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Abstract. Naringin has been reported to act as an effec-
tive anti-inflammatory compound. In a previous study, we 
demonstrated that the anti-inflammatory effect of naringin 
on lipopolysaccharide (LPS)-induced acute lung injury in 
mice correlated with the inhibition of the nuclear factor-κB 
(NF-κB) pathway. However, the effects and mechanism of 
action of naringin on LPS-induced chemokine expression are 
not yet fully understood. This study aimed to evaluate the 
effect of naringin on chemokine expression in LPS-induced 
RAW 264.7 macrophages and to provide insights into the 
possible underlying mechanisms. We found that the in vitro 
pre-treatment with naringin led to a significant attenuation in 
the LPS-induced secretion of interleukin-8 (IL-8), monocyte 
chemoattractant protein-1 (MCP-1) and macrophage inflam-
matory protein-1α (MIP-1α). RT-qPCR demonstrated that 
naringin significantly reduced the LPS-induced upregulation of 
IL-8, MCP-1 and MIP-1α mRNA expression in a dose-depen-
dent manner. Additionally, western blot analysis revealed that 
naringin effectively suppressed NF-κB activation by inhibiting 
the degradation of IκB-α and the translocation of p65. Naringin 
also attenuated MAPK activation by inhibiting the phosphory-
lation of ERK1/2, JNK and p38 MAPK. Taken together, these 
demonstrate that naringin reduces IL-8, MCP-1 and MIP-1α 
secretion and mRNA expression, possibly by blocking the 
activation of the NF-κB and MAPK signaling pathways in 
LPS-induced RAW 264.7 macrophages.

Introduction

Inflammation is considered to be closely associated with a 
number of diseases, such as infection, and environmental, auto-

immune and chronic diseases. Following injury, inflammation 
is one of the main mechanisms involved in the repair of tissue 
and consists of a cascade of cellular and microvascular reac-
tions that help remove damaged tissue and generate new tissue. 
The cascade includes elevated permeability in microvessels, 
the attachment of circulating cells to the vessels in the vicinity 
of the injury site, the migration of several cell types, macro-
phage/monocyte chemotaxis, the release of inflammatory 
mediators, cell apoptosis, as well as the growth of new tissue 
and blood vessels (1,2). Inflammation is an important aspect of 
the pathogenesis of several types of acute and chronic airway 
and lung diseases, such as acute lung injury (ALI), acute 
respiratory distress syndrome (ARDS), asthma and chronic 
obstructive pulmonary disease (COPD) (3-5). Severe persistent 
asthma is associated with an increased number of neutrophils 
in the airways and in the peripheral blood (6). Airway obstruc-
tion and chronic expectoration in smokers are associated with 
increased levels of sputum neutrophils (7). The number of 
airway neutrophils is also increased in COPD (8).

The recognition of pathogen-associated molecular patterns, 
such as lipopolysaccharide (LPS), induces the expression 
of chemokines, such as interleukin-8 (IL-8), to promote the 
recruitment of various leukocytes, primarily neutrophils, to 
the site of infection. Upon recruitment, neutrophils undergo 
phagocytosis and then mediate inflammatory responses (9). 
Neutrophil recruitment into the lung occurs in a cascade-like 
sequence of activation/adhesion, sequestration in pulmonary 
vessels, transendothelial and transepithelial migration (10). 
Both CXC and CC chemokines have been found to participate 
in inflammation related to leukocyte trafficking, recruiting 
and recirculation, and to interact with specific receptors on 
the surface of the target cells (11). The increased numbers 
of macrophages in inflammatory sites are partly due to the 
recruitment of monocytes from the circulation in response to 
monocyte-selective chemokines, such as monocyte chemoat-
tractant protein-1 (MCP-1) (12). Macrophages are considered to 
play an essential role in inflammation. When activated by endo-
toxin, macrophages produce inflammatory cytokines, which 
in turn activate other macrophages and other nearby cells to 
promote inflammatory gene expression (13). Macrophages 
also contribute to immune responses through the production 
of chemokines, such as regulated on activation, normal T cell 
expressed and secreted (RANTES), MCP-1 and macrophage 
inflammatory protein-1α (MIP-1α) (14). A number of previous 
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studies have demonstrated that the production of various 
chemokines may be regulated by both mitogen-activated protein 
kinase (MAPK) and nuclear factor-κB (NF-κB) signaling path-
ways in LPS-induced RAW 264.7 macrophages (15-17).

Naringin is a bioflavonoid derived from grapefruit and 
related citrus species (18). Naringin or its metabolite, narin-
genin, has been reported to possess diverse biological and 
pharmacological properties. Recently, growing evidence has 
indicated that naringin or naringenin displays anti-inflamma-
tory effects (19-20). In a study conducted in our laboratory, 
we recently reported that naringin significantly alleviates 
LPS-induced ALI, by mainly reducing neutrophil migration 
into the lungs, attenuating pro-inflammatory cytokine produc-
tion and subsequent lung disease (21). An in vitro study using 
RAW 264.7 cells demonstrated that naringin inhibited the 
LPS-induced production of nitric oxide (NO), by suppressing 
the activation of NF-κB (22). Naringin and naringenin have 
previously reported to inhibit chemokine production. They have 
also been reported to inhibit aortic MCP-1 gene expression in 
high cholesterol diet-fed rabbits (23). Furthermore, naringin 
has been proven to inhibit chemokine RANTES secretion in 
tumor necrosis factor-α (TNF-α) and interferon-γ (IFN-γ)-
induced human keratinocytes through the NF-κB pathway (24). 
When cultured with 250 and 500 µM naringin, the production 
of RANTES in TNF-α/IFN-γ-stimulated HaCaT cell super-
natants was reduced and the expression of NF-κB p65 protein 
in nuclei was also decreased (25). The abovementioned results 
contributed to our research regarding the properties of naringin 
for attenuating chemokine production. In this study, we aimed 
to evaluate the chemokine production and gene expression in 
LPS-induced RAW 264.7 macrophages with or without pre-
treatment with various doses of naringin, and to clarify the 
possible mechanisms involved.

