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PIWI-interacting RNAs (piRNAs) are a class of small noncoding RNA molecules that specifically bind to piwi protein family members to exert
regulatory functions in germ cells. Recent studies have found that piRNAs, as tissue-specific molecules, both play oncogenic and tumor
suppressive roles in cancer progression, including cancer cell proliferation, metastasis, chemoresistance and stemness. Additionally, the
atypical manifestation of piRNAs and PIWI proteins in various malignancies presents a promising strategy for the identification of novel
biomarkers and therapeutic targets in the diagnosis and management of tumors. Nonetheless, the precise functions of piRNAs in cancer
progression and their underlying mechanisms have yet to be fully comprehended. This review aims to examine current research on the
biogenesis and functions of piRNA and its burgeoning importance in cancer progression, thereby offering novel perspectives on the potential
utilization of piRNAs and piwi proteins in the management and treatment of advanced cancer.
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Background

PIWI-interacting RNAs (piRNAs) are a recently discovered group
of small noncoding RNAs consisting of 18–35 nucleotides and a
subset of piRNAs exhibit a 5′-terminal uridine or tenth position
adenosine bias. These RNAs lack clear secondary structure motifs
and interact with proteins belonging to the PIWI clade of the
Argonaute family, including Aubergine (Aub), Argonaute 3
(Ago3), and Piwi in flies, as well as MIWI, MILI, and MIWI2 in
mice (Liu et al., 2016; Wang et al., 2023b). Unlike microRNAs
(miRNAs) and small interfering RNAs (siRNAs), which are
processed by Dicer, an RNase III enzyme, from hairpin-shaped
precursors and long double-stranded RNAs, piRNAs are derived
from long single-stranded RNA precursors that are transcribed
from specific genomic loci and are subsequently processed by
various enzymes to produce mature piRNAs. With the exception
of Caenorhabditis elegans, piRNAs are greater length and are
associated with PIWIL3 in golden hamsters and humans are
typically 18–20 nucleotides in length and feature a hydroxy
group (Lv et al., 2023; Ozata et al., 2019). Upon their generation,
piRNAs form a complex with Piwi proteins, which subsequently
identifies and binds to complementary sequences within trans-
posable elements. This interaction ultimately impacts various
biological processes, including transposon silencing, spermiogen-
esis, genome rearrangement, epigenetic regulation, protein
regulation, and germ stem-cell maintenance (Zamore and Haley,
2005). They are predominantly found in the germline cells of

animals, where they play a critical role in silencing the
expression of transposable elements and maintaining genomic
stability.
As a huge threat to public health, cancer is responsible for

millions of death cases around the world (Sung et al., 2021). In
contrast to primary tumors, which can be managed through
local resection or radiotherapy, systemic metastatic disease often
proves fatal for the majority of patients with solid tumors due to
the lack of effective treatments (Ganesh and Massagué, 2021;
Holohan et al., 2013). This limitation underscores the urgency
for the identification of novel biomarkers for advanced cancer
diagnosis and prognosis, as well as the development of new
targets for efficacious therapeutic interventions. Notably, numer-
ous studies have demonstrated the burgeoning importance of
piRNAs in cancer recurrence and metastasis (Tan et al., 2019).
This review provides a comprehensive overview of recent
research on piRNAs, encompassing their biogenesis, function,
and mechanism, as well as their involvement in various cancers
and potential utility as biomarkers for cancer progression.

Biogenesis and function

Biogenesis and regulatory mechanism of piRNA

Current studies of piRNAs mainly involve the gonads of
organisms such as Drosophila melanogaster (Mohn et al., 2014;
Yin and Lin, 2007), Mus musculus (Aravin et al., 2006; Ding et
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al., 2017; Zhang et al., 2017), and Caenorhabditis elegans
(Grishok, 2005; Tang et al., 2016). piRNA biogenesis differs
slightly between species, mostly conserved in germ cells. piRNAs
regulate gene expression via interactions with PIWI, including
transcriptional gene silencing (TGS), posttranscriptional gene
silencing (PTGS) and multiprotein interactions. These complexes
conduct TGS mainly through the interaction between histone-
modifying enzymes (Goriaux et al., 2014) or DNA methyltrans-
ferases (DNMTs) (Aravin et al., 2008; Kuramochi-Miyagawa et
al., 2008) and achieve PTGS by directing cleavage of mRNAs
(Gou et al., 2014; Vourekas et al., 2016; Watanabe and Lin,
2014), pseudogenes (Wang and Lin, 2021; Watanabe et al.,
2015) and long noncoding RNAs (lncRNAs) (He et al., 2015).

