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Mechanistic exploration of
sarcopenia
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Sarcopenia is a chronic, progressive disease characterized by the gradual loss
of skeletal muscle strength and mass. This study investigates the role of the
long non-coding RNA GPRC5D-AS1 in the development and progression of
sarcopenia through its regulation of SLC7A11. Skeletal muscle samples were
obtained from sarcopenia patients and healthy controls to assess the expression
levels of GPRC5D-AS1 and SLC7A11. Flow cytometry was used to evaluate
iron content, lipid peroxidation, and antioxidant markers. A ferroptosis model
was established in human skeletal muscle cells (HSKM) using the inducer
erastin, and GPRC5D-AS1 overexpression plasmids were introduced to observe
their effects on cell proliferation and ferroptosis indicators. In the sarcopenia
group, both GPRC5D-AS1 and SLC7A11 expression levels decreased significantly,
along with SLC7A11 protein translation. Erastin treatment markedly reduced cell
viability and increased iron content, elevating ferroptosis marker genes (COX2,
ACSL4, PTGS2, NOX1) while reducingGPX4 and FTH1 levels. The overexpression
of GPRC5D-AS1 reversed these changes, enhancing antioxidant capacity and
cell survival. Conversely, silencing SLC7A11 diminished the protective effects
of GPRC5D-AS1 on cell proliferation and ferroptosis. These findings suggest
that GPRC5D-AS1 overexpression increases SLC7A11 expression and reduces
ferroptosis incidence in HSKM.
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Introduction

Sarcopenia is a chronic and progressive condition characterized by the loss of
skeletal muscle strength and mass, distinct from the physiological process of muscle
atrophy (Cruz-Jentoft et al., 2019; Feike et al., 2021). It is age-related and predominantly
observed in older adults, often resulting in unexpected falls, fractures, and disabilities
that diminish mobility and the ability to carry out daily activities. This condition imposes
a significant burden on individuals, families, and society. The pathophysiological basis
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of sarcopenia is primarily linked to a reduction in type II
muscle fibres (Damluji et al., 2023); however, a consensus on specific
underlying mechanisms remains elusive. As such, research into the
mechanisms of sarcopenia is essential for guiding its prevention and
treatment.

Ferroptosis is a distinctive form of iron-dependent, non-
apoptotic regulated cell death, characterized by mitochondrial
shrinkage and increased mitochondrial membrane density (Yang
and Stockwell, 2016). This process arises from the disruption
of reduced glutathione (GSH)-dependent antioxidant defense
mechanisms and the subsequent accumulation of lipid peroxides
(Dixon et al., 2012; Tang et al., 2018). Intracellular iron overload
leads to a rapid increase in reactive oxygen species (ROS), which
is a significant trigger for ferroptosis (Chinnery et al., 2003).
The build-up of lipid peroxidation products and the depletion
of polyunsaturated fatty acids in cell membranes are crucial
contributors to cell death (Yang and Stockwell, 2016). Research
has highlighted the important role of ferroptosis in sarcopenia.
A study involving 23 older participants and 11 healthy young
controls assessed iron content, transferrin levels, and oxidative
stress markers in skeletal muscle tissues. The results indicated
that iron levels in the skeletal muscle of the older group were
significantly higher than in the controls, alongside decreased
transferrin levels and a marked increase in oxidative stress markers,
suggesting a close relationship between ironmetabolism and skeletal
muscle ageing (Picca et al., 2019).

Solute carrier family 7 member 11 (SLC7A11), as the light chain
component of the cellular membrane system Xc−, plays a crucial
role in the transport of glutamate and cysteine, thereby influencing
GSH production. GSH is a vital antioxidant that helps cells
combat oxidative stress and lipid peroxidation, which is essential
for maintaining cellular homeostasis and preventing ferroptosis
(Cancer Genome Atlas Research Network, 2012; Koppula et al.,
2021). Abnormal functioning of SLC7A11 has been linked to
the onset and progression of various diseases, including cancer,
impaired wound healing in diabetes, and neurodegenerative
disorders (Mesci et al., 2015; Zhang et al., 2018; Maschalidi et al.,
2022). In skeletal muscle tissues of aging-prone mice (SAMP8),
SLC7A11 expression has been significantly reduced. Furthermore,
the introduction of p53 has been shown to markedly enhance
SLC7A11 expression, improving the survival rate of skeletal muscle
cells in vitro and inhibiting ferroptosis (Huang et al., 2021).

Long non-coding RNAs (lncRNAs) are RNA molecules longer
than 200 nucleotides that do not encode proteins. They play
a regulatory role in various cellular processes, including gene
transcription, mRNA translation, and protein transport, and are
implicated in the pathological mechanisms of a range of diseases
such as cancer, cardiovascular conditions, and viral infections
(Liu et al., 2023; Banerjee et al., 2024). Research suggests that
lncRNAs can influence ferroptosis via the regulation of SLC7A11
expression, thereby affecting disease progression. For example,
ADAMTS9-AS1 is highly expressed in ovarian cancer, where it

Abbreviations: GSH, Glutathione; ROS, reactive Oxygen species; SLC7A11,
Solute carrier family 7 member 11; LncRNA, Long non-coding RNA; HSKM,
Human Skeletal Muscle Myoblasts; PBS, Phosphate-buffered saline; qRT-
PCR, Quantitative real-time PCR; WB, Western blot; SOD, Superoxide
dismutase; MDA, Malondialdehyde.

produces antioxidant substances that reduce ferroptosis in cancer
cells, promoting tumor growth and proliferation (Cai et al., 2022).
Similarly, SLC16A1-AS1 exhibits increased expression levels in renal
cancer tissues, with its expression correlating with overall survival
rates in patients. Silencing SLC16A1-AS1 significantly impairs
the viability, proliferation, and migration of renal cancer cells
(Li et al., 2022). Additionally, elevated levels of NRAV expression are
associated with poor prognosis in liver cancer patients, and in vitro
studies indicate that knockdown of NRAV markedly inhibits the
proliferation and migration of liver cancer cells (Zong et al., 2024).

Research into the influence of lncRNAs on the ferroptosis
mechanism in skeletal muscle cells, and their subsequent effect
on the development of sarcopenia, remains limited. Our previous
studies have demonstrated that the transcription and translation
levels of GPRC5D-AS1 are significantly reduced in the skeletal
muscle tissues of the older adults (mean age 79.33 ± 0.58), compared
to those from healthy young individuals (Zheng et al., 2021). This
observation prompted us to hypothesis that GPRC5D-AS1may play
a crucial role in mitigating skeletal muscle ageing. Accordingly,
this study aims to investigate whether GPRC5D-AS1 influences
the occurrence of ferroptosis through the regulation of SLC7A11
expression, thereby significantly affecting the onset and progression
of sarcopenia.