Materials and methods

Culture and treatment of macrophages. The mouse RAW 264.7 
macrophage cell line was purchased from Boster Biological 
Technology Co., Ltd. (Wuhan, China). Cells were cultured in 
DMEM supplemented with 10% fetal bovine serum (HyClone, 
Fisher Scientific International, Logan, UT, USA) and 100 U/ml 
of penicillin/streptomycin in a humidified 5% CO2 37˚C incu-
bator. Macrophages were plated in 96-well plates for cell 
viability analysis or in 6-well plates for other experiments. 
Macrophages were pre-incubated with naringin (50, 100 or 
200 µM), or dexamethasone (DEX, 200 µM) for 1 h prior to 
the addition of 1 µg/ml LPS.

Reagents. Naringin was extracted from Citrus grandis 
‘Tomentosa’ by water and deposited in ethanol (with concen-
trated filtrate obtained after 1:10 recrystallization, purity 
>98.3%, determined by peak area normalization). LPS (from 
Escherichia coli 055:B5) were purchased from Sigma-Aldrich 
(St. Louis, MO, USA). Dexamethasone sodium phosphate 
injection was purchased from Baiyunshan Medicine Co. 
(Guangzhou, China, batch no. 100304). The ELISA kits for 
IL-8, MCP-1 and MIP-1α were purchased from RB Systems 
(Laredo, TX, USA). All primers for RT-qPCR were synthesized 
by Shanghai Invitrogen Biotechnology Co., Ltd. (Shanghai, 
China). Rabbit anti-p65, anti-IκB-α monoclonal antibodies 

and mouse anti-pERK (Thr202/Tyr204), anti-pJNK (Thr183/
Tyr185), anti-p-p38 MAPK (Thr180/Tyr182) and anti-β-actin 
monoclonal antibodies were purchased from Beyotime Institute 
of Biotechnology (Jiangsu, China). The purity of all chemical 
reagents was at least of analytical grade.

Cell viability assay. Cell viability was evaluated by MTT assay 
as previously described (26). To evaluate the effect of LPS on 
cell viability, RAW 264.7 macrophages were seeded in 96-well 
plates at 5x104 cells/well for 24 h. The cells were treated with 
the various concentrations of LPS (1, 2, 4, 8 and 16 µg/ml) for 
24 h at 37˚C. MTT solution was added (20 µl, 1 mg/ml; Sigma-
Aldrich) to each well and the cells were further incubated for 
4 h at 37˚C. The medium was discarded and 100 µl of DMSO 
were added to each well for the solubilization of formazan. 
Optical density was measured at 492 nm on a Tecan Infinite 
M200 microplate reader.

Chemokine secretion measured by ELISA kits. RAW 264.7 
macrophages were plated at a density of 5x104 cells/ml in 
a 12-well plate and cultured for 24 h in the aforementioned 
culture medium. The cells were pre-treated with various doses 
of naringin (50, 100 and 200 µM), or DEX (200 µM) for 1 h 
and challenged by LPS (1 µg/ml) for 24 h. The culture super-
natants were then harvested and IL-8, MCP-1 and MIP-1α 
levels were analyzed using commercially available ELISA kits 
(RB Systems), according to the manufacturer's instructions.

Chemokine transcription measured by RT-qPCR. RAW 264.7 
macrophages were pre-treated with various doses of naringin 
(50, 100 and 200 µM), DEX (200 µM) for 1 h and then 
challenged by LPS (1 µg/ml) for 6 h. IL-8, MCP-1 and MIP-1α 
mRNA expression was measured by RT-qPCR, as previously 
described (27). Total RNA was isolated from the cultured 
RAW 264.7 macrophages using TRIzol (Beyotime), according 
to the manufacturer's instructions. Prior to cDNA synthesis, 
RNA was treated with DNase I (Fermentas #EN0521, Thermo 
Scientific Fermentas, Glen Burnie, MD, USA) to remove traces 
of DNA, according to the manufacturer's instructions. 
Synthesis of the first-strand cDNA was primed with oligo(dT)18 
primer. The synthesis conditions were: 42˚C for 60 min and 
70˚C for 5 min. The resulting cDNA was subjected to 
RT-qPCR. The RT-qPCR amplification was performed with 
Maxima™ SYBR-Green/ROX qPCR Master Mix (2X) 
(Thermo Scientific Fermentas) for the IL-8, MCP-1 and 
MIP-1α genes and GADPH. Cycle-to-cycle fluorescence 
emission readings were monitored and analyzed using the 
Bio-Rad iCycler iQ5 detection system (Bio-Rad, Hercules, 
CA, USA). The quantification of IL-8, MCP-1 and MIP-1α 
mRNA expression was calculated using the comparative CT 
method. The primer sequences were as follows: IL-8 sense, 
5'-GACGAGACCAGGAGAAACAGGG-3' and antisense, 
5'-AACGGAGAAAGAAGACAGACTGCT (530 bp); MCP-1 
sense, 5'-GGAAAAATGGATCCACACCTTGC-3' and anti-
sense, 5'-TCTCTTCCTCCACCACCATGCAG-3' (582 bp); 
MIP-1α sense, 5'-GAAGAGTCCCTCGATGTGGCTA-3' and 
antisense, 5'-CCCTTTTCTGTTCTGCTGACAAG-3' (561 bp); 
and GAPDH sense, 5'-TGAAGGTCGGTGTGAACGGATTT 
GGC-3' and antisense, 5'-CATGTAGGCCATGAGGTCCA 
CCAC-3' (983 bp). The RT-qPCR conditions were: 95˚C for 
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5 min and 40 PCR cycles, each consisting of denaturation 
(95˚C for 15 sec), annealing (58˚C for 15 sec) and extension 
(72˚C for 30 sec). An additional 81 cycles were performed to 
measure the melt curve by lowering the temperature by 0.5˚C/
cycle/10 sec from 55˚C. For the data analysis, the comparative 
threshold cycle (CT) value for GADPH was used to normalize 
loading variations in the RT-qPCRs. The ∆∆Ct of each sample 
was obtained by subtracting the ∆Ct value of the sample from 
the ∆Ct value of the reference. The ∆∆CT values were compared 
with the control by raising 2 to the ∆∆CT power. The RT-qPCR 
was performed in triplicates for each treatment group.

