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Abstract: As a complex and highly prevalent global public health problem, obesity is associated with multiple dis-
eases, including liver and renal injury. As an iron-dependent form of cell death, ferroptosis is different from apop-
tosis and necrosis, which has been reported to participate in pathologic processes of many diseases. However, 
whether ferroptosis is involved in obesity-induced liver and renal injury remains unclear. Male C57BL/6 mice were 
fed with high-fat diet (HFD) or control diet for 16 weeks and treated with 5 mg/kg or 10 mg/kg ferroptosis inhibitor, 
ferrostatin-1 (Fer-1), for the last 8 weeks with results indicating that glutathione peroxidase 4 (GPX4) gene expres-
sion decreased in the liver and renal tissue of obese mice. Additionally, Fer-1 pretreatment prevented the obesity-
induced decline of GPX4. More importantly, Fer-1 treatment attenuated HFD-induced pathological and functional 
impairment, fibrosis, inflammatory cell infiltration, and inflammatory cytokine expression in liver and renal tissues. 
In short, our results indicate that obesity can induce ferroptosis and ferroptosis inhibitor, Fer-1, thereby inhibiting 
obesity-induced liver and renal injury in mice. The study provides a new therapeutic direction for the complications 
of obesity. 
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Introduction

Obesity is a serious public health problem to 
not only in Western countries but also in China. 
Epidemiologists predicted that the global obe-
sity prevalence will reach 18% in men and 21% 
in women by 2025 [1]. Although intense efforts 
have been conducted to control obesity, no 
improvement was obtained in terms of the high 
prevalence of obesity [2, 3]. Excess fat deposi-
tion is often responsible for type-2 diabetes 
mellitus, hypertension, cancer, cardiovascular 
diseases, chronic kidney disease, and fatty 
liver disease, helping explain evidence showing 
an association between obesity and structural 
as well as functional changes in the liver and 
kidney in both humans and animal models [4-7] 
[5, 8-10]. Additionally, the fundamental mecha-
nisms of obesity-induced liver and renal injury 
are involved in lipotoxicity, inflammation, and 
increased oxidative stress [11, 12]. Apart from 

these mechanisms, whether other mechanisms 
are involved, should be explored.

Ferroptosis is an iron-dependent form of oxida-
tive programmed cell death characterized by 
glutathione peroxidase 4 (GPX4) inactivation, 
glutathione depletion, and increased lipid hy- 
droperoxide levels [13, 14]. Although most pre-
vious studies focused more on ferroptosis in 
cancer, more recent publications indicated that 
ferroptosis is involved in abundant pathologic 
processes such as acute kidney injury, liver 
fibrosis, APAP-induced liver injury, neurotoxicity, 
and neurodegenerative diseases [15-20]. How- 
ever, whether the effects of ferroptosis are 
involved in the development of obesity compli-
cations remains unclear. In our current study, 
ferrostatin-1 (Fer-1), a ferroptosis inhibitor, was 
employed as a probe to study the role of ferrop-
tosis in obesity-induced liver and renal injury in 
mice. 
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Materials and methods

Reagents

Fer-1 (#S7243) was purchased from Selleck 
Chemicals (Houston, TX, USA). 

Animals

Twenty-eight male C57BL/6 mice weighing 
18-22 g were obtained from the Animal Center 
of Wenzhou Medical University. The mice were 
housed with ad libitum access to food and 
water at 22 ± 2.0°C and 50 ± 5% humidity with 
a 12-h: 12-h light/dark cycle in an environmen-
tally controlled room. The animal care and 
experimental procedures complied with the 
‘The Detailed Rules and Regulations of Me- 
dical Animal Experiments Administration and 
Implementation’ (Order No. 1998-55, Ministry 
of Public Health, China) and ‘Ordinance in 
Experimental Animal Management’ (Order No. 
1998-02, Ministry of Science and Technology, 
China) and were approved by the Wenzhou 
Medical University Animal Policy and Welfare 
Committee (Approval Document No. wydw- 
2017-0140). 

