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Recent studies suggested that DNA double-strand breaks (DSBs) were associated with the pathogenesis
of chronic kidney disease (CKD). The purpose of this investigation was to determine the role of Sirtuiné
(Sirt6), a histone deacetylase related to DNA damage repair, in angiotensin (Ang) Il-induced DNA DSBs
and the cell injury of podocytes and explore the possible mechanism. Here we showed that an increase of
DNA DSBs was accompanied by a reduction in Sirté expression in the glomeruli of patients with hyperten-
sive nephropathy (HN). Similar results were found in rat kidneys infused with Ang Il and in cultured podo-
cytes stimulated with Ang Il. Sirt6 overexpression inhibited Ang Il-induced ROS generation and DNA DSBs,
and thus served as a protection against Ang ll-induced apoptosis in podocytes. Moreover, Sirt6 activation
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enhanced Nrf2 and HO-1 gene expressions in podocytes after Ang Il treatment. Furthermore, Nrf2 knock-
down could partly reverse the cytoprotective effects of Sirt6 activation. In conclusion, our observations
demonstrated that the Sirt6-Nrf2-HO-1 pathway played a vital role in relieving Ang II-mediated oxidative

rsc.li/food-function DNA damage and podocyte injury.

there are other mechanisms involved in Ang II-induced podo-

cyte injury.
DNA safekeeping is regarded as a vital biological function

Introduction

Activation of the intrarenal renin-angiotensin system (RAS)
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plays a crucial role in the development and progression of
chronic kidney disease (CKD)."™ As a main effector of RAS,
angiotensin (Ang) II is considered to be involved in the pro-
gression of CKD.>”” However, not all patients with RAS acti-
vation develop CKD, and an aggressive inhibition of RAS
activity reduces but does not eliminate the risk of CKD,
suggesting that other factors are involved in the
pathogenesis.®'' As a key component in maintaining the
integrity of the glomerular filtration barrier with limited regen-
eration and repair ability, podocyte loss correlates with the
prognosis of CKD."*”"> Numerous studies suggest that Ang II-
induced podocyte injury contributes to the onset of protei-
nuria and the progression of chronic glomerular

disease.®”'®'” However, it is still worth investigating whether
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of cells, which ensures the transfer of unchanged genetic
material to the next generation and maintains proper cellular
function.'® DNA damage can be induced by various stimuli,
such as reactive oxygen species (ROS), mechanical stress, and
UV radiation."””* A DNA double-strand break (DSB) is the
most severe type of DNA damage because it has been found
that it is intrinsically more difficult to repair this type of
damage than to repair other types of DNA damage.'**" Cell
injury occurs when DNA DSB induction increases or when
their repair is impaired. Previous studies demonstrated that
oxidative DNA damage including DNA DSBs caused by Ang II
lead to cell apoptosis, and this was thought to be involved in
the pathogenesis of CKD.>>* It is speculated that an inhi-
bition of DNA DSBs would protect one against podocyte injury
and thus mitigate the progression of CKD. Hence, an identifi-
cation of the key molecules regulating DNA DSBs in podocytes
may provide a potential therapeutic target for the treatment of
CKD.

Sirtuin6 (Sirt6) is an important member of the sirtuin
family of class III NAD'-dependent histone deacetylases, which
exhibits several catalytic activities including deacetylation and
ribosylation.”>® 1t has been demonstrated that Sirt6 is
involved in multiple cellular pathways related to DNA repair,
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aging, inflammation, epigenetics and cellular glucose/lipid
metabolism.?*! The role of Sirt6 as a cytoprotective protein
in podocytes is now becoming clear.>” Liu et al. revealed that
Sirt6 deficiency triggered a high glucose-induced inflammatory
response, cytoskeletal remodeling and apoptosis in podo-
cytes.*® Huang et al. reported that Sirt6 was important for
podocyte homeostasis and the maintenance of glomerular
function.”® Our recent studies suggested that Sirt6 deletion
exacerbated Ang II-induced cholesterol accumulation and
injury in podocytes.® Functionally, current literature has
identified that Sirt6 serves as a vital regulator of DNA damage.
Nagai et al. reported that a depletion of Sirt6 caused an
increase of DNA DSBs and telomere dysfunction in human
chondrocytes.>® Jung et al. have elucidated that Sirt6 over-
expression prevented Ap42-induced DNA DSBs in HT22 mouse
hippocampal neurons.?® Sirt6 has also been implicated in the
protection of human endothelial cells from DNA damage.*®
However, whether Sirt6 is involved in Ang II-induced DNA
DSBs in podocytes and the related molecular mechanisms
remains unknown.

In the present investigation, we detected a reduction of
Sirt6 in renal biopsies in patients with hypertensive nephropa-
thy compared to healthy subjects. Sirt6 overexpression alle-
viated Ang II-induced DNA damage and apoptosis in cultured
podocytes, and vice versa. Mechanistically, Sirt6 regulated the
Nfr2/HO-1 signaling pathway to exert cytoprotection against
Ang II-induced podocyte DNA damage and cell injury. Our
data revealed that Sirt6 might be a potential therapeutic target
in CKD.