Materials and methods

Collection of skeletal muscle tissue from
clinical patients

This study received ethical approval from the Ethics Committee
of the First Hospital of Jilin University (ethical number: 19K083-
001), and all participants provided informed consent. Clinical data
are detailed in the Supplementary Table S1. We adhered to the
diagnostic criteria for sarcopenia as defined in the 2019 Sarcopenia:
revised European consensus on definition and diagnosis. From
the Department of Geriatrics and Special Medical Treatment, we
selected five patients who met the sarcopenia criteria for skeletal
muscle tissue sampling, alongside samples from five healthy young
individuals for comparison. All samples were immediately placed
in RNA stabilizer tubes to maintain RNA integrity and stored at
4°C before transferring to −80°C for long-term storage.The samples
were thawed on ice, washed with saline, and then cut into small
pieces and frozen in liquid nitrogen for RNA and protein extraction.
Subsequent analyses will assess target RNA expression levels and
conductWestern blot analysis for protein expression of target genes.

Cell Culture

Human Skeletal Muscle Myoblasts (HSKM) were obtained
from Cellverse (Shanghai, China) and cultured according to the
manufacturer’s protocol. Upon receipt, the primary cells were stored
at −80°C until thawed in a 37°C water bath. After centrifugation,
the cells were resuspended in pre-warmed specific culture medium
(iCell-0086a-001b, Cellverse) and transferred to culture flasks for
incubation at 37°C in a 5% CO2 atmosphere. The culture medium
was changed every 48 h while monitoring cell morphology and
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growth density. Passaging occurred when cell density exceeded
90%. The thawed primary cells were stabilized and passaged up
to the third generation before conducting further experiments and
cryopreserving the seed cells.

Cell transfection

Cultured cells were resuspended in complete medium without
penicillin-streptomycin, and cell counts were performed. A total of
4 × 104 cells were seeded in eachwell of a 24-well plate and incubated
overnight. Following the manufacturer’s instructions, serum-free
Opti-MEM medium containing Lipofectamine 2000 (solution A)
and serum-free Opti-MEM with the target plasmid or siRNA
(solution B) were prepared. Both solutions were allowed to stand for
5 min before being combined and incubated at room temperature
for 20 min to form the transfection mixture. This mixture was
added to the 24-well plate, and after 6 h, the medium was replaced
with fresh complete medium for an additional 48 h. Transfection
efficiency was assessed using qRT-PCR.

Cell counting kit-8 (CCK-8) assay

Collected cells were counted, resuspended to a density of 1 × 104

cells per well, and plated in a 96-well plate with six replicates for each
group. Phosphate-buffered saline (PBS) was added around the wells
to prevent evaporation. The plate was incubated overnight at 37°C
in a 5% CO2 atmosphere before transfection the following day. After
transfection, the mediumwas replaced, and the cells were incubated
for an additional 24, 48, or 72 h. At the end of the incubation,
10 μl of CCK-8 solution (C0038, Beyotime) was added to each well,
and the plate was incubated for 1–4 h (OD ≤ 2.0). Optical density
was measured with a microplate reader, and cell viability curves
were plotted.

Flow cytometry analysis

Analysis of intracellular iron content
Processed cells were collected, washed with PBS, and digested

with trypsin before being transferred to centrifuge tubes. After
centrifugation, the cells were washed with pre-warmed PBS, and
the supernatant was discarded. Each sample was resuspended in
PBS, using a larger volume for the blank control. FeRhoNox-1
dye (GC901, Goryo Chemical) was added to the experimental
groups at a final concentration of 5 μM, thoroughly mixed, and
incubated in the dark at 37°C in a CO2 incubator for 60 min. After
incubation, cells were washed with pre-warmed PBS, centrifuged,
and resuspended in PBS. Samples were analyzed with a flow
cytometer using an excitation wavelength of 532 nm and a detection
wavelength of 570 nm to evaluate fluorescence intensity and
intracellular iron content.

Analysis of cellular lipid peroxidation levels
Processed cells were collected, washed with PBS, and digested

with trypsin to create a suspension, which was transferred to
centrifuge tubes. After centrifugation, the cells were washed with

pre-warmed PBS, and the supernatant was discarded. Each sample
was resuspended in PBS, with a larger volume used for the blank
control. BODIPY (581/591) dye (D3861, Invitrogen) was added
to the experimental groups, mixed, and incubated in the dark at
37°C in a CO2 incubator. Following incubation, cells were washed,
centrifuged, and resuspended in PBS. The samples were analyzed
with a flow cytometer at an excitation wavelength of 488 nm and
an emission wavelength of 525 nm to evaluate fluorescence intensity
and lipid peroxidation levels.

Quantitative real-time PCR (qRT-PCR) analysis
Total RNA was extracted from cell or tissue samples

using TRIzol reagent (9109, Takara) as per the manufacturer’s
instructions. RNA concentration and purity were assessed with
a spectrophotometer to ensure the 260/280 ratio was within
the acceptable range. A reverse transcription reaction was then
performed to convert RNA to cDNA using PrimeScript RT
Master MIX (RR036A, TaKaRa), following the manufacturer’s
guidelines. For qRT-PCR, Power SYBR Green PCR Master
Mix (4367659, Thermo) was used, including cDNA, SYBR
Green Master Mix, and specific primers. The PCR programme
comprised an initial denaturation step followed by amplification
cycles. All samples were run in triplicate, and relative gene
expression levels were calculated using the ΔΔCt method with
GAPDH as the internal control. Reactions were conducted on a
quantitative fluorescent PCR instrument. Primer sequences were
as shown in Table 1.

Western blot (WB)
Samples were lysed with RIPA buffer containing protease

and phosphatase inhibitors. After ultrasonic treatment and
centrifugation, the supernatant was collected, and protein
concentration determined. SDS-PAGE was conducted using 20 µg
of protein per sample, followed by transfer to a PVDF membrane
(IPVH00010, Millipore). The membrane was blocked with non-
fat dry milk to minimize non-specific binding and then incubated
overnight at 4°C with a primary antibody targeting the protein
of interest and an internal control antibody. After washing, a
labelled secondary antibody was added and incubated at room
temperature. Chemiluminescent detection was used to visualize
protein signals, and optical density was analyzed with ImageJ
software. GAPDH signal intensity was used as the normalization
reference for target protein expression levels were normalized. All
experiments were performed in triplicate, and results are presented
as mean ± standard deviation, with statistical analysis conducted
using statistical software.

Other biochemical assays and experiments
Superoxide dismutase (SOD) assay

TheSODdetection kit (A001-3, Nanjing Jiancheng)was utilized.
Cells from each group were digested with trypsin and collected,
followed by the addition of pre-chilled PBS for homogenization.
Protein concentration was quantified using the BCA method.
Samples and standards were added to a microplate, followed by
BCA working solution and incubation to determine absorbance. A
standard curve was constructed to calculate protein concentrations.
Samples were mixed and incubated at 37°C for 20 min, and
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TABLE 1 The primer sequences for mRNAs and long non-coding
RNA (lncRNA).

