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LncRNA gm40262 promotes liver fibrosis and parasite growth 
through the gm40262-miR-193b-5p-TLR4/Col1α1 axis
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ABSTRACT Alveolar echinococcosis (AE) is a severe and life-threatening parasitic 
disease caused by Echinococcus multilocularis. Liver fibrosis is a significant pathological 
feature of advanced AE, characterized by the excessive production and accumulation of 
extracellular matrix (ECM). However, the precise underlying mechanism remains largely 
unknown. In this study, we show that the long noncoding RNA gm40262, predominantly 
expressed in hepatic stellate cells (HSCs), is upregulated in AE. Interestingly, its knock­
down leads to liver fibrosis resolution, accompanied by a substantial suppression of 
parasite growth. Gm40262 functions by targeting miR-193b-5p to activate HSCs and 
stimulate their proliferation in a TGF-β-dependent manner, thereby promoting ECM 
production by upregulating Col1α1. Moreover, gm40262 is also involved in inflammation 
through the gm40262-miR-193b-5p-TLR4 axis. Our findings suggest that gm40262 plays 
a pivotal role in parasite-induced liver fibrosis through multiple mechanisms, highlight­
ing its potential as a therapeutic target for hepatic fibrosis.

IMPORTANCE Echinococcus multilocularis is a tiny parasite with significant medical 
implications. The chronic parasitism of E. multilocularis in the liver generally leads to 
liver fibrosis, but the underlying mechanisms are poorly understood. We herein show 
that gm40262, a long noncoding RNA predominantly expressed in hepatic stellate 
cells (HSCs), is involved in hepatic fibrogenesis during infection by activating HSCs 
and promoting extracellular matrix production. The gm40262-orchestrating fibrogene­
sis occurs through the gm40262-miR-193b-5p-TLR4 and gm40262-miR-193b-5p-Col1α1 
axes. The knockdown of gm40262 remarkably alleviates liver fibrosis, with decreased 
parasite growth. Our findings reveal a key role of gm40262 in liver fibrosis during E. 
multilocularis infection, rendering it a therapeutic target for hepatic fibrosis.
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A lveolar echinococcosis (AE) is a devastating zoonotic parasitic disease caused by 
Echinococcus multilocularis infection. It is recognized as one of the most severe 

foodborne parasitic diseases, with a global disease burden of approximately 666,434 
disability-adjusted life years per annum (1, 2). Clinical diagnosis of AE is often made at 
an advanced stage, and the primary treatment involves surgical excision combined with 
drug treatment, such as albendazole and praziquantel, but the prognosis is very poor (3, 
4). The liver is the primary organ affected by the parasite, and the continuous leakage 
of hydatid cyst fluid (HCF) from E. multilocularis larvae causes substantial damage and 
lesions in the liver tissue (5). Consequently, chronic infection leads to pathological 
changes, including liver structural disorder, liver fibrosis, and liver necrosis (6, 7). Liver 
fibrosis, particularly at the middle and advanced stages of infection, is highly detrimental 
and can progress irreversibly to cirrhosis or even liver cancer if left untreated (8, 9). 
Therefore, it is crucial to identify effective treatment interventions to regress liver fibrosis.
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Liver fibrosis is a gradual process characterized by the accumulation of extracellular 
matrix (ECM), primarily composed of collagen, elastin, proteoglycan, and aminoglycan. 
Type I collagen consists of two collagen α1 chains (Col1α1) and one collagen α2 chain 
(Col1α2). Increasing studies have shown that the abnormal expression of Col1α1 is 
related to many diseases, including fibrosis and cancer (10, 11). In Schistosoma japoni­
cum, a fluke causing liver fibrosis through multiple mechanisms (12), miR-29b-3p was 
found to directly target both Col1α1 and Col3α1, and its overexpression reduced the 
synthesis of type I and type III collagens, ultimately promoting fibrosis resolution (11). 
Similarly, the hypoxia-inducible factor-1α subunit has been identified as a potential 
target in a mouse model of lung fibrosis due to its significant inhibition of Col1α1 
expression (13). Hepatic stellate cells (HSCs), a type of non-parenchymal cells accounting 
for approximately 5% of total liver cells, are a driving factor of fibrosis (14). In normal 
conditions, quiescent HSCs maintain ECM homeostasis, but they become activated upon 
liver injury. Therefore, the activation of HSCs is a key feature of liver fibrosis and is 
characterized by excessive ECM production (15, 16).

Inflammation acts as a bridge between liver injury and fibrosis and is closely 
associated with fibrosis progression. Prolonged activation of inflammatory responses 
results in continuous activation of HSCs, causing them to acquire fibroblast characteris­
tics and secrete a large amount of ECM that accumulates in the liver, ultimately leading 
to fibrosis (17). In this process, Toll-like receptor 4 (TLR4) is a key signaling molecule that 
links inflammation to fibrosis. Activation of TLR4 signaling in HSCs induces the expres­
sion of various inflammatory cytokines, including IL-1β, IL-6, TNF-α, and TGF-β1. Among 
these, TGF-β1 is a key activator of HSCs, promoting the synthesis of ECM components 
(10, 18).

