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PIWIL1 Drives Chemoresistance in
Multiple Myeloma by Modulating
Mitophagy and the Myeloma Stem
Cell Population

Yajun Wang, Lan Yao, Yao Teng, Hua Yin and Qiuling Wu”*

Institute of Hematology, Union Hospital, Tongji Medical College, Huazhong University of Science and Technology,
Wuhan, China

As an important member of the Argonaute protein family, PIWI-like protein 1 (PIWIL1)
plays a key role in tumor cell viability. However, the exact function of PIWIL1 in multiple
myeloma (MM) and the underlying mechanism remain unclear. Here, we revealed that
PIWIL1 was highly expressed in myeloma cell lines and newly diagnosed MM patients,
and that its expression was notably higher in refractory/relapsed MM patients. PIWIL1
promoted the proliferation of MM cells and conferred resistance to chemotherapeutic
agents both in vitro and in vivo. More importantly, PIWIL1 enhanced the formation of
autophagosomes, especially mitophagosomes, by disrupting mitochondrial calcium
signaling and modulating mitophagy-related canonical PINK1/Parkin pathway protein
components. Mitophagy/autophagy inhibitors overcome PIWIL1-induced
chemoresistance. In addition, PIWIL1 overexpression increased the proportion of side
population (SP) cells and upregulated the expression of the stem cell-associated genes
Nanog, OCT4, and SOX2, while its inhibition resulted in opposite effects. Taken together,
our findings demonstrated that PIWIL1 induced drug resistance by activating mitophagy
and regulating the MM stem cell population. PIWIL1 depletion significantly overcame drug
resistance and could be used as a novel therapeutic target for reversing resistance in
MM patients.

Keywords: PIWIL1, drug resistance, mitophagy, cancer stem cells (CSCs), multiple myeloma

INTRODUCTION

Multiple myeloma (MM) is the most common plasmacytoma. With the development of new drugs
and stem cell transplantation, early treatment in most MM patients has favorable results. However,
nearly all patients will eventually relapse, exhibiting multidrug resistance. Therefore, there is an
urgent need to explore novel mechanisms and therapeutic strategies to overcome drug resistance.

Abbreviations: MM, multiple myeloma; PIWIL1, PIWI-like protein 1; 3-MA, 3-methyladenine; CsA, mitophagy inhibitor
cyclosporin A; SP, side population; CSCs, cancer stem cells.
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The PIWI-like RNA-mediated gene silencing 1 (PIWIL1)
protein is an important member of the Argonaute protein
family, and is highly expressed in germ cells; stem cells; a
variety of cancer cells, including seminoma, gastric cancer,
breast cancer, lung cancer, and colorectal cancer cells (1-6).
Accumulating evidence has revealed that PIWILI is implicated
in proliferation, apoptosis, invasion, migration, and angiogenesis
in a variety of cancers, and it is closely related to poor histological
grading of tumor tissue (1, 5, 7). In addition, PIWILL1 is essential
for stem cell maintenance and the self-renewal of germ stem
cells, hematopoietic stem cells, mesenchymal stem cells, and lung
cancer stem cells (CSCs) (2, 3, 8-10). Clinically, higher-level
PIWILI is positively correlated with advanced clinical stage and
worse overall survival of cancer patients (3, 6, 11-15). Recently,
PIWIL1 has been demonstrated to be associated with drug
resistance. Ectopic PIWIL1 increased the chemical resistance of
SiHa cervical cancer cells by regulating stem cell self-renewal-
associated transcription factors (16). However, little is known
about the role of PIWIL1 in the pathogenesis and drug resistance
of MM. Our previous studies have demonstrated that the small
PIWI-interacting RNA piRNA-823 plays an important role in
myeloma growth, vasculogenesis, and migration (17). Therefore,
we speculated that PIWIL1 proteins might also contribute to
myelomagenesis and drug resistance in MM, and further
investigation is required to elaborate the underlying
molecular mechanism.

Autophagy is a lysosome-dependent protein degradation
pathway to recycle excessive protein aggregates, including
damaged or dysfunctional organelles (18). Most studies have
found that autophagy can protect MM cells by eliminating
misfolded proteins and promote the occurrence and progression
of MM (19-21). Moreover, a growing number of studies have
observed a correlation between autophagy and drug resistance
(22-24). Inhibition of autophagy can increase the susceptibility of
myeloma cells to apoptosis and have a strong anti-MM effect (25,
26). Mitophagy is a novel selective autophagy in which target
mitochondria are recognized by autophagosomes and delivered to
lysosomes for degradation (27, 28). There is increasing evidence
that dysregulation of mitophagy is associated with a broad range of
cancers (29-32). Cancer cells can use mitophagy to recycle
intracellular components under conditions of metabolic stress or
during anticancer treatments and participate in chemotherapy
resistance. However, the role of mitophagy in the pathogenesis of
MM remains elusive. Several studies have demonstrated that the
anti-MM agents bortezomib, adriamycin, and dexamethasone
cause cellular toxicity partially by inducing mitochondrial
dysfunction and enhancing superoxide formation (33-35).
Therefore, autophagy/mitophagy might be a novel target for
reversing chemotherapeutic drug resistance in MM.

Here, we demonstrated that PTWIL1 was highly expressed in
CD138+ cells derived from patients with newly diagnosed MM,
and its high expression was associated with disease stage.
PIWILI plays a vital role in MM tumor progression and drug
resistance by modulating mitophagy and regulating MM stem
cells, and PIWIL1 suppression appears to be a promising novel
therapeutic strategy for MM.

MATERIALS AND METHODS

Patient Samples and Bone Marrow

Plasma Cell Isolation

The study protocol was approved by the Institutional Review
Board of Wuhan Union Hospital, Huazhong University of
Science and Technology, Wuhan, China, and all study
participants provided written informed consent. A total of 20
patients with newly diagnosed MM, 10 cases with relapse or
refractory MM, and 5 healthy volunteers who visited our hospital
between April 2017 and March 2020 were enrolled in this study.
All patients with MM were diagnosed according to and met the
International Myeloma Working Group consensus criteria for
MM. None of the newly diagnosed patients had received any
specific anti-MM therapy before enrollment. CD138" cells were
freshly isolated from the bone marrow of MM patients and
normal healthy donors, and purified using anti-CD138
microbeads on an AutoMACS system (Miltenyi Biotec,
Auburn, CA, USA) according to the manufacturer’s instructions.

Antibodies and Reagents

The following primary antibodies were used in this study: anti-
PIWILI antibody (ab12337; Abcam, Cambridge, UK), anti-p-
mTOR antibody (ab109268; Abcam), anti-LC3 I/II (#2775S; Cell
Signaling Technology, Danvers, MA, USA), anti-P62/SQSTM1
(#8025S; Cell Signaling Technology), anti-Parkin (#4211; Cell
Signaling Technology), anti-phosphor-NAK/TBK (ab109272;
Abcam), anti-NAK/TBK (A5497; Bimake), anti-optineurin
(ab213556; Abcam), anti-f-actin (#4970; Cell Signaling
Technology), anti-Akt (#4691; Cell Signaling Technology), anti-
phospho-Akt (Ser473) (#9271; Cell Signaling Technology), anti-
Ki67 (#4685; Cell Signaling Technology), anti-Bcl-2 (A5010;
Bimake), anti-OCT4 (60242-1-Ig; Proteintech), and anti-Nanog
(#4903T; Cell Signaling Technology). Goat anti-mouse and goat
anti-rabbit antibodies (Biosciences) were used as the secondary
antibodies for western blotting. Dexamethasone and doxorubicin
were purchased from Sigma (St. Louis, MO, USA), and bortezomib
was purchased from Selleck Chemicals. 3-Methyladenine (3-MA)
and the mitophagy inhibitor cyclosporin A (CsA) were purchased
from MedChemExpress (NJ, USA). All were dissolved in dimethyl
sulfoxide (DMSO) and stored at —20°C for up to 6 months. For all
cell-based experiments, drugs were diluted at least by 1:1000 to
ensure that the final DMSO concentration was lower than 0.1%.