Precursor piRNA generation from piRNA cluster

Based on their origin and function, piRNAs mainly have been
confirmed to be classified into three groups: transposon-derived,
mRNA-derived and lncRNA-derived (Jensen et al., 2020).
Transposon-derived precursor piRNAs are produced from end-
to-end sequences termed piRNA clusters in the nucleus
(Brennecke et al., 2007). Most precursor piRNAs are derived
from uni-strand clusters in somatic cell in Drosophila melanoga-
ster, which are generated in a similar transcription manner as
coding genes (promoters carried with H3K4me2 marks, tran-
scription by RNA polymerase II, and the same capping, splicing
and polyadenylation processes) (Czech et al., 2018). To the
contrary, dual-strand clusters are predominant in both male and
female germline cell of Drosophila melanogaster (Mohn et al.,
2014), which do not strictly undergo canonical transcription
processes by escaping splicing and polyadenylation. RDC
complex (Rhino, Deadlock, and Cutoff), which is specific to
dual-strand clusters, licenses the transcription of precursor
piRNAs and suppress premature termination (Andersen et al.,

2017; Chen et al., 2016; Mohn et al., 2014). After transcription,
precursor piRNAs required to be transported to the cytoplasm
with the guidance of nuclear RNA export Factor 1/NTF2-related
export protein 1 (Nxf1/Nxt1) (Dennis et al., 2016) or DEAD-box
helicase U2AF65-associated protein (UAP56) are then (Zhang et
al., 2012).

Mature piRNA/PIWI complex formation via two pathways

In the primary pathway of D. melanogaster, precursor piRNAs are
conveyed to the nuage, where the Zucchini (Zuc) endonuclease
and its cofactor Minotaur (Mino) cleave them to generate piRNAs
with uridine predominantly located at the 5′-end (Czech et al.,
2018; Nishimasu et al., 2012). In D. melanogaster, 3′-end to 5′-
end trimming is dispensable while PARN-1 in C. elegan and
PNLDC-1 inM.musculus are responsible for the trimming to form
mature piRNAs (Ding et al., 2017; Tang et al., 2016; Zhang et
al., 2017). Later, the 2′-hydroxy group at the 3′-end is
methylated by Hua Enhancer 1 (HEN1) to yield a mature
piRNA/PIWI complex (Han et al., 2015; Kirino and Mourelatos,
2007). In the secondary pathway of D. melanogaster, Aub, as an
endonuclease, binds to antisense piRNAs and cleaves transposon
elements and then forms secondary sense piRNAs that interact
with Ago3 complexes. These piRNA/Ago3 complexes with
endonuclease activity subsequently cleave new complementary
antisense piRNAs (Tushir et al., 2009). This reciprocal cleavage
forms an amplification loop that increases the abundance of
piRNAs, also called the ping-pong pathway. piRNA/Aub com-
plexes feature a preference for 5′-end uridine, while piRNA/Ago3
complexes show a bias for an adenosine at position 10 (Tushir et
al., 2009). Besides Aub, Ago3 and PIWI can also initiate the
secondary pathway to produce piRNAs. The current under-
standing implies that these two pathways may not be distinctly
independent (Czech et al., 2018) (Figure 1).

Figure 1. Biogenesis pathway of piRNA. Precursor piRNA from uni-strand and dual-strand piRNA clusters is transported to the cytoplasm through Nxf1-Nxt1 and UAP56. Zuc
and its cofactor Mino, which are located on the outer mitochondrial membrane, mediate the cleavage of precursor piRNA and produce intermediate piRNA. Following PIWI
binding, 3′–5′ trimming by Zuc and 2′ hydroxyl group methylation by HEN1 take place successively, termed the primary pathway. In the secondary pathway, the piRNA/Aub
complex recognizes and binds transposon RNA. Endonuclease Aub cleaves target RNA followed by 3′–5′ trimming by Ago3 and 2′ hydroxyl group methylation. Similarly, the
piRNA/Ago3 complex assists the formation of the piRNA/Aub complex to amplify the abundance of piRNA.
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piRNA/PIWI complex-guided transcriptional gene silencing

Mature nuclear-localized piRNA/PIWI complexes bind target
precursor mRNA with the assistance of Asterix (Arx) and
Panoramix (Panx) to start TGS. Subsequently, the incorporation
of repressive histone 3 lysine 9 di- or tri-methylation (H3K9me2/
3) is facilitated by the recruitment of the histone methyltransfer-
ase Eggless (Egg) and its cofactor Windei (Wde). However, mere
H3K9me2/3 marks are not sufficient for TGS. The recruitment of
heterochromatin protein 1 (HP1) leads to the formation of
heterochromatin (Post et al., 2014). Histone 3 lysine 4
dimethylation, or H3K4me2 marks, on the promoter, which is
the activating sign for gene expression, is removed by lysine-
specific demethylase 1 (Lsd1) before Egg methylation. In
epigenetic regulation, piRNA/PIWI complex-mediated gene
methylation is achieved by recruitment of the canonical DNMTs,
such as DNMT1, DNMT3a and DNMT3b (Kuramochi-Miyagawa
et al., 2008; Lyko, 2018). For instance, the piR-31470/PIWIL4
complex mediates glutathione S-transferase pi 1 (GSTP1)
silencing by CpG hypermethylation of DNMT1 and 3a in prostate
cancer, and piR-823 reduces the tumor suppressor p16INK4A via
the recruitment of DNMT3a and 3b in multiple myeloma (Yan et
al., 2015; Zhang et al., 2020).