Recently, long non-coding RNAs (lncRNAs) have received attention for their beneficial 
effects on fibrosis in various organs, such as the liver, heart, lungs, and kidneys (19). 
Several lncRNAs, including MEG3 (20, 21), GAS5 (22, 23), and Gm5091 (24), have been 
found to inhibit liver fibrosis, suggesting their potential as therapeutic targets for liver 
fibrosis. Our previous study found that the expression of fibrosis­related genes Col1α1 
and α-SMA was significantly increased in HSCs of mice infected with E. multilocularis. 
Moreover, a number of lncRNAs were differentially expressed, including gm40262, which 
was predicted to be involved in liver fibrosis via multiple signaling pathways although 
its precise role remained unclear (25). In the present study, we found that gm40262 was 
upregulated in HSCs after E. multilocularis infection. Knockdown of gm40262 inhibited 
parasite-induced liver fibrosis by alleviating inflammation, HSCs’ activation, and Col1α1 
production through multiple mechanisms, highlighting its potential as a promising 
target for intervention against liver fibrosis caused by E. multilocularis.

MATERIALS AND METHODS

Cells, parasites, and animal infection

The mouse HSC cell line was purchased from Bluebio Life Sciences Biological Technol­
ogy (China) and cultured in DMEM medium (Gibco, USA) supplemented with 10% fetal 
bovine serum (Gibco, USA) at 37°C with 5% CO2. The isolation of primary mouse HSCs 
and parasites, as well as the in vitro infection model used in this study, was performed as 
previously described (25).

Three short hairpin RNAs (shRNAs) for gm40262 were designed and screened in 
vitro (Table S1). For gm40262 knockdown, adeno-associated virus (AAV8)-3in1-shRNA-
gm40262-GFP was prepared by Vigene Biosciences (China), and AAV8-U6-shRNA-CMV-
GFP was used as a control. Six-week-old BALB/c mice were randomly divided into 
three groups: phosphate­buffered saline (PBS) group with an injection of PBS (n = 
9), AAV8-U6 group with an injection of AAV8-U6-shRNA-CMV-GFP (n = 9), and AAV8-si-
gm40262 group with an injection of AAV8-3in1-shRNA-gm40262-GFP (n = 9). A dose of 
2 × 1011 vg of AAV8-U6-shRNA-CMV-GFP or AAV8-3in1-shRNA-gm40262-GFP in 100 µL 
PBS was administrated per mouse via the tail vein. After 15 days, 1,000 protoscoleces 
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were intraperitoneally inoculated into each mouse. Mice were humanely slaughtered at 
different time points as indicated, and samples were collected for later use.

Histological and immunohistochemical staining analysis

Hematoxylin and eosin (HE) staining was performed to evaluate liver pathological 
changes. In short, the liver tissues were fixed in a 4% formalin solution and then 
embedded in paraffin. Subsequently, sections were prepared and stained with HE. 
Histological fibrosis was detected by Masson’s staining (Wuhan, China). For immunohis­
tochemical analysis, the liver tissues were prepared for frozen sections and incubated 
with α-SMA (1:200, Abcam) and Col1α1 (1:100, Abcam) antibodies, respectively. The 
positive areas were quantified using ImageJ.

Cell transfection

The pcDNA3.1 plasmid (Invitrogen, USA) was used to construct the gm40262 overex­
pression vector, designated as pcDNA3.1-gm40262. Small interfering RNA (siRNA; Table 
S2) against gm40262, scramble RNA (si-nc), miR-193b-5p mimics and inhibitors, and 
negative controls were purchased from RiboBio (China). For the transfection of HSCs and 
293T cells, Lipofectamine 3000 (Invitrogen, USA) was used according to the manufactur­
er’s instructions. The final concentration of pcDNA3.1-gm40262 was 1,500 ng/mL, and all 
the treatment concentrations of gm40262 siRNA, siRN5AA negative control, miR-193b-5p 
mimics, and negative control were 100 nM.

Total RNA extraction and reverse transcription-quantitative polymerase 
chain reaction

Total RNA extraction and reverse transcription-quantitative polymerase chain reaction 
(RT-qPCR) were performed as previously described (25). In short, using the HiScript III 
First-strand cDNA Synthesis Kit (Vazyme, Germany), 1 µg RNA was reversely transcribed 
to cDNA. Subsequently, RT-qPCR was carried out using the ABI 7500 system (Thermo 
Fisher Scientific, USA), with the reaction conditions as follows: 95°C for 10 min and 40 
cycles of 95°C for 15 s and 60°C for 1 min. The relative expression levels of genes were 
calculated using the formula of 2−ΔΔ Ct. The primers used in this study are listed in Table 
S3.