Primers Sequence (5′-3′)

GPRC5D-AS1-F GCGTTCCTTAGAGAAATGGCTA

GPRC5D-AS1-R ACACAGCTCCAGTAGTCGTTGA

SLC7A11-F TCTCCAAAGGAGGTTACCTGC

SLC7A11-R AGACTCCCCTCAGTAAAGTGAC

NOX1-F TTGTTTGGTTAGGGCTGAATGT

NOX1-R GCCAATGTTGACCCAAGGATTTT

COX2-F GAGATGATCTACCCTCCTCAAGTC

COX2-R AGTATTAGCCTGCTTGTCTGGAAC

ACSL4-F CATCCCTGGAGCAGATACTCT

ACSL4-R TCACTTAGGATTTCCCTGGTCC

GPX4-F GAGGCAAGACCGAAGTAAACTAC

GPX4-R CCGAACTGGTTACACGGGAA

FTH1-F CCCCCATTTGTGTGACTTCAT

FTH1-R GCCCGAGGCTTAGCTTTCATT

PTGS2-F ATGCTGACTATGGCTACAAAAGC

PTGS2-R TCGGGCAATCATCAGGCAC

absorbance was measured at 450 nm using a microplate reader to
calculate SOD activity.

Malondialdehyde (MDA) assay
The MDA detection kit (S0131S, Beyotime) was used. Lysis

buffer served as a blank control, alongside various concentrations
of standard solutions and the test samples. MDA detection working
solution was added, mixed thoroughly, and heated at 100°C for
15 min. After cooling to room temperature, the mixture was
centrifuged, and the supernatant was transferred to a 96-well plate.
Absorbance was measured at 532 nm using a microplate reader to
evaluate MDA content in the samples.

RNA pull-down analysis
Samples were divided into three groups. The Input group

contained total proteins extracted from the cell lysate, serving
as a reference. The Sense group included a sense RNA probe
for GPRC5D-AS1, which was incubated with the proteins to
capture specifically bound proteins.The Antisense group utilized an
antisense RNA probe for GPRC5D-AS1 as a control for non-specific
binding. The sense and anti-sense probes were prepared by in vitro
transcription, with the sense probe derived from the positive strand
of the lncRNA GPRC5D-AS1 transcript and the anti-sense probe
derived from the negative strand, both incorporating T7 promoter
sequences at their 5' ends to initiate transcription. Unbound proteins

were removed through a series of washing steps. Finally,WB analysis
was performed on the bound proteins to confirm their interaction
with the target RNA. Control groups were included to ensure result
reliability.

RNA Immunoprecipitation (RIP) analysis
In the RIP experiment, samples were divided into three groups.

The Input group involved total RNA and protein extraction from
the cell lysate as a reference. The RIP group was incubated with an
SLC7A11 specific antibody (26864-1-AP, Proteintech) and the cell
lysate, followed by washing to remove unbound components. The
Control group used a non-specific IgG antibody for assessing non-
specific binding. RNA enrichment in each group was analyzed by
qRT-PCR, and WB was utilized to confirm specific proteins bound
to the target RNA.

Statistical analysis

All experimental data were presented as continuous variables,
with results expressed as mean ± standard deviation. Raw data
were processed and imported into GraphPad Prism 8 for graphical
representation and statistical analysis.WB image data were analyzed
for grey values using ImageJ, and the results were input into
GraphPad Prism 8 for further processing. Differences between
groups were assessed using One-way ANOVA, with a significance
level set at p < 0.05 for all tests, indicating statistically significant
differences.

Results

Reduced expression of lncRNA
GPRC5D-AS1 and SLC7A11 in skeletal
muscle tissues of sarcopenia patients

The expression levels of GPRC5D-AS1 and SLC7A11 in the
skeletal muscle tissues of sarcopenia patients were evaluated,
with GPRC5D-AS1 assessed at the transcriptional level by qRT-
PCR and SLC7A11 analyzed using both qRT-PCR and WB
to examine its expression at transcriptional and translational
levels, respectively. The qRT-PCR results demonstrated that genes
associated with ferroptosis exhibited significantly lower expression
of SLC7A11 and GPX4 in sarcopenic tissues compared to healthy
controls (Figures 1A, B), while ACSL4 was markedly upregulated.
Additionally, Supplementary Figure S1 includes supplementary data
on other ferroptosis-related genes, showing that COX2 expression
was also significantly elevated in the sarcopenic group. These
mRNA expression patterns align with existing literature. Although
FTH1, PTGS2, and NOX1 showed no significant differences,
their overall trends were consistent with previous reports. WB
analysis corroborated qRT-PCR findings, revealing low protein
level of SLC7A11 and GPX4 in sarcopenic patients, alongside high
expression of ACSL4, with significant differences between groups
(Figure 1D). Iron content analysis revealed significantly higher
iron levels in the sarcopenic group (Supplementary Figure S1E).
Overall, skeletal muscle samples from sarcopenic patients exhibited
increased iron levels and notable differences in ferroptosis-related
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FIGURE 1
Integrated analysis of SLC7A11, GPX4, andACSL4 in skeletal muscle samples from clinical patients. (A–C) qRT-PCR results of SLC7A11 (A), GPX4 (B),
andACSL4 (C) mRNA expression levels normalized to GAPDH. (D) Western blot analysis of corresponding protein expression with GAPDH as loading
control: representative immunoblots (upper) and relative grayscale values (lower). ∗ or ∗∗ indicates a significant difference (p < 0.05) or a highly
significant difference (p < 0.01) compared to the Control group.

gene markers compared to normal tissues, suggesting ferroptosis
may contribute to sarcopenia onset and progression.

Prediction and validation of the binding
interaction between GPRC5D-AS1 and
SLC7A11

Interactions between GPRC5D-AS1 and SLC7A11 were
predicted using public databases and validated through molecular

biology experiments. Analysis via LncTar software indicated that
GPRC5D-AS1 interacts with SLC7A11 mRNA at positions 1-
1743 and 1056-2798, respectively. Additionally, RPISeq analysis
revealed the RNA-protein interaction probability of 0.7, indicating
a potential interaction between GPRC5D-AS1 and SLC7A11. RNA
Pull-Down experiments confirmed that the GPRC5D-AS1 sense
probe binds to SLC7A11 protein (Figure 2A). Furthermore, RIP
showed that after immunoprecipitating SLC7A11, GPRC5D-AS1
was enriched by 207.18-fold (p < 0.01) (Figures 2B, C). Critically,
qRT-PCR analysis of clinical samples demonstrated that GPRC5D-
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FIGURE 2
Mechanistic and clinical validation of GPRC5D-AS1/SLC7A11 interactions. (A) RNA pull-down analysis demonstrating direct binding between
GPRC5D-AS1 sense probe and SLC7A11 protein. (B, C) RIP assay of GPRC5D-AS1 in SLC7A11-immunoprecipitated complexes [(B) blot image, (C)
quantification]. (D) qRT-PCR analysis of GPRC5D-AS1 expression in skeletal muscle tissues from sarcopenic patients versus healthy controls (normalized
to GAPDH). ∗ or ∗∗ indicates a significant difference (p < 0.05) or a highly significant difference (p < 0.01) compared to the Control group (or RIP).