piRNA/PIWI complex-guided posttranscriptional gene
silencing

The ping-pong amplification not only provides sufficient silencing
triggers against active elements but also plays an important role
in PTGS. It can directly cleave transposon RNA. Most studies
have indicated, piRNA and PIWI are assembled into the piRNA-
induced silencing complex (piRISC). piRISC completes PTGS by
either mediating cleavage or deadenylation of mRNA. To
deadenylate mRNA, piRISC recruits CCR4-NOT complex in
Drosophila melanogaster (Barckmann et al., 2015; Rouget et al.,
2010) while CAF1 inMus.musculus (Gou et al., 2014). A study of
lung adenocarcinoma showed that piR-55490 can cleave and
degrade mTOR mRNA through the interaction of the 3′-UTR of
mTOR (Peng et al., 2016). Similarly, piR-57125 binds the 3′-
UTR of C-C Motif Chemokine Ligand 3 (CCL3) mRNA to decrease
CCL3 expression levels via a PIWIL4-dependent RISC mechanism
in clear cell renal cell carcinoma (ccRCC) proliferation and
metastasis (Ding et al., 2021a).

piRNA/PIWI complex-guided multiprotein interactions

In addition, multiprotein interactions and modifications via the
piRNA/PIWI complex serve as the third regulatory mechanism.
For instance, the piR-823/PIWI complex exhibits a direct binding
affinity towards heat shock Factor 1 (HSF1), thereby promoting
the phosphorylation of the Ser326 residue on the HSF1 protein.
This event facilitates the proliferation of colorectal cancer (CRC)
cells concurrently suppressing their apoptosis (Yin et al., 2017).
Similarly, the piR-54265/PIWIL2 complex interacts with STAT3
and phosphorylated SRC by the PIWIL2 PAZ domain, thereby
facilitating STAT3 phosphorylation and cancer chemoresistance
in CRC cells (Mai et al., 2018) (Figure 2).

piRNA in cancer progression

Previous studies have already revealed that dysregulated piRNAs
play a role in the pathogenesis of many diseases including cancer,

cardiac hypertension, and myocardial infarction (Rayford et al.,
2021). Cancer is the process in which cancer cells gain the ability
to grow and spread without control in the host body. Though
there are lots of anti-cancer therapies, cancer progression
remains a disturbing problem (Cai et al., 2023; Su, 2023).
Proliferation, metastasis, chemoresistance, and stemness are four
key biological functions in cancer progression. Currently, a great
number of piRNAs have been shown to be related to cancer
progression (Figure S1 in Supporting Information). Further
studies have revealed the oncogenic and tumor suppressive roles
of dysregulated piRNAs in these four biological functions of
cancer progression (Tables 1 and 2). Herein, we discuss the
regulatory mechanisms of piRNAs in cancer proliferation,
metastasis, chemoresistance and stemness.

piRNA in cancer proliferation

Uncontrolled growth and immortality are outstanding features of
cancer cells (Feitelson et al., 2015). Cancer cells modulate their
cell cycle, change their metabolism strategy, facilitate angiogen-
esis, inhibit apoptosis and resist oxidative stress. Below, we
discuss how piRNAs regulate cancer cell growth, angiogenesis,
apoptosis and oxidative stress by modifying multiple cellular
signaling pathways and molecules.

Cyclin and CDK pathways
Cyclin and the cyclin-dependent kinase (CDK) family are the
main regulators of the cell cycle (Icard et al., 2019). Cyclin D1
and CDK 4, which regulate the transition from G1 phase to S
phase, are upregulated by piR-651 in both non-small cell lung
carcinoma (NSCLC) and breast cancer (Li et al., 2016; Liu et al.,
2021). Thus, cell cycle assays show a decreased percentage of
arrested G0/G1 phase cells and an increased percentage of G2/S
phase cells. However, the underlying mechanism by which piR-
651 upregulates cyclin D1 and CDK4 levels remains unclear.
Similarly, in multiple myeloma, antagomir-823 (piR-832 an-
tagonist) has been found to shrink tumor size and downregulate
the expression of cyclin D1 and CDK4 in vivo (Yan et al., 2015).
In addition, PIWIL2 upregulates the expression of cyclin A and
CDK2 at both the mRNA and protein levels in NSCLC, and
PIWIL2 interference arrests cells at the G2/M phase (Qu et al.,
2015). These findings show that piRNAs affect cancer cell
growth and modify the cell cycle through the regulation of the
cyclin and CDK family.