Western blot analysis for nuclear and cytoplasmic NF-κB 
and MAPK family proteins. RAW 264.7 macrophages were 
pre-treated with various doses of naringin (50, 100 and 
200 µM), or DEX (200 µM) for 1 h and then challenged by LPS 
(1 µg/ml) for 6 h. Western blot analyses of NF-κB and MAPK 
family proteins were performed as previously described, with 
slight modifications (21). Briefly, proteins were extracted from 
the cells using the Nuclear and Cytoplasmic Protein Extraction 
kit (Beyotime) and boiled for 5 min with loading buffer. The 
extracts were then subjected to SDS-polyacrylamide gel elec-
trophoresis on an 8% gel and transferred onto nitrocellulose 
membranes (Beyotime). The membranes were washed with 
PBST and 5% skim milk for 1 h and incubated with diluted 
primary antibody for 4 h at room temperature. After 3 addi-
tional washes, diluted HRP-conjugated secondary antibody 
was added followed by incubation for 1 h at room tempera-
ture. The blots were developed using BeyoECL Plus reagent 
(Beyotime) and then exposed to film (Fuji, Japan) for 10 sec 
and placed into developing and fixing solutions for 1 min, 
respectively. The bands were visualized and quantified using 
Quantity One imaging software (Bio-Rad). The p65 and IκB-α 
band intensity was adjusted by the β-actin band intensity. The 
p-p38, pJNK and pERK1/2 band intensity was adjusted by the 
p38, JNK and ERK1/2 band intensity, respectively.

Statistical analysis. The results in this study are expressed as 
the means ± SD of 3 independent measurements performed in 
triplicate. Statistical analyses were carried out using SPSS 16.0 
software. Statistically significant differences in the mean 
values were analyzed by one-way ANOVA followed by the 
Student-Newman-Keuls test. P-values <0.05 were considered 
to indicate statistically significant differences.

Results

Effects of LPS on cell viability. In order to determine the appro-
priate dose of LPS used in the study of chemokine secretion and 
mRNA expression, we first investigated the effect of LPS (1, 2, 
4 and 8 µg/ml) on the cell proliferation of RAW 264.7 macro-
phages using MTT assay. As shown in Fig. 1, LPS suppressed 
the proliferation of RAW 264.7 macrophages at 4-8 µg/ml 
in a dose-dependent manner. The results indicated that at an 
increased dose (2 µg/ml for 24 h) of treatment no cytotoxicity was 
observed in the RAW 264.7 macrophages. Therefore, 1 µg/ml  
dose of LPS was used in the subsequent experiments.

Naringin inhibits LPS-induced IL-8, MCP-1 and MIP-1α 
production. IL-8 is an important chemokine for the initiation of 

innate immune responses that function by recruiting immune 
cells to inflamed sites (28). MCP-1 is a potent chemoattractant 
for monocytes and macrophages to areas of inflammation (29). 
MIP-1α plays a potentially important role in the development of 
inflammatory responses during infection by recruiting mono-
nuclear cells, modulating cytokine production and mediating 
fever (30). In order to evaluate the effect of naringin on chemo-
kine production, IL-8, MCP-1 and MIP-1α levels in the culture 
supernatants of RAW 264.7 macrophages were analyzed. As 
shown in Fig. 2, the production of IL-8, MCP-1 and MIP-1α 
in the LPS group was significantly increased, compared to the 
control group (p<0.01). The groups treated with various doses 
of naringin (50, 100 and 200 µM) showed a significant decrease 
in the IL-8, MCP-1 and MIP-1α levels in a dose-dependent 
manner, compared to the LPS group (p<0.01).

Naringin attenuates LPS-induced IL-8, MCP-1 and MIP-1α 
mRNA expression. The cells treated with LPS at 1 µg/ml 
showed a noticeable increase in IL-8, MCP-1 and MIP-1α 
mRNA expression compared to the control group (Fig. 3). 
When the cells were exposed to various concentrations (50, 100 
and 200 µM) of naringin for 1 h prior to LPS stimulation, the 
IL-8, MCP-1 and MIP-1α mRNA expression was significantly 
inhibited in a dose-dependent manner, compared to the LPS 
group (p<0.01).

