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Abstract: High-fat diet-induced metabolic syndrome followed by chronic kidney disease 

caused by intestinal endotoxemia have received extensive attention. Toll-like receptor 4 (TLR4)/

nuclear factor-kappa B (NF-kB) and oxidative stress-related Nrf2/Keap1 were regarded as the 

key target points involved in metabolic inflammation and kidney injury. However, the molecular 

mechanism of interaction between TLR4/NF-kB and Nrf2 activation in high-fat diet-induced 

renal injury is not absolutely understood. Quercetin, a natural product, has been reported to 

possess antitumor and anti-inflammatory effects. In this regard, this study attempted to prepare 

poly(d,l-lactide-co-glycolide)-loaded gold nanoparticles precipitated with quercetin (GQ) to 

investigate the anti-inflammatory and anti-oxidative stress effects in high-fat diet-induced kidney 

failure. For this study, C57BL/6 mice fed fat-rich fodder were used as the metabolic syndrome 

model to evaluate the protective effects of GQ on kidney injury and to determine whether 

TLR4/NF-kB and Nrf2 pathways were associated with the process. Moreover, histological 

examinations, enzyme-linked immunosorbent assay, Western blot, and basic blood tests and 

systemic inflammation-related indicators were used to investigate the inhibitory effects of GQ 

and underlying molecular mechanism by which it may reduce renal injury. Of note, podocyte 

injury was found to participate in endotoxin-stimulated inflammatory response. TLR4/NF-kB 

and Nrf2 pathways were upregulated with high-fat diet intake in mice, resulting in reduction 

of superoxide dismutase activity and increase in superoxide radical, H
2
O

2
, malondialdehyde, 

XO, XDH, and XO/XDH ratio. In addition, upregulation of TLR4/NF-kB and oxidative stress 

by endotoxin were observed in vitro, which were suppressed by GQ administration, ultimately 

alleviating podocyte injury. These findings indicated that GQ could restore the metabolic dis-

orders caused by high-fat diet, which suppresses insulin resistance, lipid metabolic imbalance, 

and proinflammatory cytokine production. Also, it may prevent kidney injury by inhibition of 

TLR4/NF-kB and oxidative stress, further increasing superoxide dismutase activity.

Keywords: gold-quercetin nanoparticles, kidney injury, podocytes, TLR4/NF-kB, Nrf2

Introduction
Accumulating evidence has demonstrated that excess intake of fat may result in 

metabolic symptoms, including hyperleptinemia, insulin resistance, and neuroinflam-

mation, thus becoming a high risk factor of developing chronic kidney disease (CKD) 

in humans and animals.1–3 Lately, high-fat diet (HFD)-induced inflammatory responses 

in the peripheral tissues, especially in liver, cardiac muscle, and kidney, have been 

well characterized.4–6 In a previous research, HFD was found to be capable of causing 
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metabolic disorders, changing the structure of intestinal 

flora, promoting the formation of inflammation, resulting in 

endotoxemia, and so on.3

CKD, a progressive loss in renal function over a period 

of months or years, has been regarded as a threat to people 

all over the world.7,8 As the final manifestation of CKD, renal 

fibrosis is a common pathway toward kidney failure.9,10 It is 

characterized by excessive accumulation and deposition of 

extracellular matrix components. However, the molecular 

mechanism of high fat intake-induced CKD is not explained 

clearly. Recent studies have further demonstrated that 

HFD could affect the peripheral tissues, as well as cause 

systematic inflammation by directly or indirectly activat-

ing Toll-like receptor 4 (TLR4)/nuclear factor-kappa B 

(NF-kB) pathway.11,12 Of note, on one hand, biomechanical 

experiments and clinical observations have illustrated that 

long-term intake of HFD results in lipid accumulation and 

endotoxemia, which can cause increase in inflammatory 

cytokines in the serum and organs and inflammation-

related signaling activation, promoting the development 

of nonalcoholic fatty liver disease (NAFLD) and systemic 

disorder.11,13–15 On the other hand, HFD significantly increases 

the production of reactive oxygen species (ROS), which 

further release superoxide anion and cause oxidative stress 

in the kidney by stimulating podocyte injury.15–17 Hence, 

antioxidant therapy may be involved in the pathological 

process of kidney injury. Previous reports show that TLR4/

NF-kB and mitogen-activated protein kinase (MAPK) 

pathways are involved in cellular inflammation in response 

to oxidative stress.18–20 Nrf2/Keap1 reactions could also be 

increased when oxidative stress occurs in the kidney.21,22 

To our knowledge, HFD increases renal inflammation by 

stimulating podocyte injury, which may be the key target 

for the treatment of CKD.23,24

Recently, biotechnological application of nanomaterials 

conjugated with plant molecules has been continuously 

gaining importance in the therapeutic and medical field.25,26 

Nanomaterials used as carriers of plant secondary metabo-

lites are characterized by chemical stability, octahedral 

symmetry, rigid structure, large surface area, and low cost 

of production.26 Studies suggest that quercetin, an important 

flavonoid antioxidant thought to promote health, partly due 

to its ability to act as an antioxidant against ROS, helps in 

maintaining the blood pressure, fighting asthma and allergies, 

preventing angiocardiopathy and tumor progression, and 

so on.27–33 Indeed, quercetin as a well-known flavonoid 

with various biological effects has been widely used in 

many disease models. However, the molecular mechanisms 

underlying the protective actions of quercetin against kid-

ney injury in mice fed fat-rich diet are not yet understood. 

Therefore, this study attempted to prepare poly(d,l-lactide-

co-glycolide) (PLGA)-loaded gold nanoparticles precipitated 

with quercetin (GQ) to investigate the anti-inflammatory and 

antioxidant effects in mice fed HFD.

Materials and methods
gold-quercetin (gQ) nanoparticle 
preparation
Quercetin (C

15
H

10
O

7
; relative molecular mass: 302.23; CAS: 

117-39-5; HPLC $98%) was purchased from HiMedia 

Laboratories (Mumbai, India) in an anhydrous powdered 

form and characterized as described. The protocol of 

PLGA-capsulated GQ preparation was in accordance with 

a previous report,33 but with certain modifications. Briefly, 

GQ was prepared by mixing 1 mM gold chloride with the 

quercetin solution prepared in absolute ethyl alcohol, until 

the light yellow solution changed to deep red finally. Subse-

quently, 50 mg PLGA (Sigma-Aldrich, Shanghai, People’s 

Republic of China) was added to the final solution. Then, 

the mixture was added slowly to 20 mL of 1% polyoxyeth-

ylene-polyoxypropylene (F68) stabilizer and stirred continu-

ously at 500 rpm and 4°C for at least 4 h, until the organic 

solvent evaporated completely. The remaining material was 

harvested by re-washing and centrifugation (15,000 rpm and 

4°C for 40 min), and the beads were resuspended in double-

distilled water and then stored at 4°C until use.

animals and drug administration
Male C57BL/6 mice aged 6–8 weeks, weighing 20–25 g, were 

purchased from the Experimental Animal Center of Nanjing 

Medical University (Nanjing, People’s Republic of China). 

