIWI
(PIWIL1), and all of them play pivotal and non-redundant roles in spermatogenesis [19–21]. Each of
them shows a unique expression pattern, but all three proteins enriched at the nuage of male germ cells.
MILI expressed in the cytoplasm granules both in fetal primordial germ cells (PGCs) and postnatal
spermatocytes until spermatids (E12.5 to adult). MIWI2 displays a relatively narrow expression
window from ~ E14.5 to P3, and is localized in the cytoplasm and nucleus [3,21]; MIWI2 also appears
as granules in the cytoplasm, but only very few can co-stain with MIWI-positive granules, owing
to different granule distribution that MILI, mainly in IMC, and MIWI2 in piP-body, demonstrate by
immunoelectron microscope (IEM) [3]. MIWI starts its expression in the cytoplasm granules from P14
spermatocytes to the CB of round spermatids [19,22]; in this period, both MIWI and MILI bind an
extremely abundant class of piRNA, the pachytene piRNA. Diversely, no matter expresses in prenatal
PGCs or postnatal spermatocytes, each of these three PIWI proteins binds piRNA of a distinct size:
MILI binds ~26 nt, MIWI2 interacts with ~28 nt whereas MIWI associates with ~29–31 nt [23,24].
Moreover, MIWI and MILI, but not MIWI2, bear RNA slicer activity essential for piRNA biogenesis
and retrotransposon silencing [22,25]. Furthermore, several proteins are also crucial for the formation
and maintaining of IMC and involved in the piRNA pathway, although they do not bind piRNA
directly, these include mouse vasa homolog (MVH)/DDX4 [26–28], MITOPLD [29,30], and GASZ [31,32].
In the following sections we review and summarize the functions in male germ cell development of
the proteins identified in IMC and CB during spermatogenesis from the current literature.
3.1. MVH (Mouse Vasa Homolog)/DDX4
As a universal germ cell marker across the animal kingdom, MVH (vasa homolog gene) is expressed
both in the process of spermatogenesis and oogenesis [26,33–35]. In testes, MVH is specifically expressed
in germ cells from prenatal gonocytes at E10.5 to postnatal spermatogonium until round spermatids
with the highest signal at the early stage of spermatocytes [26,33]. MVH displays a uniform expression
pattern in the cytoplasm of spermatogonia and leptotene spermatocytes. Nevertheless, it appears to
localize in several minuscule granules in the cytoplasm of zygotene spermatocytes and 3–5 larger
granules in the cytoplasm of pachytene to diplotene spermatocytes, which are in the neighborhood of
nuclei, and then localize in the chromatoid body of round spermatid stage [34]. Interestingly, MVH
expresses in cytoplasmic granules of different sizes, including MILI-TDRD1 containing IMC and
MIWI2-MAEL containing piP-bodies [3,34]. Further immunoelectron microscopy (IEM) confirms its
enrichment in IMC between clustered mitochondria of spermatocytes [33]. Thus, its localization to
different types of nuage implies the related communication and collaboration between them.
Male mice carrying homozygous mutations for Mvh gene are in fertile, whereas homozygous
female mutant mice are fertile with normal ovary histology. Detail histological examination of mice
demonstrates that spermatogenesis arrested at the leptotene-zygotene stage and ceased differentiation
into pachytene spermatocytes leading to a complete absence of post-meiotic germ cells upon Mvh
deficiency [26]. In Mvh deficient fetal germ cells, the amount of piRNA significantly decreased mainly
due to the failure of piRNA loading to MIWI2 despite the fact that MVH does not bind piRNA
directly, while MILI-bound piRNA does not change, suggesting Mvh is needed between the first step
of secondary piRNA production cleaved by MILI and piRNA loading to MIWI2 in the ping-pong
cycle [3,26]. In addition, de novo methylation of retrotransposon severely decreased upon Mvh
deficiency similar to that of Mili- and Miwi2-deficient mice [27,36].
Appealingly, MVH regulates the intracellular localization of several nuage proteins, including
piP-body component MIWI2, IMC component TDRD1, and TDRD6. MIWI2 cannot locate in the nuclei
and form granules in the cytoplasm but distributes uniformly in the cytoplasm, while the piP-body
protein TDRD9 is still present as a granule in the cytoplasm, implying that MIWI2 cannot be recruited
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to piP-bodies probably due to the decreased piRNA loading [27]. Furthermore, the granular signals of
MILI disappeared owing to the absence of the IMC structure in Mvh mutant cells. Meanwhile, IMC was
also abolished, and the number of MVH-positive foci was significantly reduced in Mvh deficient
germ cells examined by electron microscopy [27]. Similarly, TDRD1 exhibits diffuse distribution in
the cytoplasm of Mvh mutant spermatogonia and spermatocytes rather than a granular signal in
wild-type control. Contrarily, MVH expression is not altered in Tdrd1 deficiency spermatocytes and
spermatids [15,27]. In addition, TDRD1, TDRD6, and TDRD7 are physically associated with MVH
protein and colocalize in the nuage of spermatocytes. Importantly, the co-localization of all three
TDRD proteins at nuage is abolished upon Mvh mutation, which suggests that the MVH is essential for
proper TDRD protein distribution and assembly in the nuage [37].
3.2. MILI
MILI expression is detected in both sexes as early as E12.5, when migrating PGCs reach
the somatic genital ridge, and persists in both male and female germ cells after birth [20,38,39].
In adult testes, it expresses in the cytoplasm of spermatocytes and CB of round spermatids through
spermatogenesis [24,39]. The numerous perinuclear granules of MILI signals were identified as
enriched at IMC by immune-gold labeling in E18.5 gonocyte and colocalize with TDRD1, which is a
known IMC component [3,24].
Similar to Mvh mutant mice, only male Mili-deficient mice are in fertile. The testis weight of Mili
mutant mice starts to decrease from two weeks after birth, suggesting normal PGC development and
spermatogonia growth [20,40]. After that, Mili-deficient testis cease to grow, and no post-meiotic germ
cells present in the adult testes. Spermatogenesis in Mili mutant mice arrests at the early stages of
meiosis, probably at the zygotene or early pachytene stage of meiotic prophase [20]. Since MILI interacts
with MVH and TDRD1, the cellular distribution of MVH and TDRD1 is detected, and MVH expression
shows no change, but TDRD1 exhibited dramatically decreases in Mili-deficient spermatocytes [20,40].
Interestingly, the MILI expression was not affected by Tdrd1 deficiency [20,40]. Additionally,
loss of MILI in mice leads to aberrant localization of MIWI2, and complete loss of distribution of MAEL
to piP-bodies and nuclei in gonocytes [41]. Simultaneously, the Mili mutants even display abnormal
TDRD9 distribution (piP-body component) from both nuage and gonocyte nuclei, suggesting intense
communication between IMC and piP-body and that MILI might collaborate with TDRD1 as the
upstream of regulation of piP-body proteins [3,41].
3.3. MIWI
Unlike MILI and MIWI2, which begin their expression in fetal gonocytes, MIWI starts its expression
in pachytene spermatocytes in the postnatal testes [19,39]. The mRNA of Miwi is first detected at
P12 when zygotene spermatocytes appear, and its protein is first detectable at P14, corresponding
to the pachytene spermatocyte stage. In adult seminiferous tubules, it enriches in the nuage of
pachytene spermatocytes and CB of spermatids [22,39]. Miwi knockout male mice are in fertile due to
spermatogenesis block at round spermatid stage, and no spermatids go beyond step 4 [19]. As a bona
fide RNA-guided RNase (slicer), its slicer activity is required for spermatogenesis because MIWI slicer
activity-deficient mutant Miwi-/ADH male mice, which bear a point mutation D663A at the catalytic
motif, are also in fertile. Similar to the phenotype of Miwi-/- males, spermatogenesis arrested after
meiosis at haploid round spermatids, as well as the disrupted structure of the chromatoid body in
Miwi-/ADH mice [22].
Since MIWI and MILI interact with the IMC component TDRD1 in testes, the subcellular
distribution of TDRD1 and MILI is mislocalized from the CB to diffuse expression in the cytoplasm and
nuclei of round spermatids, probably due to the fuzzy chromatoid body structure in MIWI-deficient
cells. By contrast, the IMC showed no obvious abnormality in Miwi mutant spermatocytes, and the
localization of MILI and TDRD1 was normal [42].
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In addition, MIWI directly binds with many specific piRNA-targeted mRNAs to regulate their
degradation via its slicer activity, the expression level of the targeting mRNAs elevated in both Miwi-/and MIWI slicer activity-deficient mutant (Miwi-/ADH ) mice, which suggests the essential role of MIWI
slicer activity in regulating spermatogenesis in a post-transcriptional manner [43].
3.4. Tudor domain-containing 1/Mouse Tudor repeat-1 (TDRD1/MTR-1)
Tudor domain-containing 1/Mouse Tudor repeat-1 (Tdrd1/Mtr-1) encodes four repeated copies
of the Tudor domain and a single zinc-finger MYND domain [15,37]. It expressed in differentiating
germ cells and predominantly localized to IMC in spermatogonia and spermatocytes and CBs in
round spermatids [15,44]. A targeted mutation of the Tdrd1 gene in mice resulted in complete male
infertility, whereas mutant females were fertile [15]. Tdrd1 mutant male seminiferous epithelium
showed decreased pachytene spermatocytes and a lack of elongated spermatids and spermatozoa.
Notably, the IMC in Tdrd1 mutant spermatocytes was almost absent. In contrast, the CBs were observed
in Tdrd1 mutant spermatids, indicating that the origin of the CB might be different from IMC, or at
least not totally the same as IMC [15].
Interestingly, in Mili mutant germ cells, the distribution of TDRD1 in the cytoplasm is dramatically
reduced in both spermatogonia and spermatocytes owing to the decreased Tdrd1 mRNA level; thus,
there is significant protein reduction, implying that MILI is required for the expression or stability
