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Background and Aims: Non-alcoholic fatty liver disease (NAFLD) is a major chronic liver
disease worldwide, and non-alcoholic steatohepatitis (NASH) is one of its pathological
subtypes. The pathogenesis of NASH has not yet been fully elucidated. The purpose
of this study was to identify the hub genes and pathways involved in NASH using
bioinformatics methods. The hub genes were confirmed in human and animal models.

Materials and Methods: Three Gene Expression Omnibus (GEO) datasets (GSE48452,
GSE58979, and GSE151158) of NASH patients and healthy controls were included in the
study. We used GEOZ2R to identify differentially expressed genes (DEGs) between NASH
patients and healthy controls. Functional enrichment analyses were then performed
to explore the potential functions and pathways of the DEGs. In all DEGs, only two
genes were highly expressed in NASH patients throughout the three datasets; these
two genes, SPP71 and CXCL9, were further studied. Serum and liver tissues from NASH
patients and healthy controls were collected. Serum alanine aminotransferase (ALT) and
aspartate aminotransferase (AST) levels were measured in NASH patients and healthy
controls. Liver tissues were stained with hematoxylin and eosin. Immunohistochemical
staining was used to evaluate the expression levels of the two genes in liver tissues.
Male C57BL/6J mice were fed a methionine choline-deficient (MCD) diet for 8 weeks,
after which serum ALT and AST levels were measured and liver tissues were stained.

Results: SPP7 and CXCL9 were the hub genes detected in the three datasets.
“Lipid metabolism,” “inflammatory response,” and “lymphocyte activation” were the most
significant biological functions in GSE48452, GSE58979, and GSE151158, respectively.
Kyoto Encyclopedia of Genes and Genomes pathway analysis showed that the toll-like
receptor signaling pathway was significantly enriched in NASH patients. Serum ALT
and AST levels were significantly increased in NASH patients compared to healthy
controls. Liver tissues had more serious steatosis, hepatocyte ballooning degeneration,
and lobular inflammatory infiltration, and the expression of SPP7 and CXCL9 in liver cells
was significantly upregulated in NASH patients compared to healthy controls. MCD diet
mice were consistent with NASH patients.
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Hub Genes in NASH Progression

FIGURE 3 | Expression of SPP7 and CXCL9 in NASH patients. Serum biochemical indices change, morphological analysis and immunohistochemistry images of the
expression of SPPT and CXCL9 in NASH and HC group of human liver samples. (A) The liver samples were stained with hematoxylin—eosin (20x) in NASH and HC
groups. The gray arrows represent steatosis, the red arrows represent hepatocyte ballooning degeneration, and the black arrows represent lobular infiltration. (B,C)
Serum content of ALT and AST changes between HC patients and NASH patients. ALT and AST concentrations were significantly higher in NASH group than those in
HC group. n =5, *P < 0.05 compared with HC group. (D) Determination of the expression levels of SPP7 and CXCL9 in NASH and HC group of human liver samples
using immunohistochemical staining (40x). The red arrows represent SPP1 or CXCL9 proteins in liver cells.

SPP1 and CXCL9 Were Significantly
Upregulated in MCD Diet Mice

Based on the results in human samples, we further verified
the expression of SPPI and CXCL9 in an MCD diet mouse
model. H&E staining confirmed that MCD diet mice had
more serious steatosis, hepatocyte ballooning degeneration, and
lobular inflammatory infiltration than the HC group (Figure 4A).
Serum ALT and AST levels in the MCD diet mice were
significantly higher than those in the HC group (Figures 4B,C).
Immunohistochemical results showed that the expression levels

of SPP1 and CXCL9 were significantly upregulated in MCD diet
mice compared to HC mice, which is consistent with the above
results (Figure 4D).

DISCUSSION

In this study, bioinformatics analysis was utilized to identify
DEGs related to NASH. The potential role of DEGs in NASH
was explored using GO and KEGG pathway analyses. The hub
genes were verified in the liver tissues of NASH patients and HC
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FIGURE 4 | Expression of SPP7 and CXCL9 in MCD diet mice. Serum biochemical indices change, morphological analysis and immunohistochemistry images of the
expression of SPP1 and CXCL9 in NASH and HC group of mice liver samples after MCD diet treatment for 8 weeks. (A) The liver samples were stained with
hematoxylin—eosin (20x) in NASH and HC groups. The gray arrows represent steatosis, the red arrows represent hepatocyte ballooning degeneration, and the black
arrows represent lobular infiltration. (B,C) Serum content of ALT and AST changes after MCD diet treatment for 8 weeks. ALT and AST concentrations were
significantly higher in NASH group than those in HC group. n = 3, “P < 0.05 compared with HC group. (D) Determination of the expression levels of SPP7 and CXCL9
in NASH and HC group of mice liver samples using immunohistochemical staining (40x). The red arrows represent SPP1 or CXCL9 proteins in liver cells.
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patients. We identified two hub genes, SPP1 and CXCL39, both of
which had upregulated expression levels. Functional enrichment
analysis showed that DEGs were mainly enriched in lipid
metabolism, inflammatory response, and lymphocyte activation
in these datasets. The toll-like receptor signaling pathway was
the main enrichment pathway for the hub genes. GO and
KEGG pathway analyses indicated that one of the mechanisms
of NASH pathogenesis involves changes that affect metabolism

and stress responses (16). The upregulation of SPPI and CXCL9
genes in NASH livers was also confirmed in patient and mice
samples. These results may contribute to the understanding of the
pathogenesis of NASH and identification of potential diagnostic
or therapeutic biomarkers.