Cell Culture

Human RPMI-8226, NCL-H929, U266, ARH77, MMIR, and
MMIS cell lines were obtained from the Chinese Academy of
Sciences Committee Type Culture Collection (Shanghai, China) and
cultured at 37°C in a humidified atmosphere containing 5% CO, in
RPMI-1640 medium supplemented with 10% fetal bovine serum
(Gibco), 100 units/mL penicillin, and 100 pg/mL streptomycin.

Total RNA Extraction and qRT-PCR

Total RNA was extracted from cells and reverse transcribed with
a Prime Script RT reagent kit from TaKaRa (Otsu, Japan)
according to the manufacturer’s instructions. Expression levels
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of the target genes were then analyzed by qPCR using a SYBR®
Premix Ex—TaqTM II Kit from Bio-Rad (Ca, USA). The
housekeeping gene [-actin was used as an internal control.
Primers were synthesized by Tsingke (Beijing, China). The
primers used for the qRT-PCR (primer sequence 5'-3’)
included PIWILI, GTCTGTTGTCAAGTAATCGGAAGG
(forward) and TTGCTGTTTGCCTAAGGTTCG (reverse); [3-
actin, CTCCATCCTGGCCTCGCTGT (forward) and
GCTGTCACCTTCACCGTTCC (reverse); OCT4, GGTCCG
AGTGTGGTTCTGTA (forward) and GCAGCCTCAA
AATCCTCTCG (reverse); NANOG, TAATAACCTTG
GCTGCCGTCT (forward) and GCCTCCCAATCCC
AAACAATA (reverse); SOX2, GGGGTGCAAAAGAG
GAGAGTA (forward) and TGTCATTTGCTGTGG
GTGATG (reverse).

All RT-PCR analyses were performed in triplicate, and the
results were analyzed by the 274" method.

Western Blot

For western blot analysis, whole-cell lysates were prepared using
RIPA buffer (Thermo Fisher Scientific) in the presence of a
protease inhibitor and PhosStop (Roche, Basel, Switzerland). The
protein concentration was measured using a bicinchoninic acid
(BCA) Kit (Thermo Fisher Scientific). Briefly, 30 ug protein
samples were separated and transferred onto polyvinylidene
fluoride (PVDF) membranes. The membranes were then
blocked and incubated with primary antibodies at 4°C
overnight, then washed and probed by incubating them with
the appropriate secondary antibodies for 60 min at room
temperature. After the final wash, the membranes were
visualized using enhanced chemiluminescence detection
reagent (ECL; Thermo Fisher Scientific). As a measure of
protein levels, band density was analyzed using Image]
software (National Institutes of Health). For densitometry, the
protein level of the NC group was arbitrarily set as 1(100%) in
each blot. Protein levels were determined as the ratio to the levels
of NC groups and normalized to the levels of loading controls.
The loading controls of phospho-proteins are total proteins.
Others are normalized to B-actin levels. LC3 levels are display
by LC3A/B ratio and normalized to B-actin.

Cell Transfection

A lentivirus-containing green fluorescence protein with a short
hairpin RNA against human PIWILI, an overexpression
lentiviral vector, and a control lentivirus were obtained from
GeneChem Biotechnology (Shanghai, China), transfected into
MM cells according to the manufacturer’s instructions, and
screened with 3 pg/mL puromycin (Sigma) to acquire pooled
cell populations.

The interference sequence against PIWIL1 and the control
sequence were TGTGAGAAGTGGTAGTGTT and
TTCTCCGAACGTGTCACGT, respectively (53" for both).

The PIWILI overexpression sequence and control sequence
were GTTTGGTTTGTTGGGTTTGTG and TTCTCCGAAC
GTGTCACGT, respectively (5-3" for both).

Cell Counting Kit-8 Assay

Cell proliferation was determined using a Cell Counting Kit-8
(CCK-8) (MedChemExpress, NJ, USA) assay in accordance with
the manufacturer’s instructions. Briefly, transfected RPMI-8226
and NCL-H929 cells were plated in 96-well plates at a density of
8 x 10° cells/well. Chemotherapy drugs, including bortezomib,
dexamethasone, and doxorubicin, were added to the plates when
needed. After 48 h, 10 uL of CCK-8 solution was added to each
well and further incubated for 1 h. Absorbance was measured at a
wavelength of 450 nm using a Bio-Rad microplate reader. Cell
viability was calculated as optical density (OD) of the treated
groups/OD values of the control groups x 100%.

Transmission Electron Microscopy

Stably transfected RPMI-8226 and NCL-H929 cells were
centrifuged at 1000 rpm for 5 min and fixed overnight in
electron microscopy fixative (4% glutaraldehyde and 1% osmic
acid buffer). Cells were embedded in epoxy resin, prepared into
semithin sections for localization, and then cut into ultrathin
sections. The cells were stained with uranyl acetate and lead
citrate and then observed under a transmission electron
microscope (JEM-2000EX; JEOL Ltd., Tokyo, Japan).

Flow Cytometry

Apoptosis Fluorometric Assay

A sample of transfected MM cells (1 X 10° cell/mL) was
harvested, washed twice with phosphate-buffered saline (PBS),
and incubated with 5 puL of annexin V-PE and 5 uL of 7-AAD
(BD Biosciences, San Jose, Ca, USA) for 15 min at room
temperature in the dark. Then, 1x Binding Buffer (400 pL) was
added to each tube, and the samples were analyzed by flow
cytometry within 1 h.

SP Cell Detection

A sample of transfected MM cells (1 X 10° cell/mL) was
harvested, washed twice with PBS, incubated with 5 pug/mL
Hoechst 33342 (Sigma) for 90 min at 37°C, and analyzed using
a flow cytometer. Verapamil (Sigma) was used in the
control group.

Mitochondrial Calcium Measurements

A sample of transfected MM cells (1 x 10° cell/mL) was
harvested, washed with PBS, and incubated with 10 uM Rhod-
2/AM (Invitrogen) for 30 min at 37°C in the dark. After washing
the cells twice with PBS, the stained cells were examined by
flow cytometry.

Mitochondrial Reactive Oxygen Species
Accumulation Assay

A sample of transfected MM cells (1 x 10° cell/mL) was
harvested and washed twice with PBS, and the levels of
mitochondrial ROS were assessed using 5 uM of Mito-SOX
Red (Invitrogen) according to the manufacturer’s instructions,
and analyzed by flow cytometry.
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Human Tumor Xenografts in

NOD/SCID Mice

Four-week-old male NOD/SCID mice were purchased from
Vital River Laboratory Animal Technology Co., Ltd. (Beijing,
China). Then, 5 x 10° transfected RPMI-8226 cells and NCL-
H929 cells were subcutaneously injected into the right flanks of
the mice (n = 5 for each group). Tumor growth was monitored
every 3 days. After 4 weeks, the mice were sacrificed, and the
tumors were harvested. For the chemotherapy study, 5 x 10°
transfected PIWIL1" 8226 cells and negative control cells were
subcutaneously injected into the right flank of the mice. After 2
weeks, the mice were randomly divided into three groups and
intraperitoneally injected with either 3-MA (3 mg/kg, twice
weekly), bortezomib (0.5 mg/kg, twice weekly), or 3-MA plus
bortezomib for three weeks. Mice were sacrificed at 42 days, and
tumors were collected for assessment. The tumor diameter was
measured every 3 days, and the tumor volume was calculated as
(2®x b)/2, where a is the width and b is the length. All the
experiments were performed in accordance with the procedures
of the Animal Research and Care Committee of Huazhong
University of Science and Technology, Wuhan, China.

Immunohistochemical Staining
Paraffin-embedded sections of tumor tissues from xenograft
mice were incubated with antibodies against p-mTOR, Ki67,

Nanog, OCT4, optineurin, and p62 at 4°C overnight.
Subsequently, the sections were treated with polymer,
developed with a diaminobenzidine (DAB) chromogen, and
counterstained with hematoxylin.

Statistical Analysis

All data are presented as the means + standard error of the mean
(SEM). The mean values were calculated on the basis of data
obtained from at least three independent experiments conducted
on separate days using freshly prepared reagents. A two-tailed
Student’s t test was used to determine significant differences
between the two groups. All the analyses were performed using
GraphPad Prism 8.0 (GraphPad Software, Ca, USA). All p
values <0.05 were considered statistically significant.