All animal experiments were performed taking proper care 

of the animals in accordance with the Guide for the Care and 

Use of Laboratory Animals, which was issued by the National 

Institutes of Health in 1996. Before the experiments, all mice 

were housed in a specific pathogen-free, temperature- and 

humidity-controlled environment (25°C±2°C, 50%±5% 

humidity) with a standard 12 h light/12 h dark cycle with food 

and water in their cages. The Institutional Animal Care and 

Use Committee at Huai’an First People’s Hospital, Nanjing 

Medical University approved the animal study protocols. 

Mice were administered a standard diet containing the 

most essential nutrients such as vitamins A ($14,000 IU), 

D ($1,500 IU), E ($120 IU), K ($5 mg), B1 ($13 mg), 

B2 ($12 mg), B6 ($12 mg), B12 ($0.022 mg), biotin 

($0.2 mg), and niacin ($60 mg) per kg. The mice were 
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divided into five groups: normal (without any treatment), 

HFD group, HFD + 20 mg/kg GQ, HFD + 40 mg/kg GQ, 

and HFD + 80 mg/kg GQ. During the period of study, the 

fodder was changed with HFD (60 kcal% fat, typical analysis 

of cholesterol [CHOL] in lard =0.95 mg/g, cholesterol 

(mg)/kg =300.8, D12492; Research Diets, New Brunswick, 

NJ, USA) until the mice were sacrificed for further study. 

The GQ solution as drug was given by gavage once a day 

for 8 weeks with HFD simultaneously. Body weight, blood 

pressure, and serum endotoxin were measured during the 

treatment. At the end of the experiments, eyeball blood was 

harvested for measurement of the levels of insulin, leptin 

(Mouse enzyme-linked immunosorbent assay [ELISA]-kits; 

Alpco Inc., Salem, NH, USA; Crystal Chem, Downers Grove, 

IL, USA), interleukin (IL)-1β, IL-6, and tumor necrosis 

factor alpha (TNF-α). Subsequently, the liver and kidney 

tissues were rapidly removed and/or in part dissected for 

mRNA and protein analyses. The detailed process is shown 

in Figure 1A.

Biochemical analysis
At the end of the experiments, all mice were fasted for 12 h 

and blood samples were collected for biochemical analysis 

including fasting blood glucose (GLU), plasma insulin, and 

lipid assay. Oral glucose tolerance testing and insulin toler-

ance testing (ITT) were performed to evaluate the insulin 

resistance. Mice were given an intraperitoneal injection of 

glucose (2 g/kg body weight). Blood samples were collected 

from the tail vein immediately before and 0, 30, 60, 90, and 

120 min after glucose administration, and blood GLU levels 

were measured with o-toluidine reagent (Sigma). For ITT, 

the animals were fasted for 4 h before administering an intra-

peritoneal injection of insulin (1 U/kg body weight). Blood 

samples were withdrawn from the tail vein at 0, 30, 60, 90, 

and 120 min postinjection. Finally, all animals were sacrificed 

with a high dose of sodium thiopentone (100 mg/kg body 

weight). In addition, the blood samples were investigated 

for routine blood analysis including whole blood viscosity, 

plasma viscosity, packed cell volume (PCV), erythrocyte 

aggregation index, platelet counts, and platelet aggregation 

rate. Shanghai Biohelper, Co., Ltd analyzed the collected 

serum or kidney tissue for GLU, triglyceride (TG), CHOL, 

high-density lipoprotein cholesterol, low-density lipopro-

tein cholesterol, superoxide dismutase (SOD), glutathione 

S-transferase (GST), glutathione peroxidase (GPx), and 

lipid peroxidation (LPO). Moreover, another serum sample 

was analyzed for the expression of IL-2, IL-4, IL-6, IL-1, 

IL-1β, interferon-γ, TNF-α, IL-10, and IL-17 using ELISA 

kits purchased from R&D Systems (Shanghai, People’s 

Republic of China). Blood pressure was measured by a non-

invasive blood pressure meter (Smiths medical, Dublin, OH, 

Wisconsin, USA). Malondialdehyde (MDA) level and O
2
- and 

H
2
O

2
 production in tissues were determined by commercially 

available kits (Beyotime Institute of Biotechnology, Nantong, 

People’s Republic of China) according to the manufacturer’s 

instructions. In all other cellular assays, the cells were treated 

with a concentration of 0–70 μg/mL GQ for 24 h or were cul-

tured with 70 μg/mL GQ for 0–96 h. Using Cell Counting Kit 

8 (Zoman Biotechnology Co., Ltd, Beijing, People’s Republic 

of China), the WST-8 assay was carried out to examine the 

cell viability according to the manufacturer’s instructions.

histological analysis
The liver and kidney samples were subjected to oil red 

staining and were examined for injury by light microscopy. 

In brief, tissues were fixed with 2.5% glutaraldehyde in 

0.1 mol/L phosphate buffer (pH 7.4). After dehydration, 

thin sections were strictly evaluated under light micros-

copy. The oil red staining tests were performed by Jiangsu 

Biotechnology, Co., Ltd (Nanjing, People’s Republic of 

China). Furthermore, the kidney tissues were subjected to 

immunohistochemical (IHC) staining for the measurement of 

Nrf2 and p-IkBα expression. The sections were stained with 

anti-rabbit Nrf2 or anti-rabbit p-IkBα. All the histological 

protocols were in accordance with the standard procedures 

demonstrated previously.34,35

cell culture
The mouse immortalized podocyte line was obtained 

from Shanghai Sxbid Biotechnology Co., Ltd (Shanghai, 

People’s Republic of China) and maintained in uncoated 

culture flasks containing medium (Roswell Park Memorial 

Institute 1640 medium supplemented with 10% fetal bovine 

serum, 1×105 U/L streptomycin sulfate, pH 7.2 [GIBCO 

Corporation, Gaithersburg, MD, USA] and recombinant 

interferon-γ [R&D, Minneapolis, MN, USA]) at a concen-

tration of 2.5×105/mL at 33°C in the presence of 5% CO
2
. 