Materials and methods
Human renal biopsy samples

Samples from patients who had renal biopsy-proven hyperten-
sive nephropathy (HN) and diabetic nephropathy (DN) were
obtained from the Division of Nephrology, Renmin Hospital of
Wuhan University, Wuhan, China. The control samples were
normal kidney sections of para-carcinoma tissues from indi-
viduals who underwent tumor nephrectomies. The samples
from the control subjects without DN or other renal diseases
except for solitary renal cell carcinoma were obtained from the
Division of Pathology, Renmin Hospital of Wuhan University,
Wuhan, China. The patients signed the informed consent
before this experiment was conducted. The research was con-
ducted in accordance with the approved guidelines of Wuhan
University and was approved by the Research Ethics
Committee of Renmin Hospital of Wuhan University. The
investigation complied with the principles of the Declaration
of Helsinki.

Animals

All procedures were approved by the Ethical Committee for the
Experimental Use of Animals of Renmin Hospital in Wuhan,
China. A total of twenty-four male specific-pathogen-free
Wistar rats were provided by the Hubei Research Center of

7868 | Food Funct, 2021,12, 7867-7882

View Article Online

Food & Function

Experimental Animals. Rats were raised in an environment
with an artificial light cycle with controlled temperature and
humidity at the Center for Animal Experiments of Wuhan
University. The animals were given free access to standard rat
chow and tap water. Rats were randomly divided into the
normal saline infusion group or the Ang II infusion group
after being embedded with osmotic minipumps (Alzet, CA).
Rats were anesthetized with 4% isoflurane containing 30% O,
and 70% N,O. Rats in the Ang II-infusion group were subjected
to Ang II perfusion at 400 ng kg~" min~" for 14 or 28 d. The
animals were sacrificed on day 28 by cervical dislocation. The
kidneys were perfused with vanadate (a phosphatase inhibitor)
before isolation. Some kidney sections were stored at —80 °C
for biochemical analysis, some kidney sections were fixed in
4% paraformaldehyde for pathological staining, and the
remaining sections were fixed in glutaraldehyde for electron
microscopy observation.

The glomeruli were separated by the sieving method.
100 mg of renal cortex were passed through a three-layer stain-
less steel screen with a diameter of 80 mesh, 120 mesh and
200 mesh successively. The glomeruli on the net were collected
after they were washed with Hank’s solution.

Cell culture

Conditionally immortalized human podocytes, which were
kindly provided by Dr Moin A. Saleem (Academic Renal Unit,
Southmead Hospital, Bristol, UK), were grown in a standard
environment. Podocytes were cultured at 33 °C in RPMI
1640 medium (HyClone, USA) supplemented with 10% heat-
inactivated fetal bovine serum (BI, Israel), 100 ug mL™" strepto-
mycin, 100 U mL ™" penicillin G, and 1x insulin-transferrin-
selenium (ITS) (Invitrogen, USA) for proliferation. Podocytes
were grown for 10-14 days at 37 °C without ITS for differen-
tiation. The differentiated cells were incubated with Ang II
(1077 M) at various times. Every result was verified in at least
three independent cultures of podocytes.

Transfection

For the interference treatment, Sirt6 siRNA (Qiagen, Germany)
were transfected into podocytes according to the manufac-
turer’s instructions. Cells with a density of 2 x 10° were seeded
into 6-well plates and transfected with a mixture containing 10
nM Sirt6 siRNA or scrambled siRNA and the HiPerFect trans-
fection reagent (Qiagen, Germany) under normal culture con-
ditions for 24 h.

Nrf2 siRNA (Qiagen, Germany) were transfected into the
podocytes according to the manufacturer’s instructions. Cells
with a density of 2 x 10° were seeded into 6-well plates and
transfected with a mixture containing 10 nM Nrf2 siRNA or
scrambled siRNA and the HiPerFect transfection reagent
(Qiagen, Germany) under normal culture conditions for 24 h.

For the overexpression treatment, the Sirt6 plasmid
(Addgene) was transfected into the podocytes according to the
manufacturer’s instructions. Cells with a density of 2 x 10°
were seeded into 6-well plates and transfected with a mixture
containing 2 pg Sirt6 plasmid or pcDNA3.1 and 2 pl

This journal is © The Royal Society of Chemistry 2021
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X-tremeGENE transfection reagent (Roche) under normal
culture conditions for 24 h.