of TDRD1 at the mRNA level [40]. Curiously, given that both TDRD1 and MILI mutant male
mice showed corruption of IMC structure and similar phenotype without post-meiotic spermatids,
they might collaborate to recruit proper nuage components for the formation and functions of these
structures, which are essential for the storage, metabolism, and transport of mRNA and small RNA
during spermatogenesis.
Additionally, in Tdrd1 mutant embryos (E18.5), piRNA significantly decreased due to the selective
loss of MIWI2-bound piRNA populations; consistently, deletion of Tdrd1 leads to a strong activation
of LINE1 (long interspersed nuclear element 1) expression but not IAP (intra-cisternal A particle),
indicating that TDRD1 plays an essential role for efficient ping-pong amplification cycle [41].
Together, these published data imply a pivotal role of TDRD1 in the regulation of piRNA pathway
and IMC formation, as well as the effect on other piRNA pathway components such as the localization
of MIWI2, providing substantial evidence for compartmentalization.
3.5. TDRD6
Tdrd6 encodes seven Tudor domains (~250 KDa). It is abundant in the testes and predominantly
localizes to IMC in spermatocytes and CBs in round spermatids as revealed by immunoelectron
microscopy [37]. In detail, TDRD6 protein signal appears first in P17.5 primary spermatocytes which
coincides with late pachytene, shown as multiple fine filamentous cytoplasmic granules; in P20.5 and
P22.5 spermatids, TDRD6 appears as bright and distinct perinuclear dots in CB [16], which is consistent
with the previously reported localization by immunoelectron microscopy [37].
Different from TDRD1, which localizes in fetal spermatogonia and female oocyte, TDRD6 does
not express in spermatogonia and female oocyte [16]. Interestingly, TDRD6 has a C-terminal truncated
protein (~230 KDa), which is only present in secondary spermatocytes and haploid spermatids,
suggesting the C-terminal of TDRD6 has a function in a stage-specific manner during meiosis [16].
In addition, the full-length TDRD6 is preferentially localized in IMC, whereas the C-terminal truncated
TDRD6 is highly enriched in the CB [16]. This unique expression pattern of TDRD6 is indicative of the
dynamic change of protein composition, and thereby the biological function from IMC to CB.
Tdrd6-deficient male mice are in fertile, whereas the females are fertile. The spermatogenesis
of Tdrd6 mutant mice blocked at the round spermatid stage [16]. The critical component of the CBs
mislocalized, including MVH/DDX4, MIWI, and MAEL, and the ultrastructure of the CB under electron
microscopy showed a diffuse, less condensed, and disrupted appearance. However, the structure of
the IMC was not affected, suggesting that the influence of TDRD6 on IMC is still unclear [16].
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Moreover, TDRD6 interacts with UPF1 and UPF2, which are vital proteins in the nonsense-mediated
mRNA decay (NMD) pathway. Upon the removal of TDRD6, accompanied by distortion of CB,
the interaction between MVH-UPF1 and UPF1-UPF2 was almost entirely lost, and UPF1 failed to
co-localize with the CB. In contrast, the location of UPF2 was not affected, which disrupted the
association of long 3’-UTR (3’-untranslated region) mRNA with UPF1 and UPF2, leading to increased
mRNA stability and enhanced translational activity [45,46]. In sum, these studies suggest that TDRD6,
as a component of IMC and CB, may play an essential role in germ cell development through mRNA
regulation processes.
3.6. GASZ
Mouse Gasz is identified as a germ cell-specific gene, encoding a protein containing four
ankyrin repeats (ANKs), a sterile-α motif (SAM), and a leucine zipper domain, also termed as
ASZ1 and evolutionarily conserved between species [47,48]. GASZ expresses in both male and
female germ cells, which shows the weak granular signals in the cytoplasm of spermatogonia and
pre-leptotene spermatocytes, the highest expression in mid-late pachytene spermatocytes until round
spermatids. Notably, whether GASZ localizes mitochondria outer membrane depends on its C-terminal
mitochondrial targeting sequences and is mainly co-expressed with IMC component MILI both in
the gonocytes and spermatocytes, and partially co-localizes with MVH and TDRD1, indicating its
enrichment in IMC. In contrast, in round spermatid, GASZ is still expressed as a granular signal in the
cytoplasm partially co-staining with mitochondria, but not localized in the CB [31,46,49].
Like all other IMC component genes, Gasz knockout males are sterile, and mutant females are fertile.
Adult Gasz mutant males exhibit a striking diminishment of spermatocytes, no post-meiotic spermatids,
and spermatozoa, which is phenocopied by the zygotene-pachytene spermatocyte block observed in
MILI-, MVH-, and MIWI2-null males [31]. Interestingly, MILI, MVH, and TDRD1 mislocalized in Gasz
mutant germ cells. Thereinto, MILI shows the most significant change, which is mostly disappeared in
gonocytes to utterly absent in the newborn spermatogonia; similarly but less significantly, MVH and
TDRD1 display reduced perinuclear expression but diffuse distribution in the cytoplasm both in E16.5
gonocytes and newborn spermatogonia [31]. Moreover, GASZ interacts with several IMC components,
including MIWI, MVH, TDRD1, and RANBP9, but not MILI and MAEL, confirming GASZ is one
member of the IMC network [31]. Meanwhile, many nuage proteins were reduced in GASZ null testes,
including MIWI, TDRD1, MVH, MILI, TDRD6, and TDRD7, and the IMC structure was absent in
GASZ-null germ cells, implying the essential role of GASZ in the formation and/or maintenance of
IMC and the correct localization of nuage proteins [31]. Likewise, retrotransposons were markedly
hypomethylated and activated, including Line1 and intra-cisternal A particle (IAP) in Gasz mutant
newborn testes, similar to Mili- and Miwi2-null testes [31].
Of note, the mitochondrial localization sequence (MLS) of GASZ is essential for GASZ to regulate
spermatogenesis because the MLS deletion GASZ mutants (Gasz∆NLS/∆NLS ) almost display the same
phenotype with Gasz-/- mice, including male infertility but not female, diffused localization of IMC
component, absent IMC, and activated transposons [32]. It is probably through the interaction with
the outer membrane mitochondrial proteins (MFN1 and MFN2), thereby regulating mitochondrial
fusion [32,50].
3.7. Moloney leukemia virus 10 like 1 (MOV10L1)
Mov10l1 (Moloney leukemia virus 10 like 1) is a testis-specific homologous in mice and humans
to the putative RNA helicase Armitage gene in Drosophila and implicated in miRNA and piRNA
pathways [51–54]. In postnatal testis, MOV10L1 is most strongly expressed in the cytoplasm of
pachytene spermatocyte, but weakly in newborn gonocytes, and absent in post-meiotic round
spermatids. The global deletion of MOV10L1 RNA helicase domain results in male infertility and
spermatogenesis blocked at the zygotene-pachytene stage [55]. Moreover, MOV10L1 interacts with
MILI, MIWI, MIWI2, and TDRD1 but not MVH, MILI, and TDRD1 [55,56]. Markedly, retrotransposons
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Line1 and IAP activate due to demethylation upon MOV10L1 deletion. Furthermore, MIWI2
mislocalizes from the nuclei to the cytoplasm, and both MILI and MIWI2-bound piRNA are devoid
in newborn Mov10l1-/- testes. Therefore, the RNA helicase domain of MOV10L1 is essential for
the localization of some nuage proteins and the biogenesis and/or stability of both prenatal and
pre-pachytene piRNAs [55,56].
In addition to its involvement in pre-pachytene piRNA biogenesis, MOV10L1 also takes
part in the biogenesis of pachytene piRNA by supporting the unloading of pachytene piRNA to
MIWI in Neurog3-Cre- and Hspa2-Cre-mediated conditional knockout of Mov10l1 [57,58]. Likewise,
both Neurog3-Cre- and Hspa2-Cre-induced Mov10l1 knockout males are in fertile due to spermiogenesis
arrest at the round spermatids stage at step 4 and step 8, respectively. Significantly, MIWI-bound
piRNAs are undetectable in Neurog3-Cre-Mov10l1 knockout testes and dramatically decreased in
Hspa2-Cre-Mov10l1 knockout testes, probably owing to piRNA biogenesis defects considering the
accumulation of pachytene piRNA precursors in Mov10l1 mutant testes. Consequently, mitochondria
form a single large polar cluster in Mov10l1 null pachytene spermatocytes similar to the MitoPLD
mutant spermatocytes, accompanied by a congregation of IMC components, including MILI, MIWI,
TDRD1, and GASZ. Taken together, MOV10L1 might function as a master regulator in the upstream of
PIWI proteins to regulate piRNA biogenesis and contribute to IMC formation in mice [59].
3.8. TDRKH/TDRD2
TDRKH, a Tudor and KH domain-containing protein, attracts attention as a PIWI-interacting
protein, including MIWI and MIWI2, but not MILI in testis, via its Tudor domain to identify
symmetrically demethylated arginines in the N-terminus of MIWI and MIWI2 [11,60]. Immunoelectron
microscopy revealed that TDRKH co-localizes with mitochondria and IMC in pro-spermatogonia,
spermatogonia, and spermatocytes [11].
Tdrkh global knockout females are fertile, but males are sterile due to meiosis arrest at the zygotene
stage [11]. Furthermore, the mislocalization of nuage proteins was observed upon Tdrkh deletion,
including IMC component TDRD1 and piP-body protein MIWI2 with the most severe change, but not
MILI and MVH [11]. TDRD1 lost its occupation in IMC, and MIWI2 lost its distribution in the nuclei
and piP-body in E18.5 Tdrkh mutant prospermatogonia. Nevertheless, the IMC structure remains
normally present, implying that Tdrkh is indispensable for the formation of IMC but might provide a
platform to recruit nuage proteins to locate correctly [11]. Meanwhile, LINE1 dramatically upregulated
in Tdrkh mutant testes due to CpG hypomethylation, similar to the results in piRNA pathway mutants,
such as MIWI, MILI, and MOV10L1. Importantly, both prenatal piRNA (E18.5) and pre-pachytene
piRNA (P17) are almost absent in Tdrkh mutant testis due to the piRNA 3’-end trimming defects of