RESULTS

PIWIL1 Expression Is Increased in MM

Cell Lines and Primary MM Cells

The results of the QRT-PCR revealed significantly higher levels of
PIWIL1 transcript in MM cell lines than in normal bone marrow
(BM) samples (n = 5; Figure 1A). To establish the translational
relevance of in vitro data, we measured the PIWILI mRNA
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FIGURE 1 | PIWIL1 is highly expressed in MM cells, and its expression is related to disease stage. (A, B) Quantitative reverse-transcription polymerase chain
reaction (QRT-PCR) results of PIWIL1 expression in MM cell lines and primary MM cells. (C) Results of the western blot analysis to detect PIWIL1 expression in MM
cell lines, primary MM cells, and healthy donors (control). (D) gRT-PCR results of PIWIL1 expression in different disease stages of primary MM cells. ISS | (n = 2), ISS
Il (n=6), and ISS lIl (n = 12), Control: healthy donors (n = 5), N-MM, newly diagnosed MM patients (n = 20), and R-MM, relapsed or refractory MM patients (n = 10).
Data are from representative images are expressed as the means + SEM of three independent experiments (*P < 0.05, **P < 0.01, **P < 0.001, ***P < 0.0001).
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expression levels in BM-derived CD138" cells in MM patients,
including 20 patients with newly diagnosed MM (N-MM) and 10
patients with relapsed or refractory MM (R-MM). PIWILI
mRNA expression was found to be higher in N-MM BM
samples than in normal BM samples (n = 5; Figure 1B). In
addition, R-MM patients expressed higher PIWILI levels than
N-MM patients, suggesting a progressive increase in PIWILI
expression from patients with newly diagnosed MM to those
with relapsed/refractory MM. Similarly, MM cell lines and MM
primary cells exhibited higher levels of PIWIL1 protein
expression than the normal control, as determined by western
blot analysis (Figure 1C). Further subgroup analysis indicated
that PIWIL1 expression was remarkably higher in stage II and
stage III MM patients than in stage I MM patients (International
Staging System [ISS] stage; Figure 1D), indicating that high
PIWILLI levels are associated with advanced disease stage.

PIWIL1 Promotes proliferation and
Mediates Drug Resistance in MM Cells

To investigate whether PIWIL1 promotes MM cell growth to
acquire malignant/progressive traits, we used lentiviral
transfection to stably establish the PIWIL1-overexpressing MM

A RPMI8226

cell lines PIWIL1" 8226 and PIWIL1" 929; the PIWILI-
downregulated MM cell lines PIWIL1™ 8226 and PTWIL1™ 929;
and their negative controls, PIWIL1" 8226 NC, PIWIL1" 929
NC, PIWIL1™ 8226 NC, and PIWIL1™ 929 NC. Supplementary
Figure 1 shows the efficiency of transfection. Results of the CCK-
8 assay showed that PIWIL1 downregulation caused a significant
decrease in cell viability, and PIWIL1 overexpression resulted in
higher cell viability compared with that in the NC group
(Figures 2A, B), suggesting that PIWIL1 promotes the
proliferation of MM.

To investigate whether PIWIL1 mediated chemoresistance in
MM, we exposed a panel of transfected RPMI-8226 MM and
NCL-H929 cells to the indicated concentrations of bortezomib (5
nM and 10 nM, respectively), dexamethasone (80 UM and 100
UM, respectively), or doxorubicin (20 nM and 25 nM,
respectively). Subsequent CCK-8 assays revealed that PIWIL1
overexpression resulted in the resistance of MM cells to
bortezomib, dexamethasone, and doxorubicin, while PIWIL1
downregulation induced re-sensitization of MM cells to
chemotherapy (Figures 2C-F). Taken together, these results
illustrated that PIWIL1 mediated the drug resistance of MM
in vitro.
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PIWIL1 Fosters Drug Resistance Through
Autophagy and Mitophagy Instead of
Through Apoptosis

The role of PIWILI in apoptosis induction in glioblastoma is well
known (36). Therefore, we investigated the impact of PIWIL1 on
MM cell apoptosis. Interestingly, the apoptosis rates or the
expression of the apoptosis-related proteins Bcl-2 and cleaved
caspase-3 did not differ significantly between compared groups
(Supplementary Figure 2).

Therefore, we assumed that PIWIL1 modulated other cell
death mechanisms in MM. Transmission electron microscopy
showed that the number of autophagosomes with double-
membrane structures containing swollen and dilated
mitochondria was decreased in PIWILI-downregulated MM
cells. Conversely, the autophagic and mitophagic responses in
PIWILI-overexpressing MM cells were stronger than those in
NC cells (Figure 3A and Supplementary Figure 3A).

We then searched for the autophagy- and mitophagy-related
proteins regulated by PIWIL1. As shown in Figure 3B and
Supplementary Figures 3B, 6A, C, we observed a significant
increase in the LC3B and a decrease in P62, which are autophagy
activity monitors, in the PIWILI-overexpressing group
compared to the NC group. Furthermore, the phosphorylation
levels of both the mTOR and AKT-Ser473 (a substrate of the
mTORC2 complex) were decreased in PIWILI-overexpressing
MM cells compared with NC cells. In addition, the expression
levels of the canonical PINK1/Parkin pathway proteins Parkin,
optineurin, and p-TBK-1 were significantly increased in
PIWILI-overexpressing MM cells compared with NC cells.
The opposite results were found in the PIWIL1-downregulated
group (Figure 3B and Supplementary Figures 3B, 6B, D).

Calcium is known to be a key regulator of mitochondrial
function (37). As shown in Figure 3D and Supplementary
Figure 3D, mitochondrial calcium was decreased in PIWILI-
overexpressing MM cells relative to that in NC cells, and
PIWIL1-downregulated MM cells significantly accumulated
mitochondrial calcium. Mitochondrial calcium overload has
been shown to promote ROS generation in mitochondria (38).
Flow cytometry analysis showed that the Mito-SOX intensity was
decreased in PIWILI-overexpressing MM cells compared with
that in NC cells, and increased in PIWIL1-downregulated cells
compared with that in NC cells (Figure 3E and Supplementary
Figure 3E).

To substantiate whether PIWIL1 induced drug resistance
through autophagy/mitophagy, we treated transfected MM
cells with 5 mM of the autophagy inhibitor 3-methyladenine
(3-MA) for 12 h or 5 uM of the mitophagy inhibitor cyclosporin
A (CsA) for 24 h. These pretreated cells were then exposed to
dexamethasone, bortezomib, or doxorubicin for 48 h. Results of
the CCK-8 assay analysis revealed no significant difference in cell
viability between the PIWIL1-overexpressing group and the NC
group (Figure 3C and Supplementary Figure 3C). Together,
these results suggested that PIWILI serves as a key regulator of
mitochondrial function and induces drug resistance through
autophagy and mitophagy in MM.

PIWIL1 Regulates the Stemness
of MM Cells

Several studies have demonstrated that PIWIL1 is essential for
stem cell maintenance and self-renewal of CSCs (7), which is
associated with drug resistance. The SP cell population has been
widely regarded as the CSCs for MM. PIWIL1 downregulation
significantly depleted SP cells (Figure 4 and Supplementary
Figure 4). In addition, results of the qRT-PCR and western blot
analyses revealed that the expression levels of the stemness-
related genes Nanog, SOX2, and OCT4 were significantly reduced
in PIWIL1-downregulated MM cells. The converse was seen in
the case of PIWILI1-overexpressing MM cells, suggesting that
PIWIL1 regulates the stemness of MM cells.

