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A B S T R A C T   

Ischemia-reperfusion injury (IRI) is a significant contributor to acute kidney injury (AKI) and is 
associated with substantial morbidity and mortality rates. In this study, we aimed to investigate 
the role of NAT10 and its ac4C RNA modification in IRI-induced renal injury. Our findings 
revealed that both the expression level of NAT10 and the RNA ac4C level in the kidneys were 
elevated in the IRI group compared to the sham group. Functionally, we observed that inhibition 
of NAT10 activity with Remodelin or the specific knockout of NAT10 in the kidney led to a 
significant attenuation of IRI-induced renal injury. Furthermore, in vitro experiments demon-
strated that NAT10 inhibition and specific knockout of NAT10 in the kidney markedly suppressed 
global ac4C RNA modification, providing protection against hypoxia/reoxygenation-induced 
tubular epithelial cell injury and ferroptosis. Mechanistically, our study uncovered that NAT10 
promoted ac4C RNA modification of NCOA4 mRNA, thereby enhancing its stability and 
contributing to IRI-induced ferroptosis in tubular epithelial cells (TECs). These findings under-
score the potential of NAT10 and ac4C RNA modification as promising therapeutic targets for the 
treatment of AKI. Overall, our study sheds light on the critical involvement of NAT10 and ac4C 
RNA modification in the pathogenesis of IRI-induced renal injury, offering valuable insights for 
the development of novel AKI treatment strategies.   

1. Introduction 

Renal ischemia-reperfusion injury (IRI) is a complex pathophysiological process characterized by temporary interruption and 
subsequent restoration of blood flow to the kidney [1,2]. It commonly occurs during clinical scenarios such as renal transplantation, 
cardiac surgery, and renal artery occlusion [3]. While the restoration of blood flow is necessary, it can paradoxically result in addi-
tional tissue damage, leading to compromised renal function [4]. Extensive research has been conducted to unravel the underlying 
mechanisms of renal IRI and identify potential therapeutic targets to mitigate its adverse effects. This research has provided valuable 
insights into the cellular and molecular events implicated in renal IRI, including oxidative stress, inflammation, mitochondrial 
dysfunction, and activation of cell death pathways [5,6]. RNA modification refers to the process of chemically altering RNA molecules 
after their synthesis [7,8]. These modifications play a critical role in regulating various aspects of RNA function, including stability, 
localization, translation, and degradation. Understanding these mechanisms is vital for the development of effective interventions 
aimed at preventing or minimizing renal IRI and improving patient outcomes. 
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Recently, there has been a growing interest in understanding the impact of RNA modification on various biological processes and 
diseases [9]. Recent studies have revealed the significance of RNA modifications in the pathophysiology of renal IRI [10]. For example, 
N6-methyladenosine (m6A), one of the most abundant RNA modifications, has been found to be dynamically regulated during renal 
IRI [11–13]. Altered m6A modification patterns on specific mRNAs have been observed to influence their stability, translation effi-
ciency, and subsequent protein expression, ultimately impacting the outcome of renal IRI [14]. Additionally, other RNA modifications 
such as 5-methylcytosine (m5C), pseudouridine (Ψ), and N1-methyladenosine (m1A) have also demonstrated potential involvement in 
the development and progression of renal IRI [15]. These modifications can affect RNA structure, interactions with RNA binding 
proteins, and gene expression profiles, thereby influencing cellular responses to ischemia-reperfusion injury [16]. The identification of 
specific RNA modification patterns associated with renal IRI has opened new avenues for therapeutic interventions. Modulating these 
modifications through targeted approaches, such as small molecule inhibitors or RNA-modifying enzymes, holds promise for 
ameliorating renal damage and promoting tissue repair following ischemia-reperfusion injury. 