piRNA precursors,1 whereas the secondary piRNA biogenesis is intact [11,61]. Thus, Tdrkh is the
first identified piRNA trimming factor, which functions in the primary piRNA biogenesis but not the
secondary piRNA biogenesis pathway.
Inspiringly, the conditional knockout of Tdrkh mediated by Stra8-Cre (Tdrkh cKO ) leads to
male infertility owing to spermatogenesis block at step 5 of round spermatids [62]. MILI-bound
piRNAs dramatically decreased in abundance without trimming; meanwhile, MIWI-bound piRNAs
were completely lost because the MIWI cannot be recruited to the IMC in TdrkhcKO spermatocytes.
Furthermore, the structure of the CB is disrupted, and the localization of MIWI in the CB is lost but
not for MILI and MVH in Tdrkh cKO round spermatids [62]. Mechanically, since Tdrkh itself does not
contain any nuclease domain, its 3’-trimming might work through recruitment and cooperation with
trimmer PNLDC1, which is pivotal for mammalian piRNA 30 -trimming and is essential for transposon
silencing and spermatogenesis in mice [63–65].
3.9. MITOPLD
MITOPLD (also known as PLD6) is the only ortholog of Drosophila Zuc in humans, which
is conserved in vertebrates, including zebrafish, frogs, mice, rats, and humans and involved in
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primary piRNA biogenesis [29]. In mice, MITOPLD is highly expressed in testis and growing oocytes,
and its expression in testis is from E16.5 to adult stage in both mRNA and protein levels. Based
on its mitochondria-targeted signal in the N-terminal region, mouse MITOPLD is enriched in the
mitochondrial outer membranes in fetal and adult mice testes [29]. Mitopld global knockout female mice
are fertile, but males are in fertile owing to defects in spermatocytes at P16 when differentiation reaches
mid-pachytene spermatocyte. The spermatogenesis of Mitopld mutant mice is blocked at the zygotene
stage, resulting in complete loss of spermatids in adult seminiferous tubules. Furthermore, Mitopld
deficient spermatogonia display derepression of retrotransposons and disrupted piRNA biogenesis
both in fetal and postnatal testes [29].
Notably, MITOPLD deficiency results in the mislocalization of the piRNA pathway components
and mitochondria. In E16.5 Mitopld mutant prospermatogonia, the IMC proteins (MILI and TDRD1)
together with piP-body protein (MIWI2) exhibit crescent-shaped staining adjacent to the nuclei rather
than granular signals in the cytoplasm of wild-type controls, which is similar with their abnormal
expression in Mvh mutant prospermatogonia [29]. However, the distribution of p-body protein DDX6
is normal in Mitopld mutant cells. Furthermore, mitochondria accumulate at one side, and the IMC is
absent in Mitopld mutant prospermatogonia [29,30]. Thus, MITOPLD is essential for the distribution
of mitochondria, the formation of IMC and targeting of nuage proteins to different nuage structures,
and MITOPLD and MVH have a similar regulation role for piRNA components.
MITOPLD is localized at the outer mitochondrial membrane and its phospholipase activity
hydrolyzes a mitochondria-specific lipid cardiolipin to produce phosphatidic acid (PA), which is a
pleiotropic and rapidly metabolized signaling lipid and function as a membrane anchor to regulate
mitochondrial fusion and morphology [66], implying the link between the lipid metabolism of
mitochondria in piRNA biogenesis. Noteworthily, the deletion of the enzyme Lipin1, which hydrolyzes
mitochondrial phosphatidic acid, also results in male infertility and gives rise to the opposite effect to
Mitopld mutant, displaying increased density of IMC in Lipin1 mutant germ cells [30]. Together with
the fact that MITOPLD deficiency in male mice leads to piRNA elimination, transposon activation,
spermatogenesis arrest, and IMC disappearance, we thus conclude that although whether MITOPLD
enriched in IMC needs to be further confirmed, the above findings demonstrate its requirement
for the organization and sustainment of IMC, and the proper concentration of phosphatidic acid.
It might provide a balance to regulate the formation of IMC and assembly of IMC components
around mitochondria.
3.10. DDX25/GRTH
DDX25 (also named as gonadotropin-regulated testicular RNA helicase, GRTH) is a testis-specific
member of DEAD (Glu-Asp-Ala-Glu)-box protein family, which is well-known to participate in RNA
metabolism and translational processes [67]. Immunoelectron microscopy revealed that DDX25 enriches
in several compartments of male germ cells, including but not restricted to, IMC of spermatocytes and
CB in round spermatids [68]. DDX25 knockout female mice are fertile, but males are sterile owing
to spermatogenesis arrest at step 8 of round spermatids and failure to elongate [69]. The structure
of CB is dramatically condensed and reduced in size throughout all steps of DDX25 mutant round
spermatids, causing ceased spermiogenesis [69]. MVH and MIWI lost their localization in CB of Ddx25
mutant round spermatids [70].
In male germ cells, DDX25 localizes in the cytoplasm and nucleus of spermatocytes and round
spermatids, and two DDX25 protein species are present, including a 56 KDa non-phosphorylated
form enriched in the nucleus and a 61 KDa phosphorylated form located in the cytoplasm [71].
The non-phosphorylated DDX25 interacts with chromosome region maintenance-1 protein (CRM1),
an evolutionarily highly conserved protein, and is essential for nuclear RNP (ribonucleoprotein)
particles export [72] to participate in the nuclear export pathway for mRNA transport. Whereas
the cytoplasmic DDX25 is associated with actively translating polyribosomes and is believed to
regulate mRNA translation, it binds with selective mRNA messages whose proteins express at different
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steps of spermiogenesis, including Tnp1, Tnp2, Prm1, and Prm2. Importantly, the protein levels of
PGK2 (phosphoglycerate kinase 2), tACE (testicular converting enzyme), and TNP2 are absent in
purified DDX25 mutant round spermatids without RNA level change, implying DDX25 might be a
post-transcriptional regulator [69,71].
Importantly, different polymorphisms of the Ddx25 gene are reported in in fertile Chinese and
Japanese men, respectively. A silent mutation (Cys) located in exon 10 (c.852 G→T) was the most
relevant mutation identified in in fertile men with idiopathic azoospermia or oligozoospermia from
west China [73]. In in fertile Japanese men, a missense mutation Arg242 His in exon 8 was identified,
which leads to the absence of the phosphorylated form of DDX25 [74]. Interestingly, the knock-in
male mice of Arg242 His mutation (DDX25-KIh/h ) are sterile due to spermatogenesis block at step 8 of
round spermatids and a substantial decrease in size of CBs, which are in line with the phenotypes
of knockout mice. Further, a complete absence of the 61 KDa phosphorylated DDX25, chromatin
remodeling, and related proteins such as TNP2, PRM2, and TSSK6, and their reduced mRNA half-lives
in DDX25-KIh/h support its role in mRNA stability and translation [75]. Thus, the feature of IMC
localization for DDX25 is essential for its function in spermatogenesis and male fertility.
3.11. Other Intermitochondrial Cement (IMC) and Chromatoid Body (CB) Proteins
In addition to the above IMC proteins, immunoelectron microscopy also revealed the IMC and
CB localization of MAEL, AGO2, and DDX6. However, it is noteworthy that these proteins are not
restricted to IMC and CB, and they enriched in other nuage structures as well, including piP-body and
satellite body [76–78]. MAEL located in IMC of spermatocytes and CB of round spermatids co-stains
with DDX4, MIWI, and DDX25 [77]. Mael knockout male mice are in fertile due to meiosis arrest, LINE1
derepression at the onset of meiosis, decreased piRNAs, massive DNA damage, as well as defective
homologous chromosome synapsis [79,80], which are reminiscent of the phenotypes observed in Mili
and Miwi2 mutants [20,21]. AGO2 is an essential component for the processing of small interfering
RNA (siRNA)-directed RNA interference (RNAi) in the RNA-induced silencing complex (RISC) [76].
Similarly, dual immunoelectron microscopy staining revealed that AGO2 was also located in the IMC of
spermatocytes and CB of round spermatids and co-localized with nuage protein MAEL and MIWI [76].
DDX6 is expressed in both the cytoplasm and nucleus of spermatogenic cells and is strongly enriched
in IMC of pachytene spermatocytes and weakest in CB of round spermatids [78].
4. The Communication between IMC (pi-bodies) and piP-Bodies for piRNA Biogenesis and
Spermatogenesis
4.1. Multiple Localization
Several proteins are enriched but not restricted to IMC, such as MVH, TDRKH, MAEL, and DDX6,
which localize in several different germinal granules, including piP-body and P-body, implying their
functional complexity and specificity as described above [3,11,33,34,78,79]. Interestingly, most IMC
proteins interact with MVH, which is localized in both IMC and piP-body, as summarized in Table 1.
In addition, the deletion of some IMC components impact on not only the IMC proteins but also
the piP-body proteins, such as GASZ; the knockout of Gasz leads to the mislocalization of MIWI,
TDRD1, MVH, MILI, TDRD6, and TDRD7 [31]. However, the deletion of several piP-body proteins
has no impact on the location and expression of IMC components; as an example take piP-body
protein, GTSF1, whose deletion leads to loss of MIWI2-bound piRNAs and male infertility [81–83].
GTSF1 foci completely co-localize with MIWI2-TDRD9 foci but partially co-stain with MILI signal and
interact with both MILI and MIWI2. In addition, piP-body components mislocalize in Gtsf1-deficient
prospermatogonia, including MAEL, MIWI2, and TDRD9, but the localization of IMC components are
unaffected including MVH, MILI, and TDRD1 [81], further supporting the interplay between IMC
and piP-body.
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Table 1. The components of mitochondria-associated germinal structures in murine testes are shown.
Name