PI3K/AKT/mTOR pathway
The mTOR pathway is a central regulator of mammalian
metabolism, and a dysregulated PI3K/AKT/mTOR signaling
pathway has been reported to be associated with various
diseases, including cancer and type 2 diabetes (Laplante and
Sabatini, 2012). Cancer cells can change their metabolic strategy
to enhance cell growth by modulating the mTOR pathway. piR-
004800 is an oncogenic factor found in multiple myeloma (MM),
and downregulated piR-004800 is correlated with cell apoptosis
events (Ma et al., 2020). Activation of the sphingosine-1-
phosphate receptor (S1PR) signaling pathway leads to over-
expression of piR-004800 (Fu et al., 2017; Ma et al., 2020).
Subsequently, piR-004800 activates the PI3K/AKT/mTOR path-
way and sustains the survival of MM cells both in vitro and in vivo.
Similarly, Peng et al. (2016) found that piR-55490, which is
downregulated in lung adenocarcinoma, is negatively correlated
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Figure 2. Regulatory mechanisms and functions of piRNA. piRNA mediates DNA methylation through canonical DNMTs (DNMT1, 3a, 3b) and guides histone modification to
silence genes at the transcriptional level, such as removal of activating signs H3Kme2/3 by LSD1, application of deactivating signs H3K9me2 by Egg and its cofactor Wdn and
heterochromatin formation by HP1. The piRNA/PIWI complex completes PTGS by either cleavage or deadenylation of target RNA, and piRNAs can also interact with proteins to
induce phosphorylation.

Table 1. The oncogenic roles of piRNAs in cancer progressiona)

piRNAs Cancers Oncogenic roles Ref.

piR-823

CRC

Promotes proliferation by regulating cell cycle and suppressing apoptosis (Yin et al., 2017)

piR-54265 Promotes proliferation, metastasis and chemoresistance by activating STAT3 signaling
pathway (Mai et al., 2020)

piR-30473 DLBCL Promotes proliferation by regulating cell cycle (Han et al., 2021)

piR-651 NSCLC Promotes proliferation by regulating cell cycle and suppressing apoptosis, may promote
metastasis

(Li et al., 2016)

piR-823

Multiple myeloma

Promotes proliferation by regulating cell cycle, and reducing apoptosis and angiogenesis;
promotes invasion by inducing ICAM-1 and CXCR4 expression (Li et al., 2019; Yin et al., 2017)

piR-004800
Promotes proliferation by suppressing apoptosis and autophagy, which is regulated by S1PR

signaling pathway and regulates mTOR pathway (Ma et al., 2020)

piR-39980

Osteosarcoma Promotes proliferation by suppressing apoptosis; promotes invasion and metastasis by
targeting SWEPINB1 (Das et al., 2020)

Fibrosarcoma Enhances chemoresistance by downregulating RRM2 and CYP1A2 (Das et al., 2021)

Neuroblastoma

Promotes proliferation by regulating cell cycle and inducing metastasis; enhances
chemoresistance and suppresses drug-induced apoptosis by targeting JAK3 (Roy et al., 2020)

piR-1089 Promotes proliferation and migration by inhibiting Cullin 3-based E3 ligase complex (Wang et al., 2023a)

piR-14633 Cervical cancer Promotes proliferation by modulating cell cycle; promotes invasion and metastasis by
targeting METTL14/CYP1B1 signaling (Xie et al., 2022)

piR-17560

Breast cancer

Enhances chemoresistance by targeting FTO/ZEB1 signaling (Ou et al., 2022)

piR-823 Promotes proliferation, enables the acquisition and maintenance of stemness by activating
Wnt/β-catenin signaling (Ding et al., 2021b)

piR-651 Promotes proliferation and migration, inhibits apoptosis by facilitating PTEN promoter
methylation (Liu et al., 2021)

a) DLBCL, diffuse large B-cell lymphoma; NSCLC, non-small cell lung carcinoma.
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with the proliferation rate of lung cancer cells. Immunoblotting,
luciferase expression and qPCR assays showed that suppression
of piR-55490 leads to activation of the AKT/mTOR pathway.
Further sequence analysis showed a complementary sequence
between the mTOR 3′ UTR and the interaction of piR-55490
with the 3′-UTR of mTOR mRNA to facilitate its degradation in a
miRNA-like manner (Peng et al., 2016). Additionally, in
hepatocellular carcinoma, attenuation of phosphorylated Akt
levels upon silencing piR-Hep1 suggests that piR-Hep1 plays a
role in the PI3K/Akt pathway (Law et al., 2013). This finding
suggests that piRNAs seem to be upstream regulators of the
PI3K/AKT/mTOR pathway and regulate this pathway at the
posttranscriptional level.