NAT10 (N-acetyltransferase 10), a recently discovered RNA modification enzyme, has emerged as a key player in the field of 
epitranscriptomics [17]. This enzyme facilitates the addition of acetyl groups to the 4-position of cytidine (C) residues in RNA mol-
ecules, leading to the formation of N4-acetylcytidine (ac4C) [18]. The ac4C modification has demonstrated diverse roles in various 
biological processes, including mRNA stability, translation efficiency, and cellular stress responses [17,19]. Consequently, research 
endeavors have concentrated on elucidating the functional significance of NAT10-mediated RNA ac4C modification and its influence 
on gene expression regulation. Recent studies have provided insights into the mechanisms governing the dynamic regulation of ac4C 
levels, the identification of RNA targets of NAT10, and the potential implications of aberrant ac4C modification in human diseases. One 
particularly intriguing area of investigation is the exploration of NAT10-mediated RNA ac4C modification in the context of 
ischemia-reperfusion injury (IRI) [20]. During IRI, the restoration of blood flow to ischemic tissues can exacerbate damage, and 
understanding the role of ac4C modification in this process may unveil potential therapeutic targets for mitigating IRI-induced injury. 
While research in this specific area is still in its nascent stages, recent studies have commenced unraveling the impact of 
NAT10-mediated RNA ac4C modification in IRI pathogenesis. 

In this study, we observed an upregulation of NAT10 expression and an increase in RNA ac4C levels in the kidneys of mice with 
ischemia-reperfusion injury (IRI). To further confirm the crucial role of NAT10, we employed a specific inhibitor called Remodelin to 
inhibit NAT10 activity. Additionally, we generated a strain of NAT10 conditional knockout (cKO) mice with the genotype NAT10 fl/fl, 
PAX2-Cre. Inhibition of NAT10 using Remodelin and the NAT10 cKO approach resulted in a reduction of IRI-induced renal injury, 
indicating the critical involvement of NAT10 in this process. Furthermore, NAT10 inhibition and NAT10 cKO suppressed global ac4C 
RNA modification and provided protection against tubular epithelial cell (TEC) injury and ferroptosis induced by hypoxia/reoxyge-
nation (H/R). Mechanistically, NAT10 facilitated ac4C RNA modification of NCOA4 mRNA, enhancing its stability and contributing to 
IRI-induced ferroptosis in TECs. These findings emphasize the potential of targeting NAT10 and ac4C RNA modification as therapeutic 
strategies for the treatment of acute kidney injury (AKI). 

2. Material and methods 

Ethical statement 

All procedures involving animals were conducted in accordance with the Guide for the Care and Use of Laboratory Animals and 
were approved by the Animal Experimentation Ethics Committee from the First Affiliated Hospital of Changzhou (Jiangsu, China). 

2.1. Reagents and materials 

This study used antibodies against NAT10 (Abcam, ab194297) and ac4C (Abcam, ab252215). The PAS, Cr assay kit, and BUN assay 
kit were provided by Nanjing Jiancheng Bioengineering Institute. 

2.2. Animal studies 

Male C57BL/6 J mice, aged between six to eight weeks and weighing around 20–22 g, were obtained from the SLAC Animal Center 
located in Shanghai, China. To induce acute kidney injury (AKI) caused by ischemia/reperfusion (I/R), the mice underwent a pre-
viously described method (15). Briefly, the mice were anesthetized and placed on a thermostat plate to maintain their body tem-
perature at 36.5 ◦C. Microaneurysm clamps were used to clip the bilateral renal pedicles for 40 min, inducing ischemia. After the 
ischemic period, the clamps were removed to allow for a 24-h period of reperfusion. All animals were sacrificed under anesthesia. The 
sham control group underwent the same procedure without clamping the renal pedicle. Kidney tissues and blood samples were 
collected for further analysis. Blood samples were used to measure BUN and Cr levels following the manufacturer’s instructions. 
Kidney tissues were embedded in paraffin for histological analysis using HE staining. 

2.3. Generation of kidney-specific NAT10 knockout mice 

A mouse line with a targeted deletion of NAT10 from kidney tubular epithelial cells (TECs) was created on a C57BL/6 background. 
Shanghai Animal Center constructed mouse lines with the genotype NAT10 Flox/Flox (fl/fl). NAT10 Flox/Flox mice were bred with 
PAX2-Cre mice, which have a kidney-specific promoter called PAX2-driven Cre, to generate NAT10 knockout mice. PCR was used to 
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genotype all mice before and after experiments. 