Western immunoblotting

Isolated glomeruli and podocytes were homogenized in RIPA
buffer (Beyotime, China) mixed with a protease inhibitor cock-
tail (Sigma-Aldrich, USA). The extractions were then centri-
fuged at 13000 rpm for 10 min at 4 °C. Equal amounts of
protein samples were subjected to separation by SDS-PAGE
and then transferred to nitrocellulose membranes (GE
Healthcare). After blocking in 5% milk for 1 h, the membranes
were incubated with primary antibodies (Sirt6 rabbit mono-
clonal antibody, 1:1000, Abcam; Nrf2 rabbit polyclonal anti-
body, 1:1000, Abcam; HO-1 rabbit monoclonal antibody,
1:1000, Abcam; GAPDH rabbit monoclonal antibody, 1:1000,
Antgene and GAPDH mouse monoclonal antibody, 1:1000,
Antgene) at 4 °C overnight. An Alexa Fluor 680/790-labeled
goat anti-rabbit/goat anti-mouse IgG antibody (1:10 000,
LI-COR Biosciences, USA) was used as the secondary antibody.
The blots were detected using the LI-COR Odyssey Infrared
Imaging System.

Immunofluorescence assay

Kidney paraffin sections were dewaxed and subjected to
antigen repair treatment. After blocking with 5% bovine serum
albumin (BSA) at room temperature for 30 min, the slides were
incubated with a mixture of mouse anti-WT1 monoclonal anti-
body (1:100, Novus, USA) and rabbit anti-Sirt6 polyclonal anti-
body (1:100, Thermo Fisher Scientific, USA) or rabbit anti-
YH2AX polyclonal antibody (1:100, ABclonal, China) at 4 °C
overnight. The slides were incubated with a mixture of Alexa
Fluor 488, Donkey anti-mouse IgG (HL) (1:200, Jackson
Immuno Research Laboratories, USA) and Alexa Fluor 594,
Donkey anti-Rabbit IgG (HL) (1:200, Jackson Immuno
Research Laboratories, USA) or Alexa Fluor 488, Donkey anti-
Rabbit IgG (HL) (1:200, Life Technologies, USA) as the fluo-
rescent secondary antibodies at 37 °C in darkness for 60 min.
The nuclei were stained with DAPI (Antgene, China) for 5 min.

Podocytes grown on cover slides were fixed with 4% parafor-
maldehyde at 4 °C for 30 min and incubated with rabbit anti-
Sirt6 polyclonal antibody (1:100, Thermo Fisher Scientific,
USA) or rabbit anti-yH2AX polyclonal antibody (1:100,
ABclonal, China) overnight at 4 °C. The slides were then
stained with Alexa Fluor 594, Donkey anti Rabbit IgG (HL)
(1:200, Jackson Immuno Research Laboratories, USA) or Alexa
Fluor 488, Donkey anti-Rabbit IgG (HL) (1:200, Life
Technologies, USA) at 37 °C for 60 min. The nuclei were
stained with DAPI (Antgene, China) for 5 min. Images were

obtained wusing a laser scanning confocal microscope
(Olympus, Japan).
Immunohistochemistry

Sirt6 expression in the kidney tissue was evaluated by immu-
nohistochemistry. Kidney paraffin sections were dewaxed and
subjected to antigen retrieval. After blocking with 5% bovine
serum albumin, the slides were incubated with Sirt6 primary
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antibody (1:100, Thermo Fisher Scientific, USA) overnight at
4 °C. Subsequently, the sections were incubated with polymer-
ized horseradish peroxidase-conjugated secondary antibody
for 30 min. After DAB (Dako) staining, the slides were stained
with haematoxylin. Images were obtained using a microscope
(Olympus, Japan).

Apoptosis assay

Podocyte apoptosis in the kidney tissue was examined
using a TUNEL assay kit (Roche, Germany) according to the
manufacturer’s instructions. Briefly, the kidney paraffin
sections were dewaxed and subjected to antigen retrieval.
After blocking with 5% bovine serum albumin, the slides were
incubated with terminal deoxynucleotidyl transferase (TdT)
and digoxigenin-11-dUTP for 1 h at room temperature.
The slides were then incubated with streptavidin-biotin-per-
oxidase-conjugated antidigoxigenin-11-dUTP antibody for
30 min. Images were obtained using a microscope (Olympus,
Japan).

Podocyte apoptosis in vitro was evaluated by flow
cytometry with Annexin V-FITC/PI double staining according
to the manufacturer’s protocol (Annexin V-FITC Apoptosis
Detection Kit I, BD Pharmingen, USA). Podocytes in the upper-
right and lower-right quadrants were considered as apoptotic
cells.

ROS detection

The intracellular ROS generation was evaluated using the
dichlorofluorescein diacetate (DCFH-DA) fluorescent probe
(Beyotime, China). The cells were incubated with a final con-
centration of 10 pM DCFH-DA for 1 h at 37 °C, and were sub-
sequently washed with PBS three times. Subsequently, the
images were obtained using a laser scanning confocal micro-
scope (Olympus, Japan).