Then, confluent cultures were passaged by trypsinization 

and cultured in 12-well plates at a density of 1×105/mL with-

out interferon, and maintained in a constant environment of 

37°C, 5% CO
2
 for 14 days. Differentiated podocytes were 

incubated with 5 μg/mL lipopolysaccharide (LPS) with 

or without 15 or 30 μg/mL GQ for 24 h. Then, the cells 

were harvested and detected by Western blot and reverse 

transcription polymerase chain reaction, p-IkBα and SOD1 

were tested using immunofluorescent assay.
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Figure 1 gQ nanoparticles restrained systemic metabolism disorder in mice fed hFD.
Notes: (A) Description of experimental process design. (B) Plasma glucose profiles in these mice were determined by ITT and OGTT assays. (C) Bar plots represent the 
relative concentration of different lipid metabolism-related indicators. (D, E) Bar plots represent the relative concentration of proinflammatory cytokine expression in mice 
fed hFD. Data are shown as mean ± seM (n=8–10). #P,0.05, ##P,0.01, ###P,0.001 versus normal. *P,0.05 and **P,0.01 versus hFD.
Abbreviations: aUc, area under curve; chOl, cholesterol; glU, glucose; gQ, gold-quercetin; hDlc, high-density lipoprotein cholesterol; hFD, high-fat diet; ITT, insulin 
tolerance testing; lDlc, low-density lipoprotein cholesterol; OgTT, oral glucose tolerance testing; seM, standard error of the mean; Tg, triglyceride.

Quantitative real-time Pcr (qPcr)
Total RNA was extracted from the tissues and cells by 

using Trizol reagent (Sigma-Aldrich, St Louis, MO, USA) 

following the manufacturer’s instructions and treated with 

deoxyribonuclease I. Then, the mRNA was converted into 

complementary DNA for real-time PCR. Real-time PCR was 

carried out for 35 cycles at 95°C for 20 s, 54°C for 30 s, and 

72°C for 30 s. Fold changes in mRNA levels of the target 
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gene relative to endogenous cyclophilin control were calcu-

lated. Briefly, the cycle threshold (Ct) values of each target 

gene were subtracted from the Ct values of the housekeeping 

gene cyclophilin (ΔCt). Target gene ΔΔCt was calculated as 

ΔCt of the target gene minus ΔCt of control. The fold change 

in mRNA expression was calculated as 2-ΔΔCt. The sequences 

used in this study are shown in Table 1.

Western blot analysis
Tissues and cells were homogenized in 10% (wt/vol) hypo-

tonic buffer (25 mM Tris-HCl, pH 8.0, 1 mM ethylenedi-

aminetetraacetic acid, 5 μg/mL leupeptin, 1 mM Pefabloc 

SC, 50 μg/mL aprotinin, 5 μg/mL soybean trypsin inhibitor, 

4 mM benzamidine) to yield a homogenate. Then, the final 

supernatants were obtained by centrifugation at 12,000 rpm 

for 20 min. Protein concentration was determined using BCA 

protein assay kit (Thermo Fisher Scientific, Waltham, MA, 

USA) with bovine serum albumin as a standard. Then, the 

same amount of total protein was subjected to 10% or 12% 

sodium dodecyl sulfate polyacrylamide gel electrophoresis 

followed by immunoblotting using the following antibodies 

(1:1,000): rabbit anti-TLR4, p-IkBα, p-IKKα, p-NF-kB, 

NF-kB, SOD1/2, XO, Nrf2, Keap1, HO-1, GAPDH (Cell 

Signaling Technology, Inc., Massachusetts, MA, USA), and 

NQO1 (Abcam). Western blot bands were observed using 

GE Healthcare ECL Western Blotting Analysis System and 

exposed to X-ray film of Kodak. Every protein expression 

level would be defined as the gray value (Version 1.4.2b, Mac 

OS X, ImageJ; National Institutes of Health, Bethesda, MD, 

USA) and standardized to housekeeping genes (GAPDH) 

and expressed as a fold of control.

statistical analysis
Data were expressed as mean ± standard error of the mean. 

Statistical analyses were performed using GraphPad PRISM 

(version 6.0; GraphPad Software) by analysis of variance 

with Dunnet’s least significant difference post hoc tests. 

A P-value ,0.05 was considered significant.

Results
gQ nanoparticles inhibited metabolic 
disorder in hFD-induced mice
HFD-induced mice were treated with different concentrations 

of GQ in order to evaluate the possible protective effects on 

systemic metabolism disorder. As found in Figure 1B, the oral 

glucose tolerance testing and ITT data showed that insulin 

resistance could be significantly observed in the experimental 

mice. However, insulin resistance was inhibited in a dose-

dependent manner in the GQ-treated groups, compared with 

the model group. Moreover, GQ has the ability to decrease the 

body weight and fat percent in the long-term HFD administra-

tion. Also, controls were more resistant than the treated mice, 

compared to all groups, with area under curve suggesting that 

GQ administration makes the mice more sensitive to insulin 

and restrains the insulin resistance caused by fat-rich diet. 

Meanwhile, we also investigated the lipid metabolism and 

inflammatory cytokine levels using ELISA and biochemical 

analysis. It is observed in Figure 1C that HFD-induced mice 

had a typical metabolism disorder in the blood lipid levels. 

TG, CHOL, and GLU were found to be in high concentrations 

in them. In the treated group, these symptoms we analyzed 

have been significantly down regulated. Meanwhile, regarding 

Table 1 The sequences of rT-Pcr used in this study

Items Primer (5′→3′)