2.4. Renal histology 

Paraffin-embedded sections of mouse kidney were prepared using routine steps, including fixation, dehydration, waxing, and 
embedding. H&E staining was performed, and histological evaluations were conducted using light microscopy. Renal tubular damage 
was assessed as previously described. 

2.5. Measurement of serum levels of urea and creatinine 

Serum samples were obtained, and the levels of BUN and creatinine were measured using an automated biochemical analyzer (BE- 
2000, Mindray) according to the manufacturer’s guidelines. 

2.6. Extraction of RNA and quantitative real-time PCR 

otal RNA was extracted from cells or tissues using TRIzol (Invitrogen, 15,596,018) following the manufacturer’s instructions. Real- 
time PCR analysis was performed using the Bio-Rad iQ SYBR Green Supermix with Opticon 2 (Bio-Rad) on a CFX96 real-time RT-PCR 
detection system (Bio-Rad) following a previously described protocol. 

2.7. Western blotting 

Protein lysates were obtained from kidney tissues and cultured cells using established procedures, and Western blot analysis was 
performed according to previously described methods. The anti-NAT10 antibody (Abcam, ab194297) was used, and the secondary 
antibody conjugated with HRP was obtained from Sangon Biotech Co. Ltd, located in Shanghai, China. The Tanon 5800 image system 
(Tanon, Shanghai, China) was used to detect signals, and ImageJ software (National Institutes of Health) was used for quantitative 
analysis. 

2.8. Dot blot assay 

The m6A content in the poly-A tailing of total RNA was measured using an RNA ac4C dot blot assay. Total RNA was extracted using 
TRIzol (Invitrogen, 15,596,018) according to the manufacturer’s guidelines. After double dilution, the RNAs (300 ng) were applied 
onto a nylon membrane (Sigma-Aldrich, GERPN1210B). The membranes underwent ultraviolet crosslinking and were then blocked 
using 5 % nonfat milk. Afterward, they were incubated overnight with the anti-ac4C antibody (Abcam, ab252215). The membranes 
were then incubated with the secondary antibody for 1 h at room temperature. The Tanon 5800 image system (Tanon, Shanghai, 
China) was used to detect signals. To demonstrate the quantity of total RNA, a solution of 0.02 % methylene blue in 0.3 M sodium 
acetate (pH 5.2) was employed. 

2.9. Cell culture 

The HK2 cell line, derived from human kidney, was acquired from Shanghai Cell Bank in Shanghai, China. It was cultured in high 
glucose HyClone Dulbecco’s modified Eagle’s medium (DMEM) supplemented with 5 % fetal bovine serum (FBS) in a 95 % air and 5 % 
CO2 atmosphere. The HK2 cells were subjected to hypoxia/reoxygenation (H/R) injury. After digestion, the cells were pelleted by 
centrifugation and counted. They were then diluted to a concentration of 1 million cells per milliliter and cultured in 60-mm dishes at a 
density of 4 thousand cells per square centimeter. The cells were incubated overnight and observed under a microscope. When the cells 
reached 80 % confluence, they were subjected to hypoxic conditions (94 % N2, 1 % O2, and 5 % CO2) for 6 h. Afterward, the cells were 
washed with PBS and cultured under regular conditions for 24 h. 

2.10. Cell viability assessment 

After establishing the H/R HK2 cellular model in 96-well plates, CCK-8 reagents from Beyotime in Shanghai, China were added. 
After incubation, the optical density at 450 nm was measured using a microplate reader (ELx 800, Bio-Tek Instrument). 

2.11. RNA stability 

To evaluate the mRNA stability of NCOA4, cells were treated with actinomycin to halt transcription. Specimens were gathered at 0, 
3, and 6 h following cessation, and real-time PCR was used to determine the expression of TAB3 after extracting the total RNA. 