AMPK pathway
The AMPK pathway plays an important role in cell energy
homeostasis to generate more ATP by promoting catalytic
pathways and inhibiting analytic pathways when cellular energy
is low, which is close to the cancer cell survival strategy (Hsu et
al., 2022; Mihaylova and Shaw, 2011; Steinberg and Hardie,
2023). Two upregulated (piR-34871 and piR-52200) and two
downregulated (piR-35127 and piR-46545) piRNAs are reported
upon overexpression of RASSF1C, which upregulates multiple
genes associated with lung cancer cell proliferation (Reeves et al.,
2017). Overexpression of RASSF1C decreased the expression
levels of p21 and p27, which are downstream of the AMPK
pathway, and trichostatin A (AMPK activator) and dorsomor-
phin (AMPK inhibitor) treatment changed the expression levels
of these four piRNAs. Thus, it is believed that these piRNAs are
partly involved downstream of the AMPK pathway in cancer
proliferation.

Angiogenesis pathway
A tumor volume greater than approximately 2 mm3 converts to
an angiogenic phenotype that attracts neovascularization or
angiogenesis (Hillen and Griffioen, 2007). Vascular endothelial
growth factor (VEGF) has been demonstrated to be a major
contributor to angiogenesis, and other angiogenic growth
factors, such as fibroblast growth factor (FGF), tumor necrosis
factor-alpha (TNF-α) and interleukin 6 (IL-6), have also been
found to stimulate vessel sprouting (Gopinathan et al., 2015;
Viallard and Larrivée, 2017). Multiple cellular signaling path-
ways are associated with enhanced secretion of VEGF, such as
the JAK-STAT and AKT pathways (Karar and Maity, 2011; Xue
et al., 2017). MM-derived extracellular vesicle piR-823, which
activates the AKT pathway, promotes angiogenesis by increasing
VEGF and IL-6 secretion in endothelial cells (Li et al., 2019; Yan
et al., 2015).

Intrinsic apoptosis pathway
Cell apoptosis is a type of programmed cell death regulated by
both intrinsic and extrinsic apoptosis pathways. Bcl-2 and Bcl-xl
are antiapoptotic factors in the intrinsic apoptosis pathway. In
MM, piR-823 plays an oncogenic role by inducing the expression
of Bcl-2 and Bcl-xl. Therefore, inhibition of cancer cell apoptosis
events has been found (Yan et al., 2015). piR-823 also plays an
oncogenic role in colorectal cancer by inhibiting cell apoptosis in
an unknown way (Yin et al., 2017).

Antioxidative stress pathway
To fight against oxidative stress, glutathione S-transferases (GST)
catalyze the conjugation of the reduced form of glutathione
(GSH). The upregulated piR-31470/PIWIL4 complex in prostate
cancer inhibits GSTP1 at the transcriptional level by hyper-
methylation of the CpG island of GSTP1 with the help of DNMT1,
DNMT3a and methyl-CpG binding domain protein 2 (MBD2)
(Zhang et al., 2020) and therefore enhances resistance against
oxidative stress in cancer cells. HSF1, as a regulator of the heat
shock response pathway, upregulates heat shock proteins against
not only heat shock but also oxidative stress. piR-823 can
increase the transcriptional activity of HSF1 and directly interact
with HSF1 to activate HSF1 by facilitating its Ser326 phosphor-
ylation, therefore protecting CRC cells from oxidative stress (Yin
et al., 2017).

piRNA in cancer metastasis

Cancer metastasis via local invasion, blood and the lymphatic
system are troublesome issues (Gupta and Massagué, 2006; Liu
et al., 2017; Quail and Joyce, 2013). Once metastasis occurs, it
places a cancer in Stage IV of TNM staging, which indicates a
poor prognosis for most patients. Currently, piRNAs have been
proven to be involved in cancer metastasis. Therefore, finding the
relationship between piRNAs and metastasis and understanding
the underlying mechanisms can be of some help for future
diagnosis, therapy and prognosis prediction.