AS1 expression was significantly reduced in sarcopenic patients’
skeletal muscle tissues compared to healthy controls (Figure 2D),
providing pathophysiological relevance to the observed molecular
interactions. These findings support the predicted interactions and
inform subsequent cellular experiments to construct a skeletal
muscle ferroptosis model and further elucidate the regulatory
relationship.

Development of skeletal muscle atrophy
and ferroptosis models: Induction of
cellular ferroptosis by erastin through lipid
peroxidation

SLC7A11, a critical intracellular regulator of lipid peroxidation
and suppressor of ferroptosis, serves as a hallmark biomarker for
ferroptosis. As shown in Figure 3A, qRT-PCR analysis revealed
a significant reduction in SLC7A11 mRNA levels in the erastin-
treated group, aligning with observations in clinical skeletal
muscle tissues from patients. Similar downregulation patterns
were observed for other ferroptosis-related genes, including GPX4,
FTH1, and ARID1A. Conversely, mRNA expression of ACSL4,
PTGS2, COX2, and NOX1 was markedly upregulated. Erastin
is a well-established agent for inducing ferroptosis in cells
(Zhao et al., 2020; Zhang et al., 2019). Results from the CCK-
8 assay demonstrated that erastin inhibits HSKM, with effects
becoming more pronounced with increased concentration and
exposure time (Supplementary Figures S2A–C). Consequently, a
concentration of 0.5 μM erastin was selected for 48 h to induce
ferroptosis in subsequent experiments. FeRhoNox-1 levels were
significantly elevated in the Erastin group compared to the Blank
group (Supplementary Figure S2D), confirming iron accumulation.
To evaluate whether erastin-induced ferroptosis mechanistically
links to sarcopenia pathophysiology, we analyzed protein expression
of Atrogin-1 and MuRF-1, which established biomarkers of skeletal
muscle atrophy (Gumucio and Mendias, 2013; Hong et al., 2019).
Western blotting demonstrated pronounced upregulation of both
proteins in the Erastin group versus controls (Figure 3B), suggesting

ferroptosis activation may exacerbate muscle wasting pathways in
sarcopenia.

GPRC5D-AS1 overexpression improves cell
viability and decreases membrane lipid
peroxidation in ferroptosis cell models

We investigated the impact of GPRC5D-AS1 overexpression
on ferroptosis in HSKM. The full-length GPRC5D-AS1 sequence
was synthesized and incorporated into the pCDH-CMV-MCS-EF1-
copGFP-T2A-Puro plasmid, resulting in the successful construction
of pCDH-GPRC5D-AS1 after enzyme digestion and sequencing.
Transfection into HSKM significantly increased GPRC5D-AS1
expression, as indicated by qRT-PCR (Figure 4A). To assess
ferroptosis, we exposed the GPRC5D-AS1-overexpressing cells to
erastin (Erastin + OE-GPRC5D-AS1) and compared them to those
transfected with an empty plasmid (Erastin). Two additional groups
were included: one with empty plasmid without erastin (Blank) and
another with pCDH-GPRC5D-AS1 without erastin (OE-GPRC5D-
AS1). CCK-8 assays demonstrated that cell viability significantly
decreased in the Erastin group compared to the Blank, while viability
increased in the Erastin + OE-GPRC5D-AS1 group compared
to the Erastin group (Figure 4B), suggesting that GPRC5D-AS1
overexpression reverses erastin-induced ferroptosis. To further
evaluate ferroptosis, intracellular iron levels were measured. The
Erastin group exhibited the highest iron content, while levels in the
Erastin + OE-GPRC5D-AS1 group were similar to the Blank group
(Figure 4C). Flow cytometry was used tomeasure lipid peroxidation
with BODIPY Lipid, showing that erastin significantly increased
lipid peroxidation in HSKM. Overexpression of GPRC5D-AS1 in
the presence of erastin resulted in a notable decrease in lipid
peroxidation levels (Figure 4D). MDA levels were also evaluated to
assess oxidative stress (Figure 4E). MDA was significantly higher
in the Erastin group compared to the Erastin + OE-GPRC5D-AS1
group, with the latter approaching levels seen in the Blank group.
Additionally, SOD levels were measured to examine antioxidant
capacity (Figure 3F). SOD levels were significantly lower in the

Frontiers in Molecular Biosciences 06 frontiersin.org

https://doi.org/10.3389/fmolb.2025.1557218
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org


Gong et al. 10.3389/fmolb.2025.1557218

FIGURE 3
Erastin induces ferroptosis-related gene expression changes and muscle atrophy marker upregulation in HSKM cells. (A) qRT-PCR analysis of mRNA
levels for ferroptosis-associated genes (normalized to GAPDH). (B) Western blot analysis of skeletal muscle atrophy markers, Atrogin-1 and MuRF-1,
with GAPDH as loading control: representative immunoblots (Left) and quantified relative grayscale values (Right). ∗ or ∗∗ indicates a significant
difference (p < 0.05) or a highly significant difference (p < 0.01) compared to the Blank group. # or ## denotes significant differences (p < 0.05) or
highly significant differences (p < 0.01) compared to the Erastin group. & or && indicates significant differences (p < 0.05) or highly significant
differences (p < 0.01) compared to the OE-GPRC5D-AS1 group.

Erastin group than in both the Blank andOE-GPRC5D-AS1 groups.
However, SOD levels in the Erastin + OE-GPRC5D-AS1 group
were higher than those in the Erastin group. These results indicate
that erastin exposure markedly reduces antioxidant capacity, while
GPRC5D-AS1 overexpression enhances the ability of cells to handle
oxidative stress. Notably, this protective effect extends to the
mitigation of skeletal muscle atrophy, as evidenced by Figure 3B
where OE-GPRC5D-AS1 (with or without erastin co-treatment)
significantly rescued Atrogin-1 and MuRF-1 protein expression
levels compared to the erastin-only group (p < 0.05), restoring them
to baseline levels comparable to the Blank group.