PIWIL1 Promotes the Growth of Xenograft

Tumors and Attenuates Their Sensitivity to

Chemotherapy In Vivo

To evaluate the role of PIWIL1 in MM cell proliferation in vivo,
human tumor xenograft mice were established as described in
Materials and Methods. The tumor burden was significantly
higher in PIWIL1" mice than in control mice and significantly
lower in PIWIL1™ mice (Figures 5A, B). In accordance with this
finding, results of the immunohistochemical analyses revealed
increased Ki67 expression, decreased expression of autophagy-
related proteins (p-mTOR and p62), and increased expression of
the mitophagy-related protein optineurin and stem cell-related
proteins (OCT4 and Nanog) in the PIWIL1 group, illustrating
that PIWIL1 promoted cell proliferation through mitophagy and
the stem cell population in vivo (Figure 5E). The opposite results
were observed in the PIWIL1-downregulated group (Figures 5A,
B, E). Similar results were observed in xenograft tumor models
established with transfected NCL-H929 cells (Supplementary
Figure 5).

To validate the role of autophagy in PIWIL1-mediated drug
resistance in vivo, mice xenografted with PIWIL1" 8226 MM
cells and NC MM cells were intraperitoneally injected with 3-
MA, bortezomib, or a combination of the two. The results
showed that the tumor mass was significantly higher in mice
treated with bortezomib monotherapy and xenografted with
PIWIL1" 8226 MM cells than in the NC group, whereas the
tumor burden was significantly lower in PIWIL1" 8226 MM
mice treated with 3-MA plus bortezomib than in mice treated
with bortezomib monotherapy (Figures 5C, D).

DISCUSSION

Despite the development of novel therapeutic strategies for
multiple myeloma (39), chemoresistance inevitably develops
and contributes to poor patient outcomes. Thus, to understand
the reason for this therapeutic failure, drug resistance
mechanisms must be characterized, and it is imperative to
identify novel targets to reverse chemoresistance and to
improve the success of chemotherapy.
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FIGURE 3 | PIWIL1 fosters drug resistance through autophagy and mitophagy in RPMI-8226 cells. (A) Transmission electron microscopy of the morphological
characteristics of MM cells after transfection. Red arrows indicate autophagosomes or autolysosomes. Panel shows the double-layered membrane engulfing a
mitochondrion (early stage of mitophagy) and the double-layered membrane containing a degraded mitochondrion (late stage of mitophagy). (B) A representative
result of the autophagy- and mitophagy-related protein levels detected by Western blot. (C) Different groups of transfected RPMI-8226 MM cells were pretreated
with the same dose of solvent, autophagy inhibitor 3-MA (5 mM) for 12 h or mitophagy inhibitor CsA (5 uM) for 24 h, followed by dexamethasone (80 uM), bortezomib
(5 nM), and doxorubicin (20 nM) for 48 h. The cell viability of the different groups of transfected MM cells was assessed using the CCK-8 assay. (D) The left panel
shows representative images of mitochondrial calcium changes in the different groups. The right panel shows the mitochondrial calcium level presented as the relative
mean fluorescent intensity (MFI) of Rhod-2 staining in RPMI-8226 cells. (E) The left panel shows representative images of changes in the mitochondrial ROS level in
different groups. The right panel shows mitochondrial ROS levels presented as the relative mean fluorescent intensity (MFI) visualized following Mito-SOX staining of
RPMI-8226 cells. Data are from representative images or are expressed as the means + SEM of each group from three separate experiments (*P < 0.01, **P < 0.001,
*** P < 0.0001, NS, p> 0.05).

The PIWI protein family, which is highly conserved across  expression is correlated with poor clinical outcomes (7, 40). Our

species (3), has emerged as an attractive target for cancer
treatment due to its restrictive expression and function in
tumorigenesis. The PIWILI protein has been found to be
specifically expressed or dysregulated in many tumors and its

data first revealed increased PIWILI levels in MM patients and
MM cell lines, and high PIWIL1 expression was linked to
advanced disease stage and refractoriness/relapse, suggesting
that aberrantly expressed PIWIL1 can be employed as a new
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class of diagnostic and prognostic biomarker during MM
development. In addition, PIWILI overexpression significantly
promoted the proliferation of MM cells. PIWIL1 downregulation
inhibited myeloma growth in xenograft models, and restraining
the PIWIL1-regulated signaling pathway sensitized MM to the
chemotherapeutic agents bortezomib, doxorubicin, and
dexamethasone in vitro and in vivo, indicating that PIWIL1 is
a potential therapeutic target for MM patients.

CSCs are the origin of cancer chemoresistance and recurrence
and have been recognized as crucial tumor-initiating cells. These
relapse-initiating cells, which persist after chemotherapy,
represent potential targets to prevent drug resistance and
relapse. As a CSCs marker, PIWIL1 has been found to
promote the proliferation of glioblastoma CSCs and regulate
their self-renewal and differentiation (2, 41). Ectopic PIWIL1
overexpression in cervical cancer cells promotes tumor sphere
formation by regulating the stem cell-related transcription factors
OCT4, NANOG, KLF4, and BMII, thus conferring resistance to
cisplatin (16). In the present study, we demonstrated for the first

time that PIWILI is more highly expressed in R-MM patients than
in N-MM patients and that PIWIL1 overexpression significantly
confers chemoresistance to MM cells. PIWILI inhibition facilitates
the sensitivity of MM cells to doxorubicin, bortezomib, and
dexamethasone by decreasing the MM stem cell population and
regulating stem cell pluripotency genes, including NANOG, OCT4,
and SOX2. These data determine the role of PIWILI as a pan-
resistance target, and PIWIL1 could serve as a novel therapeutic
target for reversing chemoresistance in patients with refractory/
relapsed MM.

Most studies found that PIWIL1 knockdown suppresses
tumor cell and stem cell growth by regulating cell cycle arrest,
senescence, or apoptosis (40-42). However, here we observed no
change in the apoptosis rate after PIWIL1 upregulation and
downregulation. Instead, our results revealed that PWIL1 mainly
affects another important cell death mechanism, namely,
autophagy/mitophagy in MM cells. Recently, mitochondria
have emerged as signaling entities involved in the self-renewal,
commitment, and differentiation of stem cell functions.
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FIGURE 5 | PIWIL1 promotes the growth of xenograft tumors and enhances resistance of MM cells to chemotherapy in vivo. (A) Tumor volume of NOD/SCID mice
xenografted with different groups of transfected RPMI-8226 cells. (B) Tumor growth curves of NOD/SCID mice after transfected RPMI-8226 cell injection. (C, D)
Tumor volume and tumor growth curves of xenograft tumors after bortezomib treatment. (E) Representative immunohistochemical staining of p-mTOR, P62,
optineurin, Nanog, OCT4, and Ki67 in tumor xenografts. Data are from representative images of three separate experiments. (**P < 0.01, NS, p > 0.05).
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Mitophagy, as an essential mitochondrial quality control
mechanism, is beginning to attract more attention in the field
of stem cell research, and it has been reported to play a vital role
in the maintenance and stress response of hematopoietic stem
cells (43). Furthermore, mitophagy has been shown to contribute
to tumorigenesis and is essential for the maintenance of hepatic
cancer stem cells (44). In the present study, PIWILI was found to
modulate autophagy-related proteins LC3, p62, and mTOR and
the canonical PINK1/PARKIN pathway proteins, indicating that
PIWILI promoted myeloma growth by modulating autophagy/
mitophagy. An in vivo gain-of-function study demonstrated that
hyperactivation of PINKI1/PARKIN-dependent mitophagy
caused a significant reduction in differentiated blood cells with

a concomitant expansion of the hematopoietic stem cell pool
(45). A detailed mechanism revealed by Xu et al. was that p62/
SQSTM1 improves breast cancer stem-like properties by
promoting MYC mRNA stabilization (46). Hence, the
stemness of MM cells might be related with mitophagy
modulated by PIWIL1 regardless of Parkin-dependent or not.
In addition, low ROS levels are known to preserve quiescence
and self-renewing capacity. Mitophagy prevents the generation
of reactive oxygen species (ROS) to achieve the bioenergetics
need of CSCs upon various metabolic and extracellular stress (47,
48). Here, we revealed that PTWIL1-overexpressing MM cells
exhibited an increase in the number of mitophagosomes and
mitochondrial with low mitochondrial ROS and mitochondrial
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calcium levels. Therefore, our data positively correlate PTWIL1
with mitophagy, indirectly supporting the critical role of
mitophagy in regulating CSCs.