Statistical analyses

All values were presented as the mean + SD and analyzed
using SPSS v 17.0. Differences in the mean values were evalu-
ated using Student’s ¢-test or one-way ANOVA. Differences with
P < 0.05 were considered statistically significant.

Results

Sirt6 expression was reduced in the renal biopsies of patients
with HN accompanied by an increase of DNA DSBs

To investigate the effect of Ang II on the expression of Sirt6 in
the glomeruli in vivo, we first conducted immunohisto-
chemical staining of Sirt6 in the renal biopsies from patients
with HN. As shown in Fig. 1A, we observed that Sirt6 was sig-
nificantly reduced in the glomeruli of patients with HN and
DN relative to those from healthy subjects. We further con-
ducted double immunofluorescence staining of Sirt6 and the
podocyte marker WT1 to evaluate the Sirt6 expression in the
kidney tissues. The results suggested that Sirt6 was decreased

Food Funct., 2021,12, 7867-7882 | 7869
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Fig. 1 Sirt6 is decreased in the renal biopsies in patients with HN along with increase of DNA DSBs. (A) Representative micrographs and quantifi-
cation of Sirt6 staining in the glomeruli from each group (original magnification, x100). *P < 0.05 relative to normal, n = 6. Scale bars: 50 ym. (B)
Representative micrographs and quantification of Sirt6 and WT-1 double staining in the glomeruli from each group (original magnification, x400). *P
< 0.05 relative to normal, n = 6. Scale bars: 20 pm. (C) Representative micrographs and quantification of yH2AX staining in the glomeruli from each
group (original magnification, X400). *P < 0.05 relative to normal, n = 6. Scale bars: 20 um. Normal: healthy subjects, HN: patients with hypertensive

nephropathy, DN: patients with diabetic nephropathy.

in the podocytes from individuals with HN and DN relative to
the healthy group (Fig. 1B). DNA damage is one of the major
triggers of cell senescence and is considered to be related to
apoptosis. Only few studies have revealed that Ang II induced
ROS generation and oxidative DNA damage in podocytes.>***
To elucidate the DNA injury of podocytes in patients with HN,
we performed immunofluorescence staining to evaluate the

7870 | Food Funct,, 2021, 12, 7867-7882

YH2AX (a marker for DNA DSBs) expression in the glomeruli of
HN subjects. The results indicated that YH2AX was increased
in the glomeruli from HN individuals compared with the
healthy controls (Fig. 1C), which suggested the existence of
severe DNA damage in hypertensive kidney. Thus, we specu-
lated that the downregulation of Sirt6 may contribute to Ang
II-induced DNA DSBs and podocyte injury.

This journal is © The Royal Society of Chemistry 2021
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Sirt6 expression was decreased in the podocytes from the
glomeruli of Ang Il-infused rats

To assess the effect of Ang II on the Sirt6 expression in the
podocytes in vivo, we established an Ang Il-infused rat model.
Periodic acid-Schiff (PAS) staining showed a significant
increase in mesangial expansion and the accumulation of the
extracellular matrix in Ang II-infused rats relative to those from
the control group (Fig. 2A). Transmission electron microscopy
(TEM) examination revealed exacerbated diffuse foot process
fusion and chromatin agglutination (podocyte apoptosis) in
Ang II-infused rats (Fig. 2B). Moreover, the Ang II-infused rats
exhibited a marked increase in apoptotic podocytes in the glo-
meruli compared with those in the control group, as revealed
by the WT1 and TUNEL double immunofluorescence staining
(Fig. 2C). These findings are consistent with our previous
results. We next evaluated the renal expression of Sirt6 by
western blot analysis. As with the tendency of Sirt6 expression
in renal biopsy specimens of patients with HN, Sirt6 protein
levels were also decreased in the kidneys of Ang II-infused rats
(Fig. 2D). To further explore the expression of Sirt6 in the
podocytes of rats infused with Ang II, double immunofluores-
cence staining of Sirt6 and WT1 was performed in the kidney
tissues. We found a dramatic reduction in Sirt6 in the podo-
cytes from the Ang Il-infused rats compared to that in the
podocytes from the control group (Fig. 2E). These results
further verified that Sirt6 expression was downregulated in the
podocytes which were subjected to the Ang II challenge in vivo.

Sirt6 expression was downregulated in the cultured podocytes
treated with Ang II along with severe DNA DSBs in vitro

We further investigated whether Ang II could induce Sirt6
reduction in the cultured podocytes in vitro. We incubated the
cells with Ang II (10~ M) at various time points (0, 1, 3, 6, 12,
and 24 h). As shown in Fig. 3A, Ang II promoted a time-depen-
dent reduction of Sirt6 fluorescence in the nuclei of podocytes,
as observed via the immunofluorescence assays. In addition,
the western blot analysis further revealed that Ang II-stimu-
lated podocytes exhibited a time-dependent reduction in the
Sirt6 protein levels (Fig. 3B). Ang II has been shown to induce
oxidative DNA damage in podocytes in few studies. Therefore,
we assessed the effects of Ang II on DNA damage in podocytes
by immunofluorescence staining of activated H2AX (yH2AX, a
marker for DNA damage). It suggested that Ang II markedly
provoked an increase in the yH2AX expression in the podocytes
compared with the cells cultured under normal conditions
(Fig. 3C), which signified the dramatic DNA DSBs contributed
by Ang II. Therefore, these results demonstrated that Ang II-
exerted podocyte injury might be attributed to the DNA DSBs,
and the suppression of Sirt6 may be involved in the regulatory
mechanism.