Localization

Functions

MVH

IMC, piP-body, CB

piRNA biogenesis
piRNA biogenesis; mRNA
translation
piRNA biogenesis; mRNA
translation

Mutant Phenotype
Male in fertile;
Female fertile
Male in fertile;
Female fertile

Block Stage
Leptotene-zygotene stage; IMC undetectable

MILI

IMC, CB

MIWI

IMC, CB

TDRD1/MTR1

IMC, CB

piRNA biogenesis

Male in fertile;
Female fertile

Zygotene-pachytene stage; IMC
undetectable
Step 4 early round spermatid stage; Normal
IMC, but fuzzy CB
Pachytene-diplotene stage IMC reduction;
CB damaged

TDRD6

IMC, CB

miRNA expression, nonsense
mediated mRNA decay (NMD),
spliceosome maturation and
mRNA splicing

Male in fertile;
Female fertile

GASZ

IMC, mitochondria

piRNA metabolism

MOV10L1

IMC, mitochondria

piRNA metabolism

TDRKH/TDRD2

IMC, p-body,
piP-body, MAMs,
mitochondria

MITOPLD

IMC, mitochondria

DDX25

IMC

DAZL

MAMs, cytoplasm

Male in fertile

Interaction Proteins
TDRD1, TDRD2 (TDRKH),
TDRD6, MIWI, MILI, RANBP9
MVH/DDX4, TDRD1,
TDRD2, GTSF1
TDRD1, TDRD2
(TDRKH), TDRD6,

References
[3,26–28,33,34]
[3,20,24,40,81]
[22,39,42]

MVH/DDX4, MIWI, MILI, MIWI2

[15,41,44]

Round spermatid stage; IMC not detected;
Disrupted CB

MVH/DDX4, MIWI, MILI, UPF1,
UPF2, PRMT5, SmB

[16,37,45,46]

Male in fertile;
Female fertile
Male in fertile;
Female fertile

Zygotene-pachytene block; IMC
disappeared
Zygotene-pachytene block; Mitochondria
accumulation, disrupted CB

MIWI, TDRD1, MVH, MFN1,
MFN2, DAZL RANBP9,
MILI, MIWI, MIWI2,
TDRD1, HSPA2

piRNA trimming

Male in fertile;
Female fertile

Zygotene-pachytene block

MIWI, MIWI2

[11,60–62]

Primary piRNA biogenesis;
Mitochondria shape
mRNA export and translation
regulation

Male in fertile;
Female fertile
Male in fertile;
Female fertile

Zygotene stage; Absent IMC

Lipin 1b

[29,30]

Chromosome region
maintenance-1 protein (CRM1),

[68–71,74]

mRNA translation

Male in fertile

Step 8 of round spermatids, condensed and
reduced CB
Absence of germ cells in Vasa-Cre; Zygotene
stage arrest in Stra8-Cre; Round spermatid
stage arrest in Hspa2-Cre

PABP, CPEB

[85–87]

[31,32,47–50]
[55,56,84]

Abbreviations: MVH, mouse vasa homolog; MILI, piwi-like RNA-mediated gene silencing 2; MIWI, piwi-like RNA-mediated gene silencing 1; TDRD1/MTR1, Tudor domain-containing
1/Mouse Tudor repeat-1; IMC, intermitochondrial cement; CB, chromatoid body; MAMs, mitochondria-associated ER membranes; GASZ, ankyrin repeat, SAM and basic leucine zipper
domain containing 1; MOV10L1, Moloney leukemia virus 10 like 1; TDRKH, Tudor and KH domain-containing protein; MITOLPD, phospholipase D family member 6; PABP, poly(A)
binding protein; UPF1, UPF1 regulator of nonsense transcripts homolog; HSPA2, heat shock protein 2; CPRB, cytoplasmic polyadenylation element-binding protein; RANBP9, RNA binding
protein 9; GTSF1, gametocyte specific factor 1; DAZL, deleted in azoospermia-like.
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4.2. Primary piRNA Processing
The majority of piRNAs transcribed from RNA polymerase II transcription units named piRNA
cluster in the nucleus. Following nuclear export, piRNA precursors are processed by cytoplasmic
proteins, mainly located in nuage. There are two piRNA biogenesis pathways, including the primary
processing pathway and the ping-pong amplification cycle. In the first pathway, the single-stranded
piRNA precursors are cleaved into thousands of non-overlapping/phased fragments by processing
machinery in the cytoplasm, and then the fragments are loaded into Piwi proteins where they
transform into mature piRNAs with a strong preference for a 5’ uridine (U1 bias) [88–90]. Thereinto,
the primary piRNA processing machinery involves multiple key factors, including nuage components
such as MITOPLD, MOV10L1, MVH, and TDRKH. MOV10L1 specifically binds and unwinds piRNA
precursors and generates piRNA precursor intermediate fragments (PPIFs), which initiate the first
cleavage step of piRNA processing [84,91]. Meanwhile, the processing of piRNA precursors into
piRNA intermediates is also regulated by the conserved mitochondrial outer membrane protein
MITOPLD, which is essential for primary piRNA biogenesis but not secondary piRNA biogenesis [29].
Additionally, as a conserved mitochondrial Tudor domain protein located in IMC, piP-body and MAM
structures, TDRKH plays a vital role in piRNA 3’ trimming via associating with the trimmer PNLDC1
during fetal piRNA biogenesis [63–65] and recruiting MIWI but not MILI to mitochondria in pachytene
spermatocytes, therefore revealing that the mitochondria surface serves as a scaffolding for piRNA
biogenesis [62].
4.3. Ping-Pong Amplification Cycle
Ping-pong amplification cycle couples piRNA biogenesis and transposon silencing occurs
in fetal prospermatogonia/gonocytes, but not in adult spermatocytes [24,92].
In fetal
prospermatogonia/gonocytes, ping-pong amplification cycle of piRNA biogenesis takes place between
IMC and piP-body regulated by MILI and MIWI2, which work in a distinct but complementary
way to generate piRNAs and methylate transposon sequences thereafter to repress transposable
element (TE) expression [3,24]. In the ping-pong cycle during the development of prospermatogonia,
MILI-combined primary sense piRNAs recognize and cleave the transcripts that orientated from
antisense transposon sequences and generate secondary piRNAs, which then load the target-derived
piRNAs into both MILI and MIWI2 complex. After cytoplasmic loading, MIWI2 translocates to the
nucleus where it accomplishes its transcriptional silencing functions [3,93]. Therefore, MILI is in favor
of primary piRNAs and 1U-containing piRNA produced in the ping-pong cycle, whereas MIWI2
mainly combined with secondary sequences.
Importantly, in the ping-pong cycle, both MILI and MIWI2 cooperate with other nuage proteins.
MILI interacts with IMC component MVH/DDX4 and TDRD1, and both the mRNA and protein levels
of TDRD1 are reduced in Mili mutant testis [40]. Although the localization of MVH/DDX4 is normal in
Mili mutant, MVH/DDX4 is essential for the maturation of MILI cleaved pre-piRNA intermediates
depending on its ATPase activity; thus by involving the ping-pong cycle, loss of ATPase activity
leads to male infertility displaying piRNA intermediate accumulation and transposon activation [28].
Meanwhile, MIWI2 associates with TDRD9 and MAEL in mice; the localization of MAEL, MIWI2,
and TDRD9 is dependent on MILI function, but not vice-versa. Further, the assembly of MIWI2 and
TDRD9 onto piP-bodies is regulated by MAEL, indicating that MAEL acts downstream of MILI but
upstream of MIWI2 and TDRD9 [24,41].
Interestingly, in Mili-deficient germ cells, MIWI2 could not locate in the nuclei but uniformly
distributed in the cytoplasm. On the contrary, the MILI foci in the cytoplasm did not change in Miwi2
mutant germ cells. Dramatically, MIWI2-bound piRNAs are absent upon MILI deficiency, implying
MILI is essential for piRNA loading to MIWI2 and supporting the directionality of their relationship
between MILI and MIWI2. MILI is responsible for triggering the ping-pong cycle with primary
piRNAs, and MIWI2 binds with secondary piRNAs [24,93]. Thus, although IMC-located MILI and
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piP-body-located MIWI2 foci do not co-localize with each other, they are physically nearby, which is
required for the ping-pong amplification cycle.
Altogether, both IMC and piP-body are distinct subcellular compartmentalizations where piRNA
pathway proteins assemble in spermatogenesis. Regularly, IMC components mainly regulate the
primary piRNA pathway, and piP-body proteins are predominantly involved in secondary piRNA
amplification. IMC components play multiple distinct roles through interplay with other nuage
proteins, including piRNA biogenesis pathway, mRNA storage, export and translation, alternative
splicing, and DNA damage (Figure 1B). Importantly, germline mutations of several IMC components
were identified in human patients with oligoasthenoteratozoospermia/azoospermia, such as PIWI
(MIWI), DDX25, TDRD6, and MITOPLD [94]. In conclusion, the normal physical function of IMC and
the communication between IMC and piP-body are essential for the sustainment of spermatogenesis.
5. MAMs in Spermatogenesis
Despite widespread recognition of the importance of MAMs in neurodegenerative diseases and
cancer [6,7], the understanding of how MAMs modulate spermatogenesis is minimal. Our previous
research reported the abundance of MAMs in both human and mouse testicular spermatocytes, and
many piRNA pathway components exist in testicular MAMs revealed by quantitative proteomic
analyses, including MIWI, MILI, GASZ, and TDRKH [8]. However, only very few proteins are
confirmed by Western blot in testis, such as TDRKH and DAZL (deleted in azoospermia-like) [8,11].
In the following sections, we summarize the functions of proteins as MAM components identified
from our previous study in testes.
5.1. TDRKH
As an IMC component, TDRKH also co-localizes with mitochondria and is enriched at MAMs [11].
Its mutants exhibit meiotic arrest at the zygotene stage, accompanied by hypomethylation of Line1 DNA,
upregulated Line1 mRNA, and protein, pre-pachytene, and pachytene piRNA trimming defects [11,62].
Tdrkh-deleted testis fails to recruit MIWI but not MILI to the mitochondrial membrane, leading to
disrupted MIWI-piRNAs and MILI-piRNA trimming errors as described above.
5.2. DAZL
DAZL (deleted in azoospermia-like) is a germ cell restricted RNA binding protein, and its
expression is a hallmark of vertebrate germ cells [95–97]. Together with DAZ and BOULE, they consist
of a human fertility family, which is necessary for gametogenesis in worms, flies, mice, and humans [98].
DAZL co-localizes with MIWI in pachytene spermatocytes and exhibits higher expression levels
in the cytoplasm of pachytene spermatocytes [85,86]. The global knockout of the Dazl gene leads
to severe disruption of testicular histology with a nearly complete loss of germ cells beyond the
spermatogonial stage [85]. DAZL can regulate mRNA translation by binding to poly(A) RNAs and
cooperation with poly(A) binding protein (PABP) and cytoplasmic polyadenylation element-binding
protein (CPEB) [87,99–101].
Dazl predominantly functions directly as a positive post-transcriptional regulator through 3’-UTR
interactions via the motif UGUU, thereby controlling a network of specific genes required for germ cell
survival [86,102]. Stage-specific deletion of Dazl in gonocytes (Vasa-Cre mediated, VKO), spermatogonia
(Stra8-Cre mediated, SKO), and spermatocytes (Hspa2-Cre mediated, HKO) all result in complete male
sterility [86]. Characterization by an absence of germ cells in VKO due to a significant decrease of
spermatogonia-associated DAZL target protein expression, zygotene stage arrest in SKO due to the
disrupted assembly of the synaptonemal complex and DNA repair, and round spermatid stage arrest
in HKO mice, confirm its requirement at these three stages of spermatogenesis by recruiting PABP to
target DAZL mRNAs to regulate their translation [86].
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6. Concluding Remarks
Different from the non-membrane cloudy structure between mitochondria and IMC, MAMs are
mitochondria-associated ER membranes, which form a narrow apace between mitochondria and the
ER as an exchange channel for calcium and lipids in male germ cells. Despite the structural divergence
between IMC and MAMs, the similarities between them include the involvement of mitochondrial
outer membranes. Thus, it provides the possibility that some IMC proteins also localize in MAMs
during spermatogenesis, especially the mitochondrial outer membrane proteins, such as TDRKH,
which might serve as a mitochondrial scaffold to recruit piRNA pathway factors [62]. Interestingly,
mammalian oocytes also contain MAM structure [103,104], but no reports demonstrate that female
germ cells have IMC and CB-like structures during oogenesis. Yet, the functions and underlying
mechanism of MAM formation in both male and female germ cells are still elusive to date.
IMC and MAM components participate in multiple biological functions in spermatogenesis,
including piRNA biogenesis, DNA damage repair, mRNA export, and translation. Within nuage,
RNA must be directed into specific proteins to maintain continuous piRNA ping-pong looping. Since
piRNA biogenesis occurs in the cytoplasm involving several nucleases enriched in IMC, such as MIWI
and MILI, outer mitochondrial membrane-anchored proteins might cooperate with IMC components
to accomplish piRNA biogenesis pathway. However, the functional relationship between IMC and
MAMs still needs to be further explored.
Provokingly, mitochondria are scattered in spermatocytes and round spermatids but aligned in
the middle piece of elongating spermatids and spermatozoa forming a mitochondrial capsule (MC).
The mitochondrial capsule (MC) is maintained by connecting mitochondria with outer-dense fibers
(ODFs) regulated by GOPC, GPX4 and KLC3, and SPATA19 prevents dispersal of mitochondria as
reviewed recently [105]. As a structural component of the mitochondrial capsule, GPX4 constitutes at
least 50% of the mitochondrial capsule material and harbors three isoforms—cytosolic, mitochondrial,
and nuclear-encoded—by the same gene [106–108]. Both the conditional knockout of Gpx4 in
spermatocytes and the deletion of its mitochondrial form of Gpx4 (mGpx4) lead to male infertility
due to severe structural defects of sperm with irregular mitochondrial alignment and swollen
mitochondria [109,110]. Spata19 null mice are in fertile from sperm motility defects with the improper
mitochondrial organization and reduced ATP production, indicating its role in the organization of
mitochondria capsule [111]. However, when and how the mitochondrial capsule (MC) forms and
whether there is a relationship between IMC, chromatoid body (CB), and the mitochondrial capsule
(MC) is still an enigma.
This study considers the dynamic morphology of mitochondria in different types of germ cells
during spermatogenesis, thereby meeting the different energy needs in different cell types [112,113].
The location of several IMC and MAM components is also dynamic, with expression in different
granules, raising the possibility that the components of IMC may serve a function in MAMs. Despite
the significant barriers to investigating the direct functions of IMC and MAMs in the male germline,
it is worthy of exploring whether the morphological change of mitochondria influences the location
and function of IMC and MAM proteins in spermatogenesis in the future.
In sum, this review highlights the mitochondria-associated germinal structures and summarizes
the functions of the components during spermatogenesis and piRNA biogenesis (Figure 1A,B), which
leads us to endeavor a new research direction in the male reproductive field.
Author Contributions: X.W., C.L., and Y.G. wrote the manuscript. S.Y. revised the manuscript. All authors have
read and agreed to the published version of the manuscript.
Funding: This work was supported by grants from the National Natural Science Foundation of China (81971444
and 31671551 to S.Y.; 31801237 to X.W.), the Science Technology and Innovation Commission of Shenzhen
Municipality (JCYJ20170244 to S.Y.).
Acknowledgments: The authors would like to thank the colleagues of Yuan lab members for useful critiques and
revision of the manuscript.
Conflicts of Interest: The authors declare no conflicts of interest.