Western blotting

Liver tissues and cells were lysed in RIPA buffer for 30 min, followed by centrifugation at 
12,500  × g for 20 min at 4°C to remove insoluble components. Protein concentrations 
were measured using the BCA Protein Assay Kit (Beyotime, China). A total of 30 µg 
proteins were separated by 12% SDS-PAGE and then transferred onto PVDF membranes. 
After being incubated with 5% BSA for 1 h, the membranes were incubated with 
antibodies against GAPDH (1:3,000, Abcam), TLR4 (1:1,000, Beyotime), IL-1β (1:2,000, 
Santa Cruz), TGF-β (1:1,000, Beyotime), p-Smad2 (1:1,000, Beyotime), p-Smad3 (1:1,000, 
Beyotime), Collα1 (1:1,000, Abcam), and α-SMA (1:1,000, Abcam) at 4°C overnight, 
respectively. The corresponding HRP-conjugated secondary antibodies (goat anti-mouse 
IgG for GAPDH, IL-1β, and α-SMA, and goat anti-rabbit IgG for TLR4, p-Smad2, p-Smad3, 
and Collα1, 1:3,000, Biodragon) were subsequently incubated. After exposure using 
chromogenic reagents A and B (Beyotime, China), the blots were quantified using 
ImageJ.

Dual luciferase reporter assay

The fragments of wild-type gm40262 (gm40262-WT), TLR4 (TLR4-WT), and Col1α1 
(Col1α1-WT) and mutated gm40262 (gm40262-MUT), TLR4 (TLR4-MUT), and Col1α1 
(Col1α1-MUT) were inserted into the pmirGLO vector (Promega, USA), respectively. Every 
construct was co-transfected into HEK293T cells together with miR-193b-5p mimics or 
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negative control. After 48 h, luciferase activity was determined by Promega Glomax 96 
(Promega, USA).

Cell proliferation assay and cell cycle analysis

In 96-well plates, 3 × 103 HSCs were seeded per well. When the cell confluence reached 
50%, HCF previously prepared in our lab was added with a final concentration of 
0.8 mg/mL and incubated for 24 h. Then, 10 µL of Cell Counting Kit-8 solution (Dojindo, 
Japan) was added into each well. After further cultivation for 4 h, OD values at 450 nm 
were measured using the Epoch Microplate Spectrophotometer (BioTek, USA).

The cell cycle was analyzed using the DNA Content Quantitation Assay (Solarbio, 
China). In brief, HSCs were fixed with 500 µL of 70% precooled ethanol for 2 h and then 
rinsed with PBS. HSCs were resuspended with 100 µL of RNase A solution and incubated 
at 37℃ for 30 min. Subsequently, 400 µL of propidium iodide staining solution was 
added and incubated in the dark at 4°C for 30 min. Finally, the fluorescence intensity at 
488 nm was recorded using CytoFLEX (Beckman, China).

Fluorescence in situ hybridization

Three different probes for gm40262 fluorescence in situ hybridization (FISH), P1, P2, and 
P3 (Table S4), were designed and synthesized by Servicebio (Wuhan, China). The FISH 
assay was performed using liver tissue sections according to the specifications of the 
manufacturer. Briefly, after dewaxing, repair, and digestion, the paraffin sections were 
pre-hybridized at 37°C for 1 h, followed by incubation in hybridization solution with the 
P1 probe at a concentration of 500 nM at 37°C overnight. After washing, the sections 
were incubated with the P2 probe at 40°C for 45 min. Subsequently, after washing, 
the sections were incubated with the P3 probe at 40°C for 45 min. The nucleus was 
stained with DAPI (Sigma-Aldrich, USA), and the cytoplasm was stained with ActinGreen 
488 ReadyProbes (Invitrogen, USA). The sections were observed using a fluorescence 
microscope (Nikon, Japan).

Statistical analysis

GraphPad Prism 6 was used to perform statistical analyses, and the results were 
presented as mean  ±  standard deviation. Unpaired Student’s t-test and ANOVA were 
performed to compare the difference in two groups and three or more groups, 
respectively, with P < 0.05 considered statistically significant.

RESULTS

E. multilocularis infection induces liver fibrosis

To investigate E. multilocularis-induced hepatic fibrosis, we analyzed the fibrotic tissues 
and the expression of related proteins. In comparison with the control group, infec­
ted mice exhibited severe hepatocellular necrosis, along with a significant increase in 
inflammatory cell infiltration (Fig. S1A) and the accumulation of blue-stained collagen 
fibers 2 and 3 months post-infection (mpi) (P < 0.001, Fig. S1B). Furthermore, the 
expression of α-SMA (Fig. S1C) and Col1α1 (Fig. S1D) in the liver was also significantly 
elevated. These findings confirm that liver fibrosis develops following E. multilocularis 
infection.

