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LncRNA TUG1 regulates the development
of ischemia-reperfusion mediated acute
kidney injury through miR-494-3p/E-
cadherin axis
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Abstract

Background: Acute kidney injury (AKI) results from renal dysfunction caused by various causes, resulting in high
mortality. The underlying mechanisms of ischemia-reperfusion (I/R) induced AKI is very complicated and needed for
further research. Here, we sought to found out the functions of lncRNA TUG1 in I/R-induced AKI.

Methods: In vivo model was constructed by I/R-induced mice and in vitro model was constructed by hypoxia/
reoxygenation (H/R)-induced HK-2 cell. Kidney tissue damage was evaluated through H&E staining in mice. Cell flow
cytometry was used to detect the degree of apoptosis. TUG1, miR-494-3p and E-cadherin were determined both by
RT-PCR and western blot. Dual luciferase assay was employed to validate the relationships between TUG1, miR-494-
3p and E-cadherin. Inflammatory factors including IL-1β, TNFɑ and IL-6 were evaluated by ELISA.

Results: lncRNA TUG1 was decreased while miR-494-3p was elevated in vivo and in vitro. Overexpression of TUG1
or transfection with miR-494-3p inhibitor significantly alleviated cell apoptosis. MiR-494-3p directly targeted E-
cadherin and TUG1 suppressed cell apoptosis via serving as a miR-494-3p sponge to disinhibit E-cadherin.

Conclusion: lncRNA TUG1 alleviated I/R-induced AKI through targeting miR-494-3p/E-cadherin.
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Background
As a common clinical syndrome with high morbidity
and mortality, AKI is characterized by sudden loss of
kidney function [1, 2]. It has been guessed that AKI is
related to robust inflammatory reaction, oxidative stress,
intracellular Ca2+ overload, renin-angiotensin activation
and microcirculation disturbance. I/R-induced damage is
one of the most vital reason for AKI and develops dur-
ing cardiac surgery [3], kidney transplantation [4], and
renal vascular obstruction [5]. Even so, the underlying

mechanisms of Ischemia-reperfusion induced AKI is
very complicated and remain to be fully elucidated.
Long noncoding RNAs (lncRNAs) are RNAs longer

than 200 nucleotides without protein coding ability [6, 7],
which are transcribed by Pol II [8]. LncRNAs are vital in
epigenetic regulation, gene transcription, gene translation
and mRNA processing and regulate wide range of patho-
logical processes [9, 10]. As well-known members of
lncRNAs, plasmacytoma variant translocation (PVT1) and
nuclear enriched abundant transcript 1 (NEAT1) could
accelerate the progression of AKI. LPS-induced septic
AKI was accelerated by PVT1 through JNK/NF-κB [11].
NEAT1 upregulation prompted LPS-induced AKI through
negatively regulating miR-494-3p [12]. In addition, Liu
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et al. initially found lncRNA taurine up-regulated gene 1
(TUG1) was downregulated in sepsis AKI than that in
control. Sepsis AKI may be relieved by upregulation of
TUG1 through miR-142-3p/SIRT1 axis [13]. However,
whether TUG1 was related with ischemia-reperfusion in-
duced AKI remains unknown.
MicroRNAs are a series of small non-coding RNAs

and bind to the 3′-untranslated regions of mRNAs to in-
fluence target gene and participate in cell growth, migra-
tion, apoptosis and differentiation [14, 15]. Emerging
evidence indicates that lncRNAs can participate in the
pathological process of AKI by regulating microRNAs
[16]. miR-494 is transcribed by RNA polymerase II as
part of capped and polyadenylated primary transcripts
(pri-miRNAs) while miR-494-3p was generated from the
precursor miRNA (pre-miRNA) which is a product of
the pri-miRNAs cleaved by the Drosha ribonuclease III
enzyme. Firstly known as elevated miRNA in human ret-
inoblastoma tissues, miR-494 was used in cancer re-
search [17]. Subsequent studies indicated that miR-494-
3p is highly expressed in I/R-induced AKI and thus at-
tenuated the kidney protective gene ATF3, leading to
cell apoptosis and more aggravated kidney injury [14].
Since the expressed trend of TUG1 and miR-494-3p was
opposite, we speculated whether lncRNA TUG1 and
miR-494-3p are related in the regulation of I/R-induced
AKI.
In our research, we want to found out the effect and

mechanisms of lncRNA TUG1 in I/R-induced AKI.
Therefore, we firstly evaluated the expressed level of
TUG1 in kidney tissues and HK-2 cells. Subsequently,
the roles of TUG1 overexpression on I/R-induced AKI
mice and H/R-induced HK-2 cell model were examined,
which may present a new strategy for I/R-induced AKI
treatment.