Secreted phosphoprotein 1 (SPP1), also known as
Osteopontin (OPN), is a secreted phosphorylated glycoprotein.
SPP1 is seldomly expressed in normal liver tissue and is mainly
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expressed in activated Kupffer cells, hepatic macrophages,
hepatic stellate cells, and hepatocytes under pathological
conditions (17-19). As a multifunctional protein, SPP1 is
involved in multiple liver diseases by promoting inflammatory
responses, cell activation, proliferation, and migration, and is
closely related to the occurrence, development, and prognosis
of fatty liver, liver fibrosis, and liver cancer (20, 21). Previous
studies have revealed that the expression of SPP1I is upregulated
in NAFLD and NASH liver tissues. In a new swine model
of NASH, SPPI gene expression was significantly positively
correlated with lipid droplet area and inflammation, and when
NASH was reversed, SPP1 gene expression was significantly
reduced (22). A cross-sectional survey of 19 NASH patients
reported that plasma SPP1 levels in NASH patients were higher
than those in HC patients, whereas plasma and hepatic SPP1
levels in patients with advanced fibrosis were higher than those in
patients with no or mild fibrosis, indicating that the histological
characteristics of disease severity in NASH patients are associated
with SPP1 (23). Serum SPP1 levels were measured in 179 patients
with NAFLD and 123 HC patients and were significantly elevated
in patients with NAFLD, and were independently associated
with liver enzymes and portal inflammation (24). Inhibition of
SPP1 can improve inflammation in adipose and liver tissues (25).
Furthermore, other studies have confirmed that knocking out
the SPPI gene can aggravate the progression of fatty liver disease.
SPP1 deficiency may reduce liver-related mortality, which may
be associated with the promotion of a systemic pro-inflammatory
milieu by SPP1. This suggests that SPPI plays a dual role in the
pathogenesis of fatty liver and that SPPI may be involved in the
internal control of excessive lipid uptake in the liver, thereby
protecting the liver from lipotoxicity, apoptosis, and subsequent
fibrosis and hepatocyte proliferation (26).

The expression of C-X-C motif chemokine ligand 9 (CXCL9)
was also upregulated in the liver tissues of patients with NASH.
The CXCL9 gene is a member of a chemokine superfamily
that encodes secreted proteins involved in immunoregulatory
and inflammatory processes and is thought to be involved
in T cell trafficking. The encoded protein binds to C-X-
C motif chemokine 3 (CXCL3) and is a chemoattractant
for lymphocytes but not for neutrophils. CXCL9 has been
reported to be involved in various pathological processes,
including tumor development, immunity, and inflammation
(27, 28). Overexpression of CXCL9 mRNA was observed
in both NASH and simple steatosis mouse models, and
hepatocytes and sinusoid endothelial cells secreting CXCL9
protein were localized in areas infiltrated with inflammatory
cells (29). The expression of CXCL9 was upregulated in
NASH without fibrosis in a high-risk cohort of adults with
obesity (12). Another cohort study showed that the serum
concentration of CXCL9 in patients with chronic liver disease
was significantly higher than that in HC patients and was
positively correlated with the severity of liver fibrosis (30).
Increased expression of CXCL9 was also found in hepatocytes
of patients with chronic hepatitis C virus infection, and
its expression levels were associated with liver fibrosis (31).
Overexpression of CXCL9 is associated with tumor progression.
In mouse models, a chronically increasing trend in CXCL9

levels was associated with the progression from NAFLD to
hepatocellular carcinoma in male mice (32, 33). These studies
suggest that CXCL9 is an important factor in chronic liver
inflammation and that its expression and role in NAFLD require
further research.

Atherosclerosis is the leading cause of death in NAFLD
and NASH patients. Chemokines play an important role in
NAFLD and NASH with atherosclerosis. IL-17, which is released
by the visceral adipose tissue, can induce Eotaxin secretion
via the smooth muscle cells in atherosclerotic blood vessels.
Eotaxin is another member of the CC chemokine subfamily
and was able to predict carotid intima-media thickness (IMT),
a marker of atherosclerosis (34). CXCL9 expression also may
be regulated by IL-17. IL-17 can upregulate the expression
of chemokines, such as CXCL9, in mice with hypersensitivity
pneumonitis, while IL-17 gene-deficient mice had reduced levels
of CXCL9 (35). Obesity and insulin resistance are central to
NAFLD and hepatic steatosis. Stem cell growth factor-beta
(SCGF-B) levels were positively correlated to insulin resistance
and hepatic steatosis severity in a retrospective study on obese
patients (36). In addition, CXCL9 and SCGEF-f levels were
higher in unstable plaques compared to stable plaques (37). The
relationship between CXCL9 and SCGF-f in NAFLD requires
further research.

In conclusion, using bioinformatics analysis of NASH patients
and healthy controls, we identified two hub genes (SPPI and
CXCL9), which were significantly upregulated. The upregulation
of SPPI and CXCL9 in NASH livers was also verified using human
and mouse samples. Our study confirmed that SPPI and CXCL9,
which play key roles in NASH pathogenesis, are potential targets
for the prevention and treatment of NASH. However, the findings
of this study need to be validated by further experimental studies.
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