Gm40262 is upregulated in liver HSCs following E. multilocularis infection

Previously, we reported that gm40262 was one of the significantly upregulated lncRNAs 
in the HSCs of mice infected with E. multilocularis (25). Subsequently, gm40262 was 
further verified to be significantly upregulated in activated HSCs during infection 
through RT-qPCR analysis (Fig. 1A and B). Moreover, it was observed to be highly 
expressed in both HSCs and Kupffer cells (KCs) compared to hepatocytes in healthy 
mice (Fig. 1C). Additionally, gm40262 exhibited continuous upregulation in activated 
HSCs but not in KCs post-infection (Fig. 1A and D). Consistently, FISH results indicated 
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that gm40262 was predominantly expressed in F-actin-enriched cells in the liver (Fig. 1E), 
such as activated HSCs (26). To determine whether upregulation of gm40262 is induced 
by parasite-origin products, we monitored its expression changes in quiescent HSCs 
treated with HCF (0.8 mg/mL), exosomes (25 µg/mL), and excretory-secretory products 
(25 µg/mL) of E. multilocularis, all of which were previously prepared in our laboratory 
(27), respectively. Surprisingly, gm40262 showed significant upregulation only following 
HCF treatment (Fig. 1F). Knockdown of gm40262 resulted in decreased expression of 
both α-SMA and Col1α1 in HSCs, even when treated with HCF (Fig. S2A and B), which 
was previously shown to activate HSCs (28). These results suggest that gm40262 is 
upregulated in activated HSCs during infection, potentially induced by HCF.

Knockdown of gm40262 ameliorates liver fibrosis and suppresses parasite 
growth

The upregulation of gm40262 in activated HSCs suggests a potential role in parasite-
induced hepatic fibrosis. To investigate this hypothesis, AAV8-si-gm40262 expressing 
anti-gm40262 shRNA and AAV8-U6 expressing control shRNA were separately admin­
istered to mice, followed by a comparative assessment of liver fibrosis. Fifteen days 

FIG 1 The effects of E. multilocularis infection and HCF on the expression of gm40262 (A and B) The relative expression level of gm40262 in HSCs in the liver 

of mice infected with E. multilocularis at different times post-infection. (C) The relative expression level of gm40262 in three types of cells in the liver of healthy 

mice by RT-qPCR. (D) The relative expression level of gm40262 in KCs at different times after infection by RT-qPCR. (E) The location of gm40262 in the liver by 

FISH assay. (F) The relative expression level of gm40262 in HSC cells treated with 0.8 mg/mL HCF. HCs, hepatocytes. *P < 0.05; **P < 0.01; ***P < 0.001; and ns, not 

significant.
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post-injection, GFP was detected in both the AAV8-U6 and AAV8-si-gm40262 groups 
but not in the PBS group, indicating the effective expression of the inserted fragments 
in the liver (Fig. S3A). Correspondingly, the level of gm40262 was significantly reduced 
in the liver of mice inoculated with AAV8-si-gm40262 compared to those inoculated 
with AAB8-U6 (P < 0.001, Fig. 2A). The decreased expression of gm40262 led to a 
marked suppression of Col1α1, Col3α1, and α-SMA (Fig. 2B and C). As anticipated, the 
positive areas of all the collagen, α-SMA, and Col1α1 were considerably lower in the 
AAV8-si-gm40262 group than in the other groups 3 mpi (P < 0.001, Fig. 2D).

To evaluate the impact of liver fibrosis resolution on parasitism, we examined the 
growth of cysts in the liver of mice. The infection rate in all three groups was 100% 
(9/9), yet the mean number and total weight of cysts per mouse were significantly lower 
in the AAV8-si-gm40262 group than in the other groups (P < 0.05), with no significant 
difference between the AAV8-U6 group and the PBS group (Fig. 2E and F). These findings 
demonstrate that low expression of gm40262 accelerates the regression of liver fibrosis 
and restricts parasite growth.

Gm40262 promotes liver fibrosis through the gm40262/miR-193b-5p/Col1α1 
axis

Mounting evidence suggests that lncRNAs regulate target mRNA expression by 
functioning as competing endogenous RNAs (ceRNAs) (29). Therefore, we hypothesize 
that gm40262 acts as a miRNA sponge to participate in hepatic fibrosis. It was predic­
ted that gm40262 could act as a sponge of miR-193b-5p and thereby regulate the 
expression of Col1α1 (Fig. 3A; Fig. S4A). The dual luciferase reporter assay demonstra­
ted that, compared to the control, the fluorescence intensity significantly decreased in 
cells co-transfected with miR-193b-5p mimics and the gm40262 construct but not with 

FIG 2 Inhibition of liver fibrosis by gm40262 knockdown. (A) The expression of gm40262 in the liver of treated mice by RT-qPCR. (B) The expression of 

fibrosis­related genes in the liver of treated mice by qRT-PCR. (C) The expression of fibrosis­related proteins in the liver of treated mice by Western blotting. 