Mice were randomly divided into four groups: 1) 
control (CON) group: mice in this group were fed 
with standard animal chow (10 kcal.% fat, 20 
kcal.% protein and 70 kcal.% carbohydrate; Cat. 
#MD12031; MediScience Diets Co. LTD, 
Yangzhou, China) for 16 weeks; 2) high fat diet 
(HFD) group: mice in this group were fed with 
HFD (60 kcal.% fat, 20 kcal.% protein and 20 
kcal.% carbohydrate; Cat. #MD12033; Medi- 
Science Diets Co. LTD, Yangzhou, China) for 16 
weeks; 3) HFD+Fer-1 5 group: mice in this group 
were fed with HFD for 16 weeks and intraperito-
neally injected with 5 mg/kg Fer-1 every two 
days for the last 8 weeks; 4) HFD+Fer-1 10 
group: mice in this group were fed with HFD for 
16 weeks and intraperitoneally injected with 10 
mg/kg Fer-1 every two days for the last 8 
weeks. Specifically, the control group and HFD 
group mice were intraperitoneally injected with 
vehicle (CMC-Na) every two days for the last 8 
weeks. Body weight was recorded weekly. 
Additionally, mice were anaesthetized with 
chloral hydrate after being fasted for 6 h. Blood 
was sampled by the cardiac puncture method. 
Renal and liver tissues were dissected and 
snap-frozen in liquid nitrogen for RNA extrac-
tion or prepared for histology. 

Oral glucose tolerance test

Mice were fasted for 12 h, followed by the  
delivery of glucose (2 g/kg body weight) by  
oral gavage. Following that, tail vein blood  
glucose was detected at indicated time points 
(0, 15, 30, 60, 90 and 120 min) using a  
glucometer (Onetouch Ultravue, Shanghai, 
China). 

Biochemical analysis of serum samples

Collected blood samples were centrifuged at 
3000 rpm for 15 min to obtain serum, with the 
serum levels of TG, TCH, ALT, AST, BUN, ALB 
and hydroxyproline being determined according 
to the instructions (Nanjing Jiancheng Bio- 
engineering Institute, Nanjing, China). 

RT-qPCR 

After being extracted from renal and liver tis-
sues (15-20 mg) using TRIzol (Life Technologies, 
Carlsbad, CA, USA), total RNA concentration 
was measured in duplicate applying Spe- 
ctraMaxM5 Microplate Reader (Molecular 
Devices, Sunnyvale, CA, USA), with the purity of 
the samples being estimated by the OD ratio 
(A260/A280, ranging within 1.8-2.2). Reverse 
transcription PCR was performed applying 
M-MLV Platinum RT-qPCR kit (Invitrogen, 
Shanghai, China), and real-time qPCR was car-
ried out using the Eppendorf Real plex 4 instru-
ment (Eppendorf, Hamburg, Germany). Primers 
for genes applied in this study were obtained 
from Life Technologies (Carlsbad, CA, USA). The 
relative amount of each gene was normalized 
to the amount of β-actin. The primer sequences 
used are shown as follows: mouse TNF-α for-
ward primer, 5’-TGATCCGCGACGTGGAA-3’; mo- 
use TNF-α reverse primer, 3’-ACCGCCTG- 
GAGTTCTGGAA-5’; mouse IL-6 forward prim- 
er, 5’-GAGGATACCACTCCCAACAGACC-3’; mouse 
IL-6 reverse primer, 3’-AAGTGCATCATCGTTG- 
TTCATACA-5’; mouse TGF-β forward pri- 
mer, 5’-TGACGTCACTGGAGTTGTACGG-3’; mou- 
se TGF-β reverse primer, 3’-GGTTCATGTCATGG-
ATGGTGC-5’; mouse Col-IV forward primer, 
5’-CGTACCTGCTGACTATCTTCA-3’; mouse Col-IV 
reverse primer, 3’-GTTGGACACTGGACGCTA-5’; 
mouse β-actin forward primer, CCGTGAAAA- 
GATGACCCAGA; mouse β-actin reverse primer, 
TACGACCAGAGGCATACAG.
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Histologic and Immunohistochemical (IHC) 
analysis