Materials and methods
Animals
C57BL/6 J mice (n = 10, Male, 10–12 weeks, 20–25 g
weight) were purchased from Hunan SJA Laboratory
Animal Co., Ltd. (Changsha, China). Mice were main-
tained under a standard feeding environment with 12/
12-h light/dark cycle and room temperature of 18–26 °C.
Water and food were provided quantitatively. The Ethics
Committee of Brain Hospital of Hunan Province ap-
proved all animal experimental protocols (No.
K2019021).

In vivo mice AKI model
Two groups (n = 5/group) including sham group and I/R
group were randomly divided. Surgical procedure re-
ferred to the previous literature [18]. Pentobarbital (60
mg/kg; Sigma-Aldrich) was intraperitoneal injected into
mice and a heating plate was used to maintain body

temperature during surgery. In I/R group, the isolated
bilateral renal pedicles were suffered for 30 min renal is-
chemia and removing clamp for reperfusion. In sham
group, the standard surgery was conducted without
clamping the bilateral renal pedicles. After reperfusion
for 2 h, mice were sacrificed to collect blood, urine, and
kidney tissue sample for further analysis.

Histopathology
After fixing in 4% formalin for 24 h at 25 °C, the kidney
tissues were embedded in paraffin, which was cut into
5 μm-thick paraffin section. Subsequently, hematoxylin-
eosin staining was performed as previously described
[19]. Tissue section viewed and photographed under
microscope (Carl Zeiss MicroImaging GmbH, Göttin-
gen, Germany). According to the research of Jaklien C.
Leemans et al. [20], the tubular injury score was assessed
by a 5-point scale with the occurrence of necrosis.

Cell culture
Human kidney tubular epithelial cell line HK-2 was pur-
chased from the institute of Biochemistry and cell Biol-
ogy of the Chinese academy of Sciences (Shanghai,
China). Dulbecco’s modified Eagle’s medium (DMEM;
Invitrogen; Thermo Fisher Scientifc, Inc., Waltham,ma,
USA) containing 10% fetal bovine serum (FBS; Invitro-
gen; Thermo fisher Scientific, Inc.) and 100 u/ml penicil-
lin and 100 mg/ml streptomycin was used as standard
culture condition. The cell incubator was maintained at
37 °C with saturation humidity and 5% CO2.

Hypoxia/reoxygenation (H/R) cell model
The hypoxic condition was constructed in HK-2 cells
maintaining in complete medium HypOxystation H35
(Don Whitley Scientific) for 2 days with 1% Oxygen, 5%
CO2 and 94% N2 at 37 °C [21]. Then fresh medium was
applied for additional 24 h referring to reoxygenation.
During the re-oxygenation time, cells were transfected
by constructed vectors or plasmids. Normal cells were
cultured under standard conditions.

Cell transfection
Using the PfuUltra II Fusion HS DNA Polymerase
(Stratagene, Agilent Technologies, Santa Clara, CA,
USA), the amplified TUG1 cDNA was inserted into
pcDNA3.1 vector (Invitrogen) to construct the TUG1-
overexpressed plasmid as pcDNA TUG1. Small interfer-
ing RNA targeting TUG1 (si-TUG1) and negative con-
trol (si-NC) were obtained from Qiagen GmbH (Hilden,
Germany). Also, miR-494-3p mimics, miR-494-3p in-
hibitor and miR-NC, si-E-cad and si-NC were obtained
from GenePharma (Shanghai, China). Aforementioned
vectors or plasmids were transfected into cells using
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lipofectamine 2000 (Invitrogen). After 24 h transfection,
cells were collected for experiments.

Detection of renal functional parameters and
inflammatory cytokines
Using a Beckman Autoanalyzer (Beckman Coulter), the
level of serum creatinine (SCr) and blood urea nitrogen
(BUN) were tested. An ELISA Kit from Cosmo Bio and
an ELISA Kit from Sangon Biotech were respectively
used to examine the urine concentration of Kim-1 and
the cultured concentration of TNF-α, IL-6, and IL-1β.

Quantitative reverse transcription polymerase chain
reaction (qRT-PCR)
Kidney tissues and HK-2 cells were lysed to obtain total
RNA using TRIzol reagent (Life Technologies Corpor-
ation, Florida). A TaqMan miRNA Reverse Transcrip-
tion Kit (Applied Biosystems) was used to obtain cDNA.
TaqMan Universal Master Mix II, TaqMan miRNA as-
says was carried out for miR-494-3p and U6 and Taq-
Man gene expression assays for TUG1 and GAPDH.
Endogenous controls was set as U6 or GAPDH. Finally,
the relative gene expression was determined by calculat-
ing the 2-ΔΔct equation.