Sirt6 overexpression ameliorated Ang II-induced DNA DSBs
and apoptosis in podocytes in vitro

Sirt6 has been demonstrated as an independent DNA damage
sensor and can regulate DNA damage repair (DDR) and gene

This journal is © The Royal Society of Chemistry 2021
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expression. Although Sirt6 was found to be involved in the
regulation of DNA damage in human chondrocytes and endo-
thelial cells, its role in DNA damage in podocytes is unknown.
To investigate whether Sirt6 activation affects Ang II-induced
podocyte DNA damage and apoptosis in vitro, a plasmid of
Sirt6 (pcDNA3.1-Sirt6) was transfected into the cultured podo-
cytes to overexpress Sirt6, followed by subsequent culture
under Ang II conditions. The transfection efficiency of the
plasmid was evaluated by western blot analysis, and we found
that Sirt6 protein levels were increased in the plasmid-trans-
fected cells under Ang II treatment (Fig. 4A). Accumulation of
excessive amounts of ROS has been confirmed to promote oxi-
dative DNA damage and cell apoptosis. It has been reported
that Ang II-treated podocytes exhibit increased ROS pro-
duction. First, we analyzed the effects of Sirt6 upregulation on
Ang II-induced intracellular ROS production in the podocytes
using DCFH-DA as a probe. As shown in Fig. 4B, Sirt6 over-
expression prevented ROS production exerted by Ang II.
Second, immunofluorescence staining for yH2AX was per-
formed to detect DNA damage. We found that Sirt6 over-
expression blocked Ang II-induced podocyte DNA damage
(Fig. 4C). We next evaluated cell apoptosis in the podocytes by
flow cytometry analysis. As shown in Fig. 4D, upregulating
Sirt6 expression attenuated Ang II-induced apoptosis in the
podocytes. These results suggested that overexpression of Sirt6
inhibited ROS production and DNA DSBs in Ang II-exposed
podocytes. Taken together, we speculated that the cytoprotec-
tive effect of Sirt6é on the podocytes may be related to its
restriction on oxidative DNA DSBs caused by ROS generation.

Sirt6 deletion exacerbated Ang II-induced DNA DSBs and
apoptosis in podocytes in vitro

We next explored whether Sirt6 knockdown could potentiate
Ang II-induced podocyte DNA damage and apoptosis in vitro.
Sirt6 siRNA was transfected into the cultured podocytes to
silence the Sirt6 expression before Ang II stimulation. The
transfection efficiency was evaluated by western blot analysis,
which showed that Sirt6é siRNA further reduced the Sirt6
expression in the podocytes incubated with Ang II (Fig. 5A).
Gene silencing of Sirt6 provoked ROS production in Ang II-
induced podocytes by using DCFH-DA as a probe (Fig. 5B). In
addition, immunofluorescence staining for yH2AX detected that
Sirt6 deficiency promoted Ang II-induced podocyte DNA
damage (Fig. 5C). Moreover, Ang II-induced podocyte apoptosis
was exacerbated by Sirt6 inhibition, which was evaluated by the
flow cytometry analysis (Fig. 5D). These results suggested that
Sirt6 upregulation inhibited ROS production and DNA DSBs in
the Ang II-exposed podocytes. These results further suggested
that Sirt6 exerted cytoprotection against Ang II-induced podo-
cyte injury via preventing ROS production and DNA DSBs.