Il-1β (forward) TaaTacgacTcacTaTaggg
Il-1β (reverse) aTTTaggTgacacTaTag
TNF-α (forward) TgTgaccacagcaaTgggTaggaga
TNF-α (reverse) cccagTgTgTggccaTaTcTTcTTa
Il-6 (forward) ggcccTTgcTTTcTcTTcg
Il-6 (reverse) aTaaTaaagTTTTgaTTaTgT
Il-1 (forward) caTccgcaaagTggTacga
Il-1 (reverse) agaaagacTccaccagcccagT
emr-1 (forward) gTcgcgcaagacTgTaacca
emr-1 (reverse) cggcgaaaTTccaTaccTg
MIP-1α (forward) gaagagTcccTcgaTgTggTa
MIP-1α (reverse) cccTTTTcTgTTcTgcTgacaag
cxcr4 (forward) gcccTTagcccacTacTTc
cxcr4 (reverse) gcggTccagacTgaTgaa
Tlr4 (forward) cTgcaaTggacaaggacca
Tlr4 (reverse) TcccacTccaggTaagTg
MyD88 (forward) cacTcgcagTTTgTTggaT
MyD88 (reverse) ccaccTgTaaaggcTTcTcc
IKKα (forward) gcagaccgTgaacaTccTcT
IKKα (reverse) TccaggacagTgaacgagTg
IKKβ (forward) aggcgacacgTgaacagaT
IKKβ (reverse) cTaagagcggaTgcgaTg
Nrf2 (forward) ggcaTcaccagaacacTcag
Nrf2 (reverse) TgaccaggacTTacaggcaaT
NQO-1 (forward) caTTcTgaaaggcTggTTTga
NQO-1 (reverse) cTagcTTTgaTcTggTTgTcag
hO-1 (forward) aTcgTgcTcgcaTgaacacT
hO-1 (reverse) ccaacacTgcaTTTacaTggc
McP-1 (forward) cTggTccgagTgagacaaag
McP-1 (reverse) agaTcaggcTcTgaTggagaa
sOD1 (forward) gcgTcaTTcacTTcgagcaga
sOD1 (reverse) ggaccgccaTgTTTcTTagagT
sOD2 (forward) agccTcccTgaccTgccTTa
sOD2 (reverse) cgccTcgTggTacTTcTccTc
gaPDh (forward) agaaggcTggggcTcaTTTg
gaPDh (reverse) aggggccaTccacagTcTTc

Abbreviation: rT-Pcr, reverse transcription polymerase chain reaction.
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the inflammatory cytokine analysis, the data presented in 

Figure 1D and E show that fat diet promotes the production 

and release of proinflammatory cytokines. Thus, GQ has the 

ability to suppress inflammatory cytokine production, decrease 

blood lipid abnormality and insulin resistance by regulating 

the metabolic system. The effects of GQ on the general param-

eters in HFD-fed mice were further studied. Table 2 shows 

that HFD-induced mice have a higher body weight, fat tissue, 

serum insulin, aspartate transaminase, alanine transaminase, 

alkaline phosphatase (AKP), uric acid, and leptin than the 

normal animals, which were significantly suppressed in a 

dose-dependent manner by GQ treatment. These findings 

indicated that treatment of GQ displayed potential effects to 

inhibit fat-rich diet-induced metabolic disorder. Furthermore, 

as found in previous reports, obese patients always have unbal-

anced and abnormal homeostasis in blood.36,37 Hence, it is 

necessary to conduct routine blood tests. As shown in Tables 3  

and 4, the analysis of indicators including whole blood vis-

cosity, whole blood reduction viscosity, plasma viscosity, 

erythrocyte aggregation index, and PCV indicated that, due to 

elevated levels of blood sugar than normal, HFD could lead to 

increase in blood viscosity in mice, slow blood flow, increase 

in platelet aggregation factor, and thus promotes the develop-

ment of metabolic syndrome. Meanwhile, the SOD activity 

and serum LPO were further investigated. Apparently, Table 5  

shows that HFD could suppress the activation of SOD and 

promote the formation and development of LPO. Compared 

with the control group, GQ helps to improve the SOD activ-

ity and significantly downregulates LPO levels in serum. 

Importantly, as shown in Figure 2A and B, consistent with the 

previous reports,38,39 increases in serum endotoxin and mean 

blood pressure were significantly observed in HFD-induced 

mice, which could be inhibited dose-dependently by GQ. 

HFD may upregulate serum endotoxin and further promote 

inflammation-related signaling activation and inflammatory 

cytokine production and increase the blood pressure. In con-

trast, GQ treatment limited the upregulation of endotoxin and 

increase of blood pressure, suggesting it has the potential to 

be a key therapeutic drug for the treatment of fat-rich diet–

stimulated metabolic disorder.

Table 2 effects of gQ nanoparticles on the general parameters in mice fed hFD

Parameter Normal HFD HFD

20 mg/kg GQ 40 mg/kg GQ 80 mg/kg GQ

Body weight (g) 36.12±1.02 41.14±0.80# 38.22±1.11 36.99±0.32* 37.18±0.47*
Fat (% of body weight) 10.01±1.20 18.41±0.90## 15.23±1.01 13.21±0.85** 14.12±1.21**
serum insulin (μg/l) 1.84±0.24 3.01±0.11## 2.21±0.24* 1.90±0.32* 1.85±0.95*
serum alT (U/l) 18.12±1.21 42.10±0.56## 43.17±0.45 35.77±1.12* 24.44±1.78**
serum asT (U/l) 24.32±0.78 82.12±1.14## 78.89±2.01 44.32±2.22** 40.89±1.75**
serum aKP (U/l) 1.01±0.04 8.89±0.87## 6.11±0.45** 5.49±1.00** 5.01±0.78**
relative weight percentage of liver (%) 2.11±0.09 5.41±0.17## 4.98±0.02 4.52±0.21* 4.00±0.09**
Uric acid (mg/dl) 2.02±0.17 4.55±0.25## 2.45±0.08** 2.31±0.19** 2.11±0.32**
adiponectin (μg/ml) 36.75±2.04 26.59±0.99## 28.56±1.23* 33.14±2.01** 35.17±1.04**
serum leptin (μg/l) 2.41±0.04 3.65±0.21## 2.44±0.11** 2.31±0.45** 2.26±0.49**
serum gsT (U/ml) 13.50±0.78 9.61±0.50## 8.99±1.23 10.21±1.11 14.7±1.44**
Kidney gsT (U/ml) 6.21±0.89 5.01±0.63# 6.55±1.12* 7.01±1.45** 6.73±1.54*
serum gPx (U/l) 0.88±0.23 0.54±0.13## 0.62±0.71 0.81±0.09** 0.92±0.27**

Notes: These data are expressed as the mean ± seM; n=8–10. #P,0.05 or ##P,0.01 versus normal control group; *P,0.05, or **P,0.05 versus hFD group.
Abbreviations: aKP, alkaline phosphatase; alT, alanine transaminase; asT, aspartate transaminase; gPx, glutathione peroxidase; gQ, gold-quercetin; gsT, glutathione 
S-transferase; hFD, high-fat diet; seM, standard error of the mean.