Naringin inhibits the phosphorylation of MAPK and nuclear 
translocation of NF-κB. The MAPK and NF-κB pathways 
play significant roles in the expression and production of IL-8, 
MCP-1 and MIP-1α (15-17). To assess the inhibitory activity 
of naringin on MAPK and NF-κB pathways, cytoplasm IκB-α, 
p65, pERK1/2, pJNK, p-p38 and nuclear p65 expression were 
examined by western blot analysis. As shown in Fig. 4A, in the 
LPS group, the band densities of pERK1/2, pJNK and p-p38 
MAPK were significantly increased compared to the control 
group, demonstrating that LPS induced MAPK signaling 
pathway activation. The naringin-treated groups (50 and 
200 µM) revealed lower densities of pERK1/2, pJNK and p-p38 
MAPK when compared to the LPS group, demonstrating that 
naringin attenuated the phosphorylation of MAPK induced by 
1 µg/ml LPS for 6 h.

Figure 1. Effects of LPS on cell viability. RAW 264.7 macrophages were 
treated with various doses of LPS (1, 2, 4, 8 and 16 µg/ml) for 24 h. MTT 
assay was then performed, as described in Materials and methods. Results 
are presented as the percentage absorbance of the control group. Data are 
expressed as the means ± SD. *p<0.05, **p<0.01 vs. the control group.
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As shown in Fig. 4B, the blotting band of IκB-α, the inhibi-
tory protein of NF-κB by binding to NF-κB dimers and making 
them inactive, was markedly decreased in the LPS group 
compared to the control group. By contrast, IκB-α degrada-
tion in the naringin-treated groups (50 and 200 µM) was 

significantly reduced compared with the LPS group, indicating 
that naringin inhibited IκB-α degradation. The LPS group also 
showed a decrease in NF-κB density in the cytoplasm and an 
increase in the nuclear extracts of the p65 subunit of NF-κB. 
In contrast to this, naringin at a dose of 200 µM inhibited the 
translocation of p65 from the cytoplasm to the nucleus, since 
the naringin-treated group remained almost at the same level 
as the control group for cytoplasm and nuclear p65.

Figure 2. Effects of naringin on LPS-induced chemokine production. 
RAW 264.7 macrophages were pre-treated with various doses of naringin (50, 
100 and 200 µM), or DEX (200 µM) for 1 h and challenged by LPS (1 µg/ml)  
for 24 h. (A) IL-8 production in supernatants. (B) MCP-1 production in 
supernatants. (C) MIP-1α production in RAW 264.7 supernatants. Data are 
expressed as the means ± SD. ##p<0.01 vs. the control group. *p<0.05, **p<0.01 
vs. the LPS group.

Figure 3. Effects of naringin on LPS-induced chemokine mRNA production. 
RAW 264.7 macrophages were pre-treated with various doses of naringin (50, 
100 and 200 µM), or DEX (200 µM) for 1 h and challenged by LPS (1 µg/ml) 
for 6 h. IL-8, MCP-1, MIP-1α and GADPH mRNA was detected by RT-qPCR. 
Quantification of IL-8, MCP-1 and MIP-1α mRNA expression was calculated 
using the comparative CT method. RT-qPCR was performed in triplicate for 
each treatment group. Data are expressed as the means ± SD of 3 replicate 
experiments. ##p<0.01 vs. the control group. *p<0.05; **p<0.01 vs. the LPS 
group.
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Discussion

Inflammation is a significant aspect of the pathogenesis of 
several different types of acute or chronic airway and lung 
diseases, such as ALI, ARDS, asthma and COPD (3-5). Tissue 
injury associated with bacterial infections results, in part, from 
infiltrating leukocytes recruited by local mediators to the site 
of infection (31). LPS is one of the major constituents of the 
outer membrane of Gram-negative bacteria and LPS recogni-
tion and signal transmission are among the key events in the 
host defense reaction towards Gram-negative bacteria (32). 
LPS induces the accumulation of neutrophils into the alveolar 
space related to the expression of pro-inflammatory cytokines 
and chemokines (31,32). Chemokines regulated the recruit-
ment of neutrophils, monocytes and macrophages to sites of 
inflammation and infection (33).

Pulmonary macrophages, with a key role in the defence 
against respiratory infections, are a heterogeneous family of 
cells with phagocytic antigen processing and immunomodula-
tory functions (34). Activated pulmonary macrophages have 
the capacity to release multiple chemokines leading to the 
recruitment of several cell types, including monocytes, neutro-

phils and T-lymphocytes. Neutrophil recruitment has been 
recognized as one of the key molecular mechanisms inducing 
chronic airway inflammation. The chemokines released by 
activated alveolar macrophages recruit neutrophils through 
a process known as chemotaxis, a biological phenomenon 
whereby a cell migrates through physiological barriers (e.g., 
vessel walls or epithelial layers) and tissues towards sites of 
inflammation or infection, usually in response to concentra-
tion gradients of chemoattractant substances (35).