GPRC5D-AS1 modulates ferroptosis
through SLC7A11 by targeting cellular lipid
peroxidation

To confirm whether GPRC5D-AS1 regulates lipid peroxidation
via SLC7A11, a low-expression SLC7A11 model was established
(Figure 5A). qRT-PCR showed significant downregulation of
SLC7A11 after transfection with siR-1/2/3, with siR-3 chosen for
further experiments. In HSKM overexpressing GPRC5D-AS1,
erastin was added to induce ferroptosis. Flow cytometry revealed
that SLC7A11 knockdown significantly increased cellular iron
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FIGURE 4
Cell viability and ferroptosis-related marker detection following GPRC5D-AS1 overexpression in HSKM cells. (A) Validation of GPRC5D-AS1
overexpression via qRT-PCR. (B) Cell viability post-transfection with the GPRC5D-AS1 plasmid. (C) Intracellular iron levels after transfection. (D)
Membrane lipid peroxidation levels following GPRC5D-AS1 overexpression. (E) Changes in malondialdehyde (MDA) levels post-transfection. (F)
Variation in superoxide dismutase (SOD) levels after GPRC5D-AS1 overexpression. ∗ or ∗∗ indicates a significant (p < 0.05) or highly significant
difference (p < 0.01) compared to the Blank group. # or ## denotes significant (p < 0.05) or highly significant differences (p < 0.01) compared to the
Erastin group. & or && indicates significant (p < 0.05) or highly significant differences (p < 0.01) compared to the OE-GPRC5D-AS1 group.

content compared to the control group (Figure 5B). Additionally,
lipid membrane peroxidation levels were markedly higher in
the low-expression SLC7A11 model (Figure 5C). These findings
indicate that inhibiting SLC7A11 expression negatively impacts
the ability of GPRC5D-AS1 to reduce lipid peroxidation and
mitigate ferroptosis in HSKM. As shown in Figure 3A, GPRC5D-
AS1 overexpression significantly elevated SLC7A11 mRNA levels.
Although erastin treatment attenuated this increase, residual
SLC7A11 mRNA remained higher than baseline levels (p <
0.01 vs. Blank group), indicating that SLC7A11 expression is
transcriptionally regulated by GPRC5D-AS1. A parallel pattern
was observed at the protein level, where SLC7A11 protein
increased markedly after GPRC5D-AS1 overexpression. Following
erastin treatment, SLC7A11 protein levels decreased but were still
significantly elevated (Figures 5D). These findings confirm that

GPRC5D-AS1 enhances both transcription and translation of the
SLC7A11 gene.

In summary, GPRC5D-AS1 reduces ferroptosis by elevating
SLC7A11 expression, thereby strengthening cellular antioxidant
capacity and mitigating lipid peroxidation.

Discussion

Our previous research indicated that the transcription level of
GPRC5D-AS1 was significantly reduced in skeletal muscle tissue
from older individuals (average age 79.33 ± 0.58) compared to
healthy young samples (Zheng et al., 2021). Our study provides
the evidence of GPRC5D-AS1/SLC7A11 dysregulation in human
sarcopenia, the clinical sample size (n = 5 per group) and mixed-sex
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FIGURE 5
Detection of ferroptosis-related markers following SLC7A11 interference RNA introduction alongside GPRC5D-AS1 overexpression in HSKM cells. (A)
Screening for effective SLC7A11 interference RNA, with∗or∗∗indicating significant (p < 0.05) or highly significant differences (p < 0.01) compared to the
si-NC group. (B) Intracellular iron levels in groups with and without SLC7A11 interference RNA alongside GPRC5D-AS1 overexpression. (C) Lipid
peroxidation comparison between groups with and without SLC7A11 interference RNA under GPRC5D-AS1 overexpression, where ∗ or ∗∗ denotes
significant (p < 0.05) or highly significant differences (p < 0.01) compared to the GPRC5D-AS1 + Erastin + si-NC group. (D) Impact of GPRC5D-AS1
overexpression on SLC7A11 translation (GAPDH as loading control), with ∗ or ∗∗ indicating significant (p < 0.05) or highly significant differences (p <
0.01) compared to the Blank group. # or ## denotes significant (p < 0.05) or highly significant differences (p < 0.01) relative to the Erastin group. & or
&& indicates significant (p < 0.05) or highly significant differences (p < 0.01) compared to the OE-GPRC5D-AS1 group.

cohorts may limit generalizability. Notably, sex-specific differences
in sarcopenia pathogenesis have been reported (de Jong et al.,
2023). Future studies with larger, sex-stratified cohorts are needed
to validate our findings. However, the consistency of our cellular
data strengthens the mechanistic conclusions. This suggests a vital
role for GPRC5D-AS1 in countering skeletal muscle ageing. In
this study, we compared muscle samples from older patients with
sarcopenia to healthy young controls, finding lower GPRC5D-
AS1 expression in the sarcopenia specimens. GPX4 and ACSL4
are crucial markers in the study of cellular ferroptosis, with
their significance validated in various studies (Kagan et al., 2017;
Li et al., 2019; Yang et al., 2014; Park et al., 2019). Our analysis
revealed significant differences in the mRNA and protein levels
of GPX4 and ACSL4 in sarcopenia patients compared to controls.

Coupled with other ferroptosis-related gene expression findings
and tissue iron content measurements, these results suggest that
ferroptosis may exacerbate the onset and progression of sarcopenia.
Furthermore, literature supports SLC7A11 as an inhibitory gene
linked to ferroptosis, showing significant expression in related
pathological processes (Dixon et al., 2012; Jiang et al., 2015; Du et al.,
2021). Our findings demonstrate that the transcription level of
SLC7A11 were markedly lower in sarcopenia samples, reinforcing
the role of ferroptosis in the pathophysiology of this condition.

Atrogin-1 and MuRF-1 are activated in skeletal muscle under
specific stimuli or denervation, driving proteolysis via the 26S
proteasome to induce skeletal muscle atrophy (Bodine et al., 2001;
McFarlane et al., 2006; Gomes et al., 2001). As key mediators of
myofibrillar protein degradation, these markers are widely utilized
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to assess sarcopenia (Gumucio and Mendias, 2013; Hong et al.,
2019). In our ferroptosis model induced by erastin, both Atrogin-
1 andMuRF-1 exhibited significant protein upregulation, providing
mechanistic evidence that ferroptosis contributes to sarcopenia
pathogenesis. After establishing ferroptosis model in HSKM cells
via erastin, introduction of a GPRC5D-AS1 overexpression plasmid
significantly enhanced cell viability. Assessments of iron content,
BODIPY lipid staining, and measurements of MDA and SOD
levels revealed significant changes in ferroptosis-related indicators
following GPRC5D-AS1 overexpression. These results suggest that
GPRC5D-AS1 effectively inhibits ferroptosis. Recent research has
highlighted the role of non-coding RNAs in regulating ferroptosis.
For instance, P53RRA enhances p53 protein retention in the
nucleus, promoting ferroptosis and apoptosis as a tumor suppressor
in cancer (Mao et al., 2018). H19 exacerbates oxidized low-
density lipoprotein-induced injury to arterial endothelial cells
via ferroptosis (Tang et al., 2024). PVT1, on the other hand,
plays an important role in regulating ferroptosis during brain
ischaemia/reperfusion by modulating the expression of TFR1 and
p53 through miRNA-214 (Lu et al., 2020). In this study, we focused
on the impact of GPRC5D-AS1 on ferroptosis within a cellular
model of sarcopenia, but the role of SLC7A11 in this process
remains unclear. Before investigating their regulatory relationship,
we predicted potential interaction sites, revealing that GPRC5D-
AS1 can specifically bind to both the mRNA and protein of
SLC7A11, indicating a possible mechanism for its inhibitory effect
on ferroptosis.