Table 3 routine blood test of mice in all groups

Group Whole blood  
viscosity (mPa⋅s)

Whole blood reduction  
viscosity (mPa⋅s)

Plasma viscosity  
(mPa⋅s)

PCV (%) Erythrocyte  
aggregation index

Normal 3.01±0.98 4.98±1.28 1.45±0.34 42.86±3.03 1.55±0.32
hFD 5.11±1.01# 10.21±2.01# 2.85±0.34# 49.71±0.78# 3.48±1.03#

hFD + 20 mg/kg gQ 3.45±0.85* 7.01±0.45* 2.02±0.89* 48.15±1.12 2.25±0.94*
hFD + 40 mg/kg gQ 3.67±0.43* 7.77±1.21* 1.98±1.01* 43.73±1.10* 2.50±1.12*
hFD + 80 mg/kg gQ 3.22±1.23* 6.37±2.16* 1.73±0.72* 44.09±0.88* 2.31±0.59*

Notes: Mean ± seM (n=10). #P,0.05 versus normal; *P,0.05 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; PcV, packed cell volume; seM, standard error of the mean.
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gQ nanoparticles suppressed hFD-
induced lipid accumulation, kidney 
injury, and inflammation-related signaling 
activation
Previous researches have reported that HFD can promote 

lipid accumulation in the liver tissue. Hereby, next histologi-

cal changes in the liver tissue were examined. As shown in 

Figure 3A, lipid accumulation was observed in HFD-induced 

liver and kidney tissue, which was alleviated by GQ adminis-

tration in a dose-dependent manner, suggesting that moderate 

GQ restrained HFD-induced lipid accumulation. Hepatic 

pathology evaluation further holds that inflammation, balloon-

ing score, non-alcoholic steatohepatitis score, and NAFLD 

score in HFD mice were higher than normal, but this was 

inhibited by GQ administration dose-dependently (Table 6).  

Also, the detached kidney tissues were analyzed using qPCR 

and ELISA to evaluate proinflammatory cytokine levels. 

As shown in Figure 3B, significant inhibitory effects of 

GQ on mRNA and proteins levels of IL-1β, TNF-α, IL-1, 

and IL-6 were observed. GQ displayed anti-inflammatory 

role in HFD-induced kidney injury, which was in a dose-

dependent manner in the tissues. Meanwhile, the dynamic 

changes in proinflammatory cytokine levels between 0 and 

8 weeks were also investigated. Figure 3C further shows  

that the mRNA levels of IL-1β, TNF-α, IL-1, and IL-6 

were upregulated with HFD, showing increase with time, 

compared with 0 week.

Besides, HFD is reported to upregulate kidney TLR4/

NF-kB signaling pathway and inflammation-related 

chemokines.40,41 In this regard, Emr-1, MCP-1, MIP-1α, Cxcr4, 

and TLR4/NF-kB signaling-related indicators were tested. 

As shown in Figure 4A–D, significant increases in mRNA 

of inflammation-related factors, including Emr-1, MCP-1, 

MIP-1α, and Cxcr4, were observed in the HFD group, 

suggesting that fat-rich diet activates the inflammatory 

responses and cellular infiltration. In contrast, GQ adminis-

tration can restrain inflammatory chemokine expression in a 

dose-dependent manner, and is able to inhibit inflammatory 

indicators expression in mRNA levels. Also, TLR4/NF-kB 

as an important inflammatory pathway was investigated using 

qPCR and Western blot. The results showed that TLR4/

NF-kB signaling mediators, including TLR4, MyD88, IKKα, 

and IKKβ mRNA levels, were increased in HFD mice, but 

downregulated by GQ treatment in typical dose-dependent 

manner (Figure 4E–H). Meanwhile, it was further found that 

p-IKKα, p-IkBα, and p-NF-kB were upregulated in the HFD 

group, resulting in the activation of TLR4/NF-kB inflamma-

tory pathway. Importantly, IHC analysis of p-IkBα staining 

in the kidney tissue also proved that TLR4/NF-kB was 

involved in HFD-induced kidney inflammatory responses 

(Figure 5A–E). The above findings indicated that the inhibi-

tion of TLR4/NF-kB signaling by GQ administration may be 

the key point in suppressing HFD-induced kidney injury.

gQ nanoparticles restrained hFD-
induced oxidative stress and Nrf2 
activation in the kidney
Oxidative stress may be involved in the pathological process 

of kidney injury. Accordingly, in this regard, a significant 

decrease in SOD, GST, and GPx activation and upregula-

tion of superoxide radical, MDA, H
2
O

2
, xanthine oxidase 

(XO), xanthine dehydrogenase (XDH), and XO/XDH ratio 

in the kidney tissues caused by HFD were observed. In con-

trast, oxidative stress-related indicators were significantly 

suppressed by an increase in dose of GQ (Figure 6A–G). 

Meanwhile, downregulation of SOD1, SOD2 and increase 

in XO protein expression were also evidenced by Western 

blot analysis, which were inhibited by GQ administration 

dose-dependently (Figure 6H–J). XO activity as an impor-

tant source of ROS production has obtained wide attention. 

Excess ROS formation in the tissues can upregulate Nrf2 

pathway activation. Accordingly, the Nrf2-related protein 

and mRNA expression in HFD-induced kidney tissues were 

investigated. As shown in Figure 7A–H, indeed, the expres-

sion levels of Nrf2, Keap1, NQO1, and HO-1 mRNA and 

Table 4 Platelet counts and platelet aggregation rate analysis

Group Platelet counts  
(×109/L)

Platelet aggregation  
rate (MPAG) (%)

Normal 86.12±7.35 22.89±6.07
hFD 88.36±9.17 51.15±3.82#

hFD + 20 mg/kg gQ 86.85±8.18 40.12±5.55*
hFD + 40 mg/kg gQ 90.72±6.53 35.72±7.81*
hFD + 80 mg/kg gQ 91.58±3.78 33.69±8.14*

Notes: Mean ± seM (n=10). #P,0.05 versus normal; *P,0.05 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; MPag, maximal platelet 
aggregation rate; seM, standard error of the mean.

Table 5 analysis of sOD activity and serum lPO

Group SOD (μg/mL) LPO (nmol/L)

Normal 101.85±9.12 43.23±6.28
hFD 59.28±7.03# 90.19±8.05#

hFD + 20 mg/kg gQ 61.25±5.47 83.14±7.77*
hFD + 40 mg/kg gQ 79.71±6.24* 77.0±8.25*
hFD + 80 mg/kg gQ 83.44±2.89* 68.52±5.64*

Notes: Mean ± seM (n=10). #P,0.05 versus normal; *P,0.05 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; lPO, lipid peroxidation; 
seM, standard error of the mean; sOD, superoxide dismutase.
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Figure 2 effects of gQ nanoparticles on serum endotoxin and blood pressure.
Notes: (A) serum endotoxin levels in hFD-fed mice. (B) Mean blood pressure (mmhg) was determined using noninvasive blood pressure meter (surgivet). Data are shown 
as mean ± seM (n=10). ##P,0.01 versus normal. *P,0.05 and **P,0.01 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; lPs, lipopolysaccharide; seM, standard error of the mean.