Two major chemokine families, the CC and the CXC chemo-
kines, are distinguished based on their function, sequence and 
chromosomal location. CC chemokines preferentially attract 
monocytes and lymphocytes, whereas CXC chemokines mainly 
have a chemotactic effect on neutrophils (36). Neutrophils are 
the first cells to reach the infectious loci and it is crucial that 
they remain there until macrophages and other inflammatory 
cells arrive to control the infection (37). Prolongation of 
neutrophil functional longevity by inflammatory mediators 
causes severe tissue damage in a number of diseases char-
acterized by neutrophilic inflammation, including SIRS and 
adult ARDS (38,39). IL-8 is a member of the CXC chemokine 
family that plays a pivotal role in controlling neutrophil and 

Figure 4. Naringin inhibited NF-κB and MAPK signal transduction. RAW 264.7 macrophages were pre-treated with various doses of naringin (50, 100 and 
200 µM), or DEX (200 µM) for 1 h and challenged by LPS (1 µg/ml) for 6 h. Nuclear and cytoplasmic extracts were prepared from the cells and subjected to 
western blot analysis. (A) The results are expressed as relative ratios of band density of phosphorylated forms of p38, JNK and ERK1/2 to the respective p38, 
JNK and ERK1/2. (B) Results are expressed as relative ratios of band density of p65 and IκB-α to the respective β-actin. Data are expressed as the means ± SD 
of 3 replicate experiments. ##p<0.01 vs. the control group. *p<0.05, **p<0.01 vs. the LPS group. 
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monocyte chemotaxis towards sites of infection and the induc-
tion of airway inflammation (40). Narigenin has been reported 
to inhibit IL-8 secretion in PMA-induced HL-60 cells (41). In 
the present study, we demonstrated that naringin (50, 100 and 
200 µM) significantly attenuated LPS-induced IL-8 produc-
tion and mRNA expression in a dose-dependent manner, 
which indicates that naringin has an inhibitory effect on IL-8 
production.

Along with IL-8, MCP-1 has been proven to trigger the 
firm adhesion of monocytes to the vascular endothelium (42). 
MCP-1 is a member of the CC chemokines. As a potent 
chemokine for monocytes and macrophages, MCP-1 has been 
implicated in the pathogenesis of several diseases characterized 
by monocyte infiltration (43). The influx of macrophages into 
these sites of inflammation has been suggested to exacerbate 
inflammation-related diseases. Thus, the expression of MCP-1, 
which is likely to be critical for fighting infectious diseases, has 
to be tightly regulated (44). Elevated MCP-1 levels are found 
in the bronchial epithelium of idiopathic pulmonary fibrosis 
and asthma patients, in tuberculosis effusions, as well as 
during pleural infections (45). In this study, we demonstrated 
that naringin (50, 100 and 200 µM) significantly attenuated 
LPS-induced MCP-1 production and mRNA expression in 
a dose-dependent manner, which indicates that it may inhibit 
monocyte chemotaxis and control the progress of inflammation.

MIP-1α is one of the major factors produced by macro-
phages stimulated by bacterial endotoxins. MIP-1α activates 
human neutrophils, eosinophils and basophils, leading to acute 
neutrophilic inflammation (46). MIP-1α is produced by several 
cells, particularly macrophages, dendritic cells and lympho-
cytes (47). Increased levels of MIP-1α have been described 
in a variety of human inflammatory conditions, suggesting 
its importance in the induction and development of chronic 
inflammatory processes (48). MIP-1α has also been reported 
to participate in the selective recruitment of mononuclear cells 
in interstitial lung disease (49). The present study revealed 
that naringin (50, 100 and 200 µM) significantly attenuated 
LPS-induced MIP-1α production and mRNA expression in a 
dose-dependent manner, which indicates that naringin may 
inhibit macrophage chemotaxis and suppress chronic inflam-
mation.

During acute and chronic diseases, LPS-induced inflam-
mation activates multiple intracellular signalling cascades, 
including the MAPK signal transduction pathway, which 
plays a significant role in the recruitment of leukocytes to the 
sites of inflammation. Activated MAPKs can phosphorylate 
and activate other kinases or nuclear proteins, such as tran-
scription factors in either the cytoplasm or the nucleus (50). 
The LPS-mediated activation of the TLR4 complex has 
been shown to induce specific signaling pathways, involving 
the phosphorylation of 3 major MAPK pathways, ERK1/2, 
JNK and p38 MAPKs, which may lead to the liberation of 
the NF-κB family (51). These signaling pathways induce the 
production of pro-inflammatory cytokines and chemokines 
in macrophages, including TNF-α, IL-8 and MCP-1 (52). 
Naringin and naringenin have been reported to regulate 
the phosphorylation of ERK1/2, JNK and p38 MAPK in a 
variety of cells, treated with different stimuli (53-56). In high 
fat diet-fed mice, naringin exerts inhibitory effects on meta-
bolic syndrome by activating AMP-activated protein kinase 

(AMPK) to inhibit MAPK-dependent signaling, including the 
ERK1/2, JNK1/2 and p38 pathways (56). Pre-treatment with 
50 µg/ml naringenin, however, has been reported to increase 
the phosphorylation of ERK5 and p38a MAPK in U937-
derived macrophages stimulated with 1 µg/ml LPS for 1 h (55). 
In the present study, to our knowledge, we demonstrate for the 
first time that pre-treatment with 50 and 200 µM of naringin 
attenuates the LPS-induced phosphoration of the ERK1/2, 
JNK and p38 MAPK pathways in RAW 264.7 macrophages.