AKT/ERK pathway
AKT serves as a central mediator of the PI3K/AKT pathway,
while ERK is the end effector of the MAPK/ERK pathway, which
regulates multiple cellular events. Aberrant AKT and ERK
signaling pathways interact with proteins (Xu et al., 2021),
lncRNAs (Qu et al., 2021), and miRNAs (Shen et al., 2016) and
have been shown to be correlated with cancer metastasis. The
piR-57125/PIWIL4 complex is downregulated in ccRCC and
associated with ccRCC cell metastasis (Ding et al., 2021a). piR-
57125/PIWIL4 RISC first directly binds and degrades CCL3,

Table 2. The tumor suppressive roles of piRNAs in cancer progression

piRNAs Cancers Tumor suppressive roles Ref.

piR-57125 ccRCC Inhibits invasion and metastasis by downregulating CCL3 expression (Ding et al., 2021a)

piR-36712
Breast cancer

Inhibits proliferation by regulating cell cycle and suppressing invasion, metastasis and
chemoresistance by interacting with SEPW1P and upregulating p53 (Tan et al., 2019)

piR-2158 Inhibits angiogenesis by inhibiting the IL-11 signaling pathway (Zhao et al., 2023)

piR-55490 NSCLC Inhibits proliferation by suppressing the mTOR signaling pathway (Peng et al., 2016)

piR-31470
Prostate cancer

Inhibits proliferation by increasing vulnerability to oxidative stress (Zhang et al., 2020)

piR-19166 Inhibits invasiveness and metastasis by modulating the CTTN/MMPs pathway (Qi et al., 2020)

piR-017061 Pancreatic cancer Inhibits proliferation by degrading EFNA5 mRNA and inducing cell apoptosis (Xie et al., 2021)
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which increases the phosphorylation of AKT and ERK in ccRCC
and then negatively modulates the AKT/ERK pathway. Similarly,
piR-31115 may activate the PI3K/AKT pathway to promote
epithelial-mesenchymal transition (EMT) and therefore increase
the invasiveness of ccRCC cells (Du et al., 2021). However,
although more evidence shows that the PI3K/AKT pathway
plays an oncogenic role in cell growth, invasion and migration
(Laplante and Sabatini, 2012), the role of piRNA in the PI3K/
AKT pathway remains to be revealed.

ECM remodeling pathway
The process of cancer metastasis includes not only adaptation of
cancer cells but also the remodeling of the cancer microenviron-
ment based on the soil and seed hypothesis (Liu et al., 2017).
Matrix metalloproteinases (MMPs), which are zinc-containing
endopeptidases, facilitate cancer metastasis via their proteinase
function (Kleiner and Stetler-Stevenson, 1999). Qi et al. (2020)
have reported that piR-19166, a tumor suppressor, is correlated
with prostate cancer cell proliferation and metastasis with direct
interaction with the 3′-UTR of cortactin (CTTN) to induce its
degradation and thus activation of MMPs. Similarly, piR-39980
upregulates MMP-2 to facilitate osteosarcoma cell migration and
invasion via degradation of serpin family B member 1
(SERPINB1) mRNA (Das et al., 2020).

piRNA in cancer chemoresistance and stemness

The development of chemoresistance after chemotherapy and
stemness in cancer cells has been demonstrated to be related to
the poor prognosis of the host. Chemoresistance, referring to the
evasion or adaptation of cancer cells in the presence of
chemotherapy, usually develops months after chemotherapy
initiation in vitro (McDermott et al., 2014; Yeldag et al., 2018).
Cancer cells can gain and enhance resistance to chemotherapy
by building the tumor microenvironment, inducing EMT,
expelling and inactivating drugs, repairing DNA damage, and
disturbing apoptosis (Ramos et al., 2021; Zhao, 2016). Stemness
equips cells with the ability to maintain their lineage and to
differentiate into heterogenous cell lineages with high plasticity
or high resistance to stressful conditions and to various
cancerous events (such as tumor angiogenesis, metastasis,
chemoresistance and relapse) (Aponte and Caicedo, 2017; Ayob
and Ramasamy, 2018). Herein, we summarize multiple piRNAs
that are found to regulate cancer chemoresistance and stemness.

JAK-STAT pathway
Mai et al. (2018) found that the piR-54265/PIWIL2 complex
decreases the apoptosis of colorectal cancer cells under 5-
fluorouracil (5-FU) treatment and facilitates chemoresistance
(Yeldag et al., 2018). To do this, the PAZ domain of PIWIL2
interacts with STAT3 and assembles the piR-54265/PIWIL2/
STAT3/phosphorylated-SRC complex in CRC cells. Next, piR-
54265 activates the STAT3 pathway by upregulating phos-
phorylated STAT3 and Bcl-xl and downregulating cleaved
CASP9, CASP3 and CASP7, thereby inhibiting apoptosis induced
by chemotherapy. Intriguingly, the STAT3 pathway has been
shown to regulate exosomal piR-17560 secreted from senescent
neutrophils to promote chemoresistance and EMT in breast
cancer cells by upregulating ZEB1 through FTO-mediated m6A
methylation (Ou et al., 2022). Furthermore, activation of the
JAK-STAT pathway was also found to stimulate angiogenesis by

upregulating angiogenesis-related growth factors, including
VEGF, in ALDH+ breast cancer stem cells (Xue et al., 2017). As
IL-11 is proven to be the upstream regulator of the JAK-STAT
pathway, piR-2158 in breast cancer can inhibit angiogenesis by
inhibiting IL-11 transcription by competitively binding to the AP-
1 transcription factor, which upregulates IL-11 by binding to its
promoter (Zhao et al., 2023).