Figure 3 (Continued)
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Table 6 hepatic pathology evaluation

Items Normal HFD HFD

20 mg/kg GQ 40 mg/kg GQ 80 mg/kg GQ

Inflammation 0.3±0.2 2.2±0.3## 1.7±0.3* 0.9±0.1** 0.5±0.1**
NaFlD score 0.1±0.0 4.1±0.4## 3.7±0.2 2.0±0.1** 1.4±0.2**
Nash score 0.0±0.0 2.6±0.2## 2.0±0.1* 1.5±0.3** 1.1±0.2**
Ballooning score 0.1±0.1 1.5±0.2## 1.3±0.1 0.6±0.3** 0.4±0.2**

Notes: These data are expressed as the mean ± seM (n=8–10). ##P,0.01 versus normal control group; *P,0.05, or **P,0.05 versus hFD group.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; NaFlD, nonalcoholic fatty liver disease; Nash, nonalcoholic steatohepatitis; seM, standard error of the mean.

protein were increased in HFD-induced kidney, suggesting 

that Nrf2 pathway was involved in HFD-induced kidney 

injury. Significant inhibitory effects of GQ on limitation of 

Nrf2 activation were observed, suggesting that oxidative 

stress suppressed by GQ treatment can help to downregulate 

Nrf2 activation. Also, IHC test presented in Figure 7I further 

proves that Nrf2 activation was enhanced in HFD-induced 

kidney tissue, but significantly limited by GQ administration 

in a dose-dependent manner.

gQ nanoparticles suppressed lPs-
induced podocyte inflammation and 
Tlr4/NF-kB pathway activation
As mentioned above, excess intake of fat-rich diet may 

increase the LPS levels in serum, resulting in occurrence 

of metabolic endotoxemia. HFD increases renal inflam-

mation by stimulation of podocytes, which may be the key 

target for the treatment of CKD. Accordingly, the effects 

of dose-dependent and time-dependent GQ administration 

on podocytes’ viability were first tested (Figure 8A and B). 

Cell viability showed no significant toxicity in the cells, 

which further suggests that GQ nanoparticles do not affect 

the activity of cells in a dose-dependent and time-dependent 

manner. Next, the mRNA expression levels of inflamma-

tory cytokines and chemokines, including Emr-1, MCP-1, 

MIP-1α, Cxcr4, TNF-α, IL-1, and IL-6 in LPS-challenged 

podocytes were investigated. As shown in Figure 9A–G, a 

significant activation of Emr-1, MCP-1, MIP-1α, Cxcr4, 

TNF-α, IL-1, and IL-6 gene expression was observed in the 

podocytes. GQ (15 and 30 μg/mL) significantly suppressed 

5 μg/mL LPS-induced podocyte injury dose-dependently, 

suggesting that inflammatory responses were involved in 

LPS-stimulated podocyte activation, but were limited by GQ 

treatment. Besides, whether TLR4/NF-kB signaling partici-

pated in LPS-induced podocyte injury need to be known. As 

shown in Figure 10A–D, qPCR analysis indicated that, on 

one hand, TLR4/NF-kB signaling contributed to inflamma-

tion and podocyte injury by upregulation of proinflammatory 

cytokine expression; on the other hand, GQ administration 

can suppress TLR4/NF-kB related indicators expression in 

Figure 3 Effects of GQ nanoparticles on liver lipid accumulation and kidney inflammation.
Notes: (A) Oil red staining of liver and kidney tissues. Magnification 200×. (B) qPcr and elIsa analysis of Il-6, Il-1, Il-1β, and TNF-α in hFD-induced kidney. (C) qPcr 
analysis of Il-6 (yellow), Il-1 (green), Il-1β (blue), and TNF-α (red) mrNa expression between 0 and 8 weeks in hFD-induced kidney. Data are shown as mean ± seM (n=10). 
##P,0.01 versus normal or 0 week. *P,0.05 and **P,0.01 versus hFD. Black represents 0 week.
Abbreviations: elIsa, enzyme-linked immunosorbent assay; gQ, gold-quercetin; hFD, high-fat diet; Nor, normal groups; qPcr, quantitative real-time polymerase chain 
reaction; seM, standard error of the mean.
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Figure 4 GQ nanoparticles restrained inflammation-related chemokines and NF-kB activation in hFD-fed mice.
Notes: (A–D) Inflammation-related chemokines including Emr-1, MCP-1, MIP-1α, and cxcr4 were determined by qPcr analysis. (E–H) expression of NF-kB activation-
related genes was determined by qPcr measurement. Data are shown as mean ± seM (n=10). #P,0.05 and ##P,0.01 versus normal. *P,0.05 and **P,0.01 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; Nor, normal groups; qPcr, quantitative real-time polymerase chain reaction; seM, standard error of the mean.

α
α β

mRNA levels. Indeed, Western blot and immunofluorescence 

staining of p-IkBα also showed that TLR4/NF-kB was 

associated with LPS-induced podocytes, but was inhibited 

dose-dependently by GQ nanoparticles (Figure 10E–G).

gQ nanoparticles reduced oxidative 
stress and Nrf2 activation in lPs-exposed 
podocytes
Previous reports demonstrated that oxidative stress produc-

tion was suppressed by SOD activation and upregulated 

by Nrf2 pathway-related gene expression.42 A significant 

reduction in the mRNA and protein expression levels of 

SOD1 and SOD2 and an increase in hydrogen peroxide 

were observed in LPS-exposed podocytes (Figure 11A–F), 

suggesting that oxidative stress contributed to LPS-induced 

podocyte injury. Moreover, the immunofluorescence staining 

of SOD1 further showed that upregulation of oxidative stress 

levels by LPS stimulation in podocytes is suppressed by GQ 

administration in a dose-dependent manner. As mentioned 

above, it was believed that Nrf2 pathway participated in 

LPS-induced podocyte inflammation. Accordingly, the 

mRNA and protein expression levels of Nrf2-related factors, 

including Nrf2, Keap1, NQO1, and HO-1, were examined 

using qPCR and Western blot. As shown in Figure 12A–H, 

LPS challenge contributed to increase in Nrf2 activation 

and downstream genes’ expression, suggesting that Nrf2 

pathway was involved in LPS-induced podocyte injury. For 

another, GQ nanoparticles are able to restrain LPS induced 

cells injury via regulation of Nrf2 activation. These results 

suggest that GQ nanoparticles protect the podocytes against 

LPS stimulation, in part, by regulating Nrf2-related pathway 

activation.