NF-κB has been reported to regulate more than 150 genes, 
including those involved in immunity and inflammation, anti-
apoptosis, cell proliferation and the negative feedback of the 
NF-κB signal (57). NF-κB positively regulates genes encoding 
cytokines, cell adhesion molecules, chemokines (e.g., IL-8, 
MIP-1α, MCP-1 and RANTES) (58). NF-κB plays a funda-
mental role in the inflammatory and acute response (52). NF-κB 
subunits are normally inactive, being bound to a protein known 
as IκB-α. Signaling through cytokines such as LPS, TNF-α 
and IL-1 causes the dissociation of NF-κB from IκB-α. The 
transcription factor, p65, translocates to the nucleus and binds 
to DNA, regulating the transcription of various inflammatory 
mediators (59). Similarly to other members of the NF-κB family, 
NF-κB p65 also resides in the cytoplasm in an inactive form, 
bound to inhibitory IκB proteins. Cellular activation leads to the 
nuclear translocation of NF-κB p65 to initiate gene transcrip-
tion. The translocation of NF-κB p65 from the cytoplasm to 
the nucleus is often taken as an indication of NF-κB-activation 
and correlates with the cellular response to oxidants or with the 
inflammatory and acute immune response (60). Naringin has 
been reported to reduce nuclear p65 activation in LPS-treated 
J774 macrophages (61). However, another study demonstrated 
that 30 µM naringin had no significant effect on attenuating 
NF-κB activation, which was induced by 50 ng/ml LPS for 
1 h in a RAW 264.7 cell line (62). In the present study, we 
demonstrate that pre-treatment with 50 and 200 µM of naringin 
significantly inhibits IκB-α degradation and attenuates NF-κB 
p65 subunit translocation in RAW 264.7 macrophages, induced 
by 1 µg/ml LPS for 6 h.

On the basis of the results presented in this study, we 
demonstrate that naringin attenuates the production of chemo-
kines, such as IL-8, MCP-1 and MIP-1α at least in part, by 
interfering with the NF-κB and MAPK signaling pathways, 
which may partially account for its anti-inflammatory effects.

Acknowledgements

The present study was supported by the National Natural 
Science Foundation of China (No. 81173475).

References

  1. Ware LB and Matthay MA: The acute respiratory distress 
syndrome. New Engl J Med 342: 1334-1349, 2000.

  2. Lee WL and Downey GP: Neutrophil activation and acute lung 
injury. Curr Opin Crit Care 7: 1-7, 2001.

  3. Gando S, Kameue T, Matsuda N Sawamura A, Hayakawa M and 
Kato H: Systemic inflammation and disseminated intravascular 
coagulation in early stage of ALI and ARDS: role of neutrophil 
and endothelial activation. Inflammation 28: 237-244, 2004.

  4. Barnes PJ, Chung KF and Page CP: Inflammatory mediators of 
asthma: an update. Pharmacol Rev 50: 515-596, 1998.

  5. Rennard SI: Inflammation in COPD: a link to systemic comor-
bidities. Eur Respir Rev 16: 91-97, 2007.



MOLECULAR MEDICINE REPORTS  6:  1343-1350,  2012 1349

  6. Louis R, Lau LC, Bron AO, Roldaan AC, Radermecker M and 
Djukanović R: The relationship between airways inflammation 
and asthma severity. Am J Respir Crit Care Med 161: 9-16, 2000.

  7. Stănescu D, Sanna A, Veriter C, Kostianev S, Calcagni PG, 
Fabbri LM and Maestrelli P: Airways obstruction, chronic 
expectoration, and rapid decline of FEV1 in smokers are asso-
ciated with increased levels of sputum neutrophils. Thorax 51: 
267-271, 1996.

  8. Larsson K: Aspects on pathophysiological mechanisms in COPD. 
J Intern Med 262: 311-340, 2007.

  9. Baggiolini M, Dewald B and Moser B: Interleukin-8 and related 
chemotactic cytokines-CXC and CC chemokines. Adv Immunol 
55: 97-179, 1994.

10. Reutershan J, Basit A, Galkina EV and Ley K: Sequential 
recruitment of neutrophils into lung and bronchoalveolar lavage 
fluid in LPS-induced acute lung injury. Am J Physiol Lung Cell 
Mol Physiol 289: L807-L815, 2005.

11. Horuk R: Molecular properties of the chemokine receptor family. 
Trends Pharmacol Sci 15: 159-165, 1994.

12. Barnes PJ: Alveolar macrophages as orchestrators of COPD. 
COPD 1: 59-70, 2004.

13. Nathan C: Nitric oxide as a secretory product of mammalian 
cells. FASEB J 6: 3051-3064, 1992.

14. Lemay S, Lebedeva TV and Singh AK: Inhibition of cytokine 
gene expression by sodium salicylate in a macrophage cell line 
through an NF-κB-independent mechanism. Clin Diagn Lab 
Immunol 6: 567-572, 1999.

15. Raychaudhuri B, Abraham S, Bonfield TL, et al: Surfactant 
blocks lipopolysaccharide signaling by inhibiting both 
mitogen-activated protein and IκB kinases in human alveolar 
macrophages. Am J Respir Cell Mol Biol 30: 228-232, 2004.

16. Kong XN, Yan HX, Chen L, et al: LPS-induced down-regulation 
of signal regulatory protein contributes to innate immune activa-
tion in macrophages. J Exp Med 204: 2719-2731, 2007.

17. Kim JH, Jeong JH, Jeon ST, et al: Decursin inhibits induction of 
inflammatory mediators by blocking nuclear factor-κB activation 
in macrophages. Mol Pharmacol 69: 1783-1790, 2006.