The protein encoded by SLC7A11 is integral to the
system Xc−, which transports glutamate and cystine
(Cancer Genome Atlas Research Network, 2012). Research
indicates that SLC7A11 mitigates lipid peroxidation by producing
GSH, thus inhibiting ferroptosis in cells (Koppula et al., 2021).
Iron overload and lipid peroxidation converge in ferroptosis,
with ROS acting as a direct contributor to lipid peroxidation
(Granger and Kvietys, 2015). Reduced glutathione serves as a
potent intracellular antioxidant against ROS, linking SLC7A11
activity to ferroptosis (Niu et al., 2021). In our experiments,
SLC7A11 was significantly downregulated in sarcopenia samples.
Suppressing SLC7A11 expression in cellular models led to marked
reductions in cell viability, with concomitant increases in iron levels
and lipid peroxidation. In GPRC5D-AS1 overexpression models,
interference with SLC7A11 reduced both the antioxidant capacity of
GPRC5D-AS1 and its effect on ferroptosis. These findings suggest
that GPRC5D-AS1 inhibits ferroptosis by upregulating SLC7A11
expression.

In this study, we discovered that SLC7A11 plays a crucial role
in the cellular resistance to ferroptosis within the pathological
process of sarcopenia.The occurrence of ferroptosis is closely related
to intracellular iron load, levels of ROS, and the functionality of
the antioxidant system. Our data indicate that the low expression
of SLC7A11 may lead to a reduction in the synthesis of GSH,
thereby diminishing the cell’s capacity to combat oxidative stress
and increasing the risks of lipid peroxidation and cell death.
This finding is consistent with previous research. Moreover, we
observed that the overexpression of GPRC5D-AS1 can upregulate
the levels of SLC7A11, further enhancing the antioxidant capacity
and viability of cells. This suggests that GPRC5D-AS1 may
exert its biological functions by regulating the expression of

SLC7A11, thereby influencing cellular sensitivity to ferroptosis.This
mechanism provides a new perspective on the role of GPRC5D-AS1
in cellular protection.

The interaction between GPRC5D-AS1 and SLC7A11 may
extend beyond ferroptosis inhibition, potentially involving other
cellular signalling pathways or transcriptional networks. Future
research should investigate how GPRC5D-AS1 regulates SLC7A11
expression and their interactions across various cell types and
pathological conditions. Additionally, consideration of factors
such as the cellular microenvironment, transcription factors, and
epigenetic modifications that may influence SLC7A11 expression is
warranted.

Conclusion

In this study, we systematically explored the relationship
betweenGPRC5D-AS1 and SLC7A11, as well as their roles inHSKM
and sarcopenia. Our key findings indicate that the overexpression
of GPRC5D-AS1 significantly upregulates the expression levels of
SLC7A11, thereby enhancing the antioxidant capacity and viability
of HSKM. This mechanism suggests that GPRC5D-AS1 plays an
important protective role in defending against oxidative stress and
ferroptosis.

Data availability statement

The original contributions presented in the study are included
in the article/Supplementary Material, further inquiries can be
directed to the corresponding author.

Ethics statement

The studies involving humans were approved by the Ethics
Committee of the First Hospital of Jilin University. The studies were
conducted in accordance with the local legislation and institutional
requirements. The participants provided their written informed
consent to participate in this study. Ethical approval was not required
for the studies on animals in accordance with the local legislation
and institutional requirements because only commercially available
established cell lines were used.

Author contributions

WG: Conceptualization, Data curation, Formal Analysis,
Investigation, Methodology, Software, Writing – original draft,
Writing – review and editing. YW: Data curation, Investigation,
Methodology, Writing – original draft. QL: Data curation,
Investigation, Software, Writing – original draft. YG: Data curation,
Investigation, Methodology, Software, Writing – original draft.
JL: Conceptualization, Formal Analysis, Funding acquisition,
Methodology, Project administration, Resources, Supervision,
Visualization, Writing – review and editing.

Frontiers in Molecular Biosciences 10 frontiersin.org

https://doi.org/10.3389/fmolb.2025.1557218
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org


Gong et al. 10.3389/fmolb.2025.1557218

Funding

The author(s) declare that financial support was received for
the research and/or publication of this article. This research was
funded by the Jilin Province Medical and Health Talents Project,
grant number JLSWSRCZX 2023-25.

Acknowledgments

We extend our gratitude to the Jilin Province GeriatricMedicine
Engineering Research Center for their assistance in this study.

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.

Generative AI statement

The author(s) declare that no Generative AI was used in the
creation of this manuscript.

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.

Supplementary material

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fmolb.2025.
1557218/full#supplementary-material

References

Banerjee, S., Sarkar, R., Mukherjee, A., Mitra, S., Gope, A., and Chawla-Sarkar, M.
(2024). Rotavirus-induced lncRNA SLC7A11-AS1 promotes ferroptosis by targeting
cystine/glutamate antiporter xCT (SLC7A11) to facilitate virus infection.Virus Res. 339,
199261. doi:10.1016/j.virusres.2023.199261

Bodine, S. C., Latres, E., Baumhueter, S., Lai, V. K., Nunez, L., Clarke, B. A., et al.
(2001). Identification of ubiquitin ligases required for skeletal muscle atrophy. Sci. (New
York, NY) 294 (5547), 1704–1708. doi:10.1126/science.1065874

Cai, L., Hu, X., Ye, L., Bai, P., Jie, Y., and Shu, K. (2022). Long non-coding
RNAADAMTS9-AS1 attenuates ferroptosis by TargetingmicroRNA-587/solute carrier
family 7 member 11 axis in epithelial ovarian cancer. Bioengineered 13 (4), 8226–8239.
doi:10.1080/21655979.2022.2049470

Cancer Genome Atlas Research Network (2012). Comprehensive genomic
characterization of squamous cell lung cancers. Nature 489 (7417), 519–525.
doi:10.1038/nature11404

Chinnery, P. F., Curtis, A. R., Fey, C., Coulthard, A., Crompton, D., Curtis, A., et al.
(2003). Neuroferritinopathy in a French family with late onset dominant dystonia. J.
Med. Genet. 40 (5), e69. doi:10.1136/jmg.40.5.e69

Cruz-Jentoft, A. J., Bahat, G., Bauer, J., Boirie, Y., Bruyère, O., Cederholm, T., et al.
(2019). Sarcopenia: revised European consensus on definition and diagnosis.Age ageing
48 (1), 601–631. doi:10.1093/ageing/afz046

Damluji, A. A., Alfaraidhy, M., AlHajri, N., Rohant, N. N., Kumar, M., Al, M. C.,
et al. (2023). Sarcopenia and cardiovascular diseases. Circulation 147 (20), 1534–1553.
doi:10.1161/CIRCULATIONAHA.123.064071

de Jong, JCBC, Attema, B. J., van der Hoek, M. D., Verschuren, L., Caspers,
M. P. M., Kleemann, R., et al. (2023). Sex differences in skeletal muscle-aging
trajectory: same processes, but with a different ranking.GeroScience 45 (4), 2367–2386.
doi:10.1007/s11357-023-00750-4