Discussion
CKDs have become one of the important diseases jeop-

ardizing public health.43 CKD as well as heart attacks, 

strokes, and uremia cause 80% deaths in Asia, and they are 

projected to rise considerably over the coming decade.43–45 

Particularly, pervious researches have suggested that excess 

intake of fat-rich diet may cause hyperlipemia and intestinal 

endotoxemia, resulting in blood lipid metabolism disorder 

and systemic inflammation, ultimately contributing to the 

development of CKD and NAFLD.46–48 Thus, kidney dis-

ease caused by eating habits has widely received enough 

attention by the researchers. HFD-induced metabolic 

abnormalities would change kidney-related gene expression 
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and increase metabolic inflammation and oxidative stress.48 

Therefore, inhibition of metabolic disorder at an early stage 

is considered a feasible strategy for curing chronic renal dis-

ease. Recently, quercetin, a beneficial bioflavonoid thought 

to promote health, has been shown to aid in the prevention 

of cancer, hepatitis, atherosclerosis, organic lesions, and 

other diseases.27–33

In this study, HFD-stimulated metabolic endotoxemia 

followed by kidney injury was used to study the protective 

effects of GQ nanoparticles on lipid metabolism dysfunction 

and systemic inflammatory response. Indeed, a long-term 

intake of fat-rich diet results in hepatic dysfunction and lipid 

accumulation, accompanied with intestinal endotoxemia. 

LPS directly triggers kidney injury by pathways that involve 

inflammatory cells including podocytes, as well as chemical 

mediators, such as superoxide and nitric oxide. In this study, 

mice fed fat-rich diet were found to have increased levels of 

serum ALT, AST, AKP, uric acid, leptin, TG, TC, CHOL, 

low-density lipoprotein cholesterol, GLU, and inflammation-

related cytokines. Moreover, excess fat ingestion may 

increase the blood pressure, accompanied with increase in 

serum endotoxin levels. In addition, routine blood test con-

ducted in mice of all groups further showed that a significant 

increase in whole blood viscosity, whole blood reduction 

Figure 5 gQ nanoparticles limited Tlr4/NF-kB pathways in hFD-stimulated mice.
Notes: (A–D) Western blot analysis of Tlr4, p-IKKα, p-IkBα, and p-NF-kB protein expression. (E) Immunohistochemical assay of p-IkBα staining in hFD-induced kidney 
tissue. Data are shown as mean ± seM (n=10). ##P,0.01 versus normal. *P,0.05 and **P,0.01 versus HFD. Magnification 200×.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; Nor, normal groups; seM, standard error of the mean.
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Figure 6 effects of gQ nanoparticles on oxidative stress-related indicators in the kidney of hFD-fed mice.
Notes: (A–G) Biochemical analysis for determining sOD, MDa, superoxide radical, h2O2, and XO/XDh levels in hFD-induced kidney. (H–J) Western blot analysis of 
sOD1, sOD2, and XO protein expression. Data are shown as mean ± seM (n=10). ##P,0.01 versus normal. *P,0.05 and **P,0.01 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; MDa, malondialdehyde; Nor, normal groups; seM, standard error of the mean; sOD, superoxide dismutase.

viscosity, plasma viscosity, PCV, erythrocyte aggregation 

index, and platelet aggregation rate was observed in model 

mice. These findings suggest that HFD has the ability to 

change body metabolic balance, glycometabolism, and 

lipid metabolism, ultimately leading to endotoxemia, lipid 

accumulation in the liver tissue, increase in systemic inflam-

matory cytokines, and kidney injury. NF-kB, a transcription 

factor that displays vital roles in inflammation, immunity, 

cell proliferation, differentiation, and survival, has been 

proved to be a major signaling pathway in the development 

of various inflammation-related diseases, which is medi-

ated by TLR4 to perform regulation of inflammation.49–52 

NF-kB has been treated as a central link in the pathogenic 

processes of systemic inflammatory response and kidney 
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Figure 7 effects of gQ nanoparticles on Nrf2/Keap1 pathway activation in the kidney of mice fed hFD.
Notes: (A–D) expression levels of Nrf2, Keap1, NQO1, and hO-1 genes were examined by qPcr analysis. (E–H) Western blot analysis of Nrf2, Keap1, NQO1, and hO-1 
protein expression. (I) Immunohistochemical assay of Nrf2 staining in HFD-induced kidney tissue. Top row: magnification 200×, bottom row: magnified inset for top row. 
Data are shown as mean ± seM (n=10). ##P,0.01 versus normal. *P,0.05 and **P,0.01 versus hFD.
Abbreviations: gQ, gold-quercetin; hFD, high-fat diet; Nor, normal groups; qPcr, quantitative real-time polymerase chain reaction; seM, standard error of the mean.

injury to high fat exposure.53,54 As expected, in the present 

study, on one hand, HFD-fed mice were found to have a 

significant upregulation in TLR4/NF-kB activation, resulting 

in the expression of proinflammatory cytokines and related 

chemokines, including IL-β, IL-6, TNF-α, MCP-1, Cxcr4, 

Emr-1, and MIP-1α. On the other hand, endotoxin increase in 

serum can be upregulated by HFD; here podocytes were used 

as the model to investigate the effect of NF-kB activation 
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Figure 8 effects of gQ nanoparticles on podocytes’ viability.
Notes: (A) Dose-dependent effects of gQ nanoparticles (0–70 μg/ml) on podocytes for 24 h. (B) Time-dependent effects of treatment of 70 μg/ml gQ nanoparticles 
(0–96 h) on podocytes. Data are shown as mean ± seM. #P,0.01 versus 0 h.
Abbreviations: GQ, gold-quercetin; ns, nonsignificant; SEM, standard error of the mean.

Figure 9 GQ nanoparticles restrained the expression of inflammatory cytokines and chemokines in LPS-induced podocytes.
Notes: (A–C) Expression of genes encoding proinflammatory cytokines including IL-6, IL-1β, and TNF-α in podocyte injury. (D–G) expression of genes encoding 
inflammation-related chemokines including Emr-1, MCP-1, MIP-1α, and cxcr4 in lPs-induced podocytes. Data are shown as mean ± seM. #P,0.05 and ##P,0.01 versus 
control. *P,0.05 and **P,0.01 versus lPs.
Abbreviations: gQ, gold-quercetin; lPs, lipopolysaccharide; seM, standard error of the mean.