(D) The liver tissues stained by HE, Masson, and α-SMA and Col1α1 immunohistochemistry. (E) Cysts in the liver of mice 3 months post-infection. (F) The number 

and weight of cysts in the liver of mice in three groups. *P < 0.05; **P < 0.01; and ***P < 0.001.
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miR-193b-5p mimics and the mutated gm40262 constructs, indicating that miR-193b-5p 
binds to gm40262 (Fig. 3A). Similarly, miR-193b-5p was confirmed to bind to Col1α1 but 
not to the mutated Col1α1 construct (Fig. 3A). As expected, miR-193b-5p was downregu­
lated, while Col1α1 was upregulated in the liver of mice 2 and 3 mpi (Fig. 3B). In line with 
these findings, overexpression of miR-193b-5p led to decreased expression of Col1α1 
and Col3α1 (Fig. S5A), while its low expression resulted in elevated expression (Fig. S5B), 
suggesting a role in ECM production.

To further validate the gm40262/miR-193b-5p/Col1α1 axis, we examined their 
interdependent expression. Under conditions of gm40262 knockdown and miR-193b-5p 
overexpression, Col1α1 was significantly downregulated in treated HSCs (Fig. 3C and D). 
Conversely, the expression level of Col1α1 was significantly restored in HSCs overexpress­
ing miR-193b-5p upon gm40262 overexpression (Fig. 3E). Consistent with the above 
findings, the expression of Col1α1 was significantly reduced (Fig. 2B and C), while 
miR-193b-5p was significantly increased in the AAV8-si-gm40262 group compared to 
the control (P < 0.05, Fig. 3F). These results suggest that gm40262 accelerates hepatic 
fibrosis by inhibiting miR-193b-5p and further promoting Col1α1 expression.

Gm40262 modulates liver inflammation through the gm40262/miR-193b-5p/
TLR4 axis

miR-193b-5p was also predicted to interact with several inflammatory genes, including 
TLR4, which has two potential binding sites in its 3′ UTR (Fig. 4A; Table S5). Given the 

FIG 3 Regulation of Col1α1 by gm40262 through the gm40262/miR-193b-5p/Col1α1 axis. (A) Prediction of binding sites (highlighted in red) of 

gm40262, miR-193b-5p, and Col1α1 using miRanda (https://www.bioinformatics.com.cn/local_miranda_miRNA_target_prediction_120) and RNAhybrid (https://

bibiserv.cebitec.uni-bielefeld.de/rnahybrid/) and normalized relative luciferase activity in 293T cells co-transfected with the wild-type (WT) or mutated (MUT) 

construct and miR-193b-5p mimics and control, respectively. The relative nucleotide positions are indicated by the numbers above and below the sequences. 

(B) The relative expression level of miR-193b-5p and Col1α1 in HSCs in the liver of mice infected with E. multilocularis at different times post-infection. 

(C) Effects of gm40262 knockdown on Col1α1 expression in HSCs. (D) Effects of increased miR-193b-5p on Col1α1 expression in HSCs. (E) Effects of increased 

gm40262 on Col1α1 expression in HSCs transfected with or without miR-193b-5p mimics. (F) The expression of miR-193b-5p after knockdown of gm40262 using 

AAV8-si-gm40262 in vivo. si-nc, siRNA control. *P < 0.05; **P < 0.01; ***P < 0.001; and ns, not significant.
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association between liver fibrosis and inflammation, we aimed to investigate whether 
gm40262 regulates inflammation in the liver during the infection. Indeed, miR-193b-5p 
was shown to bind to TLR4 but not to the mutated TLR4 construct (Fig. 4A). As expected, 
TLR4 tended to be upregulated in the livers of infected mice 2 and 3 mpi (Fig. 4B). In 
HSCs, TLR4 was upregulated after gm40262 overexpression (Fig. 4C), and vice versa (Fig. 
4D). Similarly, the expression of TLR4 was significantly decreased in the AAV8-si-gm40262 
group compared to the control (P < 0.05, Fig. 4E). Due to the upregulation of gm40262 
by HCF, we then tested its effects on TLR4 expression. The results showed that HCF did 
elevate TLR4 expression (Fig. 4F). These results demonstrate that gm40262 induces TLR4 
expression by suppressing miR-193b-5p.

It has been shown that the activation of TLR4 increases the expression of both IL-1β 
and TGF-β (18, 30), which are activators of quiescent HSCs. We then determined the 
effects of gm40262 on the expression of these cytokines. In HSCs, both IL-1β and TGF-β 
decreased after gm40262 knockdown (Fig. 4D and 5A). Moreover, the expression of 
IL-1β and TGF-β was significantly inhibited in the AAV8-si-gm40262 group compared 
to the other groups (Fig. 4E and 5B). These results suggest that gm40262 promotes 
inflammation in the liver by upregulating IL-1β and TGF-β via targeting TLR4.