Cell apoptosis
Cells (10,000 cells/well) were cultured in 96-well plate.
After 24 h cells were collected through washing 3 times
with PBS buffer. Then, FITC-annexin V (BD Biosciences,
USA) and propidium iodide was added for 15 min incu-
bation. The results were pictured by FACScan Flow Cyt-
ometer (BD Biosciences) and the content of apoptotic
cells were summarized using Cellquest software (BD
Biosciences).

Western blot analysis
Determining by a BCA protein assay kit (Bio-Rad labora-
tories, inc., Hercules, CA, USA), the extracting total pro-
teins from kidneys and HK-2 cells were loaded on
sodium dodecyl sulfate (SDS) polyacrylamide gel electro-
phoresis (PAGE) gels for separation and then transferred
to polyvinylidene fluoride (PVDF) membranes. Following
1 h skim milk (5%) incubation at room temperature, pri-
mary antibodies including Bcl-2 (ab59348, Abcam, Cam-
bridge, MA, USA), Bax (ab32503, Abcam), cleaved
caspase3 (ab49822, Abcam), total caspase3 (ab13847,
Abcam), E-cadherin (CST, Danvers, MA, USA) and β-
actin (cat. no. 8457, Cell Signaling Technology) were
added respectively for overnight incubation at 4 °C. Sec-
ondary antibodies including goat anti-rabbit (ab205718,
Abcam) and goat anti-mouse (ab6789, Abcam) were
used for 2 h incubation at room temperature. The results
were calculated through enhanced chemiluminescence
reagents (Pierce, Rockford, IL, USA).

Luciferase assay
The reporter vectors of TUG1-WT and TUG1-MUT or
E-cadherin-WT and E-cadherin-MUT were constructed
by inserting the cDNA fragments of TUG1 or E-
cadherin containing the predicted binding site of miR-
494-3p or mutated binding site of miR-494-3p into the
pmirGlO Dual-luciferase miRNA Target Expression
Vector (Promega, Madison, WI). HK-2 cells were culture
in 96-well plates until the cell confluence was 50–70%.
Using Lipofectamine 2000 (Invitrogen), cells were co-
transfected with reporter vectors and miR-NC or miR-
494-3p mimics. Following 48 h of post-transfection, the
luciferase activity was estimated by Dual-Luciferase Re-
porter Assay System (Promega).

Statistical analysis
All the experiments in this research were repeated three
times independently (n = 3). Data were presented as the
mean ± standard deviation. GraphPad Prism software
(GraphPad Software, La Jolla, CA, USA) was used to an-
alyzed the statistical significance between different
groups using analysis of variance or a two tailed Stu-
dent’s t-test. A statistically significant difference was in-
dicated when P < 0.05.

Results
TUG1 expression was decreased both in I/R-induced mice
and H/R-induced HK-2 cells
To investigate the abnormal gene expression of TUG1
in response to AKI, I/R-induced mice and H/R-induced
HK-2 cells were used, respectively. Comparing to sham
group serum levels of SCr (Fig. 1a) and BUN (Fig. 1b)
were significantly upregulated in I/R group, SCr mainly
depends on the glomerular filtration rate and BUN is
the main component of non-protein nitrogen, account-
ing for half. When the serum level of Scr and Bun are
obviously higher, the kidney function has been severely
damaged. Simultaneously, the results of urine level of
Kim-1 (Fig. 1c) and histopathological analysis (Fig. 1d)
showed that I/R-induced mice kidney displayed tubular
damage. Kim-1 is a transmembrane glycoprotein of renal
proximal convoluted tubule epithelial cells. Its expres-
sion is significantly enhanced when the proximal convo-
luted tubule epithelial cells are regenerated after
damage, serving as a reliable scientific marker for detect-
ing early renal injury. Comparing with control group,
the concentrations of inflammatory factors including IL-
1β, TNFɑ and IL-6 were dramatically elevated in H/R-
induced HK-2 cells (Fig. 1f). TUG1 was dramatically re-
duced in I/R group and H/R group (Fig. 1E and G).
Taken together, TUG1 was significantly decreased
in vivo and in vitro.
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Overexpression of TUG1 alleviated cell apoptosis caused
by H/R
To further explore the role of TUG1, cells were trans-
fected with pcDNA-TUG1 and empty vector, respect-
ively. Figure 2a suggested that transfected cells could be
used for experiment since the expression of TUG1 was
higher in pcDNA-TUG1 group, demonstrating a suc-
cessful transfection. The results of ELISA indicated that
overexpressed TUG1 reduced the level of IL-1β, TNFɑ
and IL-6 (Fig. 2b). The effect of TUG1 on cell apoptosis
was detected by flow cytometry. Comparing with that of
H/R + vector group, the number of apoptosis cells were
reduced in the H/R + TUG1 group (Fig. 2c). Concur-
rently, the results of western blot displayed the same
trend in apoptotic proteins expression such as Bcl-2,
Bax, cleaved caspase3/total caspase3(Fig. 2d). Taken to-
gether, overexpression of TUG1 effectively alleviated cell
apoptosis induced by H/R.