Cells 2020, 9, 399

15 of 20

References
1.
2.
3.
4.

5.

6.

7.
8.

9.
10.
11.
12.
13.

14.
15.

16.
17.
18.
19.
20.

21.

Eddy, E.M. Germ plasm and the differentiation of the germ cell line. Int. Rev. Cytol. 1975, 43, 229–280.
[CrossRef]
Eddy, E.M. Fine structural observations on the form and distribution of nuage in germ cells of the rat. Anat.
Rec. 1974, 178, 731–757. [CrossRef]
Aravin, A.A.; van der Heijden, G.W.; Castaneda, J.; Vagin, V.V.; Hannon, G.J.; Bortvin, A. Cytoplasmic
compartmentalization of the fetal piRNA pathway in mice. PLoS Genet. 2009, 5, e1000764. [CrossRef]
Rizzuto, R.; Pinton, P.; Carrington, W.; Fay, F.S.; Fogarty, K.E.; Lifshitz, L.M.; Tuft, R.A.; Pozzan, T. Close
contacts with the endoplasmic reticulum as determinants of mitochondrial Ca2+ responses. Science 1998,
280, 1763–1766. [CrossRef]
Csordas, G.; Renken, C.; Varnai, P.; Walter, L.; Weaver, D.; Buttle, K.F.; Balla, T.; Mannella, C.A.; Hajnoczky, G.
Structural and functional features and significance of the physical linkage between ER and mitochondria.
J. Cell Biol. 2006, 174, 915–921. [CrossRef]
Paillusson, S.; Stoica, R.; Gomez-Suaga, P.; Lau, D.H.W.; Mueller, S.; Miller, T.; Miller, C.C.J. There’s Something
Wrong with my MAM; the ER-Mitochondria Axis and Neurodegenerative Diseases. Trends Neurosci. 2016,
39, 146–157. [CrossRef]
Herrera-Cruz, M.S.; Simmen, T. Cancer: Untethering Mitochondria from the Endoplasmic Reticulum? Front.
Oncol. 2017, 7, 105. [CrossRef]
Wang, X.; Wen, Y.; Dong, J.; Cao, C.; Yuan, S. Systematic In-Depth Proteomic Analysis of
Mitochondria-Associated Endoplasmic Reticulum Membranes in Mouse and Human Testes. Proteomics 2018,
18, e1700478. [CrossRef]
Meikar, O.; Da Ros, M.; Korhonen, H.; Kotaja, N. Chromatoid body and small RNAs in male germ cells.
Reproduction 2011, 142, 195–209. [CrossRef]
Meikar, O.; Vagin, V.V.; Chalmel, F.; Sostar, K.; Lardenois, A.; Hammell, M.; Jin, Y.; Da Ros, M.; Wasik, K.A.;
Toppari, J.; et al. An atlas of chromatoid body components. RNA 2014, 20, 483–495. [CrossRef]
Saxe, J.P.; Chen, M.; Zhao, H.; Lin, H. Tdrkh is essential for spermatogenesis and participates in primary
piRNA biogenesis in the germline. EMBO J. 2013, 32, 1869–1885. [CrossRef]
Boswell, R.E.; Mahowald, A.P. Tudor, a gene required for assembly of the germ plasm in Drosophila
melanogaster. Cell 1985, 43, 97–104. [CrossRef]
Maurer-Stroh, S.; Dickens, N.J.; Hughes-Davies, L.; Kouzarides, T.; Eisenhaber, F.; Ponting, C.P. The Tudor
domain ’Royal Family’: Tudor, plant Agenet, Chromo, PWWP and MBT domains. Trends Biochem. Sci. 2003,
28, 69–74. [CrossRef]
Chen, C.; Nott, T.J.; Jin, J.; Pawson, T. Deciphering arginine methylation: Tudor tells the tale. Nat. Rev. Mol.
Cell Biol. 2011, 12, 629–642. [CrossRef]
Chuma, S.; Hosokawa, M.; Kitamura, K.; Kasai, S.; Fujioka, M.; Hiyoshi, M.; Takamune, K.; Noce, T.;
Nakatsuji, N. Tdrd1/Mtr-1, a tudor-related gene, is essential for male germ-cell differentiation and
nuage/germinal granule formation in mice. Proc. Natl. Acad. Sci. USA 2006, 103, 15894–15899. [CrossRef]
Vasileva, A.; Tiedau, D.; Firooznia, A.; Muller-Reichert, T.; Jessberger, R. Tdrd6 is required for spermiogenesis,
chromatoid body architecture, and regulation of miRNA expression. Curr. Biol. 2009, 19, 630–639. [CrossRef]
Czech, B.; Munafo, M.; Ciabrelli, F.; Eastwood, E.L.; Fabry, M.H.; Kneuss, E.; Hannon, G.J. piRNA-Guided
Genome Defense: From Biogenesis to Silencing. Annu. Rev. Genet. 2018, 52, 131–157. [CrossRef]
Toth, K.F.; Pezic, D.; Stuwe, E.; Webster, A. The piRNA Pathway Guards the Germline Genome Against
Transposable Elements. Adv. Exp. Med. Biol. 2016, 886, 51–77. [CrossRef]
Deng, W.; Lin, H. Miwi, a murine homolog of piwi, encodes a cytoplasmic protein essential for
spermatogenesis. Dev. Cell 2002, 2, 819–830. [CrossRef]
Kuramochi-Miyagawa, S.; Kimura, T.; Ijiri, T.W.; Isobe, T.; Asada, N.; Fujita, Y.; Ikawa, M.; Iwai, N.; Okabe, M.;
Deng, W.; et al. Mili, a mammalian member of piwi family gene, is essential for spermatogenesis. Development
2004, 131, 839–849. [CrossRef]
Carmell, M.A.; Girard, A.; van de Kant, H.J.; Bourc’his, D.; Bestor, T.H.; de Rooij, D.G.; Hannon, G.J. MIWI2
is essential for spermatogenesis and repression of transposons in the mouse male germline. Dev. Cell 2007,
12, 503–514. [CrossRef]

Cells 2020, 9, 399

22.