Gm40262 promotes HSC proliferation and activation via the TGF-β/Smad 
signaling pathway

As E. multilocularis infection induces HSC proliferation (6), we evaluated the effects of 
gm40262 on HSC proliferation. The results showed that HCF induced HSC proliferation (P 
< 0.05, Fig. 6A) as previously reported (28), but both gm40262 knockdown and 
miR-193b-5p overexpression reversed this increase (Fig. 6B; Fig. S5C). The decreased HSC 
proliferation was likely attributed to inhibiting DNA synthesis (P < 0.001, Fig. 6C).

TGF-β, a robust stimulator that drives HSC activation via the TGF-β/Smad signaling 
pathway (31, 32), was inhibited after gm40262 knockdown, suggesting that gm40262 
activates HSCs by upregulating TGF-β. Consistently, the expression of p-Smad2 and p-
Smad3 was suppressed after gm40262 knockdown (Fig. 6D). In infected mice adminis­
tered with AAV8-si-gm40262, both p-Smad2 and p-Smad3 declined compared to the 

FIG 4 Regulation of TLR4 by gm40262. (A) Prediction of binding sites (highlighted in red) of gm40262, miR-193b-5p, and TLR4 using TargetScan 

(https://www.targetscan.org/vert_71/) and miRPathDBv2.0 (https://mpd.bioinf.uni-sb.de/overview.html) and normalized relative luciferase activity in 293T cells 

co-transfected with the wild-type (WT) or mutated (MUT) construct and miR-193b-5p mimics and control, respectively. The relative nucleotide positions are 

indicated by the numbers above and below the sequences. (B) The relative expression level of TLR4 in HSCs in the liver of mice infected with E. multilocularis at 

different times post-infection. (C) The expression level of TLR4 in miR-193b-5p mimics-transfected HSCs after overexpressing gm40262. (D) The expression levels 

of TLR4 and IL-1β in HSCs after knockdown gm40262. (E) The expression levels of TLR4 and IL-1β in liver after knockdown of gm40262 using AAV8-si-gm40262 in 

vivo. (F) The relative expression level of TLR4 in HSCs treated with 0.8 mg/mL HCF. si-nc, siRNA control. *P < 0.05 and ***P < 0.001.

Research Article mBio

Month XXXX  Volume 0  Issue 0 10.1128/mbio.02287-24 8

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//j

ou
rn

al
s.

as
m

.o
rg

/jo
ur

na
l/m

bi
o 

on
 1

1 
M

ar
ch

 2
02

5 
by

 2
a1

3:
ed

c0
:2

::3
02

3.

https://www.targetscan.org/vert_71/
https://mpd.bioinf.uni-sb.de/overview.html
https://doi.org/10.1128/mbio.02287-24


control (Fig. 5B). These results suggest that gm40262 is involved in HSC activation 
through the TGF-β/Smad signaling pathway.

DISCUSSION

E. multilocularis larvae primarily parasitize the liver and lung of intermediate hosts, 
with the liver being the most affected organ (33). Due to constant leakage of HCF, 
E. multilocularis larval infection causes local liver fibrosis and tissue necrosis (34, 35). 
Recent studies have shown that lncRNAs play a role in regulating the pathological 
process of liver fibrosis. Some lncRNAs, such as lnc-SCARNA10, linc-SCRG1, and lnc-LFAR1 
(36–38), are profibrogenic, while others like MEG3, GAS5, and GM5091 (20, 23, 24) are 
antifibrogenic. Increasing evidence has demonstrated the existence of lncRNA-mediated 
competitive RNA crosstalk in liver fibrosis (39, 40). This study elucidated the role of both 
the gm40262/miR-193b-5p/TLR4 axis and the gm40262/miR-193b-5p/Col1α1 axis in liver 
fibrosis during E. multilocularis infection. The inhibition of gm40262 led to the resolution 
of liver fibrosis by upregulating miR-193b-5p, thereby downregulating TLR4 and Col1α1.

HSCs, responsible for collagen production, are key players in the initiation and 
progression of liver fibrosis. HSC activation is a critical event in the onset of liver fibrosis 
(10). Under normal conditions, HSCs are quiescent but transform into activated HSCs 
upon liver injury, producing α-SMA and ECM components, such as Col1α1, Col1α3, and 
Col1α4 (41). The activation of the TLR4/NF-κB signaling pathway sustains continuous 
HSC activation, leading to collagen secretion and accelerating liver fibrosis (42, 43). 
This study found that E. multilocularis infection promoted the expression of gm40262 
and Col1α1 in HSCs while downregulating miR-193b-5p. Further evidence indicates that 
gm40262 acts as a ceRNA by sequestering miR-193b-5p and regulating TLR4 expression, 
which in turn influences cytokine expression involved in inflammatory responses in the 
liver.