TUG1 acted as a sponge of miR-494-3p
We further examined the possible mechanism by search-
ing the potential targets of TUG1. The relationship be-
tween TUG1 and miR-494-3p was found out on lncBase

Predicted v.2 bioinformatics tools (http://carolina.imis.
athena-innovation.gr/). Figure 3a displayed the predicted
binding sequences of TUG1 and miR-494-3p. Figure 3b
of dual luciferase assay showed miR-494-3p mimics re-
markably decreased the luciferase activity of TUG1.
Moreover, the qRT-PCR results demonstrated compar-
ing to the siNC group, TUG1 overexpressed dramatically
reduced miR-494-3p in HK-2 cells relative to empty vec-
tor group and TUG1 inhibited increased miR-494-3p
(Fig. 3c). Thus, we speculated miR-494-3p may be a tar-
get of TUG1 and TUG1 negatively affected miR-494-3p
level.

miR-494-3p participated in TUG1-mediated cell injury
To further verify whether TUG1 is related to cell injury
induced by H/R through regulating miR-494-3p, miR-
494-3p mimics and TUG1 were co-transfected into H/
R-induced HK-2 cells to assess inflammatory response
and cell apoptosis. Transfection with miR-494-3p
mimics reversed the influences of TUG1 up-regulation
on H/R-induced HK-2 cells by not only promoting the
production of IL-1β, TNFɑ and IL-6 (Fig. 4a), but also
developing cell apoptosis (Fig. 4b) and increasing Bax

Fig. 1 TUG1 expression was decreased both in I/R-induced mice and H/R-induced HK-2 cells. a-c: The levels of SCr, BUN and Kim-1 were
detected via ELISA assay. d: Renal sections of mice were stained using H&E. e: The relative expression level of TUG1 in vivo was tested by qRT-
PCR. f: The expression level of cytokines including TNF-α, IL-1β, and IL-6 were assessed by ELISA. g: The relative expression level of TUG1 in vitro
was measured by qRT-PCR. Results were presented as mean ± SD. *P < 0.05, **P < 0.01
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Fig. 2 (See legend on next page.)
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and cleaved-caspase3, as well as decreasing Bcl-2 (Fig. 4c).
All these data indicated that TUG1 mediated H/R-in-
duced HK-2 cell injury via miR-494-3p.

MiR-494-3p targeted to E-cadherin
miRNAs are important in disease through targeting
downstream genes. Consequently, we computed the tar-
get genes of miR-494-3p with TargetScan (http://www.
targetscan.org/vert_72/). Several targets were obtained
and one of them, E-cadherin, as a member of tubular ad-
herent proteins, was eventually selected due to. its pro-
tective effect on AKI. It was reported that inhibition of
the degradation of several adherent and tight junction
proteins included E-cadherin could ameliorate the pro-
gression of AKI [22, 23]. Figure 5a displayed the com-
puted binding sequences between miR-494-3p and E-
cadherin. Furthermore, dual luciferase assay verified
miR-494-3p mimics reduced the luciferase activity of E-
cad-WT (P < 0.05) without changing that of E-cad-MUT
(Fig. 5b), indicating that E-cadherin may be a potential
target gene for miR-494-3p. Additionally, HK-2 cells
were transfected with miR-494-3p mimics or miR-494-
3p inhibitor to evaluated miR-494-3p. Figure 5c showed
that the transfection efficiency was high. MiR-494-3p
mimics down-regulated E-cadherin while miR-494-3p

inhibitor showed the opposite effect in mRNA level (Fig. 5d).
Also, in protein level, E-cadherin expression was decreased
in miR-494-3p mimics group while was up-regulated in
miR-494-3p inhibitor group (Fig. 5e). All of these data
reflected that E-cadherin may be a target gene for miR-494-
3p and negatively regulated by miR-494-3p.