Dixon, S. J., Lemberg, K. M., Lamprecht, M. R., Skouta, R., Zaitsev, E. M., Gleason,
C. E., et al. (2012). Ferroptosis: an iron-dependent form of nonapoptotic cell death. Cell
149 (5), 1060–1072. doi:10.1016/j.cell.2012.03.042

Du, K., Oh, S. H., Dutta, R. K., Sun, T., Yang, W. H., Chi, J. T., et al. (2021).
Inhibiting xCT/SLC7A11 induces ferroptosis of myofibroblastic hepatic stellate cells
but exacerbates chronic liver injury. official J. Int. Assoc. Study Liver 41 (9), 2214–2227.
doi:10.1111/liv.14945

Feike, Y., Zhijie, L., andWei, C. (2021). Advances in research on pharmacotherapy of
sarcopenia. Aging Med. Milt. (NSW) 4 (3), 221–233. doi:10.1002/agm2.12168

Gomes, M. D., Lecker, S. H., Jagoe, R. T., Navon, A., and Goldberg, A. L. (2001).
Atrogin-1, a muscle-specific F-box protein highly expressed during muscle atrophy.
Proc. Natl. Acad. Sci. U. S. A. 98 (25), 14440–14445. doi:10.1073/pnas.251541198

Granger, D. N., and Kvietys, P. R. (2015). Reperfusion injury and
reactive oxygen species: the evolution of a concept. Redox Biol. 6, 524–551.
doi:10.1016/j.redox.2015.08.020

Gumucio, J. P., and Mendias, C. L. (2013). Atrogin-1, MuRF-1, and sarcopenia.
Endocrine 43 (1), 12–21. doi:10.1007/s12020-012-9751-7

Hong, Y., Lee, J. H., Jeong, K. W., Choi, C. S., and Jun, H. S. (2019). Amelioration
of muscle wasting by glucagon-like peptide-1 receptor agonist in muscle atrophy. J.
cachexia, sarcopenia muscle 10 (4), 903–918. doi:10.1002/jcsm.12434

Huang, Y., Wu, B., Shen, D., Chen, J., Yu, Z., and Chen, C. (2021). Ferroptosis in a
sarcopenia model of senescence acceleratedmouse prone 8 (SAMP8). Int. J. Biol. Sci. 17
(1), 151–162. doi:10.7150/ijbs.53126

Jiang, L., Kon, N., Li, T., Wang, S. J., Su, T., Hibshoosh, H., et al. (2015). Ferroptosis
as a p53-mediated activity during tumour suppression. Nature 520 (7545), 57–62.
doi:10.1038/nature14344

Kagan, V. E., Mao, G., Qu, F., Angeli, J. P., Doll, S., Croix, C. S., et al. (2017). Oxidized
arachidonic and adrenic PEs navigate cells to ferroptosis.Nat. Chem. Biol. 13 (1), 81–90.
doi:10.1038/nchembio.2238

Koppula, P., Zhuang, L., and Gan, B. (2021). Cystine transporter SLC7A11/xCT in
cancer: ferroptosis, nutrient dependency, and cancer therapy. Protein & cell 12 (8),
599–620. doi:10.1007/s13238-020-00789-5

Li, Y., Feng, D., Wang, Z., Zhao, Y., Sun, R., Tian, D., et al. (2019). Ischemia-
inducedACSL4 activation contributes to ferroptosis-mediated tissue injury in intestinal
ischemia/reperfusion. Cell death Differ. 26 (11), 2284–2299. doi:10.1038/s41418-019-
0299-4

Li, Y. Z., Zhu, H. C., Du, Y., Zhao, H. C., and Wang, L. (2022). Silencing
lncRNA SLC16A1-AS1 induced ferroptosis in renal cell carcinoma through miR-
143-3p/SLC7A11 signaling. Technol. cancer Res. & Treat. 21, 15330338221077803.
doi:10.1177/15330338221077803

Liu, Y., Ding, W., Wang, J., Ao, X., and Xue, J. (2023). Non-coding RNA-mediated
modulation of ferroptosis in cardiovascular diseases. Biomed. & Pharmacother. =
Biomedecine & Pharmacother. 164, 114993. doi:10.1016/j.biopha.2023.114993

Lu, J., Xu, F., and Lu, H. (2020). LncRNA PVT1 regulates ferroptosis through
miR-214-mediated TFR1 and p53. Life Sci. 260, 118305. doi:10.1016/j.lfs.2020.118305

Mao, C., Wang, X., Liu, Y., Wang, M., Yan, B., Jiang, Y., et al. (2018). A
G3BP1-Interacting lncRNA promotes ferroptosis and apoptosis in cancer via nuclear
sequestration of p53. Cancer Res. 78 (13), 3484–3496. doi:10.1158/0008-5472.CAN-17-
3454

Maschalidi, S., Mehrotra, P., Keçeli, B. N., De Cleene, H. K. L., Lecomte, K., Van der
Cruyssen, R., et al. (2022). Targeting SLC7A11 improves efferocytosis by dendritic cells
and wound healing in diabetes. Nature 606 (7915), 776–784. doi:10.1038/s41586-022-
04754-6

McFarlane, C., Plummer, E., Thomas, M., Hennebry, A., Ashby, M., Ling, N., et al.
(2006). Myostatin induces cachexia by activating the ubiquitin proteolytic system
through an NF-kappaB-independent, FoxO1-dependent mechanism. J. Cell. physiology
209 (2), 501–514. doi:10.1002/jcp.20757

Frontiers in Molecular Biosciences 11 frontiersin.org

https://doi.org/10.3389/fmolb.2025.1557218
https://www.frontiersin.org/articles/10.3389/fmolb.2025.1557218/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fmolb.2025.1557218/full#supplementary-material
https://doi.org/10.1016/j.virusres.2023.199261
https://doi.org/10.1126/science.1065874
https://doi.org/10.1080/21655979.2022.2049470
https://doi.org/10.1038/nature11404
https://doi.org/10.1136/jmg.40.5.e69
https://doi.org/10.1093/ageing/afz046
https://doi.org/10.1161/CIRCULATIONAHA.123.064071
https://doi.org/10.1007/s11357-023-00750-4
https://doi.org/10.1016/j.cell.2012.03.042
https://doi.org/10.1111/liv.14945
https://doi.org/10.1002/agm2.12168
https://doi.org/10.1073/pnas.251541198
https://doi.org/10.1016/j.redox.2015.08.020
https://doi.org/10.1007/s12020-012-9751-7
https://doi.org/10.1002/jcsm.12434
https://doi.org/10.7150/ijbs.53126
https://doi.org/10.1038/nature14344
https://doi.org/10.1038/nchembio.2238
https://doi.org/10.1007/s13238-020-00789-5
https://doi.org/10.1038/s41418-019-0299-4
https://doi.org/10.1038/s41418-019-0299-4
https://doi.org/10.1177/15330338221077803
https://doi.org/10.1016/j.biopha.2023.114993
https://doi.org/10.1016/j.lfs.2020.118305
https://doi.org/10.1158/0008-5472.CAN-17-3454
https://doi.org/10.1158/0008-5472.CAN-17-3454
https://doi.org/10.1038/s41586-022-04754-6
https://doi.org/10.1038/s41586-022-04754-6
https://doi.org/10.1002/jcp.20757
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org