Sirt6 regulated Nrf2/HO-1 signaling in Ang II-treated
podocytes in vitro

Oxidative stress is a critical mediator of podocyte injury caused
by Ang II. And the above results have demonstrated that podo-
cyte apoptosis injury caused by Ang II may be associated with
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Fig. 2 Sirt6 is decreased in the glomeruli of Ang ll-infused rats. (A) Representative micrographs of PAS-stained kidney sections from each group
(original magnification, x200). n = 6. Scale bars: 50 pm. (B) Representative transmission electron micrographs of capillary loops in the glomeruli
from each group (original magnification, x10 000). n = 6. Scale bars: 1900 nm. (C) Representative micrographs and quantification of WT-1 and
TUNEL double staining in the glomeruli from each group (original magnification, x400). *P < 0.05 relative to normal, n = 6. Scale bars: 20 um. (D)
Representative western blots and quantification of the Sirt6 protein level in the glomeruli from each group. *P < 0.05 relative to normal, n = 6. (E)
Representative micrographs and quantification of Sirt6 and WT-1 double staining in the glomeruli from each group (original magnification, x200). *P
< 0.05 relative to normal, n = 6. Scale bars: 25 pm. Normal: normal saline-infused group, Ang Il: Ang ll-infused group.
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Fig. 3 Sirt6 is reduced in Ang lI-treated cultured podocytes accompanied by an increase of DNA DSBs. (A) Representative micrographs and quantifi-
cation of Sirt6 staining in 10~ M Ang lI-treated podocytes at various times points (original magnification, x400). *P < 0.05 relative to podocytes
treated with Ang Il for O h, n = 6. Scale bars: 20 um. (B) Representative western blots and quantification of the Sirt6 protein level in 10~ M Ang II-
treated podocytes at various times points. *P < 0.05 relative to podocytes treated with Ang Il for 0 h, n = 6. (C) Representative micrographs and
quantification of yH2AX staining in 107 M Ang II-treated podocytes for 24 h (original magnification, x400). *P < 0.05 relative to podocytes treated

with Ang Il for O h, n = 6. Scale bars: 40 pm.

oxidative stress induced DNA damage. The Nrf2/HO-1 signal-
ing pathway has been suggested to be involved in restricting
oxidative stress-induced DNA damage and apoptosis.*”**>° To
investigate the underlying molecular mechanism of the Sirt6-
mediated neuroprotective effect in podocytes, we assessed the
regulatory effect of Sirt6 on the antioxidant Nrf2/HO-1
pathway. Our results indicated that Sirt6 overexpression ame-
liorated Ang II-induced reduction of Nrf2 in nuclear
expression. Meanwhile, Sirt6 overexpression also attenuated
Ang Il-induced decrease in HO-1 expression, which was a

This journal is © The Royal Society of Chemistry 2021

downstream target gene of Nrf2 (Fig. 6A). In contrast, gene
silencing of Sirt6 had the opposite effect on Nrf2/HO-1 signal-
ing (Fig. 6B). These data suggested that the cytoprotective
effects of Sirt6 overexpression were likely mediated by activat-
ing the Nrf2/HO-1 pathway.

Nrf2 knockdown attenuated the protective effect of Sirt6
against Ang II-induced podocytes

DNA DSBs and injury in vitro. To investigate the involvement
of Nrf2 in the Sirt6-mediated protective effect, we examined
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pared with the cells stimulated with Ang Il only, n = 3. Scale bars: 40 um.

(D) Flow cytometry analysis and quantification of podocyte apoptosis in

each group. *P < 0.05 relative to normal cells, #p < 0.05 compared with the cells stimulated with Ang Il only, n = 3.

the effects of Nrf2 deletion on Sirt6-mediated protection in
Ang II-treated podocytes. Nrf2 siRNA was transfected into the
cultured podocytes to silence the Nrf2 expression before Sirt6
plasmid transfection and Ang II stimulation. The western blot
analysis suggested that Sirt6-mediated Nrf2/HO-1 signaling
was significantly suppressed by Nrf2 deficiency (Fig. 7A). We
found that Ang II-induced ROS production and oxidative DNA
damage inhibited by Sirt6 overexpression were reversed by
Nrf2 knockdown (Fig. 7B and C). Notably, the Sirt6-mediated
protective effect against Ang II-induced podocyte apoptosis
was partially eliminated by Nrf2 inhibition (Fig. 7D). Together,

7874 | Food Funct, 2021,12, 7867-7882

these data supported that Sirt6-exerted cytoprotection against
Ang II-induced podocyte injury was dependent on Nrf2/HO-1
signaling.

Discussion

Increased DNA damage induced by activated renin-angioten-
sin system and impaired DNA repair caused by decreased
expression of DNA repair factors have been recently reported
in kidney diseases.>” As the primary effector in chronic kidney

This journal is © The Royal Society of Chemistry 2021
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disease (CKD) progression, angiotensin II (Ang II) can cause
DNA damage including DSBs in podocytes.”*>* Accumulating
evidence has revealed that DNA methylation in podocytes is
involved in the pathogenesis of CKD, and impaired DNA DSB
repair is recently implicated in the induction of altered DNA
methylation in podocytes.'>*”~*' Thus, we suppose that over-
production of DNA DSBs in podocytes contributes to glomeru-
lar disorders. In this regard, it makes sense to explore the key
molecules and the potential signaling pathways involved in
DNA DSB regulation in podocytes. Herein, we demonstrated
that Sirt6 provided cytoprotection against Ang II-induced DNA

This journal is © The Royal Society of Chemistry 2021

DSBs and podocyte injury by activating the Nrf2/HO-1 pathway,
which suggested that Sirt6 might be a therapeutic target for
CKD.