Various pathways, such as Notch, TGF-β-Smad, PI3K/AKT, NF-κB, and MAPK pathways, 
are involved in HSC activation and proliferation in liver fibrosis (37, 44–46). In this study, 
TGF-β was significantly increased in the HSCs highly expressing gm40262 but decreased 
in the HSCs with low expression of gm40262, indicating that gm40262 regulates the 

FIG 5 Amelioration of inflammation by gm40262 knockdown. (A) The relative levels of IL-1β and TGF-β in HSCs after gm40262 knockdown by RT-qPCR (left 

panel) or/and Western blotting (right panel). (B) The relative levels of IL-1β and TGF-β, p-Smad2, and p-Smad3 in the liver after gm40262 knockdown using 

AAV8-si-gm40262 by RT-qPCR (left panel) or/and Western blotting (right panel). si-nc, siRNA control. *P < 0.05; **P < 0.01; and ***P < 0.001.
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TGF-β-Smad pathway. Consistent with this finding, the knockdown of gm40262 inhibited 
the phosphorylation of both Smad2 and Smad3 in HSCs, leading to the inhibition of the 
TGF-β/Smad signaling pathway and subsequent downregulation of Col1α1 and α-SMA. 
Therefore, the knockdown of gm40262 reduces the expression of Col1α1 and α-SMA 
through the TGF-β/Smad signaling pathway.

To assess whether gm40262 knockdown affects liver fibrosis regression, gene therapy 
targeting gm40262 was utilized in BALB/c mice. The choice of an appropriate AAV vector 
depends on various factors, including different serotypes, tissue tropism, and immuno­
genicity risks. For liver-targeted gene therapy, several carrier serotypes are available, 
such as AAV2, AAV5, AAV8, AAV9, and AAV10 (47). Among these, AAV8 is favored due 
to its liver tropism (48, 49). Thus, this study employed AAV8 to deliver the si-gm40262 
to the liver. Consistent with the in vitro findings, gm40262 knockdown resulted in the 
repression of TLR4, IL-1β, Col1α1, and α-SMA, along with an increase in miR-193b-5p 
expression. Moreover, the levels of fibrosis­related proteins and collagens decreased, 
leading to the alleviation of liver fibrosis. It was observed that the growth and devel­
opment of parasites were significantly hindered by low gm40262 expression. Further 
investigation into the precise mechanism by which gm40262 promotes E. multilocularis 
growth and development is warranted.

Kupffer cells have also been identified as another key regulator of liver fibrosis (50, 
51). In this study, it was found that gm40262 was enriched and differentially expressed 
in Kupffer cells during E. multilocularis infection, suggesting a role in their biological 
functions. The potential synergistic role of gm40262 in Kupffer cells in hepatic fibrosis 
warrants further exploration.

In conclusion, this study has elucidated the mechanisms of the gm40262/
miR-193b-5p/TLR4/Col1α1 axis HSC activation and demonstrated that repression of 

FIG 6 Regulation of HSC activation by gm40262 knockdown via inhibiting the TGF-β/Smad signaling pathway. (A) HSC proliferation after treatment with 

0.8 mg/mL HCF. (B) HSC proliferation after knockdown of gm40262. (C) Different cell subpopulations of HSCs in response to gm40262 knockdown by flow 

cytometry. (D) The protein expression levels of p-Smad2 and p-Smad3 in HSCs after knockdown of gm40262. si-nc, siRNA control. *P < 0.05; **P < 0.01; and ***P < 

0.001.
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gm40262 slows down the development of liver fibrosis induced by E. multilocularis 
infection. These findings suggest that gm40262 represents a promising novel therapeu­
tic target for the treatment of liver fibrosis.

ACKNOWLEDGMENTS

The study received financial support from the National Key Research and Development 
Program of China (2023YFD1802401), the National Natural Science Foundation of China 
(32072889), the Innovation Program of Chinese Academy of Agricultural Sciences, High 
Level Scientific and Technological Talents Project of Lvliang City (2023RC-2-5), and the 
Zhejiang Provincial Natural Science Foundation of China (LZ24C180001).

AUTHOR AFFILIATIONS

1State Key Laboratory for Animal Disease Control and Prevention, Key Laboratory 
of Veterinary Parasitology of Gansu Province, Lanzhou Veterinary Research Institute, 
Chinese Academy of Agricultural Sciences (CAAS), Lanzhou, Gansu Province, China
2Department of Medical Laboratory, Fenyang College of Shanxi Medical University, 
Fenyang, China
3Key Laboratory of Applied Technology on Green-Eco-Healthy Animal Husbandry 
of Zhejiang Province, Zhejiang Provincial Engineering Laboratory for Animal Health 
Inspection and Internet Technology, Zhejiang International Science and Technology 
Cooperation Base for Veterinary Medicine and Health Management, China-Australia 
Joint Laboratory for Animal Health Big Data Analytics, College of Animal Science and 
Technology, College of Veterinary Medicine of Zhejiang A&F University, Hangzhou, 
Zhejiang province, China
4Department of Clinical Oncology, Queen Elizabeth Hospital, Hong Kong, China
5Jiangsu Co-Innovation Center for the Prevention and Control of Important Animal 
Infectious Disease and Zoonoses, Yangzhou University, Yangzhou, Jiangsu Province, 
China