TUG1 regulated H/R-induced cell injury by mediating
miR-494-3p/E-cadherin axis
The mechanism of TUG1 in AKI was assessed in HK-2
cells. RT-PCR analysis found out in TUG1 group miR-
494-3p was reduced. Concurrently, miR-494-3p mimics
upregulated the expression of miR-494-3p while miR-
494-3p inhibitor reduced miR-494-3p expression, indi-
cating a high transfection efficiency (Fig. 6a). Addition-
ally, E-cadherin mRNA was inversely associated with
miR-494-3p (Fig. 6b), which is in line with the protein
expression of E-cadherin (Fig. 6c). These data demon-
strated that TUG1 regulated E-cadherin by mediating
miR-494-3p.
Furthermore, miR-494-3p inhibitor, pcDNA E-

cadherin and E-cadherin siRNA was transfected into H/
R-induced HK-2 cells, respectively. MiR-494-3p inhibitor
dramatically elevated the protein level of E-cadherin and
Bcl-2 but reduced Bax and cleaved-caspase3. Compared

(See figure on previous page.)
Fig. 2 Overexpression of TUG1 alleviated cell apoptosis caused by H/R. a: The relative expression level of TUG1. b: The concentration of cytokines
including TNF-α, IL-1β, and IL-6 were measured by ELISA. c: Cell apoptosis was assessed by flow cytometry. d: The relative expression levels of
Bcl-2, Bax and cleaved-caspase-3 in H/R-induced HK-2 cells were detected by western blot. Results were presented as mean ± SD. *P < 0.05,
**P < 0.01, ***P < 0.001

Fig. 3 TUG1 acted as a sponge of miR-494-3p. a: The putative binding site of TUG1 and miR-494-3p. b: Relative luciferase activities was assessed
by luciferase reporter assay. c: The relative expression of miR-494-3p was detected by qRT-PCR. Results were presented as mean ± SD.
*P < 0.01, **P < 0.001
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to miR-494-3p inhibitor alone, E-cadherin and Bcl-2
were markedly upregulated while Bax and cleaved-
caspase3 were downregulated in miR-494-3p inhibitor
and pcDNA E-cadherin co-treated group. The co-
transfection of miR-494-3p inhibitor and E-cadherin
siRNA showed the opposite effects on all the proteins,
which suggested that miR-494-3p/E-cadherin axis was
associated with HK-2 cell injury (Fig. 6d). In conclude,
these data speculated that TUG1 regulated H/R-induced
cell injury by medicating the miR-494-3p/E-cadherin
axis.

Discussion
In our study, we found out lncRNA TUG1 was reduced
both in I/R-induced mice and H/R-induced HK-2 cells.
Moreover, overexpression of TUG1 effectively alleviated
cell apoptosis and significantly decreased inflammatory

cytokines in H/R-induced HK-2 cells. More importantly,
miR-494-3p may be negatively regulated by TUG1. Fur-
ther studies revealed that overexpression of TUG1 ame-
liorated H/R-induced cell injury by suppressing miR-
494-3p. Thus E-cadherin was verified may be a target
gene for miR-494-3p. Finally, our studies indicated
lncRNA TUG1 might regulate H/R-induced cell injury
through miR-494-3p/E-cadherin axis, which need more
experiments to further attest the molecular mechanism
of lncRNA TUG1 in AKI.
Extensive researches indicated that lncRNAs were in-

creasingly important in the pathogenesis of AKI [24, 25].
For instance, lncRNA TUG1 is involved in sepsis-
associated AKI by influencing cytokines production and
autophagy, thus promoting cell proliferation and inhibit-
ing cell apoptosis [13]. In line with this finding, our re-
sults showed that overexpression of TUG1 markedly

Fig. 4. miR-494-3p participated in TUG1-mediated cell injury. a: The concentration of cytokines including TNF-α, IL-1β, and IL-6 were assessed by
ELISA. b: Flow cytometry was used to analyze cell apoptosis. c: The relative expression levels of Bcl-2, Bax and cleaved-caspase-3 were measured
by western blot. Results were presented as mean ± SD. *P < 0.05, **P < 0.01, ***P < 0.001.
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relieved cell apoptosis and decreased inflammatory cyto-
kines in H/R-induced HK-2 cells. Additionally, it has
been reported that through binding to the 3′-untrans-
lated region of miRNA, lncRNAs could influence their
transcript functions, and thus impact disease develop-
ment and prognosis [26, 27]. Ying Ding et al. [28] found
that lncRNA MALAT1 can promote LPS-induced AKI
by regulating miR-146a/NF-κB. In accordance with
above studies, our results revealed miR-494-3p was
negatively associated with TUG1 and overexpression of
TUG1 attenuated H/R-induced HK-2 cell injury by
restraining miR-494-3p.
Moreover, we identified E-cadherin may be a target