Recent research illustrated that DNA DSBs was associated
with altered DNA methylation in murine models of kidney
disease, and DNA DSBs and DNA methylation were involved in
the pathogenesis of CKD. Hayashi et al. detected that the
expression of the DNA DSB marker yH2AX in the podocytes of
the glomeruli was significantly increased in patients with IgA
nephropathy compared to the controls. They further observed
that the glomerular yH2AX level was significantly associated

Food Funct, 2021,12, 7867-7882 | 7875
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with the slope of eGFR decline over one year in IgA nephropa-
thy patients. These results suggested that renal DNA DSBs may
influence renal function of human.** However, DSBs in
human kidneys have not been adequately investigated so far,
and the status of DSBs in the glomeruli of patients with HN
has not been reported yet. Our data showed that yH2AX-posi-
tive areas in the glomeruli were increased in patients with HN
compared to the controls, which indicated that DNA DSB for-
mation might contribute to the pathogenesis of HN.
Intriguingly, very few DNA DSB sites were observed in the glo-
meruli of healthy subjects, suggesting that the DNA repair
mechanism may be pivotal in kidneys with physiological
states. In addition, these findings were further verified by
corresponding in vitro experiments. Consistently, cultured
podocytes treated with Ang II exhibited an increase in yH2AX
foci induction, suggesting that Ang II promoted DNA DSBs in
podocytes. Our findings provided additional evidence that
DNA DSBs existed in podocytes under Ang II stimulation and

7876 | Food Funct., 2021,12, 7867-7882

DNA damage may be associated with podocyte injury in an
Ang II environment.

Sirt6 has been considered as a DNA DSB sensor and is
involved in DNA repair."®*"**~*> It was found to participate in
the regulation of DNA damage in a variety of cells. Sirt6 was
suggested to play an important role in protecting chondrocytes
from DNA damage, and depletion of Sirt6 led to accumulation
of yH2AX foci.>* Similarly, Sirt6é overexpression prevented
AP42-induced DNA damage in HT22 mouse hippocampal
neurons.”® Cardus et al. demonstrated that the presence of
Sirt6 in endothelial cells provided protection from genomic
DNA damage.’® However, whether Sirt6 is involved in regulat-
ing Ang II-induced DNA damage in podocytes has not been
reported yet. We demonstrated for the first time that Sirt6
expression was reduced along with increase of DNA DSBs in
the glomeruli of patients with HN. Moreover, the results
showed that Sirt6 expression was decreased accompanied by
increase of DNA DSBs in Ang II-treated podocytes, which was

This journal is © The Royal Society of Chemistry 2021
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consistent with the findings of previous studies. Considering
this result, we speculated that Sirt6 may be involved in Ang II-
induced DNA damage in podocytes. To further explore the role
of Sirt6 in Ang II-induced DNA damage, podocytes transfected
with the Sirt6 plasmid or Sirt6 siRNA were used to regulate the
expression of Sirté. We observed that Sirt6 overexpression
inhibited Ang II-induced DNA damage and apoptosis in the
cultured podocytes. Rather, Sirt6 inhibition potentiated Ang II-
induced DNA damage and podocyte injury. We illustrated that

This journal is © The Royal Society of Chemistry 2021

Sirt6 exhibited a protective role against DNA damage. In
support of this idea, several studies have described the mecha-
nisms through which Sirt6 promoted DNA repair. Further
studies on the underlying mechanisms revealed that Sirt6 can
mono-ADP-ribosylate PARP1 to stimulate PARP1 activity and
enhance DNA DSB repair under oxidative stress.*® Sirt6 was
revealed to be recruited to the sites of DSBs and strongly
stimulated both pathways of DSB repair. A recent study showed
that Sirt6 directly recognized DNA damage through a tunnel-
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like structure that had high affinity for DNA DSBs.'® The trans-
fer of Sirt6 to the damaged location is independent of the
signal and known sensors. It activated downstream signaling
for DNA DSB repair by triggering ATM recruitment, H2AX
phosphorylation and the recruitment of proteins related to
homologous recombination and non-homologous end joining
pathways.'® Moreover, a comparative analysis of 18 rodent
species identified the role of Sirt6-dependent DNA DSB repair
as a major factor in organismal lifespan, which elucidated that
Sirt6 was responsible for more efficient DNA DSB repair in
long-lived species.*® Together with these previous findings,
our observation indicated that the specific mechanisms by

View Article Online
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which Sirt6 affects podocyte DNA damage may be related to its
influence on DNA DSB formation and repair.