Renal and liver tissues were fixed in 4% parafor-
maldehyde solution, with tissues being then 
embedded in paraffin and cut into 5 μm sec-
tions which were stained with H&E or Masson’s 
trichrome staining using standard protocol and 
viewed under a light microscope (200× amplifi-
cation). The ratio of fibrosis was qualified by an 
image analysis on Masson’s trichrome staining 
of the liver and kidney sections of the seven 
mice in each group. At 200× magnification, the 
Image-pro Plus (Media Cybernetics Inc., Silver 
Spring, MD, USA) software was applied to quan-
tify the amount of tissue (red signal) and colla-
gen (blue signal) inside the liver and kidney tis-
sues of 10 randomly chosen frames, with the 
ratio of collagen to liver or kidney tissue being 
recorded for each specimen.

For tissue immunostaining, sections were 
deparaffinized, rehydrated, and incubated with 
primary F4/80 antibody, followed by applica-
tion of HRP-conjugated secondary antibody 
and diaminobenzidine for detection. The sec-
tions were viewed by a light microscope (200× 
amplification). At 200× magnification, the area 
of the staining signal (F4/80, anti-F4/80 anti-
body, Santa Cruz Biotechnology, U.S.A) of ten 
random fields was measured using the Image-
pro Plus software (Media Cybernetics Inc., 
Silver Spring, MD, USA), with the percentage 
expression of F4/80 was recorded for each 
specimen. 

Statistical analysis

The statistical significance of differences 
between groups was obtained by the Student’s 
t-test in GraphPad Pro 5.0 (GraphPad, San 
Diego, CA, USA). Results are expressed as 
mean ± SEM. Differences were considered to 
be significant at #P<0.05, ##P<0.01, ###P<0.001 
v.s. CON group; *P<0.05; **P<0.01, ***P< 
0.001 v.s. HFD group.

Results

Without effect on HFD-induced obesity, Fer-1 
improves the GPX4 mRNA level in renal and 
liver tissue in obese mice

Figure 1A shows the chemical structure of Fer-
1. HFD-fed mice became markedly obese with 
a body weight over 47 g on average at the end 

of the animal experiment. However, either 5 
mg/kg or 10 mg/kg Fer-1 treatment for 8 
weeks, compared with HFD group, resulted in 
no significant differences in mice body weight 
(Figure 1B). Meanwhile, Fer-1 treatment also 
showed no improvement in terms of obesity-
induced glucose tolerance (Figure 1C, 1D). In 
short, these results indicate that Fer-1 does not 
play a role in the development of obese mice.

The mRNA level of GPX4, a marker of ferropto-
sis [13], was studied to determine the effect of 
Fer-1 on ferroptosis in obese mice. As shown in 
Figure 1E and 1F, GPX4 gene level was 
decreased obviously in obese liver (Figure 1E) 
and kidney (Figure 1F) tissues. Mice treated 
with Fer-1 increased the GPX4 mRNA level both 
in liver (Figure 1E) and kidney (Figure 1F) tis-
sues. Thus, these results indicate that Fer-1 
can contribute to attenuating HFD-induced fer-
roptosis both in liver and renal tissues.

Fer-1 protects against HFD-induced liver and 
renal injury 

Next, the protective effect of Fer-1 on obesity-
induced liver and renal injury is examined. HFD 
mice, compared with con mice, showed in- 
creased serum levels of hallmarks of liver func-
tion injury (ALT, AST, Hydroxyproline) and renal 
function injury (CK, BUN and ALB) (Figure 2A-C, 
2E-G). However, these markers were reduced in 
HFD mice treated with Fer-1 at 5 or 10 mg/kg 
effectively. Additionally, the histopathology of 
the liver and kidney was examined to determine 
Fer-1’s effect on HFD-induced pathologic dam-
age. Staining with H&E demonstrated that the 
liver sections from the HFD group, when com-
pared with the con group, showed significant 
structural abnormalities and lipid accumula-
tion, whereas those in the Fer-1 treated groups 
did not (Figure 2D). Kidney shows similar 
improvements of histological abnormalities as 
well. Staining with H&E showed the kidney sec-
tions from the HFD group exhibited glomerular 
shrinkage and mesangial matrix expansion, 
whereas these changes were not as evident in 
the con and Fer-1 treated groups (Figure 2H). In 
short, these data show that HFD is responsible 
for liver and renal tissue damage, but Fer-1 can 
attenuate HFD-induced tissue injury.