23.
24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

16 of 20

Reuter, M.; Berninger, P.; Chuma, S.; Shah, H.; Hosokawa, M.; Funaya, C.; Antony, C.; Sachidanandam, R.;
Pillai, R.S. Miwi catalysis is required for piRNA amplification-independent LINE1 transposon silencing.
Nature 2011, 480, 264–267. [CrossRef]
Siomi, M.C.; Sato, K.; Pezic, D.; Aravin, A.A. PIWI-interacting small RNAs: The vanguard of genome defence.
Nat. Rev. Mol. Cell Biol. 2011, 12, 246–258. [CrossRef]
Aravin, A.A.; Sachidanandam, R.; Bourc’his, D.; Schaefer, C.; Pezic, D.; Toth, K.F.; Bestor, T.; Hannon, G.J.
A piRNA pathway primed by individual transposons is linked to de novo DNA methylation in mice. Mol.
Cell 2008, 31, 785–799. [CrossRef]
De Fazio, S.; Bartonicek, N.; Di Giacomo, M.; Abreu-Goodger, C.; Sankar, A.; Funaya, C.; Antony, C.;
Moreira, P.N.; Enright, A.J.; O’Carroll, D. The endonuclease activity of Mili fuels piRNA amplification that
silences LINE1 elements. Nature 2011, 480, 259–263. [CrossRef]
Tanaka, S.S.; Toyooka, Y.; Akasu, R.; Katoh-Fukui, Y.; Nakahara, Y.; Suzuki, R.; Yokoyama, M.; Noce, T.
The mouse homolog of Drosophila Vasa is required for the development of male germ cells. Genes Dev. 2000,
14, 841–853.
Kuramochi-Miyagawa, S.; Watanabe, T.; Gotoh, K.; Takamatsu, K.; Chuma, S.; Kojima-Kita, K.; Shiromoto, Y.;
Asada, N.; Toyoda, A.; Fujiyama, A.; et al. MVH in piRNA processing and gene silencing of retrotransposons.
Genes Dev. 2010, 24, 887–892. [CrossRef]
Wenda, J.M.; Homolka, D.; Yang, Z.; Spinelli, P.; Sachidanandam, R.; Pandey, R.R.; Pillai, R.S. Distinct Roles
of RNA Helicases MVH and TDRD9 in PIWI Slicing-Triggered Mammalian piRNA Biogenesis and Function.
Dev. Cell 2017, 41, 623–637.e629. [CrossRef]
Watanabe, T.; Chuma, S.; Yamamoto, Y.; Kuramochi-Miyagawa, S.; Totoki, Y.; Toyoda, A.; Hoki, Y.;
Fujiyama, A.; Shibata, T.; Sado, T.; et al. MITOPLD is a mitochondrial protein essential for nuage formation
and piRNA biogenesis in the mouse germline. Dev. Cell 2011, 20, 364–375. [CrossRef]
Huang, H.; Gao, Q.; Peng, X.; Choi, S.Y.; Sarma, K.; Ren, H.; Morris, A.J.; Frohman, M.A. piRNA-associated
germline nuage formation and spermatogenesis require MitoPLD profusogenic mitochondrial-surface lipid
signaling. Dev. Cell 2011, 20, 376–387. [CrossRef]
Ma, L.; Buchold, G.M.; Greenbaum, M.P.; Roy, A.; Burns, K.H.; Zhu, H.; Han, D.Y.; Harris, R.A.; Coarfa, C.;
Gunaratne, P.H.; et al. GASZ is essential for male meiosis and suppression of retrotransposon expression in
the male germline. PLoS Genet. 2009, 5, e1000635. [CrossRef]
Zhang, J.; Wang, Q.; Wang, M.; Jiang, M.; Wang, Y.; Sun, Y.; Wang, J.; Xie, T.; Tang, C.; Tang, N.; et al. GASZ
and mitofusin-mediated mitochondrial functions are crucial for spermatogenesis. EMBO Rep. 2016, 17,
220–234. [CrossRef]
Onohara, Y.; Fujiwara, T.; Yasukochi, T.; Himeno, M.; Yokota, S. Localization of mouse vasa homolog protein
in chromatoid body and related nuage structures of mammalian spermatogenic cells during spermatogenesis.
Histochem. Cell Biol. 2010, 133, 627–639. [CrossRef]
Toyooka, Y.; Tsunekawa, N.; Takahashi, Y.; Matsui, Y.; Satoh, M.; Noce, T. Expression and intracellular
localization of mouse Vasa-homologue protein during germ cell development. Mech. Dev. 2000, 93, 139–149.
[CrossRef]
Fujiwara, Y.; Komiya, T.; Kawabata, H.; Sato, M.; Fujimoto, H.; Furusawa, M.; Noce, T. Isolation of a
DEAD-family protein gene that encodes a murine homolog of Drosophila vasa and its specific expression in
germ cell lineage. Proc. Natl. Acad. Sci. USA 1994, 91, 12258–12262. [CrossRef]
Kuramochi-Miyagawa, S.; Watanabe, T.; Gotoh, K.; Totoki, Y.; Toyoda, A.; Ikawa, M.; Asada, N.; Kojima, K.;
Yamaguchi, Y.; Ijiri, T.W.; et al. DNA methylation of retrotransposon genes is regulated by Piwi family
members MILI and MIWI2 in murine fetal testes. Genes Dev. 2008, 22, 908–917. [CrossRef]
Hosokawa, M.; Shoji, M.; Kitamura, K.; Tanaka, T.; Noce, T.; Chuma, S.; Nakatsuji, N. Tudor-related proteins
TDRD1/MTR-1, TDRD6 and TDRD7/TRAP: Domain composition, intracellular localization, and function in
male germ cells in mice. Dev. Biol. 2007, 301, 38–52. [CrossRef]
Unhavaithaya, Y.; Hao, Y.; Beyret, E.; Yin, H.; Kuramochi-Miyagawa, S.; Nakano, T.; Lin, H. MILI, a
PIWI-interacting RNA-binding protein, is required for germ line stem cell self-renewal and appears to
positively regulate translation. J. Biol. Chem. 2009, 284, 6507–6519. [CrossRef]
Kuramochi-Miyagawa, S.; Kimura, T.; Yomogida, K.; Kuroiwa, A.; Tadokoro, Y.; Fujita, Y.; Sato, M.;
Matsuda, Y.; Nakano, T. Two mouse piwi-related genes: Miwi and mili. Mech. Dev. 2001, 108, 121–133.
[CrossRef]

Cells 2020, 9, 399

40.
41.

42.

43.

44.

45.
46.
47.

48.
49.
50.
51.
52.

53.

54.
55.

56.

57.
58.
59.
60.