Mitophagy in CSCs has been determined to be a major
contributor to the drug resistance of tumors. Silencing the
mitophagy regulator BNIP3L has been shown to significantly
halt mitophagy and as a result enhance sensitivity of colorectal
CSCs to doxorubicin (49). Like autophagy, mitophagy is believed
to play a dual role in cancer drug resistance depending on the level
of autophagy and the different types of tumors and stages of tumor
progression (50). In some studies, mitophagy increases cancer cell
sensitivity to chemotherapy by maintaining cellular homeostasis
and preventing oncogenic transformation (51). In contrast,
mitophagy promotes cancer cell survival and confers cell
resistance to chemotherapeutic stress by degrading damaged
mitochondria and reducing mitochondrial reactive oxygen
species (52). In our research, a mitophagy inhibitor significantly
improved the sensitivity of PIWIL1-overexpressing MM cells to
chemotherapeutic drugs, validating the role of mitophagy in
inducing MM chemoresistance. In summary, here we identified
a novel functional mechanism by which PIWIL1 confers
chemotherapeutic drug resistance by activating mitophagy and
the myeloma stem cell population through AKT-mTOR and
PARKIN-dependent mitophagy pathways. Nevertheless, the
exact molecular target of PIWILI in regulating these phenotypes
remain to be elucidated. From the Protein-Protein interaction
networks functional enrichment analysis through Online tools
STRING and GeneMANIA, we figured out that SND1 and MAEL
might be the target gene of PIWIL1 (53, 54). The oncogene role of
MAEL and SNDI have been shown to enhance the development
and maintain the stemness of carcinoma (55-61). Furthermore,
SND1 promoted the proliferation of cancer cells and regulated
autophagy by activating NF-«B (62-67). Further research should
be undertaken to investigate more downstream molecular target
regulated by PIWIL1 relating to mitophagy and myeloma stem
cells. These can facilitate the development of novel strategies for
the treatment of MM.
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Supplementary Figure 1 | Lentivirus transfection of RPMI-8226 and NCL-H929
cells. (A, B) MM cells (RPMI-8226 and NCL-H929) were transfected with a PIWIL1
or a shPIWIL1 lentivirus, and the transfection efficiency was assessed with a
fluorescence microscope. (C, F) gRT-PCR (C, D) and western blot analysis (E, F)
were used to verify the upregulation or downregulation of PIWIL1 in the lentivirus-
transfected cells (n = 3). Data are from representative images or expressed as the
means + SEM of each group from three separate experiments (*** P < 0.0001).

Supplementary Figure 2 | PIWIL1 does not regulate apoptosis in MM cells.

(A, C) Representative flow cytometry results showing apoptosis of MM cells (RPMI-
8226 and NCL-H929) after PIWIL1 upregulation or downregulation. (B, D)
Representative western blot images showing the expression of c-caspase-3 and
BCL-2 after PIWIL1 upregulation or downregulation. Data are from representative
images of each group from three separate experiments.

Supplementary Figure 3 | PIWIL1 fosters drug resistance through autophagy
and mitophagy in NCL-H929 cells. (A) Transmission electron microscopy of the
morphological characteristics of NCL-H929 MM cells after transfection. Arrows
indicate autophagosomes or autolysosomes. The panel shows the double-layered
membrane engulfing a mitochondrion (early stage of mitophagy) and the double-
layered membrane containing a degraded mitochondrion (late stage of mitophagy).
(B) A representative result of the autophagy- and mitophagy-related protein levels
detected by Western blot. (C) Different groups of transfected NCL-H929 MM cells
were pretreated with the same dose of solvent, autophagy inhibitor 3-MA (5 mM) for
12 h or mitophagy inhibitor CsA (5 uM) for 24 h, followed by dexamethasone (100
uM), bortezomib (10 nM), and doxorubicin (25 nM) for 48 h. Cell viability of the
different groups of transfected MM cells was assessed using the CCK-8 assay.
(D) The left panel shows representative images of mitochondrial calcium changes in
different groups. The right panel shows the mitochondrial calcium level presented as
the relative MFI of Rhod-2 staining in NCL-H929 cells. (E) The left panel shows
representative images of mitochondrial ROS level changes in different groups. The
right panel shows mitochondrial ROS levels presented as the relative MFI of Mito-
SOX staining in NCL-H929 cells. Data are from representative images or are
expressed as the means + SEM of each group from three separate experiments
(*P < 0.01, NS, p > 0.05).

Supplementary Figure 4 | PIWIL1 can regulate the stemness of NCL-H929 MM
cells. (A) gRT-PCR results of the expression of stemness-related genes such as
Nanog, SOX2, and OCT4 in different groups of transfected NCL-H929 MM cells.
(B, D) Left panel: Western blot results of the expression of stemness-related
proteins such as Nanog and OCT4 in different groups of transfected NCL-H929 MM
cells; right panel: Histograms show the quantification of immunoblot images of
Nanog and OCT4 proteins in MM cell as measured by Imaged software. €
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Representative flow cytometric analysis of Hoechst-33342-based SP staining in
transfected NCL-H929 cells. Data are from representative images or are expressed
as the mean + SEM of each group from three separate experiments (*P < 0.01,
P < 0.001).

Supplementary Figure 5 | PIWIL1 promotes the growth of xenograft tumors in
vivo. (A) Tumor volume of NOD/SCID mice xenografted with NCL-H929 cells. (B)
Tumor growth curves of NOD/SCID mice after injection with transfected NCL-H929
cells. (C) Representative immunohistochemical staining of p-mTOR, P62,

REFERENCES

1. Araujo T, Khayat A, Quintana L, Calcagno D, Mourio R, Modesto A, et al.
Piwi Like RNA-Mediated Gene Silencing 1 Gene as a Possible Major Player in
Gastric Cancer. World ] Gastroenterol (2018) 24(47):5338-50. doi: 10.3748/
Wig.v24.i47.5338

2. Liang D, Yang Y, Liu Y. The Role Hiwi Gene in the Maintenance of Lung
Cancer Stem Cell Populations. Neoplasma (2013). doi: 10.4149/
neo_2014_022

3. Weng W, Li H, Goel A. Piwi-Interacting RNAs (piRNAs) and Cancer:
Emerging Biological Concepts and Potential Clinical Implications. Biochim
Biophys Acta Rev Cancer (2019) 1871(1):160-9. doi: 10.1016/j.bbcan.
2018.12.005

4. Qiao D, Zeeman AM, Deng W, Looijenga LH, Lin H. Molecular
Characterization of Hiwi, a Human Member of the Piwi Gene Family
Whose Overexpression Is Correlated to Seminomas. Oncogene (2002) 21
(25):3988-99. doi: 10.1038/sj.0onc.1205505

5. Yang L, Bi L, Liu Q, Zhao M, Cao B, Li D, et al. Hiwi Promotes the
Proliferation of Colorectal Cancer Cells via Upregulating Global DNA
Methylation. Dis Markers (2015) 2015:383056. doi: 10.1155/2015/383056

6. Cao J, Xu G, Lan J, Huang Q, Tang Z, Tian L. High Expression of Piwi-Like
RNA-Mediated Gene Silencing 1 Is Associated With Poor Prognosis via
Regulating Transforming Growth Factor-f Receptors and Cyclin-Dependent
Kinases in Breast Cancer. Mol Med Rep (2016) 13(3):2829-35. doi: 10.3892/
mmr.2016.4842

7. Xie K, Zhang K, Kong J, Wang C, Gu Y, Liang C, et al. Cancer-Testis Gene
PIWIL1 Promotes Cell Proliferation, Migration, and Invasion in Lung
Adenocarcinoma. Cancer Med (2018) 7(1):157-66. doi: 10.1002/cam4.1248

8. Nolde M]J, Cheng EC, Guo S, Lin H. Piwi Genes Are Dispensable for Normal
Hematopoiesis in Mice. PloS One (2013) 8(8):e71950. doi: 10.1371/
journal.pone.0071950

9. Chen Z, Che Q, He X, Wang F, Wang H, Zhu M, et al. Stem Cell Protein
Piwill Endowed Endometrial Cancer Cells With Stem-Like Properties via
Inducing Epithelial-Mesenchymal Transition. BMC Cancer (2015) 15:811.
doi: 10.1186/s12885-015-1794-8