Fer-1 protects against HFD-induced liver and 
renal fibrosis 

Masson trichrome staining was conducted to 
explore the role of Fer-1 in liver and renal fibro-
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Figure 1. Fer-1 does not attenuate obesity but improves the GPX4 mRNA level in liver and kidney. (A) The chemical 
structure of Fer-1. (B) Weekly body weight of mice after HFD over 8 weeks. (C, D) The blood glucose level of OGTT. (E) 
Serum levels of TG presented in μM. (F) Serum levels of TCH presented in μmol/L. (G, H) RT-qPCR assay showed the 
mRNA levels of GPX4 in liver (G) and renal (H) tissue. mRNA values were normalized to housekeeping gene β-actin. 
Data are presented as mean ± SEM, n=7 in each group. #P<0.05, ##P<0.01, vs con group; *P<0.05, **P<0.01, vs 
HFD group.
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sis. As shown in Figure 3A and 3D, Masson 
staining for collagen suggested that HFD, com-
pared with mice on a normal diet, obviously 
induced liver and renal fibrosis. However, HFD 
mice that were administered Fer-1 showed a 
reduced fibrosis both in the liver and the kid-
ney. Additionally, the quantitative result of 
Masson staining, shown in Figure 3B and 3E, 
further indicated that Fer-1 reduced HFD-
induced collagen deposition in liver and renal 
tissue. Furthermore, the gene expression of 
fibrosis markers, TGF-β and Col-IV, was elevat-

ed in liver (Figure 3C) and renal (Figure 3F) tis-
sue in HFD mice. Fer-1 dose-dependently 
reduced the TGF-β and Col-IV mRNA level. In 
short, these results indicate that Fer-1 can con-
tribute to attenuating HFD-induced fibrosis in 
liver and renal tissue. 

Fer-1 protects against HFD-induced liver and 
renal inflammation 

Inflammation plays an important role in the 
development of HFD-induced tissue injury [11]. 

Figure 2. Fer-1 protects against HFD-induced renal and liver injury. (A-C) Serum levels of ALT (A), AST (B), and hy-
droxyproline (C) presented in μM. (D) Representative histopathologic changes in liver tissue detected with H&E stain 
(×200). (E-G) Serum levels of creatinine (E), BUN (F) and ALB (G) presented in μM. (H) Representative histopathologic 
changes in renal tissue detected with H&E stain (×200). Data are presented as mean ± SEM, n=7 in each group. 
#P<0.05, ##P<0.01, vs con group; *P<0.05, **P<0.01, vs HFD group.
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IHC staining showed that pretreatment with 
Fer-1 at 5 or 10 mg/kg decreased significantly 
HFD-induced F4/80 positive cell infiltration in 
liver and kidney tissues (Figure 4A and 4D). The 
quantitative result of IHC staining, as shown in 

Figure 4B and 4E, further indicated that the 
increased percentage of F4/80 positive cells 
induced by HFD was inhibited by Fer-1 in liver 
and renal tissues. Real-time PCR analysis dem-
onstrated that the amounts of two inflammato-

Figure 3. Fer-1 protects against HFD-induced liver and renal tissue fibrosis. A. Masson’s Trichrome staining was 
used as index of liver fibrosis. B. Quantification for the area of fibrosis in liver tissues detected by Masson’s Trichi-
rome stain. C. RT-qPCR assay showed the mRNA levels of markers (TGF-β and Col-IV) of fibrosis in liver. mRNA values 
were normalized to housekeeping gene β-actin. D. Masson’s Trichrome staining was used as index of liver fibrosis. 
E. Quantification for the area of fibrosis in liver tissues detected by Masson’s trichrome staining. F. RT-qPCR assay 
showed the mRNA levels of markers (TGF-β and Col-IV) of fibrosis in kidney. mRNA values were normalized to house-
keeping gene β-actin. Data are presented as mean ± SEM, n=7 in each group. #P<0.05, ##P<0.01, vs con group; 
*P<0.05, **P<0.01, vs HFD group.
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ry factors, TNF-α and IL-6, were increased 
markedly in HFD group mice but this situation 
was reversed by Fer-1 both in liver (Figure 4C) 
and renal (Figure 4F) tissues. 