17 of 20

Wang, J.; Saxe, J.P.; Tanaka, T.; Chuma, S.; Lin, H. Mili interacts with tudor domain-containing protein 1 in
regulating spermatogenesis. Curr. Biol. 2009, 19, 640–644. [CrossRef]
Vagin, V.V.; Wohlschlegel, J.; Qu, J.; Jonsson, Z.; Huang, X.; Chuma, S.; Girard, A.; Sachidanandam, R.;
Hannon, G.J.; Aravin, A.A. Proteomic analysis of murine Piwi proteins reveals a role for arginine methylation
in specifying interaction with Tudor family members. Genes Dev. 2009, 23, 1749–1762. [CrossRef]
Kojima, K.; Kuramochi-Miyagawa, S.; Chuma, S.; Tanaka, T.; Nakatsuji, N.; Kimura, T.; Nakano, T.
Associations between PIWI proteins and TDRD1/MTR-1 are critical for integrated subcellular localization in
murine male germ cells. Genes Cells 2009, 14, 1155–1165. [CrossRef]
Zhang, P.; Kang, J.Y.; Gou, L.T.; Wang, J.; Xue, Y.; Skogerboe, G.; Dai, P.; Huang, D.W.; Chen, R.; Fu, X.D.;
et al. MIWI and piRNA-mediated cleavage of messenger RNAs in mouse testes. Cell Res. 2015, 25, 193–207.
[CrossRef]
Chuma, S.; Hiyoshi, M.; Yamamoto, A.; Hosokawa, M.; Takamune, K.; Nakatsuji, N. Mouse Tudor Repeat-1
(MTR-1) is a novel component of chromatoid bodies/nuages in male germ cells and forms a complex with
snRNPs. Mech. Dev. 2003, 120, 979–990. [CrossRef]
Fanourgakis, G.; Lesche, M.; Akpinar, M.; Dahl, A.; Jessberger, R. Chromatoid Body Protein TDRD6 Supports
Long 3’ UTR Triggered Nonsense Mediated mRNA Decay. PLoS Genet. 2016, 12, e1005857. [CrossRef]
Akpinar, M.; Lesche, M.; Fanourgakis, G.; Fu, J.; Anastassiadis, K.; Dahl, A.; Jessberger, R. TDRD6 mediates
early steps of spliceosome maturation in primary spermatocytes. PLoS Genet. 2017, 13, e1006660. [CrossRef]
Yan, W.; Rajkovic, A.; Viveiros, M.M.; Burns, K.H.; Eppig, J.J.; Matzuk, M.M. Identification of Gasz, an
evolutionarily conserved gene expressed exclusively in germ cells and encoding a protein with four ankyrin
repeats, a sterile-alpha motif, and a basic leucine zipper. Mol. Endocrinol. 2002, 16, 1168–1184. [CrossRef]
Yan, W.; Ma, L.; Zilinski, C.A.; Matzuk, M.M. Identification and characterization of evolutionarily conserved
pufferfish, zebrafish, and frog orthologs of GASZ. Biol. Reprod. 2004, 70, 1619–1625. [CrossRef]
Altshuller, Y.; Gao, Q.; Frohman, M.A. A C-Terminal Transmembrane Anchor Targets the Nuage-Localized
Spermatogenic Protein Gasz to the Mitochondrial Surface. ISRN Cell Biol. 2013, 2013. [CrossRef]
Wang, Q.; Liu, X.; Tang, N.; Archambeault, D.R.; Li, J.; Song, H.; Tang, C.; He, B.; Matzuk, M.M.; Wang, Y.
GASZ promotes germ cell derivation from embryonic stem cells. Stem Cell Res. 2013, 11, 845–860. [CrossRef]
Vagin, V.V.; Sigova, A.; Li, C.; Seitz, H.; Gvozdev, V.; Zamore, P.D. A distinct small RNA pathway silences
selfish genetic elements in the germline. Science 2006, 313, 320–324. [CrossRef]
Malone, C.D.; Brennecke, J.; Dus, M.; Stark, A.; McCombie, W.R.; Sachidanandam, R.; Hannon, G.J. Specialized
piRNA pathways act in germline and somatic tissues of the Drosophila ovary. Cell 2009, 137, 522–535.
[CrossRef]
Tomari, Y.; Du, T.; Haley, B.; Schwarz, D.S.; Bennett, R.; Cook, H.A.; Koppetsch, B.S.; Theurkauf, W.E.;
Zamore, P.D. RISC assembly defects in the Drosophila RNAi mutant armitage. Cell 2004, 116, 831–841.
[CrossRef]
Cook, H.A.; Koppetsch, B.S.; Wu, J.; Theurkauf, W.E. The Drosophila SDE3 homolog armitage is required for
oskar mRNA silencing and embryonic axis specification. Cell 2004, 116, 817–829. [CrossRef]
Zheng, K.; Xiol, J.; Reuter, M.; Eckardt, S.; Leu, N.A.; McLaughlin, K.J.; Stark, A.; Sachidanandam, R.;
Pillai, R.S.; Wang, P.J. Mouse MOV10L1 associates with Piwi proteins and is an essential component of the
Piwi-interacting RNA (piRNA) pathway. Proc. Natl. Acad. Sci. USA 2010, 107, 11841–11846. [CrossRef]
Frost, R.J.; Hamra, F.K.; Richardson, J.A.; Qi, X.; Bassel-Duby, R.; Olson, E.N. MOV10L1 is necessary for
protection of spermatocytes against retrotransposons by Piwi-interacting RNAs. Proc. Natl. Acad. Sci. USA
2010, 107, 11847–11852. [CrossRef]
Schonhoff, S.E.; Giel-Moloney, M.; Leiter, A.B. Neurogenin 3-expressing progenitor cells in the gastrointestinal
tract differentiate into both endocrine and non-endocrine cell types. Dev. Biol. 2004, 270, 443–454. [CrossRef]
Inselman, A.L.; Nakamura, N.; Brown, P.R.; Willis, W.D.; Goulding, E.H.; Eddy, E.M. Heat shock protein 2
promoter drives Cre expression in spermatocytes of transgenic mice. Genesis 2010, 48, 114–120. [CrossRef]
Zheng, K.; Wang, P.J. Blockade of pachytene piRNA biogenesis reveals a novel requirement for maintaining
post-meiotic germline genome integrity. PLoS Genet. 2012, 8, e1003038. [CrossRef]
Chen, C.; Jin, J.; James, D.A.; Adams-Cioaba, M.A.; Park, J.G.; Guo, Y.; Tenaglia, E.; Xu, C.; Gish, G.; Min, J.;
et al. Mouse Piwi interactome identifies binding mechanism of Tdrkh Tudor domain to arginine methylated
Miwi. Proc. Natl. Acad. Sci. USA 2009, 106, 20336–20341. [CrossRef]

Cells 2020, 9, 399

61.

62.

63.

64.

65.

66.
67.
68.

69.

70.

71.

72.
73.

74.

75.

76.

77.

78.
79.

18 of 20

Honda, S.; Kirino, Y.; Maragkakis, M.; Alexiou, P.; Ohtaki, A.; Murali, R.; Mourelatos, Z.; Kirino, Y.
Mitochondrial protein BmPAPI modulates the length of mature piRNAs. RNA 2013, 19, 1405–1418.
[CrossRef]
Ding, D.; Liu, J.; Dong, K.; Melnick, A.F.; Latham, K.E.; Chen, C. Mitochondrial membrane-based initial
separation of MIWI and MILI functions during pachytene piRNA biogenesis. Nucleic Acids Res. 2019, 47,
2594–2608. [CrossRef]
Ding, D.; Liu, J.; Dong, K.; Midic, U.; Hess, R.A.; Xie, H.; Demireva, E.Y.; Chen, C. PNLDC1 is essential for
piRNA 3’ end trimming and transposon silencing during spermatogenesis in mice. Nat. Commun. 2017, 8,
819. [CrossRef]
Nishimura, T.; Nagamori, I.; Nakatani, T.; Izumi, N.; Tomari, Y.; Kuramochi-Miyagawa, S.; Nakano, T.
PNLDC1, mouse pre-piRNA Trimmer, is required for meiotic and post-meiotic male germ cell development.
EMBO Rep. 2018, 19. [CrossRef]
Zhang, Y.; Guo, R.; Cui, Y.; Zhu, Z.; Zhang, Y.; Wu, H.; Zheng, B.; Yue, Q.; Bai, S.; Zeng, W.; et al. An essential
role for PNLDC1 in piRNA 3’ end trimming and male fertility in mice. Cell Res. 2017, 27, 1392–1396.
[CrossRef]
Jenkins, G.M.; Frohman, M.A. Phospholipase D: A lipid centric review. Cell Mol. Life Sci. 2005, 62, 2305–2316.
[CrossRef]
Silverman, E.; Edwalds-Gilbert, G.; Lin, R.J. DExD/H-box proteins and their partners: Helping RNA helicases
unwind. Gene 2003, 312, 1–16. [CrossRef]
Onohara, Y.; Yokota, S. Expression of DDX25 in nuage components of mammalian spermatogenic cells:
Immunofluorescence and immunoelectron microscopic study. Histochem. Cell Biol. 2012, 137, 37–51.
[CrossRef]
Tsai-Morris, C.H.; Sheng, Y.; Lee, E.; Lei, K.J.; Dufau, M.L. Gonadotropin-regulated testicular RNA helicase
(GRTH/Ddx25) is essential for spermatid development and completion of spermatogenesis. Proc. Natl. Acad.
Sci. USA 2004, 101, 6373–6378. [CrossRef]
Sato, H.; Tsai-Morris, C.H.; Dufau, M.L. Relevance of gonadotropin-regulated testicular RNA helicase
(GRTH/DDX25) in the structural integrity of the chromatoid body during spermatogenesis. Biochim. Biophys.
Acta 2010, 1803, 534–543. [CrossRef]
Sheng, Y.; Tsai-Morris, C.H.; Gutti, R.; Maeda, Y.; Dufau, M.L. Gonadotropin-regulated testicular RNA
helicase (GRTH/Ddx25) is a transport protein involved in gene-specific mRNA export and protein translation
during spermatogenesis. J. Biol. Chem. 2006, 281, 35048–35056. [CrossRef]
Hutten, S.; Kehlenbach, R.H. CRM1-mediated nuclear export: To the pore and beyond. Trends Cell Biol. 2007,
17, 193–201. [CrossRef]
A, Z.; Zhang, S.; Yang, Y.; Ma, Y.; Lin, L.; Zhang, W. Single nucleotide polymorphisms of the
gonadotrophin-regulated testicular helicase (GRTH) gene may be associated with the human spermatogenesis
impairment. Hum. Reprod. 2006, 21, 755–759. [CrossRef]
Tsai-Morris, C.H.; Koh, E.; Sheng, Y.; Maeda, Y.; Gutti, R.; Namiki, M.; Dufau, M.L. Polymorphism of the
GRTH/DDX25 gene in normal and in fertile Japanese men: A missense mutation associated with loss of
GRTH phosphorylation. Mol. Hum. Reprod. 2007, 13, 887–892. [CrossRef]
Kavarthapu, R.; Anbazhagan, R.; Raju, M.; Morris, C.T.; Pickel, J.; Dufau, M.L. Targeted Knock-In Mice with
a Human Mutation in GRTH/DDX25 Reveals the Essential Role of Phosphorylated GRTH in Spermatid
Development during Spermatogenesis. Hum. Mol. Genet. 2019. [CrossRef]
Fujii, Y.; Onohara, Y.; Fujita, H.; Yokota, S. Argonaute2 Protein in Rat Spermatogenic Cells Is Localized to
Nuage Structures and LAMP2-Positive Vesicles Surrounding Chromatoid Bodies. J. Histochem. Cytochem.
2016, 64, 268–279. [CrossRef]
Takebe, M.; Onohara, Y.; Yokota, S. Expression of MAEL in nuage and non-nuage compartments of rat
spermatogenic cells and colocalization with DDX4, DDX25 and MIWI. Histochem. Cell Biol. 2013, 140, 169–181.
[CrossRef]
Kawahara, C.; Yokota, S.; Fujita, H. DDX6 localizes to nuage structures and the annulus of mammalian
spermatogenic cells. Histochem. Cell Biol. 2014, 141, 111–121. [CrossRef]
Soper, S.F.; van der Heijden, G.W.; Hardiman, T.C.; Goodheart, M.; Martin, S.L.; de Boer, P.; Bortvin, A.
Mouse maelstrom, a component of nuage, is essential for spermatogenesis and transposon repression in
meiosis. Dev. Cell 2008, 15, 285–297. [CrossRef]

Cells 2020, 9, 399

80.