2.12. Assessment of ferroptosis 

Ferroptosis is characterized by lipid-reactive oxygen species (ROS) buildup, lipid peroxidation, depletion of glutathione (GSH), and 
iron accumulation. Intracellular ROS levels were assessed using the DCFH-DA dye. GSH levels were assessed using a Glutathione Assay 
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Fig. 1. The levels of NAT10 and its mediated ac4C RNA modification is elevated in the IRI kidneys. (A) Hematoxylin and eosin (H&E) staining was 
performed to observe the kidney tissue structure. (B) Then the serum was collected to determine levels of urea and creatinine by kits. (C) The real- 
time PCR and (D) Western blot were performed to analyze the expression level of NAT10. (E) The global ac4C RNA quantification analysis kit was 
used to detect RNA ac4C modifications. (F) The change in global ac4C RNA levels was confirmed by Dot Blot. 
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Kit. The concentration of malondialdehyde (MDA) was measured using a TBA method Kit. Iron concentration in cells was measured 
using an Iron Assay Kit. Serum LDH activity was assessed using an LDH Activity Kit. 

2.13. ac4C-RIP-qPCR 

The ac4C-RIP protocol was described previously. The Dynabeads mRNA Purification Kit was used to isolate poly(A) RNA, with a 
fraction retained as the input control. Pierce Protein A/G Magnetic Beads were prewashed and then exposed to anti-ac4C antibody or 
rabbit immunoglobulin G (IgG). After three washes, the beads conjugated with antibodies were combined with purified poly(A) RNA 
and 1 × IP buffer enriched with RNase inhibitors. Methylated mRNAs were collected and subjected to qPCR analysis to calculate 
enrichment. 

Fig. 2. NAT10 inhibition attenuates the IRI-induced renal injury. (A) The real-time PCR and (B) Western blot were performed to analyze the 
expression level of NAT10. (C)The global ac4C RNA quantification analysis kit was used to detect RNA ac4C modifications. (D) Hematoxylin and 
eosin (H&E) staining was performed to observe the kidney tissue structure. (E)Then the serum was collected to determine levels of urea and 
creatinine by kits. 
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2.14. Statistical analysis 

Statistical analyses were performed using SPSS Inc. version 23.0. Graphs were generated using GraphPad Prism 9.0. The Shapiro- 
Wilk method was used to test the normal distribution of the results, and means ± SEM were reported for normally distributed 
quantitative data. Independent sample t-tests and one-way ANOVA followed by Tukey’s post hoc test were used to investigate dif-
ferences among groups. A p-value less than 0.05 was considered statistically significant. 

Fig. 3. Conditional knockout of NAT10 from mouse kidneys attenuated attenuates the IRI-induced renal injury. (A) The real-time PCR and 
(B) Western blot were performed to analyze the expression level of NAT10. (C) The global ac4C RNA quantification analysis kit was used to detect 
RNA ac4C modifications. (D) Hematoxylin and eosin (H&E) staining was performed to observe the kidney tissue structure. (E) Then the serum was 
collected to determine levels of urea and creatinine by kits. 
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3. Results 

3.1. Increased levels of NAT10 and ac4C RNA modification in IRI kidneys 

An ischemia-reperfusion injury (IRI) mouse model was established to investigate the impact of IRI on NAT10 expression and RNA 
ac4C levels. After euthanizing rats with IRI-induced acute kidney injury (AKI), we examined the structure of the left kidney tissue using 
hematoxylin and eosin (H&E) staining. Fig. 1A shows significant pathological changes, including disrupted renal tissue structure, 
increased glomerular mesangial matrix, capillary compression, focal glomerular wall adhesion, renal tubular atrophy, loss of the brush 
border of proximal tubular epithelial cells, localized renal interstitial edema, and partial exfoliation of tubular epithelial cells. 

Next, we collected serum to measure urea and creatinine concentrations. Compared to the sham group, the IRI group exhibited a 
notable increase in serum urea (Fig. 1B) and creatinine (Fig. 1C) levels. To assess NAT10 protein levels, we isolated total RNA from left 
kidney tissues and performed real-time PCR (Fig. 1D) and Western blot (Fig. 1E) analyses. The results indicated significantly elevated 
levels of NAT10 mRNA and protein in the IRI group compared to the sham group. Furthermore, we quantified global RNA ac4C levels 
to identify RNA ac4C modifications. Our findings revealed a significant increase in RNA ac4C levels in the IRI group compared to the 
sham group (Fig. 1F), which was further confirmed through Dot Blot analysis (Fig. 1G). Taken together, these findings suggest that IRI 
has the potential to increase NAT10 levels and promote RNA ac4C modification. 