Discussion

Obesity is considered as an increasingly major 
public health concern worldwide. Researches 

Figure 4. Fer-1 protects against HFD-induced liver and renal tissue inflammation. A. Representative image of im-
munohistochemical staining of F4/80 in liver tissue sections. B. Quantification for the percentages expression of 
F4/80 positive cells in liver. C. RT-qPCR assay shows the mRNA levels of markers (TNF-α and IL-6) involved in the 
inflammatory response in liver, with mRNA values being normalized to housekeeping gene β-actin. D. Representa-
tive image of immunohistochemistry staining of F4/80 in renal tissue sections. E. Quantification for the percentages 
expression of F4/80 positive cells in kidney. F. RT-qPCR assay shows the mRNA levels of markers (TNF-α and IL-6) 
of inflammatory response in kidney, with mRNA values being normalized to housekeeping gene β-actin. Data are 
presented as mean ± SEM, n=7 in each group. #P<0.05, ##P<0.01, vs con group; *P<0.05, **P<0.01, vs HFD group.
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on ways of slowing the development of obesity 
have traditionally focused on dietary as well as 
lifestyle modifications, such as restricting 
caloric intake and increasing physical activity 
[21]. However, many patients, due to difficulty 
with adherence and physiologic adaptation of 
the body in response to weight loss, haven’t 
achieved long-lasting benefits. Chronic obesity 
can cause various complications and tissue 
injury, accompanied by low-grade chronic 
inflammation, fibrosis, and oxidative stress 
[12]. Our study shows that HFD-induced liver 
and renal tissue pathology and functional 
impairment, decline of GPX4, inflammatory cell 
infiltration, expression of inflammatory cyto-
kines, fibrosis, and oxidative stress.

Dependent upon intracellular iron, ferroptosis 
is morphologically, biochemically, and geneti-
cally distinct from apoptosis and necrosis [13], 
which is triggered by disturbed redox homeo-
stasis, iron overload, and increased lipid per-
oxidation [14]. Many publications have revealed 
that ferroptosis was involved in various patho-
logic processes. For example, in cancer, ferrop-
tosis may act as a tumor suppressor regulated 
by P53 [16]. In the mouse model of acute kid-
ney injury induced by lipid-oxidation/ischemic/
nephrotoxic folic acid/rhabdomyolysis/cisplat-
in, ferroptosis is involved in the progression 
and aggravation of disease [19, 20, 22-24]. 
Additionally, ferroptosis was also reported to 
participate in several liver diseases, such as 
liver fibrosis, acetaminophen-induced cell 
death, alcoholic-induced steatohepatitis, and 
LPS/galactosamine-induced liver injury [17, 
25-27]. In our current study, we found that Fer-
1, a ferroptosis inhibitor, attenuates obesity-
induced liver and renal injury, including tissue 
inflammation and fibrosis. Thus, our results 
indicate that ferroptosis participates in obesity-
induced liver and renal injury. 

Conclusions

Our current research shows that the GPX4 level 
was decreased in obesity-induced damaged 
liver and renal tissues in mice, indicative of 
obesity-induced ferroptosis in liver and renal 
tissue. However, pretreatment with Fer-1 re- 
versed the effects induced by obesity. Further, 
Fer-1 treatment inhibited HFD-induced tissue 
injury, inflammation, and fibrosis in liver and 
renal tissues. Although the underlying mecha-
nism of ferroptosis induces inflammation and 

fibrosis, and how hyperlipemia activates ferrop-
tosis, are not clear in this article, our study pro-
vides a new therapy target for obesity 
complications.
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