18. Jagetia GC and Reddy TK: The grapefruit flavonone naringin 
protects against the radiation-induced genomic instability in the 
mice bone marrow: a micronucleus study. Mutat Res 519: 37-48, 
2002.

19. Jain M and Parmar HS: Evaluation of antioxidative and anti-
inflammatory potential of hesperidin and naringin on the rat air 
pouch model of inflammation. Inflamm Res 60: 483-491, 2011.

20. Golechha M, Chaudhry U, Bhatia J, Saluja D and Arya DS: 
Naringin protects against kainic acid-induced status epilepticus 
in rats: evidence for an antioxidant, anti-inflammatory and 
neuroprotective intervention. Biol Pharm Bull 34: 360-365, 2011.

21. Liu Y, Wu H, Nie YC, Chen JL, Su WW and Li PB: Naringin 
attenuates acute lung injury in LPS-treated mice by inhibiting 
NF-κB pathway. Int Immunopharmacol 11: 1606-1612, 2011.

22. Kanno S, Shouji A, Tomizawa A, et al: Inhibitory effect of 
naringin on LPS-induced endotoxin shock in mice and nitric 
oxide production in RAW 264.7 macrophages. Life Sci 78: 
673-681, 2006.

23. Lee CH, Jeong TS, Choi YK, et al: Anti-atherogenic effect of 
citrus flavonoids, naringin and naringenin, associated with hepatic 
ACAT and aortic VCAM-1 and MCP-1 in high cholesterol-fed 
rabbits. Biochem Biophys Res Commun 284: 681-688, 2001.

24. Liu L, Jia P, Yang YX and Yang L: Study on the effect of naringin 
on chemokine RANTES secretion in human keratinocyte and 
NF-κB signal pathway. China Pharm 21: 40-42, 2010.

25. Si-Si W, Liao L, Ling Z and Yun-Xia Y: Inhibition of 
TNF-α/IFN-γ induced RANTES expression in HaCaT cell by 
naringin. Pharm Biol 49: 810-814, 2011.

26. Kapitza SB, Michel BR, van Hoogevest P, Leigh ML and 
Imanidis G: Absorption of poorly water soluble drugs subject to 
apical efllux using phospholipids as solubilizers in the Caco-2 
cell model. Eur J Pharm Biopharm 66: 146-158, 2007.

27. Amenomori M, Mukae H, Ishimatsu Y, et al: Differential effects 
of human neutrophil peptide-1 on growth factor and interleukin-8 
production by human lung fibroblasts and epithelial cells. Exp 
Lung Res 36: 411-419, 2010.

28. Im J, Kang SS, Yang JS, Yun CH, Yang Y and Han SH: 
3-Amino-1, 4-dimethyl-5H-pyrido [4, 3-b] indole (Trp-P-1) 
attenuates LPS-induced IL-8 expression by decreasing mRNA 
stability in THP-1 cells. Toxicol Lett 177: 108-115, 2008.

29. Melgarejo E, Medina MA, Sánchez-Jiménez F and Urdiales JL: 
Monocyte chemoattractant protein-1: A key mediator in inflam-
matory processes. Int J Biochem Cell Biol 41: 998-1001, 2009.

30. O'Grady NP, Tropea M, Preas HL II, Reda D, Vandivier RW, 
Banks SM and Suffredini AF: Detection of macrophage inflam-
matory protein (MIP)-1alpha and MIP-1beta during experimental 
endotoxemia and human sepsis. J Infect Dis 179: 136-141, 1999.

31. Luster AD: Chemokines-chemotactic cytokines that mediate 
inflammation. N Engl J Med 338: 436-445, 1998.

32. Beutler B and Rietschel ET: Innate immune sensing and its roots: 
the story of endotoxin. Nat Rev Immunol 3: 169-176, 2003.

33. Kobayashi Y: The role of chemokines in neutrophil biology. 
Front Biosci 13: 2400-2407 2008.

34. Gordon SB and Read RC: Macrophage defences against respira-
tory tract infections. The immunology of childhood respiratory 
infections. Br Med Bull 61: 45-61, 2002.

35. Murugan V and Peck MJ: Signal transduction pathways linking 
the activation of alveolar macrophages with the recruitment of 
neutrophils to lungs in chronic obstructive pulmonary disease. 
Exp Lung Res 35: 439-485, 2009.

36. Boven LA, Montagne L, Nottet HS and De Groot CJ: Macrophage 
inflammatory protein-1alpha (MIP-1alpha), MIP-1beta, and 
RANTES mRNA semiquantification and protein expression in 
active demyelinating multiple sclerosis (MS) lesions. Clin Exp 
Immunol 122: 257-263, 2000.

37. Ocaña MG, Asensi V, Montes AH, Meana A, Celada A and 
Valle-Garay E: Autoregulation mechanism of human neutro-
phil apoptosis during bacterial infection. Mol Immunol 45: 
2087-2096, 2008.

38. Abraham E: Neutrophils and acute lung injury. Crit Care Med 31: 
S195-S199, 2003.

39. Vinten-Johansen J: Involvement of neutrophils in the pathogen-
esis of lethal myocardial reperfusion injury. Cardiovasc Res 61: 
481-497, 2004.

40. Gerszten RE, Garcia-Zepeda EA, Lim YC, et al: MCP-1 and 
IL-8 trigger firm adhesion of monocytes to vascular endothelium 
under flow conditions. Nature 398: 718-723, 1999.

41. Yeh SL, Wang HM, Chen PY and Wu TC: Interactions of beta-
carotene and flavonoids on the secretion of pro-inflammatory 
mediators in an in vitro system. Chem Biol Interact 179: 386-393, 
2009.