3.2. NAT10 inhibition attenuates IRI-induced renal injury 

To investigate the role of NAT10 in IRI-induced renal injury, we inhibited NAT10’s acetylation activity with Remodelin, which did 
not affect the elevated mRNA (Fig. 2A) and protein (Fig. 2B) expressions of NAT10 in IRI mice. However, Remodelin significantly 
suppressed global ac4C RNA modification (Fig. 2C). H&E staining results showed that pathogenic structural changes caused by IRI 
were significantly reduced by inhibiting NAT10 with Remodelin (Fig. 2D). Similarly, the elevated serum urea (Fig. 2E) and creatinine 
(Fig. 2F) levels in the IRI group were significantly decreased with NAT10 inhibition. These results further support the conclusion that 
NAT10 inhibition attenuates IRI-induced renal injury. 

3.3. Conditional knockout of NAT10 from mouse kidneys attenuated attenuates the IRI-induced renal injury 

The conditional knockout of NAT10 from mouse kidneys attenuates IRI-induced renal injury. To further confirm the crucial role of 
NAT10 in vivo, we generated NAT10 cKO mice (NAT10 fl/fl, PAX2-Cre). The absence of NAT10 from TECs was confirmed by real-time 
PCR (Fig. 3A) and Western blot (Fig. 3B). Additionally, NAT10 cKO markedly inhibited the overall ac4C RNA alteration (Fig. 3C). The 
results of H&E staining indicated that NAT10 cKO significantly reduced the pathological changes induced by IRI in renal tissue 
structure. These changes included disruption of renal tissue structure, elevated glomerular mesangial matrix, capillary compression, 
glomerular wall adhesion, renal tubular atrophy, reduction or loss of proximal tubular epithelial cell brush border, local renal 
interstitial edema, and partial shedding of tubular epithelial cells (Fig. 3D). Consistently, the IRI-elevated serum urea (Fig. 3E) and 
creatinine (Fig. 3F) levels were significantly decreased in the NAT10 cKO IRI group. These results further support the critical role of 
NAT10 in IRI-induced renal injury. 

3.4. NAT10 inhibition decreases H/R-induced TECs injury and ferroptosis 

To investigate the functions of NAT10 in H/R injury and its correlation with ferroptosis, we inhibited the acetylation activity of 
NAT10 with Remodelin [21] in the TECs. As shown in Fig. 4A, H/R significantly increased the mRNA level of NAT10 mRNA, which 
remained unchanged with Remodelin treatment. Similar changes were observed in the protein level of NAT10, which was analyzed by 
Western Blot (Fig. 4B) and immunofluorescence analysis (Fig. 4C). Notably, Remodelin dramatically suppressed the H/R-induced 
global ac4C RNA level (Fig. 4D). H/R significantly decreased the cell viability of TECs. Remodelin did not affect the cell viability 
of TECs under normoxia conditions, but dramatically increased it in the H/R-injured TECs (Fig. 4E). Next, we assessed the concen-
trations of intracellular reactive oxygen species (ROS), glutathione (GSH), and malondialdehyde (MDA), which serve as indicators of 
oxidative stress. Fig. 4F showed a notable rise in lipid ROS levels in H/R-injured TECs compared to normoxia TECs, as evidenced by the 
intensity of DCFH-DA. Furthermore, the levels of ferrous iron (Fig. 4G), GSH depletion (Fig. 4H), MDA (Fig. 4I), and ferritin (Fig. 4J) 
exhibited a significant increase following H/R injury. These increased ferroptosis markers were unchanged with Remodelin in the 
normoxia group but were significantly suppressed in H/R-injured TECs. On the other hand, the GPX4 level (Fig. 4K), a critical fer-
roptosis suppressor, was significantly increased by Remodelin in H/R-injured TECs. These results demonstrate that NAT10 inhibition 
decreases H/R-induced TECs injury and ferroptosis. 