gene for miR-494-3p, therefore E-cadherin was nega-
tively adjusted by miR-494-3p in HK-2 cells. As a mem-
ber of tubular adherent proteins, E-cadherin was
reported to be involved in renal cell carcinoma (RCC)
and renal fibrotic diseases [29, 30]. More importantly,
the inhibition of Src kinase defended I/R-mediated AKI,
partly due to preventing downregulation of E-cadherin

[22]. Li Gao et al. also found that restoration of E-
cadherin could ameliorate inflammation and cell apop-
tosis to attenuate the progression of cisplatin induced
AKI [23]. We further found that overexpression of
TUG1 can regulate E-cadherin expression by targeting
miR-494-3p and overexpression or suppression of E-
cadherin changed apoptosis-associated proteins in HK-2
cells transfecting with miR-494-3p inhibitor, suggesting
lncRNA TUG1 might regulate H/R-induced cell injury
through miR-494-3p/E-cadherin axis. In the future, we
will further focus on the study of mechanism of lncRNA
TUG1 in AKI and use further experiments to verify
deeply the current possible conclusion.

Conclusions
Our research indicates overexpression of the lncRNA
TUG1 alleviate I/R-induced AKI by influencing miR-
494-3p/E-cadherin. This may provide novel insight for
the strategy of AKI treatment.

Fig. 5 MiR-494-3p targeted to E-cadherin. a: The predicted binding site sequences of E-cadherin and miR-494-3p. b: The relative luciferase
activities was assessed by luciferase reporter assay. c, d: The relative expression levels of miR-494-3p and E-cadherin mRNA were detected by qRT-
PCR. e: The protein level of E-cadherin was measured by western blot. Results were presented as mean ± SD. *P < 0.05, **P < 0.01, ***P < 0.001

Chen et al. Journal of Inflammation           (2021) 18:12 Page 8 of 10



Fig. 6 TUG1 regulated H/R-induced cell injury by mediating miR-494-3p/E-cadherin axis. a, b: The relative expression levels of miR-494-3p and E-
cadherin mRNA were detected by qRT-PCR. c, d: The protein levels of E-cadherin and apoptosis-related proteins were measured by western blot.
Results were presented as mean ± SD. *P < 0.05, **P < 0.01, ***P < 0.001

Chen et al. Journal of Inflammation           (2021) 18:12 Page 9 of 10



Abbreviations
AKI: Acute kidney injury; lncRNA: Long noncoding RNA; TUG1: Taurine
upregulated gene 1; miR-494-3p: Microrna-494; I/R: Ischemia-Reperfusion; H/
R: Hypoxia/Reoxygenation; HK-2 cell: Human kidney tubular epithelial cell; E-
cad: E-cadherin; NC: Negative control; TNF-α: Tumor necrosis factor α; IL-
6: Interleukin 6; IL-1β: Interleukin 1β; Bcl-2: B-cell lymphoma-2

Acknowledgements
Not applicable.

Authors’ contributions
Guarantor of integrity of the entire study: Li Chen; study concepts: Li Chen;
study design: Li Chen; definition of intellectual content: Li Chen; literature
research: Jun-Ying Xu; experimental studies: Hong-Bao Tan; data acquisition:
Li Chen; data analysis: Hong-Bao Tan; statistical analysis: Hong-Bao Tan.
manuscript preparation: Li Chen; manuscript editing: Li Chen; manuscript re-
view: Hong-Bao Tan. The authors read and approved the final manuscript.

Funding
This work was supported by Hunan Provincial Health and Health
Commission’s 2020 Research Projects Fund (NO.20201773), and Hunan
province technological innovation guidance program-clinical medical tech-
nology innovation guidance project (NO.2017SK50215).

Availability of data and materials
All data generated or analysed during this study are included in this
published article [and its supplementary information files].

Declarations

Ethics approval
The Ethics Committee of Brain Hospital of Hunan Province approved all
animal experimental protocols.

Consent for publication
Not applicable.

Competing interests
The authors declare that there is no conflict of interests.

Author details
1Department of Nephrology, Brain Hospital of Hunan Province, Changsha
410007, Hunan Province, P.R. China. 2Department of Anesthesiology, The
Fourth Hospital of Changsha, No.70, Lushan Road, Yuelu District, Changsha
410006, Hunan Province, P.R. China.