Gong et al. 10.3389/fmolb.2025.1557218

Mesci, P., Zaïdi, S., Lobsiger, C. S., Millecamps, S., Escartin, C., Seilhean, D.,
et al. (2015). System xC- is a mediator of microglial function and its deletion slows
symptoms in amyotrophic lateral sclerosis mice. Brain a J. neurology 138 (Pt 1), 53–68.
doi:10.1093/brain/awu312

Niu, B., Liao, K., Zhou, Y., Wen, T., Quan, G., Pan, X., et al. (2021). Application
of glutathione depletion in cancer therapy: enhanced ROS-based therapy,
ferroptosis, and chemotherapy. Biomaterials 277, 121110. doi:10.1016/j.biomaterials.
2021.121110

Park, T. J., Park, J. H., Lee, G. S., Lee, J. Y., Shin, J. H., Kim, M. W., et al. (2019).
Quantitative proteomic analyses reveal that GPX4 downregulation during myocardial
infarction contributes to ferroptosis in cardiomyocytes. Cell death & Dis. 10 (11), 835.
doi:10.1038/s41419-019-2061-8

Picca, A., Mankowski, R. T., Kamenov, G., Anton, S. D., Manini, T. M., Buford,
T. W., et al. (2019). Advanced age is associated with iron dyshomeostasis and
mitochondrial DNA damage in human skeletal muscle. Cells 8 (12), 1525. doi:10.3390/
cells8121525

Tang, F., Tian, L. H., Zhu, X. H., Yang, S., Zeng, H., and Yang, Y. Y. (2024).
H19 lncRNA triggers ferroptosis, exacerbating ox-LDL-induced artery endothelial cell
damage in vitro. Clin. Hemorheol. Microcirc. 88 (2), 263–275. doi:10.3233/CH-242261

Tang, M., Chen, Z., Wu, D., and Chen, L. (2018). Ferritinophagy/ferroptosis:
iron-related newcomers in human diseases. J. Cell. physiology 233 (12), 9179–9190.
doi:10.1002/jcp.26954

Yang,W. S., SriRamaratnam, R.,Welsch,M. E., Shimada, K., Skouta, R., Viswanathan,
V. S., et al. (2014). Regulation of ferroptotic cancer cell death by GPX4. Cell. 156 (1-2),
317–331. doi:10.1016/j.cell.2013.12.010

Yang, W. S., and Stockwell, B. R. (2016). Ferroptosis: death by lipid peroxidation.
Trends cell Biol. 26 (3), 165–176. doi:10.1016/j.tcb.2015.10.014

Zhang, L., Li, F., Su, X., Li, Y., Wang, Y., Fang, R., et al. (2019). Melatonin prevents
lung injury by regulating apelin 13 to improve mitochondrial dysfunction. Exp. & Mol.
Med. 51 (7), 73–12. doi:10.1038/s12276-019-0273-8

Zhang, Y., Shi, J., Liu, X., Feng, L., Gong, Z., Koppula, P., et al. (2018). BAP1 links
metabolic regulation of ferroptosis to tumour suppression. Nat. cell Biol. 20 (10),
1181–1192. doi:10.1038/s41556-018-0178-0

Zhao, Y., Li, Y., Zhang, R., Wang, F., Wang, T., and Jiao, Y. (2020). The role of erastin
in ferroptosis and its prospects in cancer therapy. OncoTargets Ther. 13, 5429–5441.
doi:10.2147/OTT.S254995

Zheng, Y., Liu, T., Li, Q., and Li, J. (2021). Integrated analysis of long non-
coding RNAs (lncRNAs) and mRNA expression profiles identifies lncRNA PRKG1-
AS1 playing important roles in skeletal muscle aging. Aging. 13 (11), 15044–15060.
doi:10.18632/aging.203067

Zong, K., Lin, C., Luo, K., Deng, Y., Wang, H., Hu, J., et al. (2024). Ferroptosis-related
lncRNA NRAV affects the prognosis of hepatocellular carcinoma via the miR-375-
3P/SLC7A11 axis. BMC cancer 24 (1), 496. doi:10.1186/s12885-024-12265-y

Frontiers in Molecular Biosciences 12 frontiersin.org

https://doi.org/10.3389/fmolb.2025.1557218
https://doi.org/10.1093/brain/awu312
https://doi.org/10.1016/j.biomaterials.2021.121110
https://doi.org/10.1016/j.biomaterials.2021.121110
https://doi.org/10.1038/s41419-019-2061-8
https://doi.org/10.3390/cells8121525
https://doi.org/10.3390/cells8121525
https://doi.org/10.3233/CH-242261
https://doi.org/10.1002/jcp.26954
https://doi.org/10.1016/j.cell.2013.12.010
https://doi.org/10.1016/j.tcb.2015.10.014
https://doi.org/10.1038/s12276-019-0273-8
https://doi.org/10.1038/s41556-018-0178-0
https://doi.org/10.2147/OTT.S254995
https://doi.org/10.18632/aging.203067
https://doi.org/10.1186/s12885-024-12265-y
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org

	Introduction
	Materials and methods
	Collection of skeletal muscle tissue from clinical patients
	Cell Culture
	Cell transfection
	Cell counting kit-8 (CCK-8) assay
	Flow cytometry analysis
	Analysis of intracellular iron content
	Analysis of cellular lipid peroxidation levels
	Quantitative real-time PCR (qRT-PCR) analysis
	Western blot (WB)
	Other biochemical assays and experiments
	Superoxide dismutase (SOD) assay
	Malondialdehyde (MDA) assay
	RNA pull-down analysis
	RNA Immunoprecipitation (RIP) analysis


	Statistical analysis

	Results
	Reduced expression of lncRNA GPRC5D-AS1 and SLC7A11 in skeletal muscle tissues of sarcopenia patients
	Prediction and validation of the binding interaction between GPRC5D-AS1 and SLC7A11
	Development of skeletal muscle atrophy and ferroptosis models: Induction of cellular ferroptosis by erastin through lipid peroxidation
	GPRC5D-AS1 overexpression improves cell viability and decreases membrane lipid peroxidation in ferroptosis cell models
	GPRC5D-AS1 modulates ferroptosis through SLC7A11 by targeting cellular lipid peroxidation

	Discussion
	Conclusion
	Data availability statement
	Ethics statement
	Author contributions
	Funding
	Acknowledgments
	Conflict of interest
	Generative AI statement
	Publisher’s note
	Supplementary material
	References