42. Yoshimura T, Yuhki N, Moore SK, Appella E, Lerman MI 
and Leonard EJ: Human monocyte chemoattractant protein-1 
(MCP-1): full-length cDNA cloning, expression in mitogen-stim-
ulated blood mononuclear leukocytes, and sequence similarity to 
mouse competence gene JE. FEBS Lett 244: 487-493, 1989.

43. Furie MB and Randolph GJ: Chemokines and tissue injury. Am J 
Pathol 146: 1287-1301, 1995.

44. Kumar SN and Boss JM: Site A of the MCP-1 distal regulatory 
region functions as a transcriptional modulator through the tran-
scription factor NF1. Mol Immunol 37: 623-632, 2000.

45. Car BD, Meloni F, Luisetti M, Semenzato G, Gialdroni-Grassi G and 
Walz A: Elevated IL-8 and MCP-1 in the bronchoalveolar lavage 
fluid of patients with idiopathic pulmonary fibrosis and pulmonary 
sarcoidosis. Am J Respir Crit Care Med 149: 655-659, 1994.

46. Sherry B, Tekamp-Olson P, Gallegos C, et al: Resolution of the two 
components of macrophage inflammatory protein 1, and cloning 
and characterization of one of those components, macrophage 
inflammatory protein 1 beta. J Exp Med 168: 2251-2259, 1988.

47. Maurer M and von Stebut E: Macrophage inflammatory protein-1. 
Int J Biochem Cell Biol 36: 1882-1886, 2004.

48. Hasegawa M, Sato S and Takehara K: Augmented production 
of chemokines (MCP-1, MIP-1α and MIP-1β) in patients with 
systemic sclerosis: MCP-1 and MIP-1α may be involved in the 
development of pulmonary fibrosis. Clin Exp Immunol 117: 
159-165, 1999.

49. Standiford TJ, Rolfe MW, Kunkel SL, et al: Macrophage inflam-
matory protein-1 alpha expression in interstitial lung disease. J 
Immunol 151: 2852-2863, 1993.

50. Herlaar E and Brown Z: p38 MAPK signaling cascades in 
inflammatory disease. Mol Med Today 5: 439-447, 1999.

51. Cario E, Rosenberg IM, Brandwein SL, Beck PL, Reinecker HC 
and Podolsky DK: Lipopolysaccharide activates distinct 
signaling pathways in intestinal epithelial cell lines expressing 
Toll-like receptors. J Immunol 164: 966-972, 2000.

52. Giuliani C, Napolitano G, Bucci I, Montani V and Monaco F: 
NF-κB transcription factor: role in the pathogenesis of inflam-
matory, autoimmune, and neoplastic diseases and therapy 
implications. Clin Ter 152: 249-253, 2001 (In Italian).

53. Kim SW, Kim CE and Kim MH: Flavonoids inhibit high glucose-
induced up-regulation of ICAM-1 via the p38 MAPK pathway in 
human vein endothelial cells. Biochem Biophys Res Commun 
415: 602-607, 2011.



LIU et al:  NARINGIN INHIBITS CHEMOKINE PRODUCTION in vitro1350

54. Bulzomi P, Bolli A, Galluzzo P, Leone S, Acconcia F and 
Marino M: Naringenin and 17 beta-estradiol coadministration 
prevents hormone-induced human cancer cell growth. IUBMB 
Life 62: 51-60, 2010.

55. Bodet C, La VD, Epifano F and Grenier D: Naringenin has 
anti-inflammatory properties in macrophage and ex vivo human 
whole-blood models. J Periodont Res 43: 400-407, 2008.

56. Pu P, Gao DM, Mohamed S, et al: Naringin ameliorates metabolic 
syndrome by activating AMP-activated protein kinase in mice 
fed a high-fat diet. Arch Biochem Biophys 518: 61-70, 2012.

57. Carlsen H, Alexander G, Austenaa L, Ebihara K and Blomhoff R: 
Molecular cloning of the transcription factor NF-κB, a primary 
regulator of stress response. Mutat Res 551: 199-211, 2004.

58. Roman-Blas JA and Jimenez SA: NF-κB as a potential therapeutic 
target in osteoarthritis and rheumatoid arthritis. Osteoarthritis 
Cartilage 14: 839-848, 2006.

59. Baeuerle PA and Baltimore D: NF-κB: ten years after. Cell 87: 
13-20, 1996.

60. Dallot E, Méhats C, Oger S, Leroy MJ and Breuiller-Fouché M: 
A role for PKCzeta in the LPS-induced translocation NF-κB p65 
subunit in cultured myometrial cells. Biochimie 87: 513-521, 
2005.

61. Hämäläinen M, Nieminen R, Vuorela P, Heinonen M and 
Moilanen E: Anti-inflammatory effect of flavonoids: Genistein, 
kaempferol, quercetin, and daidzein inhibit STAT-1 and NF-κB 
activations, whereas flavone, isorhamnetin, naringenin, and 
pelargonidin inhibit only NF-κB activation along with their 
inhibitory effect on iNOS expression and NO production in 
activated macrophages. Mediators Inflamm 2007: 45673, 2007.

62. Tsai SH, Lin-Shiau SY and Lin JK: Suppression of nitric oxide 
synthase and the down-regulation of the activation of NFκB in 
macrophages by resveratrol. Br J Pharmacol 126: 673-680, 1999.