19 of 20

Castaneda, J.; Genzor, P.; van der Heijden, G.W.; Sarkeshik, A.; Yates, J.R., 3rd; Ingolia, N.T.; Bortvin, A.
Reduced pachytene piRNAs and translation underlie spermiogenic arrest in Maelstrom mutant mice. EMBO
J. 2014, 33, 1999–2019. [CrossRef]
81. Yoshimura, T.; Watanabe, T.; Kuramochi-Miyagawa, S.; Takemoto, N.; Shiromoto, Y.; Kudo, A.;
Kanai-Azuma, M.; Tashiro, F.; Miyazaki, S.; Katanaya, A.; et al. Mouse GTSF1 is an essential factor
for secondary piRNA biogenesis. EMBO Rep. 2018, 19. [CrossRef]
82. Yoshimura, T.; Toyoda, S.; Kuramochi-Miyagawa, S.; Miyazaki, T.; Miyazaki, S.; Tashiro, F.; Yamato, E.;
Nakano, T.; Miyazaki, J. Gtsf1/Cue110, a gene encoding a protein with two copies of a CHHC Zn-finger
motif, is involved in spermatogenesis and retrotransposon suppression in murine testes. Dev. Biol. 2009, 335,
216–227. [CrossRef]
83. Yoshimura, T.; Miyazaki, T.; Toyoda, S.; Miyazaki, S.; Tashiro, F.; Yamato, E.; Miyazaki, J. Gene expression
pattern of Cue110: A member of the uncharacterized UPF0224 gene family preferentially expressed in germ
cells. Gene Expr. Patterms 2007, 8, 27–35. [CrossRef]
84. Vourekas, A.; Zheng, K.; Fu, Q.; Maragkakis, M.; Alexiou, P.; Ma, J.; Pillai, R.S.; Mourelatos, Z.; Wang, P.J.
The RNA helicase MOV10L1 binds piRNA precursors to initiate piRNA processing. Genes Dev. 2015, 29,
617–629. [CrossRef]
85. Ruggiu, M.; Speed, R.; Taggart, M.; McKay, S.J.; Kilanowski, F.; Saunders, P.; Dorin, J.; Cooke, H.J. The mouse
Dazla gene encodes a cytoplasmic protein essential for gametogenesis. Nature 1997, 389, 73–77. [CrossRef]
86. Li, H.; Liang, Z.; Yang, J.; Wang, D.; Wang, H.; Zhu, M.; Geng, B.; Xu, E.Y. DAZL is a master translational
regulator of murine spermatogenesis. Natl. Sci. Rev. 2019, 6, 455–468. [CrossRef]
87. Collier, B.; Gorgoni, B.; Loveridge, C.; Cooke, H.J.; Gray, N.K. The DAZL family proteins are PABP-binding
proteins that regulate translation in germ cells. EMBO J. 2005, 24, 2656–2666. [CrossRef]
88. Mohn, F.; Handler, D.; Brennecke, J. Noncoding RNA. piRNA-guided slicing specifies transcripts for
Zucchini-dependent, phased piRNA biogenesis. Science 2015, 348, 812–817. [CrossRef]
89. Izumi, N.; Shoji, K.; Sakaguchi, Y.; Honda, S.; Kirino, Y.; Suzuki, T.; Katsuma, S.; Tomari, Y. Identification and
Functional Analysis of the Pre-piRNA 3’ Trimmer in Silkworms. Cell 2016, 164, 962–973. [CrossRef]
90. Homolka, D.; Pandey, R.R.; Goriaux, C.; Brasset, E.; Vaury, C.; Sachidanandam, R.; Fauvarque, M.O.; Pillai, R.S.
PIWI Slicing and RNA Elements in Precursors Instruct Directional Primary piRNA Biogenesis. Cell Rep.
2015, 12, 418–428. [CrossRef]
91. Zhang, X.; Yu, L.; Ye, S.; Xie, J.; Huang, X.; Zheng, K.; Sun, B. MOV10L1 Binds RNA G-Quadruplex in a
Structure-Specific Manner and Resolves It More Efficiently Than MOV10. iScience 2019, 17, 36–48. [CrossRef]
92. Girard, A.; Sachidanandam, R.; Hannon, G.J.; Carmell, M.A. A germline-specific class of small RNAs binds
mammalian Piwi proteins. Nature 2006, 442, 199–202. [CrossRef]
93. Manakov, S.A.; Pezic, D.; Marinov, G.K.; Pastor, W.A.; Sachidanandam, R.; Aravin, A.A. MIWI2 and MILI
Have Differential Effects on piRNA Biogenesis and DNA Methylation. Cell Rep. 2015, 12, 1234–1243.
[CrossRef]
94. Gou, L.T.; Kang, J.Y.; Dai, P.; Wang, X.; Li, F.; Zhao, S.; Zhang, M.; Hua, M.M.; Lu, Y.; Zhu, Y.; et al.
Ubiquitination-Deficient Mutations in Human Piwi Cause Male Infertility by Impairing Histone-to-Protamine
Exchange during Spermiogenesis. Cell 2017, 169, 1090–1104. [CrossRef]
95. Houston, D.W.; King, M.L. A critical role for Xdazl, a germ plasm-localized RNA, in the differentiation of
primordial germ cells in Xenopus. Development 2000, 127, 447–456.
96. Johnson, A.D.; Bachvarova, R.F.; Drum, M.; Masi, T. Expression of axolotl DAZL RNA, a marker of germ
plasm: Widespread maternal RNA and onset of expression in germ cells approaching the gonad. Dev. Biol.
2001, 234, 402–415. [CrossRef]
97. Lee, H.C.; Choi, H.J.; Lee, H.G.; Lim, J.M.; Ono, T.; Han, J.Y. DAZL Expression Explains Origin and Central
Formation of Primordial Germ Cells in Chickens. Stem Cells Dev. 2016, 25, 68–79. [CrossRef]
98. Vangompel, M.J.; Xu, E.Y. The roles of the DAZ family in spermatogenesis: More than just translation?
Spermatogenesis 2011, 1, 36–46. [CrossRef]
99. Chen, J.; Melton, C.; Suh, N.; Oh, J.S.; Horner, K.; Xie, F.; Sette, C.; Blelloch, R.; Conti, M. Genome-wide
analysis of translation reveals a critical role for deleted in azoospermia-like (Dazl) at the oocyte-to-zygote
transition. Genes Dev. 2011, 25, 755–766. [CrossRef]
100. Tsui, S.; Dai, T.; Warren, S.T.; Salido, E.C.; Yen, P.H. Association of the mouse infertility factor DAZL1 with
actively translating polyribosomes. Biol. Reprod. 2000, 62, 1655–1660. [CrossRef]

Cells 2020, 9, 399

20 of 20

101. Sousa Martins, J.P.; Liu, X.; Oke, A.; Arora, R.; Franciosi, F.; Viville, S.; Laird, D.J.; Fung, J.C.; Conti, M.
DAZL and CPEB1 regulate mRNA translation synergistically during oocyte maturation. J. Cell Sci. 2016, 129,
1271–1282. [CrossRef]
102. Zagore, L.L.; Sweet, T.J.; Hannigan, M.M.; Weyn-Vanhentenryck, S.M.; Jobava, R.; Hatzoglou, M.; Zhang, C.;
Licatalosi, D.D. DAZL Regulates Germ Cell Survival through a Network of PolyA-Proximal mRNA
Interactions. Cell Rep. 2018, 25, 1225–1240.e1226. [CrossRef]
103. Zhao, L.; Lu, T.; Gao, L.; Fu, X.; Zhu, S.; Hou, Y. Enriched endoplasmic reticulum-mitochondria interactions
result in mitochondrial dysfunction and apoptosis in oocytes from obese mice. J. Anim. Sci. Biotechnol. 2017,
8, 62. [CrossRef]
104. Wu, L.L.; Russell, D.L.; Wong, S.L.; Chen, M.; Tsai, T.S.; St John, J.C.; Norman, R.J.; Febbraio, M.A.; Carroll, J.;
Robker, R.L. Mitochondrial dysfunction in oocytes of obese mothers: Transmission to offspring and reversal
by pharmacological endoplasmic reticulum stress inhibitors. Development 2015, 142, 681–691. [CrossRef]
105. Lehti, M.S.; Sironen, A. Formation and function of sperm tail structures in association with sperm motility
defects. Biol. Reprod. 2017, 97, 522–536. [CrossRef]
106. Ursini, F.; Heim, S.; Kiess, M.; Maiorino, M.; Roveri, A.; Wissing, J.; Flohe, L. Dual function of the selenoprotein
PHGPx during sperm maturation. Science 1999, 285, 1393–1396. [CrossRef]
107. Pushpa-Rekha, T.R.;
Burdsall, A.L.;
Oleksa, L.M.;
Chisolm, G.M.;
Driscoll, D.M.
Rat phospholipid-hydroperoxide glutathione peroxidase.
cDNA cloning and identification of
multiple transcription and translation start sites. J. Biol. Chem. 1995, 270, 26993–26999. [CrossRef]
108. Pfeifer, H.; Conrad, M.; Roethlein, D.; Kyriakopoulos, A.; Brielmeier, M.; Bornkamm, G.W.; Behne, D.
Identification of a specific sperm nuclei selenoenzyme necessary for protamine thiol cross-linking during
sperm maturation. FASEB J. 2001, 15, 1236–1238. [CrossRef]
109. Schneider, M.; Forster, H.; Boersma, A.; Seiler, A.; Wehnes, H.; Sinowatz, F.; Neumuller, C.; Deutsch, M.J.;
Walch, A.; Hrabe de Angelis, M.; et al. Mitochondrial glutathione peroxidase 4 disruption causes male
infertility. FASEB J. 2009, 23, 3233–3242. [CrossRef]
110. Imai, H.; Hakkaku, N.; Iwamoto, R.; Suzuki, J.; Suzuki, T.; Tajima, Y.; Konishi, K.; Minami, S.; Ichinose, S.;
Ishizaka, K.; et al. Depletion of selenoprotein GPx4 in spermatocytes causes male infertility in mice. J. Biol.
Chem. 2009, 284, 32522–32532. [CrossRef]
111. Mi, Y.; Shi, Z.; Li, J. Spata19 is critical for sperm mitochondrial function and male fertility. Mol. Reprod. Dev.
2015, 82, 907–913. [CrossRef]
112. Ramalho-Santos, J.; Varum, S.; Amaral, S.; Mota, P.C.; Sousa, A.P.; Amaral, A. Mitochondrial functionality in
reproduction: From gonads and gametes to embryos and embryonic stem cells. Hum. Reprod. Update 2009,
15, 553–572. [CrossRef]
113. De Martino, C.; Floridi, A.; Marcante, M.L.; Malorni, W.; Scorza Barcellona, P.; Bellocci, M.; Silvestrini, B.
Morphological, histochemical and biochemical studies on germ cell mitochondria of normal rats. Cell Tissue
Res. 1979, 196, 1–22. [CrossRef]
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