The accumulation of ROS caused by DNA damage was con-
sidered to be involved in cell apoptosis. ROS acts as the second
messengers in intracellular signaling cascades. Therefore, ROS
overproduction plays a crucial role in the modulation of gene
expression and DNA peroxidation.”” Since oxidative stress was
known to be a major cause of DNA damage, we assessed the
ROS content in the podocytes exposed to Ang II. The data indi-
cated that Ang II promoted ROS production in the podocytes,
which explained why Ang II caused DNA damage. We further
identified that Ang II-provoked podocyte ROS generation and

Ang ll
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Fig. 8 A diagram of the proposed signaling of the Sirt6-mediated Nrf2/HO-1 pathway activation in Ang ll-induced podocyte injury. Ang Il sup-
presses the Nrf2/HO-1 signaling pathway, and provokes ROS generation and DNA DSBs, which finally contribute to apoptosis in podocytes.
However, Sirt6 restoration promotes Nrf2/HO-1 transduction to exert cytoprotection against Ang Il-induced podocyte injury.
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apoptosis were reversed by Sirt6 upregulation. Our results elu-
cidated that Sirt6 exhibited protective effects against Ang II-
induced podocyte injury and DNA damage through the sup-
pression of intracellular ROS generation.

Regarding the specific mechanisms by which Sirt6 affects
podocyte DNA DSBs, we detected that the antioxidant Nrf2/
HO-1 signaling pathway was involved in Sirt6-mediated cyto-
protection in podocytes. Nrf2 antioxidant signaling regulated
by Sirt6 has been shown to be involved in inhibiting apoptosis
and oxidative stress in Ang II-treated vascular endothelial
cells.”® Nrf2 knockdown abolished the protective effect of Sirt6
against Ang Il-induced podocyte DNA damage and injury.
Growing evidence has shown that Nrf2 pathway activation con-
sists of a cellular protective system that promotes DNA damage
recognition and repair, and cell survival in detrimental
environments.”’~*® Nrf2 is considered as a master regulator of
redox homeostasis to perform its anti-oxidative, anti-inflam-
matory and anti-apoptotic activities. Nrf2 plays a central role
in protecting cells from oxidative stress-induced DNA injury
and cytotoxicity by regulating the transcriptional activity of
antioxidant genes. Among the Nrf2-dependent cytoprotective
enzymes, HO-1 has been shown to exhibit adaptive and ben-
eficial cellular responses to resist DNA damage and apoptosis
induced by oxidative stress. Nrf2/HO-1 has been shown to par-
ticipate in the regulation of oxidative DNA DSBs and apoptosis
in a variety of studies.”® In the present study, we observed an
inhibition of Nrf2/HO-1 in Ang II-treated podocytes and also
found that Sirt6 can induce HO-1 through the transcription
factor Nrf2. Although we have evidenced that HO-1 protein
levels increased via Sirt6 overexpression, it is worth noting that
it did not implicate HO-1 to be the only factor involved in the
protective effects of Sirt6. Therefore, further studies on the
relevance of various Nrf2-dependent enzymes besides HO-1
should be carried out; however, the current results demon-
strated that the protective potential of Sirt6 against Ang II-
induced DNA damage in podocytes was at least dependent on
the activation of Nrf2/HO-1 signaling. And it will be interesting
to study the in vivo effects of the Sirt6/Nfr2/HO-1 cytoprotective
pathway on Ang II-induced DNA damage and tissue injury.

A lot of animal and in vitro studies recently confirmed that
Sirt6 played a renal protective role in kidney disease through
different signaling pathways, including DN, kidney fibrosis,
kidney aging and AKIL®*>*"' Based on these studies and our
studies, we speculate that Sirt6 may be a therapeutic target for
CKD. Currently, no clinical trial has been conducted to explore
the therapeutic effect of Sirt6 on renal disease. More clinical
studies are needed in the future to explore whether Sirt6 can be
used as a target molecule for the treatment of CKD. Nrf2 acti-
vation has been reported to ameliorate renal disease progression
in many experimental studies. The Nrf2 signaling pathway
serves as a protection against oxidative stress and inflammation
in CKD and AKL>*"° It exerts renoprotective effects in inhibit-
ing long-term fibrosis after AKI and preventing fibrosis in CKD.
Recent clinical trials targeting Nrf2 in renal diseases have high-
lighted its beneficial effects in improving renal function in
patients with diabetes and stage 3 CKD. An exploratory phase 2

This journal is © The Royal Society of Chemistry 2021
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clinical trial showed that the Nrf2 inducer bardoxolone methyl
increased GFR in patients with DN. These beneficial effects of
NRF2 activation demonstrate that NRF2 acts as a vital target for
kidney disease treatment.>* >

Our findings concluded that the Sirt6/Nrf2/HO-1 pathway
played a critical role in the cellular defense mechanism in
podocytes. Ang II-induced ROS generation and DNA DSBs were
reversed by Sirt6. We also highlighted that the antioxidant
effects of Sirt6 involved the regulation of the Nrf2/HO-1
defense pathway and subsequently served as a protection
against podocyte apoptosis (Fig. 8). In summary, this study
demonstrated that Sirt6 exerted cytoprotection against podo-
cyte injury, at least in part through the Nfr2/HO-1 pathway. We
proposed that Sirt6 may be a novel therapeutic target for CKD
treatment and our observations have pathophysiological sig-
nificance with translational importance.
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