Fig. 4. NAT10 inhibition decreases H/R-induced TECs injury and ferroptosis. (A) The real-time PCR, (B) Western blot and (C) immunofluo-
rescence were performed to analyze the expression level of NAT10. (D)The global ac4C RNA quantification analysis kit was used to detect RNA ac4C 
modifications. (E) The cell viability of TECs was analyzed by CCK-8 assay. (F–I) The level of oxidative stress markers, including intracellular ROS, 
GSH, and malondialdehyde (MDA) were quantified by colorimetric kits. (J–K) The level of ferroptosis markers, including ferritin and GPX4 were 
analyzed by ELISA kits. 
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3.5. Conditional knockout of NAT10 decreases H/R-induced TECs injury and ferroptosis 

To investigate the functions of NAT10 in H/R injury and its correlation with ferroptosis, we isolated TECs from normal and NAT10 
cKO mice. We confirmed the absence of NAT10 from TECs using real-time PCR (Fig. 5A), Western blot (Fig. 5B) and immunofluo-
rescence analysis (Fig. 5C). Similarly, the global ac4C RNA modification was significantly reduced by NAT10 cKO (Fig. 5D). In line 
with NAT10 inhibition, we observed that H/R significantly decreased the cell viability of TECs. While NAT10 cKO did not affect the cell 
viability of TECs under normal conditions, it dramatically increased viability in H/R-injured TECs (Fig. 5E). We also assessed the 
concentrations of intracellular reactive oxygen species (ROS), glutathione (GSH), and malondialdehyde (MDA) as indicators of 
oxidative stress. Fig. 5F showed a notable increase in lipid ROS levels in H/R-injured TECs compared to those under normal conditions, 
as evidenced by the heightened intensity of DCFH-DA. Additionally, the levels of ferrous iron (Fig. 5G), GSH depletion (Fig. 5H), MDA 
(Fig. 5I), and ferritin (Fig. 5J) exhibited a significant increase following H/R injury. These elevated ferroptosis markers were un-
changed with NAT10 cKO in the normal group, but were significantly suppressed in H/R-injured TECs. Moreover, the GPX4 level 
(Fig. 5K), a critical ferroptosis suppressor, was significantly increased by NAT10 cKO in H/R-injured TECs. These results demonstrate 

Fig. 5. NAT10 cKO decreases H/R-induced TECs injury and ferroptosis. The TECs were isolated from normal or NAT10 cKO mice, and subjected 
to H/R treatment. (A) The real-time PCR, (B) Western blot and (C) immunofluorescence were performed to analyze the expression level of NAT10. 
(D) The global ac4C RNA quantification analysis kit was used to detect RNA ac4C modifications. (E) The cell viability of TECs was analyzed by CCK- 
8 assay. (F–I) The level of oxidative stress markers, including intracellular ROS, GSH, and malondialdehyde (MDA) were quantified by colorimetric 
kits. (J–K) The level of ferroptosis markers, including ferritin and GPX4 were analyzed by ELISA kits. 

Fig. 6. NAT10 promotes the ac4C RNA modification of NCOA4 mRNA and enhances its stability. (A) The effect of NAT10 inhibition with 
Remodelin treatment and (B) NAT10 cKO on the ac4C acetylated mRNA levels of serval ferroptosis-related genes, including Tfr1, GPX4, FSP1, and 
NCOA4, in TECs was analyzed by acetylated RNA immunoprecipitation and real-time PCR. (B) The decay rate of NCOA4 mRNA after actinomycin D 
(5 μg/ml) administration in NAT10 inhibited and NAT10 cKO TECs was evaluated by real-time PCR. 
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that NAT10 plays a critical role in H/R-induced TECs injury and ferroptosis. 