Received: 21 July 2020 Accepted: 22 February 2021

References
1. Pagtalunan ME, Olson JL, Tilney NL, Meyer TW. Late consequences of acute

ischemic injury to a solitary kidney. J Am Soc Nephrol. 1999;10(2):366–73.
2. Segev G, Langston C, Takada K, Kass PH, Cowgill LD. Validation of a clinical

scoring system for outcome prediction in dogs with acute kidney injury
managed by hemodialysis. J Vet Intern Med. 2016;30(3):803–7.

3. Pistolesi V, Di Napoli A, Fiaccadori E, Zeppilli L, Polistena F, Sacco MI, et al.
Severe acute kidney injury following cardiac surgery: short-term outcomes
in patients undergoing continuous renal replacement therapy (CRRT). J
Nephrol. 2016;29(2):229–39.

4. Danobeitia JS, Ziemelis M, Ma X, Zitur LJ, Zens T, Chlebeck PJ, et al. Complement
inhibition attenuates acute kidney injury after ischemia-reperfusion and limits
progression to renal fibrosis in mice. PLoS One. 2017;12(8):e0183701.

5. Ehling J, Babickova J, Gremse F, Klinkhammer BM, Baetke S, Knuechel R, et al.
Quantitative micro-computed tomography imaging of vascular dysfunction in
progressive kidney diseases. J Am Soc Nephrol. 2016;27(2):520–32.

6. Cabili MN, Trapnell C, Goff L, Koziol M, Tazon-Vega B, Regev A, et al.
Integrative annotation of human large intergenic noncoding RNAs reveals
global properties and specific subclasses. Genes Dev. 2011;25(18):1915–27.

7. Ecker JR, Bickmore WA, Barroso I, Pritchard JK, Gilad Y, Segal E. Genomics:
ENCODE explained. Nature. 2012;489(7414):52–5.

8. Schmitz SU, Grote P, Herrmann BG. Mechanisms of long noncoding RNA
function in development and disease. Cell Mol Life Sci. 2016;73(13):2491–509.

9. Lorenzen JM, Thum T. Long noncoding RNAs in kidney and cardiovascular
diseases. Nat Rev Nephrol. 2016;12(6):360–73.

10. Moghaddas Sani H, Hejazian M, Hosseinian Khatibi SM, Ardalan M, Zununi
Vahed S. Long non-coding RNAs: an essential emerging field in kidney
pathogenesis. Biomed Pharmacother. 2018;99:755–65.

11. Huang W, Lan X, Li X, Wang D, Sun Y, Wang Q, et al. Long non-coding RNA
PVT1 promote LPS-induced septic acute kidney injury by regulating
TNFalpha and JNK/NF-kappaB pathways in HK-2 cells. Int
Immunopharmacol. 2017;47:134–40.

12. Chen Y, Qiu J, Chen B, Lin Y, Chen Y, Xie G, et al. Long non-coding RNA
NEAT1 plays an important role in sepsis-induced acute kidney injury by
targeting miR-204 and modulating the NF-kappaB pathway. Int
Immunopharmacol. 2018;59:252–60.

13. Liu X, Hong C, Wu S, Song S, Yang Z, Cao L, et al. Downregulation of
lncRNA TUG1 contributes to the development of sepsis-associated acute
kidney injury via regulating miR-142-3p/sirtuin 1 axis and modulating NF-
kappaB pathway. J Cell Biochem. 2019.

14. Lan YF, Chen HH, Lai PF, Cheng CF, Huang YT, Lee YC, et al. MicroRNA-494 reduces
ATF3 expression and promotes AKI. J Am Soc Nephrol. 2012;23(12):2012–23.

15. Frixa T, Donzelli S, Blandino G. Oncogenic MicroRNAs: key players in
malignant transformation. Cancers (Basel). 2015;7(4):2466–85.

16. Zhou P, Chen Z, Zou Y, Wan X. Roles of non-coding RNAs in acute kidney
injury. Kidney Blood Press Res. 2016;41(6):757–69.

17. Zhao JJ, Yang J, Lin J, Yao N, Zhu Y, Zheng J, et al. Identification of miRNAs
associated with tumorigenesis of retinoblastoma by miRNA microarray
analysis. Childs Nerv Syst. 2009;25(1):13–20.

18. Zhang W, Shu L. Upregulation of miR-21 by ghrelin ameliorates ischemia/
reperfusion-induced acute kidney injury by inhibiting inflammation and cell
apoptosis. DNA Cell Biol. 2016;35(8):417–25.