10. Sharma AK, Nelson MC, Brandt JE, Wessman M, Mahmud N, Weller KP,
et al. Human CD34(+) Stem Cells Express the Hiwi Gene, A Human
Homologue of the Drosophila Gene Piwi. Blood (2001) 97(2):426-34. doi:
10.1182/blood.V97.2.426

11. Sun G, Wang Y, Sun L, Luo H, Liu N, Fu Z, et al. Clinical Significance of Hiwi
Gene Expression in Gliomas. Brain Res (2011) 1373:183-8. doi: 10.1016/
j.brainres.2010.11.097

12. He W, Wang Z, Wang Q, Fan Q, Shou C, Wang J, et al. Expression of HIWI in
Human Esophageal Squamous Cell Carcinoma Is Significantly Associated
With Poorer Prognosis. BMC Cancer (2009) 9:426. doi: 10.1186/1471-2407-
9-426

13. Taubert H, Greither T, Kaushal D, Wiirl P, Bache M, Bartel F, et al. Expression
of the Stem Cell Self-Renewal Gene Hiwi and Risk of Tumour-Related Death
in Patients With Soft-Tissue Sarcoma. Oncogene (2007) 26(7):1098-100. doi:
10.1038/sj.0nc.1209880

14. Liu X, Sun Y, Guo J, Ma H, Li ], Dong B, et al. Expression of Hiwi Gene in
Human Gastric Cancer was Associated With Proliferation of Cancer Cells. Int
J Cancer (2006) 118(8):1922-9. doi: 10.1002/ijc.21575

15. Chen C, Liu J, Xu G. Overexpression of PIWI Proteins in Human Stage III
Epithelial Ovarian Cancer With Lymph Node Metastasis. Cancer Biomark
(2013) 13(5):315-21. doi: 10.3233/CBM-130360

optineurin, Nanog, OCT4, and Ki67 in tumor xenografts. Data are from
representative images of three separate experiments (‘P < 0.05, **P < 0.01).

Supplementary Figure 6 | Relative expression levels of autophagy-related
proteins. (A, B) Histograms show the quantification of immunoblot images of
autophagy-related proteins in transfected RPMI-8226 cells. (C, D) Histograms show
the quantification of immunoblot images of autophagy-related proteins in transfected
NCL-H929 cells. Data are from representative images or are expressed as the means +
SEM of each group from three separate experiments (*P < 0.05, **P < 0.01).

16. Liu W, Gao Q, Chen K, Xue X, Li M, Chen Q, et al. Hiwi Facilitates
Chemoresistance as a Cancer Stem Cell Marker in Cervical Cancer. Oncol
Rep (2014) 32(5):1853-60. doi: 10.3892/0r.2014.3401

17. Li B, Hong J, Hong M, Wang Y, Yu T, Zang S, et al. piRNA-823 Delivered by
Multiple Myeloma-Derived Extracellular Vesicles Promoted Tumorigenesis
Through Re-Educating Endothelial Cells in the Tumor Environment.
Oncogene (2019) 38(26):5227-38. doi: 10.1038/s41388-019-0788-4

18. Klionsky DJ, Emr SD. Autophagy as a Regulated Pathway of Cellular Degradation.
Science (2000) 290(5497):1717-21. doi: 10.1126/science.290.5497.1717

19. Guo X, He D, Zhang E, Chen J, Chen Q, Li Y, et al. HMGB1 Knockdown
Increases MM Cell Vulnerability by Regulating Autophagy and DNA Damage
Repair. J Exp Clin Cancer Res (2018) 37(1):205. doi: 10.1186/s13046-018-
0883-3

20. Yun Z, Zhichao J, Hao Y, Ou J, Ran Y, Wen D, et al. Targeting Autophagy in
Multiple Myeloma. Leuk Res (2017) 59:97-104. doi: 10.1016/j.
leukres.2017.06.002

21. Puissant A, Robert G, Auberger P. Targeting Autophagy to Fight Hematopoietic
Malignancies. Cell Cycle (2010) 9(17):3470-8. doi: 10.4161/cc.9.17.13048

22. Smith AG, Macleod KF. Autophagy, Cancer Stem Cells and Drug Resistance.
J Pathol (2019) 247(5):708-18. doi: 10.1002/path.5222

23. Condello M, Pellegrini E, Caraglia M, Meschini S. Targeting Autophagy to
Overcome Human Diseases. Int | Mol Sci (2019) 20(3):725. doi: 10.3390/
ijms20030725

24. Xia], He Y, Meng B, Chen S, Zhang J, Wu X, et al. NEK2 Induces Autophagy-
Mediated Bortezomib Resistance by Stabilizing Beclin-1 in Multiple Myeloma.
Mol Oncol (2020) 14(4):763-78. doi: 10.1002/1878-0261.12641

25. Hamouda MA, Belhacene N, Puissant A, Colosetti P, Robert G, Jacquel A,
et al. The Small Heat Shock Protein B8 (HSPB8) Confers Resistance to
Bortezomib by Promoting Autophagic Removal of Misfolded Proteins in
Multiple Myeloma Cells. Oncotarget (2014) 5(15):6252-66. doi: 10.18632/
oncotarget.2193

26. Zhang M, He J, Liu Z, Lu Y, Zheng Y, Li H, et al. Anti-B,-Microglobulin
Monoclonal Antibodies Overcome Bortezomib Resistance in Multiple
Myeloma by Inhibiting Autophagy. Oncotarget (2015) 6(11):8567-78. doi:
10.18632/oncotarget.3251

27. Montava-Garriga L, Ganley IG. Outstanding Questions in Mitophagy: What
We Do and Do Not Know. J Mol Biol (2020) 432(1):206-30. doi: 10.1016/
jjmb.2019.06.032

28. Springer MZ, Macleod KF. In Brief: Mitophagy: Mechanisms and Role in
Human Disease. ] Pathol (2016) 240(3):253-5. doi: 10.1002/path.4774

29. Villa E, Proics E, Rubio-Patino C, Obba S, Zunino B, Bossowski JP, et al.
Parkin-Independent Mitophagy Controls Chemotherapeutic Response in
Cancer Cells. Cell Rep (2017) 20(12):2846-59. doi: 10.1016/
j.celrep.2017.08.087

30. Kulikov AV, Luchkina EA, Gogvadze V, Zhivotovsky B. Mitophagy: Link to
Cancer Development and Therapy. Biochem Biophys Res Commun (2017) 482
(3):432-9. doi: 10.1016/j.bbrc.2016.10.088

31. Drake LE, Springer MZ, Poole LP, Kim CJ, Macleod KF. Expanding
Perspectives on the Significance of Mitophagy in Cancer. Semin Cancer Biol
(2017) 47:110-24. doi: 10.1016/j.semcancer.2017.04.008

32. Bravo-San Pedro JM, Kroemer G, Galluzzi L. Autophagy and Mitophagy in
Cardiovascular Disease. Circ Res (2017) 120(11):1812-24. doi: 10.1161/
CIRCRESAHA.117.311082

33. Song IS, Kim HK, Lee SR, Jeong SH, Kim N, Ko S, et al. Mitochondrial
Modulation Decreases the Bortezomib-Resistance in Multiple Myeloma Cells.
Int ] Cancer (2013) 133(6):1357-67. doi: 10.1002/ijc.28149