CYP pathway
Cytochrome P450 (CYP) is a superfamily of enzymes that plays a
major role in drug metabolism. CYP1A2, as a phase I/II
metabolizing enzyme, is associated with ovarian cancer che-
moresistance (Pavlič et al., 2022). Das et al. (2021) revealed that
piR-39980 in fibrosarcoma directly interacts with the 3′-UTR of
CYP1A2 to promote doxorubicin (DOX)-induced apoptosis. In
addition, piR-39980 also contributes chemosensitivity to neuro-
blastoma cells, but the underlying mechanism remains unclear
(Roy et al., 2020). piR-14633 in cervical cancer has been proven
to upregulate CYP1B1 expression by targeting methyltransfer-
ase-like 14 (METTL14), which may be related to chemoresistance
(Xie et al., 2022). In summary, piRNAs play multiple roles in
drug resistance in various cancer types and mainly act as
modulators of cell apoptosis, EMT and DNA damage repair based
on current knowledge.

Wnt-β-catenin pathway
The Wnt-β-catenin pathway, which promotes migration and
inhibits adhesion when activated, is hijacked by cancer stem cells
to facilitate metastasis (Liu et al., 2022; Zhang andWang, 2020).
piR-823, the main piRNA in various cancers (Cheng et al., 2012;
Ding et al., 2021b; Li et al., 2019; Yan et al., 2015; Yin et al.,
2017), activates the Wnt signaling pathway by hypermethylat-
ing the adenomatous polyposis coli (APC) promoter in MCF-7
and T-47D luminal-type breast cancer as an oncogenic factor
(Cheng et al., 2012). Overexpression of piR-823 in MCF-7 cancer
cells upregulates DNMT1, 3a and 3b at both the mRNA and
protein levels, thus leading to elevated DNA methylation levels.

piRNAs as cancer biomarkers

Many technologies are used in this field to detect the probability
of getting cancer (Gong et al., 2022; Li et al., 2022). piRNAs
extensively regulate cancer progression in all human systems
and are strongly related in the reproductive system (Figure S2 in
Supporting Information). Understanding the precise mechanisms
and correlation between piRNAs and cancer benefits both
diagnosis and therapy in future clinical application of piRNAs
as biomarker. However, to date, there are multiple widely applied
biomarkers in clinical work, such as carcinoembryonic antigen
(CEA) and carbohydrate antigen 19-9 (CA19-9) (Henry and
Hayes, 2012; Poruk et al., 2013). However, it is seldom that the
present biomarkers meet a satisfying standard of both sensitivity
and specificity (Das et al., 2017). Precision medicine, as a hotspot
in cancer diagnosis and therapy, has been widely researched in
multiple cancer types (Wu et al., 2021). Moreover, circulating
diagnostic biomarkers and prognostic biomarkers are regarded as
the easiest-to-obtain samples in cancer patients without causing
tumor implantation and iatrogenic trauma (Shyamala et al.,
2014). Currently, numerous piRNAs have been proven to be
upregulated or downregulated in various cancers, to be small
enough to pass through the cell membrane into circulation (Mei
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et al., 2013) and to accumulate in exosomes (Gu et al., 2020).
Altogether, piRNAs are expected to be novel cancer biomarkers.

Conclusions and perspectives

Current knowledge shows that piRNAs, newly found noncoding
RNAs, are responsible for regulating a wide range of downstream
genes by heterochromatin formation, DNA methylation, mRNA
cleavage and protein interactions. piRNA dysregulation has been
proven to be associated with various diseases, especially cancer.
In this review, we first summarize the biogenesis and three
regulatory mechanisms of the piRNA/PIWI complex. Specifically,
the piRNA/PIWI complex guides TGS mainly by regulating
canonical DNMTs (DNMT1, 3a, and 3b), while it conducts
mRNA cleavage to finish PTGS and modulates protein phosphor-
ylation via direct multiprotein interactions. Next, we elaborate
on the multiple mechanisms of dysregulated piRNAs in cancer
progression, including cancer cell proliferation, metastasis,
chemoresistance and stemness. For example, dysregulated
piRNAs are able to disturb the percentage of G0/G1 and G2/M
phase cells via Cyclin D and the CDK4 pathway (Li et al., 2019;
Yan et al., 2015). As piRNAs are abundantly presented in the
blood of cancer patients, some piRNAs have been proven to be
potential diagnostic and prognostic biomarkers for future clinical
application (Cheng et al., 2012; Cordeiro et al., 2016; Cui et al.,
2011; Feng et al., 2020; Gu et al., 2020; Iliev et al., 2016; Li et
al., 2019; Mai et al., 2020; Markert et al., 2021; Sabbah et al.,
2021; Vychytilova-Faltejskova et al., 2018) (Table 3). Further
investigation into piRNAs may lead to their emergence as a novel
class of small molecule markers for cancer progression, thereby
facilitating the advancement of diagnosis, treatment, and
prognosis for patients with advanced cancer.