19. Chao CS, Tsai CS, Chang YP, Chen JM, Chin HK, Yang SC. Hyperin inhibits
nuclear factor kappa B and activates nuclear factor E2-related factor-2
signaling pathways in cisplatin-induced acute kidney injury in mice. Int
Immunopharmacol. 2016;40:517–23.

20. Leemans JC, Stokman G, Claessen N, Rouschop KM, Teske GJ, Kirschning CJ,
et al. Renal-associated TLR2 mediates ischemia/reperfusion injury in the
kidney. J Clin Invest. 2005;115(10):2894–903.

21. Tammaro A, Scantlebery AML, Rampanelli E, Borrelli C, Claessen N, Butter LM, et al.
TREM1/3 deficiency impairs tissue repair after acute kidney injury and mitochondrial
metabolic flexibility in tubular epithelial cells. Front Immunol. 2019;10:1469.

22. Xiong C, Zang X, Zhou X, Liu L, Masucci MV, Tang J, et al. Pharmacological
inhibition of Src kinase protects against acute kidney injury in a murine
model of renal ischemia/reperfusion. Oncotarget. 2017;8(19):31238–53.

23. Gao L, Liu MM, Zang HM, Ma QY, Yang Q, Jiang L, et al. Restoration of E-cadherin
by PPBICA protects against cisplatin-induced acute kidney injury by attenuating
inflammation and programmed cell death. Lab Investig. 2018;98(7):911–23.

24. Cheng W, Li XW, Xiao YQ, Duan SB. Non-coding RNA-associated ceRNA
networks in a new contrast-induced acute kidney injury rat model. Mol Ther
Nucleic Acids. 2019;17:102–12.

25. Jiang X, Li D, Shen W, Shen X, Liu Y. LncRNA NEAT1 promotes hypoxia-
induced renal tubular epithelial apoptosis through downregulating miR-
27a-3p. J Cell Biochem. 2019;120(9):16273–82.

26. Sen R, Ghosal S, Das S, Balti S, Chakrabarti J. Competing endogenous RNA: the
key to posttranscriptional regulation. ScientificWorldJournal. 2014;2014:896206.

27. Zhai H, Zhang X, Sun X, Zhang D, Ma S. Long Non-coding RNA LINC01420
Contributes to Pancreatic Cancer Progression Through Targeting KRAS
Proto-oncogene. Dig Dis Sci. 2020;65(4):1042–52.

28. Ding Y, Guo F, Zhu T, Li J, Gu D, Jiang W, et al. Mechanism of long non-coding
RNA MALAT1 in lipopolysaccharide-induced acute kidney injury is mediated by
the miR-146a/NF-kappaB signaling pathway. Int J Mol Med. 2018;41(1):446–54.

29. Gao Y, Yan Y, Guo J, Zhang Q, Bi D, Wang F, et al. HNF4alpha
downregulation promotes tumor migration and invasion by regulating
Ecadherin in renal cell carcinoma. Oncol Rep. 2019;42(3):1066–74.

30. Ye M, Fan G, Zhu S, Han W, Xie Y. Low expressions of EHD2 and E-cadherin
correlate with a poor prognosis for clear cell renal cell carcinoma. Zhong
Nan Da Xue Xue Bao Yi Xue Ban. 2019;44(8):864–70.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Chen et al. Journal of Inflammation           (2021) 18:12 Page 10 of 10


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Materials and methods
	Animals
	In vivo mice AKI model
	Histopathology
	Cell culture
	Hypoxia/reoxygenation (H/R) cell model
	Cell transfection
	Detection of renal functional parameters and inflammatory cytokines
	Quantitative reverse transcription polymerase chain reaction (qRT-PCR)
	Cell apoptosis
	Western blot analysis
	Luciferase assay
	Statistical analysis

	Results
	TUG1 expression was decreased both in I/R-induced mice and H/R-induced HK-2 cells
	Overexpression of TUG1 alleviated cell apoptosis caused by H/R
	TUG1 acted as a sponge of miR-494-3p
	miR-494-3p participated in TUG1-mediated cell injury
	MiR-494-3p targeted to E-cadherin
	TUG1 regulated H/R-induced cell injury by mediating miR-494-3p/E-cadherin axis

	Discussion
	Conclusions
	Abbreviations
	Acknowledgements
	Authors’ contributions
	Funding
	Availability of data and materials
	Declarations
	Ethics approval
	Consent for publication
	Competing interests
	Author details
	References
	Publisher’s Note