Frontiers in Oncology | www.frontiersin.org 11

January 2022 | Volume 11 | Article 783583


https://doi.org/10.3748/wjg.v24.i47.5338
https://doi.org/10.3748/wjg.v24.i47.5338
https://doi.org/10.4149/neo_2014_022
https://doi.org/10.4149/neo_2014_022
https://doi.org/10.1016/j.bbcan.2018.12.005
https://doi.org/10.1016/j.bbcan.2018.12.005
https://doi.org/10.1038/sj.onc.1205505
https://doi.org/10.1155/2015/383056
https://doi.org/10.3892/mmr.2016.4842
https://doi.org/10.3892/mmr.2016.4842
https://doi.org/10.1002/cam4.1248
https://doi.org/10.1371/journal.pone.0071950
https://doi.org/10.1371/journal.pone.0071950
https://doi.org/10.1186/s12885-015-1794-8
https://doi.org/10.1182/blood.V97.2.426
https://doi.org/10.1016/j.brainres.2010.11.097
https://doi.org/10.1016/j.brainres.2010.11.097
https://doi.org/10.1186/1471-2407-9-426
https://doi.org/10.1186/1471-2407-9-426
https://doi.org/10.1038/sj.onc.1209880
https://doi.org/10.1002/ijc.21575
https://doi.org/10.3233/CBM-130360
https://doi.org/10.3892/or.2014.3401
https://doi.org/10.1038/s41388-019-0788-4
https://doi.org/10.1126/science.290.5497.1717
https://doi.org/10.1186/s13046-018-0883-3
https://doi.org/10.1186/s13046-018-0883-3
https://doi.org/10.1016/j.leukres.2017.06.002
https://doi.org/10.1016/j.leukres.2017.06.002
https://doi.org/10.4161/cc.9.17.13048
https://doi.org/10.1002/path.5222
https://doi.org/10.3390/ijms20030725
https://doi.org/10.3390/ijms20030725
https://doi.org/10.1002/1878-0261.12641
https://doi.org/10.18632/oncotarget.2193
https://doi.org/10.18632/oncotarget.2193
https://doi.org/10.18632/oncotarget.3251
https://doi.org/10.1016/j.jmb.2019.06.032
https://doi.org/10.1016/j.jmb.2019.06.032
https://doi.org/10.1002/path.4774
https://doi.org/10.1016/j.celrep.2017.08.087
https://doi.org/10.1016/j.celrep.2017.08.087
https://doi.org/10.1016/j.bbrc.2016.10.088
https://doi.org/10.1016/j.semcancer.2017.04.008
https://doi.org/10.1161/CIRCRESAHA.117.311082
https://doi.org/10.1161/CIRCRESAHA.117.311082
https://doi.org/10.1002/ijc.28149
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

Wang et al.

PIWIL1 Drives Chemoresistance in Multiple Myeloma

34,

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

Luanpitpong S, Chanvorachote P, Nimmannit U, Leonard SS, Stehlik C, Wang
L, et al. Mitochondrial Superoxide Mediates Doxorubicin-Induced
Keratinocyte Apoptosis Through Oxidative Modification of ERK and Bcl-2
Ubiquitination. Biochem Pharmacol (2012) 83(12):1643-54. doi: 10.1016/
j.bcp.2012.03.010

Luan G, Li G, Ma X, Jin Y, Hu N, Li J, et al. Dexamethasone-Induced
Mitochondrial Dysfunction and Insulin Resistance-Study in 3T3-L1
Adipocytes and Mitochondria Isolated From Mouse Liver. Molecules (2019)
24(10):1982. doi: 10.3390/molecules24101982

Wang X, Sun S, Tong X, Ma Q, Di H, Fu T, et al. MiRNA-154-5p Inhibits Cell
Proliferation and Metastasis by Targeting PIWIL1 in Glioblastoma. Brain Res
(2017) 1676:69-76. doi: 10.1016/j.brainres.2017.08.014

Brookes PS, Yoon Y, Robotham JL, Anders MW, Sheu SS. Calcium, ATP, and
ROS: A Mitochondrial Love-Hate Triangle. Am ] Physiol Cell Physiol (2004)
287(4):C817-33. doi: 10.1152/ajpcell.00139.2004

Delierneux C, Kouba S, Shanmughapriya S, Potier-Cartereau M, Trebak M,
Hempel N. Mitochondrial Calcium Regulation of Redox Signaling in Cancer.
Cells (2020) 9(2):432. doi: 10.3390/cells9020432

Robak P, Drozdz I, Szemraj ], Robak T. Drug Resistance in Multiple Myeloma.
Cancer Treat Rev (2018) 70:199-208. doi: 10.1016/j.ctrv.2018.09.001

Litwin M, Szczepanska-Buda A, Michalowska D, Grzegrzolka J, Piotrowska A,
Gomulkiewicz A, et al. Aberrant Expression of PIWIL1 and PIWIL2 and
Their Clinical Significance in Ductal Breast Carcinoma. Anticancer Res (2018)
38(4):2021-30. doi: 10.21873/anticanres.12441

Huang H, Yu X, Han X, Hao J, Zhao J, Bebek G, et al. Piwill Regulates Glioma
Stem Cell Maintenance and Glioblastoma Progression. Cell Rep (2021) 34
(1):108522. doi: 10.1016/j.celrep.2020.108522

Cao ], Xu G, Lan J, Huang Q, Tang Z, Tian L, et al. High Expression of Piwi-
Like RNA-Mediated Gene Silencing 1 Is Associated With Poor Prognosis via
Regulating Transforming Growth Factor-Beta Receptors and Cyclin-
Dependent Kinases in Breast Cancer. Mol Med Rep (2016) 13(3):2829-35.
doi: 10.3892/mmr.2016.4842

Murakami K, Kurotaki D, Kawase W, Soma S, Fukuchi Y, Kunimoto H, et al.
OGT Regulates Hematopoietic Stem Cell Maintenance via PINK1-Dependent
Mitophagy. Cell Rep (2021) 34(1):108579. doi: 10.1016/j.celrep.2020.108579
Liu K, Lee J, Kim JY, Wang L, Tian Y, Chan ST, et al. Mitophagy Controls the
Activities of Tumor Suppressor P53 to Regulate Hepatic Cancer Stem Cells.
Mol Cell (2017) 68(2):281-92.e5. doi: 10.1016/j.molcel.2017.09.022

Jin G, Xu C, Zhang X, Long ], Rezaeian AH, Liu C, et al. Atad3a Suppresses
Pinkl-Dependent Mitophagy to Maintain Homeostasis of Hematopoietic
Progenitor Cells. Nat Immunol (2018) 19(1):29-40. doi: 10.1038/s41590-017-
0002-1

Jin LZ, Li S-S, Zhou W, Kang Z-J, Zhang Q-X, Kamran M, et al. P62/SQSTM1
Enhances Breast Cancer Stem-Like Properties by Stabilizing MYC mRNA.
Oncogene (2017) 36(3):304-17. doi: 10.1038/0nc.2016.202

Sena LA, Chandel NS. Physiological Roles of Mitochondrial Reactive Oxygen
Species. Mol Cell (2012) 48(2):158-67. doi: 10.1016/j.molcel.2012.09.025
Trotta AP, Chipuk JE. Mitochondrial Dynamics as Regulators of Cancer
Biology. Cell Mol Life Sci (2017) 74(11):1999-2017. doi: 10.1007/s00018-016-
2451-3

Yan C, Luo L, Guo CY, Goto S, Urata Y, Shao JH, et al. Doxorubicin-Induced
Mitophagy Contributes to Drug Resistance in Cancer Stem Cells From HCT8
Human Colorectal Cancer Cells. Cancer Lett (2017) 388:34-42. doi: 10.1016/
j.canlet.2016.11.018

Wu SY, Lan S-H, Cheng D-E, Chen W-K, Shen C-H, Lee Y-R, et al. Ras-
Related Tumorigenesis Is Suppressed by BNIP3-Mediated Autophagy
Through Inhibition of Cell Proliferation. Neoplasia (2011) 13(12):1171-82.
doi: 10.1593/ne0.11888

Yan C, Li TS. Dual Role of Mitophagy in Cancer Drug Resistance. Anticancer
Res (2018) 38(2):617-21. doi: 10.21873/anticanres.12266

Qiu YH, Zhang TS, Wang XW, Wang MY, Zhao WX, Zhou HM, et al.
Mitochondria Autophagy: A Potential Target for Cancer Therapy. J Drug
Target (2021) 38(2):1-16. doi: 10.1080/1061186X.2020.1867992

Liu K, Dai Y, Chen J, Zeng T, Li Y, Chen L, et al. Structural Basis for
Recognition of Arginine Methylated Piwi Proteins by the Extended Tudor
Domain. Proc Natl Acad Sci USA (2010) 107(43):18398-403. doi: 10.1073/
pnas.1013106107