3.6. NAT10 promotes the ac4C RNA modification of NCOA4 mRNA and enhances its stability 

To further investigate the mechanism by which NAT10 promotes IRI injury, we conducted methylated RNA immunoprecipitation 
and quantified the levels of ac4C acetylated mRNAs of several ferroptosis-related genes, including Tfr1, GPX4, FSP1, and NCOA4. 
Fig. 6A shows that H/R injury significantly reduced the ac4C acetylation levels of Tfr1 and GPX4 mRNAs, which remained unchanged 
with Remodelin treatment. Neither H/R injury nor Remodelin treatment affected the ac4C acetylation level of FSP1 mRNA. However, 
H/R injury significantly increased the ac4C acetylation level of NCOA4 mRNA, which was suppressed by Remodelin treatment. 
Consistently, Fig. 6B demonstrates that H/R injury led to a decrease in the ac4C acetylation levels of Tfr1 and GPX4 mRNAs, which 
were unaffected by NAT10 cKO. Similarly, neither H/R injury nor NAT10 cKO influenced the ac4C acetylation level of FSP1 mRNA. H/ 
R injury resulted in an increase in the ac4C acetylation level of NCOA4 mRNA, which was suppressed by NAT10 cKO. Furthermore, we 
observed a shortened mRNA half-life of NCOA4 mRNA in TECs treated with Remodelin or subjected to NAT10 cKO (Fig. 6C). These 
findings suggest that NAT10 promotes the ac4C RNA modification of NCOA4 mRNA and enhances its stability, which represents a 
critical mechanism mediating IRI-induced ferroptosis in TECs. 

4. Discussions 

Ischemia-reperfusion injury (IRI) is a common cause of acute kidney injury (AKI) and is linked to significant morbidity and 
mortality [22–24]]. In this study, we aimed to explore the involvement of NAT10 and its mediated ac4C RNA modification in 
IRI-induced renal injury. Our findings revealed elevated levels of NAT10 expression and RNA ac4C in the kidneys of IRI mice. 
Additionally, inhibiting NAT10 with Remodelin or employing conditional knockout of NAT10 resulted in the mitigation of IRI-induced 
renal injury, underscoring the critical role of NAT10 in this process. 

Alterations in ac4C RNA represent the most common modifications of human mRNA and carry significant implications in the 
pathogenesis of various illnesses [17]. However, limited research has focused on the impact of ac4C alterations on renal disorders, 
including AKI. In this study, we established a connection between ac4C alterations and AKI. The observed pathological changes in the 
IRI kidneys, such as disruption of renal tissue organization, heightened glomerular mesangial matrix, and tubular degeneration, were 
consistent with prior research. Additionally, the increase in serum urea and creatinine levels provided further confirmation of the renal 
damage caused by IRI. Notably, significantly elevated levels of NAT10 mRNA and protein were found in the IRI group compared to the 
sham group, representing an important finding. This suggests that NAT10 may play a role in the progression of kidney damage 
following IRI. Furthermore, our examination of RNA ac4C modification levels in the kidneys affected by IRI revealed a substantial 
increase in RNA ac4C levels in the IRI group compared to the sham group. This discovery implies that the involvement of 
NAT10-mediated ac4C RNA modification in IRI-induced renal injury may contribute to its pathogenesis. The confirmation of increased 
RNA ac4C levels by Dot Blot further bolstered our findings. 

In order to determine the functional significance of NAT10 in IRI-induced renal injury, we utilized Remodelin to inhibit the 
acetylation activity of NAT10. Surprisingly, Remodelin treatment did not impact the elevated mRNA and protein expressions of NAT10 
in IRI mice. However, it did significantly suppress global ac4C RNA modification and mitigate the pathological changes observed in the 
IRI kidneys. The reduction in serum urea and creatinine levels further supported the protective effect of NAT10 inhibition in IRI- 
induced renal injury. To further validate the role of NAT10 in renal injury, we generated NAT10 conditional knockout (cKO) mice. 
We confirmed the absence of NAT10 from tubular epithelial cells (TECs) and assessed the effects on RNA ac4C modification and renal 
injury. In line with the results from Remodelin treatment, NAT10 cKO also significantly suppressed global ac4C RNA modification and 
attenuated the pathological changes in the IRI kidneys. Once again, the decrease in serum urea and creatinine levels provided further 
support for the protective effect of NAT10 cKO in IRI-induced renal injury. 