α

β α 

in LPS-exposed podocytes. Occurrence of significant 

podocyte injury in LPS-induced group was found. TLR4/

NF-kB activation was upregulated during podocyte injury, 

suggesting that podocyte injury may contribute to fat-diet-

induced kidney inflammation. In addition, oxidative stress is 

a major contributing factor to the onset of kidney injury and 

it is typically associated with a decrease in the antioxidant 

defense. Endotoxin increase may upregulate oxidative stress 

levels in tissues and cells, which further increase superoxide 

radical, H
2
O

2
, and MDA levels and further reduce SOD 

activation, GST, and GPx in the kidney tissue or serum. 

Of note, a previous study demonstrated that Nrf2 pathway 
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Figure 10 gQ nanoparticles alleviated lPs-induced activation of Tlr4/NF-kB signaling pathway.
Notes: (A–D) expression of Tlr4, IKKα, IKKβ, and IkBα genes was determined using qPcr assay. (E) Immunofluorescence assay of p-IkBα in lPs-induced podocytes. 
(F, G) Western blot analysis of Tlr4 and p-NF-kB expression in podocyte injury. Data are shown as mean ± seM. ##P,0.01 versus control. *P,0.05 and **P,0.01 
versus lPs.
Abbreviations: gQ, gold–quercetin; lPs, lipopolysaccharide; qPcr, quantitative real-time polymerase chain reaction; seM, standard error of the mean.
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was activated by oxidative stress, suggesting that Nrf2 and 

its downstream genes expression are essential and helpful 

to the anti-oxidative stress process.55 In the present study, a 

significant increase in Nrf2 activation, NQO1, and HO-1 and 

reduction in SOD1 and SOD2 levels were observed in HFD-

induced kidney tissue, demonstrating that Nrf2-related genes 

were activated and associated with kidney injury. Moreover, 

Nrf2 pathway was also enhanced in LPS-exposed podocytes 

in vitro, resulting in the upregulation of HO-1 and NQO1 

expression. These results further indicate that TLR4/NF-kB 

activation and Nrf2 signaling were involved in HFD-induced 

kidney injury.
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Figure 11 gQ nanoparticles relieved oxidative stress levels in lPs-induced podocyte injury.
Notes: (A–D) Western blot and qPcr assay for the mrNa and protein levels of sOD1 and sOD2. (E) Immunofluorescence assay of SOD1 in LPS-induced podocyte injury. 
(F) h2O2 production in lPs-induced podocyte injury. Data are shown as mean ± seM. ##P,0.01 versus control. *P,0.05 and **P,0.01 versus lPs.
Abbreviations: gQ, gold-quercetin; lPs, lipopolysaccharide; qPcr, quantitative real-time polymerase chain reaction; seM, standard error of the mean.

Quercetin, an important antioxidant with various bio-

activities, has been widely studied in a number of disease 

models, such as arteriosclerosis, diabetes, and cancer.27–33 

In this regard, it was found that GQ administration can 

downregulate HFD-induced kidney injury by suppression 

of proinflammatory cytokines and chemokines. Of note, 

insulin resistance, lipid metabolism dysfunction, and serum 

inflammatory cytokine increase were further inhibited by 

GQ treatment, suggesting that GQ restrained HFD-stimulated 

metabolic syndrome in a dose-dependent manner. Also, 

in vitro, GQ dose-dependently suppressed LPS-exposed 

podocytes expression of inflammatory cytokines, including 
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IL-β, IL-6, and TNF-α. All the data further indicate that quer-

cetin nanoparticles are capable of ameliorating HFD-induced 

metabolic disorder and systemic inflammation. Importantly, 

as mentioned above, HFD-caused endotoxemia may lead to 

upregulation of TLR4/NF-kB signaling and Nrf2 activation, 

which often aggravate the inflammatory response and oxida-

tive stress. Therefore, the protective effects of GQ on inhibi-

tion of NF-kB activation and Nrf2 pathway were determined. 

On one hand, qPCR and Western blot analysis showed that 

significant reduction in superoxide radical, H
2
O

2
, and MDA 

levels and increase in SOD activity were observed in GQ-

treated kidney tissues and podocytes, suggesting that GQ 

displayed anti-oxidative stress effect in HFD-induced kidney 

injury or LPS-treated podocytes. On the other hand, oxidative 

stress upregulated Nrf2 pathway activation and downstream 

antioxidant-related genes’ expression. Indeed, Nrf2 expres-

sion was increased with upregulation of oxidative stress and 

inflammatory cytokines. But GQ administration can reduce 

Nrf2 and downstream antioxidants, including HO-1 and 

NQO1, suggesting that suppression of oxidative stress and 

Figure 12 gQ nanoparticles suppressed lPs-induced Nrf2 pathway activation in podocytes.
Notes: (A–D) The expression levels of Nrf2, Keap1, NQO1, and hO-1 genes were examined by qPcr analysis. (E–H) Western blot analysis for Nrf2, Keap1, NQO1, and 
hO-1 protein expression. Data are shown as mean ± seM. ##P,0.01 versus control. *P,0.05 and **P,0.01 versus lPs.
Abbreviations: gQ, gold-quercetin; lPs, lipopolysaccharide; qPcr, quantitative real-time polymerase chain reaction; seM, standard error of the mean.
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inflammatory cytokines by GQ administration may lead to 

downregulation of Nrf2 pathway.

To summarize, this present study showed that HFD-

induced endotoxemia contributed to kidney inflammation 

and podocyte injury by upregulation of oxidative stress and 

systemic inflammation. Of note, TLR4/NF-kB and Nrf2 

activation were the key targets involved in kidney injury. GQ 

nanoparticles protect mice against podocyte injury and restore 

the lipid metabolism by inhibiting TLR4/NF-kB-stimulated 

proinflammatory cytokine production and oxidative stress, 

which were associated with the HFD-induced kidney failure 

in mice. These findings bring new insight into our knowledge 

of the molecular mechanisms that link metabolic disorder and 

endotoxemia to kidney injury caused by intake of various 

fat-rich food items. Also, quercetin, a bioactive product 

generated from plants with high dependability, reliability, 

and potential anti-inflammatory effects, was found to inhibit 

the inflammatory pathways and oxidative stress induced by 

excess fat intake. Hence, inhibition of inflammation and 

oxidative stress by GQ nanoparticles may provide a potential 

therapeutic strategy to prevent kidney injury.
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