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

Van Tongelen A, Loriot A, De Smet C. Oncogenic Roles of DNA
Hypomethylation Through the Activation of Cancer-Germline Genes.
Cancer Lett (2017) 396:130-7. doi: 10.1016/j.canlet.2017.03.029

Liu L, Dai Y, Chen ], Zeng T, Li Y, Chen L, et al. Maelstrom Promotes
Hepatocellular Carcinoma Metastasis by Inducing Epithelial-Mesenchymal
Transition by Way of Akt/GSK-3f/Snail Signaling. Hepatology (2014) 59
(2):531-43. doi: 10.1002/hep.26677

Li XD, Zhang JX, Jiang L], Wang FW, Liu LL, Liao YJ, et al. Overexpression of
Maelstrom Promotes Bladder Urothelial Carcinoma Cell Aggressiveness by
Epigenetically Downregulating MTSS1 Through DNMT3B. Oncogene (2016)
35(49):6281-92. doi: 10.1038/0n¢.2016.165

Li Q Wei P, Huang B, Xu Y, Li X, Li Y, et al. MAEL Expression Links
Epithelial-Mesenchymal Transition and Stem Cell Properties in Colorectal
Cancer. Int ] Cancer (2016) 139(11):2502-11. doi: 10.1002/ijc.30388
Chidambaranathan-Reghupaty S, Mendoza R, Fisher PB, Sarkar D. The
Multifaceted Oncogene SND1 in Cancer: Focus on Hepatocellular Carcinoma.
Hepatoma Res (2018) 4:2502-11. doi: 10.20517/2394-5079.2018.34

Qian W, Zhu Y, Wu M, Guo Q, Wu Z, Lobie PE, et al. Linc00668 Promotes
Invasion and Stem Cell-Like Properties of Breast Cancer Cells by Interaction
With Snd1. Front Oncol (2020) 10:88. doi: 10.3389/fonc.2020.00088

Shen M, Xie S, Rowicki M, Michel S, Wei Y, Hang X, et al. Therapeutic
Targeting of Metadherin Suppresses Colorectal and Lung Cancer Progression
and Metastasis. Cancer Res (2021) 81(4):1014-25. doi: 10.1158/0008-
5472.CAN-20-1876

Wang Y, Wang X, Cui X, Zhuo Y, Li H, Ha C, et al. Oncoprotein SND1
Hijacks Nascent MHC-I Heavy Chain to ER-Associated Degradation, Leading
to Impaired CD8(+) T Cell Response in Tumor. Sci Adv (2020) 6(22):1014-25.
doi: 10.1126/sciadv.aba5412

Zhou M, Wang A, Yin B, Wu D, Han S, Zhang W, et al. SND1 Promotes the
Proliferation of Osteosarcoma Cells by Upregulating COX-2/PGE2
Expression via Activation of NF-xB. Oncol Rep (2019) 41(1):579-89. doi:
10.3892/0r.2018.6822

Chen N, Debnath J. IxB Kinase Complex (IKK) Triggers Detachment-
Induced Autophagy in Mammary Epithelial Cells Independently of the
PI3K-AKT-MTORC1 Pathway. Autophagy (2013) 9(8):1214-27. doi:
10.4161/auto.24870

Criollo A, Senovilla L, Authier H, Maiuri MC, Morselli E, Vitale I, et al. The
IKK Complex Contributes to the Induction of Autophagy. EMBO ] (2010) 29
(3):619-31. doi: 10.1038/emb0j.2009.364

Yoon S, Woo SU, Kang JH, Kim K, Shin HJ, Gwak HS, et al. NF-xB and
STAT3 Cooperatively Induce IL6 in Starved Cancer Cells. Oncogene (2012) 31
(29):3467-81. doi: 10.1038/0nc.2011.517

Chang CP, Su YC, Hu CW, Lei HY. TLR2-Dependent Selective Autophagy
Regulates NF-kB Lysosomal Degradation in Hepatoma-Derived M2
Macrophage Differentiation. Cell Death Differ (2013) 20(3):515-23. doi:
10.1038/cdd.2012.146

Yu L, Liu X, Cui K, Di Y, Xin L, Sun X, et al. SND1 Acts Downstream of
TGFp1 and Upstream of Smurfl to Promote Breast Cancer Metastasis. Cancer
Res (2015) 75(7):1275-86. doi: 10.1158/0008-5472.CAN-14-2387

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

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Wang, Yao, Teng, Yin and Wu. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.

Frontiers in Oncology | www.frontiersin.org

January 2022 | Volume 11 | Article 783583


https://doi.org/10.1016/j.bcp.2012.03.010
https://doi.org/10.1016/j.bcp.2012.03.010
https://doi.org/10.3390/molecules24101982
https://doi.org/10.1016/j.brainres.2017.08.014
https://doi.org/10.1152/ajpcell.00139.2004
https://doi.org/10.3390/cells9020432
https://doi.org/10.1016/j.ctrv.2018.09.001
https://doi.org/10.21873/anticanres.12441
https://doi.org/10.1016/j.celrep.2020.108522
https://doi.org/10.3892/mmr.2016.4842
https://doi.org/10.1016/j.celrep.2020.108579
https://doi.org/10.1016/j.molcel.2017.09.022
https://doi.org/10.1038/s41590-017-0002-1
https://doi.org/10.1038/s41590-017-0002-1
https://doi.org/10.1038/onc.2016.202
https://doi.org/10.1016/j.molcel.2012.09.025
https://doi.org/10.1007/s00018-016-2451-3
https://doi.org/10.1007/s00018-016-2451-3
https://doi.org/10.1016/j.canlet.2016.11.018
https://doi.org/10.1016/j.canlet.2016.11.018
https://doi.org/10.1593/neo.11888
https://doi.org/10.21873/anticanres.12266
https://doi.org/10.1080/1061186X.2020.1867992
https://doi.org/10.1073/pnas.1013106107
https://doi.org/10.1073/pnas.1013106107
https://doi.org/10.1016/j.canlet.2017.03.029
https://doi.org/10.1002/hep.26677
https://doi.org/10.1038/onc.2016.165
https://doi.org/10.1002/ijc.30388
https://doi.org/10.20517/2394-5079.2018.34
https://doi.org/10.3389/fonc.2020.00088
https://doi.org/10.1158/0008-5472.CAN-20-1876
https://doi.org/10.1158/0008-5472.CAN-20-1876
https://doi.org/10.1126/sciadv.aba5412
https://doi.org/10.3892/or.2018.6822
https://doi.org/10.4161/auto.24870
https://doi.org/10.1038/emboj.2009.364
https://doi.org/10.1038/onc.2011.517
https://doi.org/10.1038/cdd.2012.146
https://doi.org/10.1158/0008-5472.CAN-14-2387
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/oncology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/oncology#articles

	PIWIL1 Drives Chemoresistance in Multiple Myeloma by Modulating Mitophagy and the Myeloma Stem Cell Population
	Introduction
	Materials and Methods
	Patient Samples and Bone Marrow Plasma Cell Isolation
	Antibodies and Reagents
	Cell Culture
	Total RNA Extraction and qRT-PCR
	Western Blot
	Cell Transfection
	Cell Counting Kit-8 Assay
	Transmission Electron Microscopy
	Flow Cytometry
	Apoptosis Fluorometric Assay
	SP Cell Detection
	Mitochondrial Calcium Measurements
	Mitochondrial Reactive Oxygen Species Accumulation Assay

	Human Tumor Xenografts in NOD/SCID Mice
	Immunohistochemical Staining
	Statistical Analysis

	Results
	PIWIL1 Expression Is Increased in MM Cell Lines and Primary MM Cells
	PIWIL1 Promotes proliferation and Mediates Drug Resistance in MM Cells
	PIWIL1 Fosters Drug Resistance Through Autophagy and Mitophagy Instead of Through Apoptosis
	PIWIL1 Regulates the Stemness of MM Cells
	PIWIL1 Promotes the Growth of Xenograft Tumors and Attenuates Their Sensitivity to Chemotherapy In Vivo

	Discussion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Supplementary Material
	References



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

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