Because of the extremely low abundance of piRNAs in human
cancer cell and the “camouflage” of other small RNAs that
resemble the structure of piRNAs, it has long been considered
controversial that how to detect trace, bona fide piRNAs in
cancer cell and whether these piRNAs are really the causation of
cancer progression or not (Genzor et al., 2019; Shi et al., 2020).
piRNA, as its name suggested, interacts with PIWI proteins to
conduct its biological functions. Thus, the initial investigation of
bona fide piRNAs should focus on examining the expression of
PIWI proteins, followed by an assessment of other components
involved in piRNA biogenesis. Moreover, thorough scrutiny
should be applied to investigate whether PIWI can effectively
interact with the “alleged piRNAs.” This investigation warrants
careful examination, utilizing a PIWI knock-out (KO) cell clone
as a stringent systematic control for accuracy. In conclusion, it is
crucial not to excessively extrapolate or magnify the role of
piRNAs in cancer until we confirm whether these small RNAs are
bona fide piRNAs.
Given the vast number of species with low abundance,

individual piRNA species’ naming conventions do not adhere
to typical piRNA naming convention. Transposon elements, from
Arthropoda to Mammalia, are regarded as hazards to genome
integrity. Compared to miRNA-AGO interaction of PTGS, piRNA-
PIWI interaction seems to design more specific for these evolving
threats. Furthermore, the recent discovery of stringent piRNA
pairing rules, requiring a minimum of 15 continuous nt base
pairing between piRNAs and their targets, suggests that each
species likely does not have a unique function but target
transposon elements (Anzelon et al., 2021; Gainetdinov et al.,
2023).
While research on piRNAs has predominantly centered on

tumorigenesis, limited attention has been given to their role in

Table 3. piRNAs as diagnostic and prognostic biomarkers in cancer from peripheral blood samplesa)

piRNAs Cancer Expression in blood AUC sensitivity and
specificity

Diagnostic
biomarker

Prognostic
biomarker Ref.

piR-823

Gastric cancer

down / + − (Cheng et al., 2012; Cui et al., 2011)

piR-651 down 0.709
0.813 (Cui et al., 2011)

piR-5937

CRC

down 0.718 0.725 + − (Vychytilova-Faltejskova et al., 2018)

piR-28876 down 0.753
0.700 + − (Vychytilova-Faltejskova et al., 2018)

piR-823 up / + − (Feng et al., 2020)

piR-823 up / − + (Sabbah et al., 2021)

piR-54265 up 0.857
0.651 + − (Mai et al., 2020)

piR-020619 up 0.843
0.764

+ − (Wang et al., 2020)

piR-020450 up 0.814
0.750 + − (Wang et al., 2020)

piR-10506469
cholangiocarcinoma and
gallbladder carcinoma up / + − (Gu et al., 2020)

piR-823 Renal cell carcinoma up / + − (Iliev et al., 2016)

piR-651 Classical Hodgkin lymphoma down / − + (Cordeiro et al., 2016)

piR-018849
Prostate cancer

up 0.900 (combined) + − (Markert et al., 2021)

piR-019324 up 0.700 (combined) + − (Markert et al., 2021)

piR-823 Multiple myeloma up / + + (Li et al., 2019)

a) “/” stands for no related data, “+” or “−” marks that certain piRNA is or is not proven to be diagnostic or prognostic biomarker, respectively.
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tumor progression. The exploration of piRNA posttranslational
modification through further research holds immense potential
in elucidating the pathogenesis of cancer progression. Further-
more, due to the nascent stage of piRNA research, certain
functions and biosynthesis mechanisms have yet to be fully
elucidated. Notably, the upregulated expression of numerous
piRNAs in blood samples indicates their potential utility as
biomarkers for cancer detection and monitoring. In contrast to
conventional tumor markers, piRNAs exhibit greater precision
and sensitivity, although their practicality necessitates further
investigation (Mai et al., 2023). Moreover, the utilization of
siRNA, antisense oligonucleotides, and CRISPR‒Cas9-mediated
genome editing by piRNAs has the potential to impede the
proliferation and mitosis of neoplastic cells while also inducing
apoptosis. Nevertheless, there is a dearth of research and
practical implementation of piRNAs in targeted therapy, and
the underlying mechanism of piRNA expression alteration in
cancer progression remains unclear. This review aims to inspire
further research on the fundamental biological mechanisms and
importance of piRNAs in cancer progression, as well as their
potential as clinical tools for managing and treating advanced
cancer.
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