The development of acute kidney injury (AKI) is believed to involve nephrotoxicity, inflammatory reactions, acute tubular hypoxia 
and necrosis, pericyte damage, and microvascular injury/dysfunction. Recently, the role of ferroptosis in the progression and treat-
ment of AKI has come to light [25]. Ferroptosis, distinct from other types of programmed cell death (PCD) in terms of morphology and 
biochemistry, involves iron-dependent lipid peroxidation and reactive oxygen species (ROS) [26]. The process of ferroptosis initiates 
an initial phase of cell death, which subsequently triggers an inflammatory reaction that further contributes to the decline in kidney 
function. Several research studies have demonstrated that approaches aimed at inhibiting ferroptosis can effectively slow down the 
advancement of AKI [27]. To investigate the role of NAT10 in hypoxia/reoxygenation (H/R)-induced TEC injury and ferroptosis, we 
inhibited NAT10 acetylation activity with Remodelin or performed NAT10 conditional knockout (cKO) in TECs. H/R injury signifi-
cantly increased NAT10 mRNA and protein levels, which remained unchanged with Remodelin treatment or NAT10 cKO. However, 
both Remodelin treatment and NAT10 cKO significantly suppressed the H/R-induced global ac4C RNA modification. Furthermore, cell 
viability was significantly decreased in H/R-injured TECs, and this decrease was reversed by Remodelin treatment or NAT10 cKO. 
Moreover, the increased levels of intracellular reactive oxygen species (ROS), malondialdehyde (MDA), and ferrous iron, as well as the 
decreased levels of glutathione (GSH) and ferritin observed in H/R-injured TECs, were all suppressed by Remodelin treatment or 
NAT10 cKO. Additionally, the expression of GPX4, a critical ferroptosis suppressor, was significantly increased by Remodelin treat-
ment or NAT10 cKO in H/R-injured TECs. These findings suggest that NAT10 inhibition attenuates H/R-induced TEC injury and 
ferroptosis. 

Ferritinophagy is a process in which Nuclear receptor coactivator 4 (NCOA4) acts as a specific cargo receptor to facilitate the 
autophagic breakdown of ferritin, a complex responsible for storing iron in the cytosol l [28–30]. The maintenance of intracellular and 
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systemic iron balance, as well as iron-dependent physiological processes like erythropoiesis, depends on NCOA4-facilitated ferriti-
nophagy [26,31]. By modulating the ferritinophagic flux mediated by NCOA4, the sensitivity to ferroptosis can be altered, which plays 
a crucial role in maintaining iron homeostasis [27,32–35]. Ferroptosis, an iron-dependent form of oxidative cell death, presents a 
promising target for preventing and treating ischemic reperfusion diseases. Research has shown that nuclear receptor coactivator 4 
(NCOA4), a cargo receptor for ferritinophagy, is the focus of compound 9a. Compound 9a functions by reducing the availability of 
intracellular ferrous iron, thereby inhibiting ferroptosis through disruption of the NCOA4-FTH1 protein-protein interaction. Further 
investigations have revealed that 9a directly binds to the recombinant protein NCOA4383-522, effectively blocking the 
NCOA4383-522-FTH1 interaction. This action significantly mitigates ischemic-reperfusion injury [36]. To investigate the underlying 
mechanism of NAT10-mediated renal injury, we focused on NCOA4 mRNA, which is a gene associated with ferroptosis. Methylated 
RNA immunoprecipitation analysis revealed that H/R injury significantly increased the acetylation level of NCOA4 mRNA at the ac4C 
site, and this increase was suppressed by treatment with Remodelin or NAT10 conditional knockout (cKO). Additionally, the half-life of 
NCOA4 mRNA was shortened in TECs treated with Remodelin or subjected to NAT10 cKO. These findings suggest that NAT10 pro-
motes the ac4C RNA modification of NCOA4 mRNA and enhances its stability, thereby contributing to ferroptosis induced by 
ischemia-reperfusion injury (IRI) in TECs. 

In summary, our study offers evidence supporting the involvement of NAT10 and its mediated ac4C RNA modification in IRI- 
induced renal injury. Inhibition of NAT10 or conditional knockout of NAT10 demonstrated a reduction in renal injury in IRI mice 
and H/R-induced TEC injury. These protective effects were linked to the suppression of global ac4C RNA modification and the 
modulation of NCOA4 mRNA stability. These findings underscore the potential of NAT10 and ac4C RNA modification as therapeutic 
targets for AKI treatment, while also providing insights into the molecular mechanisms underlying IRI-induced renal injury and fer-
roptosis. Further research is necessary to comprehensively grasp the regulatory network and explore potential clinical applications of 
NAT10 and ac4C RNA modification in renal injury. 
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