AUTHOR ORCIDs

Tingli Liu  http://orcid.org/0000-0001-6795-9978
Yadong Zheng  http://orcid.org/0000-0001-6795-9978
Xuenong Luo  http://orcid.org/0000-0001-7457-2325

FUNDING

Funder Grant(s) Author(s)

MOST | National Key Research and Development 
Program of China (NKPs)

2023YFD1802401 Hong Yin

MOST | National Natural Science Foundation of China 
(NSFC)

32072889 Xuenong Luo

High Level Scientific and Technological Talents 
Project of Lvliang City

2023RC-2-5 Tingli Liu

Zhejiang Provincial Natural Science Foundation of 
China

LZ24C180001 Yadong Zheng

AUTHOR CONTRIBUTIONS

Tingli Liu, Conceptualization, Data curation, Formal analysis, Investigation, Methodology, 
Software, Writing – original draft, Writing – review and editing | Guiting Pu, Investigation, 
Software | Liqun Wang, Investigation, Software, Validation | Ziyu Ye, Software | Hong Li, 
Validation | Rui Li, Validation | Yanping Li, Formal analysis, Methodology | Xiaola Guo, 
Supervision | William C. Cho, Writing – review and editing | Hong Yin, Funding acquisi­
tion | Yadong Zheng, Conceptualization, Funding acquisition, Methodology, Supervision, 

Research Article mBio

Month XXXX  Volume 0  Issue 0 10.1128/mbio.02287-2411

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//j

ou
rn

al
s.

as
m

.o
rg

/jo
ur

na
l/m

bi
o 

on
 1

1 
M

ar
ch

 2
02

5 
by

 2
a1

3:
ed

c0
:2

::3
02

3.

https://doi.org/10.1128/mbio.02287-24


Writing – review and editing | Xuenong Luo, Conceptualization, Funding acquisition, 
Methodology, Supervision, Writing – review and editing

ETHICS APPROVAL

The animal study was assessed and approved by the Animal Ethics Committee of 
Lanzhou Veterinary Research Institute, Chinese Academy of Agricultural Sciences, China.

ADDITIONAL FILES

The following material is available online.

Supplemental Material

Supplemental material (mBio02287-24-s0001.docx). Fig. S1-S5; Tables S1 to S5.

REFERENCES

1. Torgerson PR, Keller K, Magnotta M, Ragland N. 2010. The global burden 
of alveolar echinococcosis. PLoS Negl Trop Dis 4:e722. https://doi.org/10.
1371/journal.pntd.0000722

2. Deplazes P, Rinaldi L, Alvarez Rojas CA, Torgerson PR, Harandi MF, Romig 
T, Antolova D, Schurer JM, Lahmar S, Cringoli G, Magambo J, Thompson 
RCA, Jenkins EJ. 2017. Global distribution of alveolar and cystic 
echinococcosis. Adv Parasitol 95:315–493. https://doi.org/10.1016/bs.
apar.2016.11.001

3. Ritler D, Rufener R, Li JV, Kämpfer U, Müller J, Bühr C, Schürch S, 
Lundström-Stadelmann B. 2019. In vitro metabolomic footprint of the 
Echinococcus multilocularis metacestode. Sci Rep 9:19438. https://doi.
org/10.1038/s41598-019-56073-y

4. Aydin Y, Bilal Ulas A, Eroglu A. 2022. Alveolar echinococcosis mimicking 
bilateral lung metastatic cancer. Rev Soc Bras Med Trop 55:e0140. https:/
/doi.org/10.1590/0037-8682-0140-2022

5. Wen H, Vuitton L, Tuxun T, Li J, Vuitton DA, Zhang W, McManus DP. 2019. 
Echinococcosis: advances in the 21st century. Clin Microbiol Rev 
32:e00075-18. https://doi.org/10.1128/CMR.00075-18

6. Yang N, Ma W, Ke Y, Liu H, Chu J, Sun L, Lü G, Bi X, Lin R. 2022. Transplan­
tation of adipose-derived stem cells ameliorates Echinococcus 
multilocularis-induced liver fibrosis in mice. PLoS Negl Trop Dis 
16:e0010175. https://doi.org/10.1371/journal.pntd.0010175

7. Zhu DW, Zhang HX, Ren WX, Xiong J, Xu XH, Wen H. 2014. Pathological 
changes of after trans-portal vein chemoembolization Echinococcus 
multilocularis in the liver of infected rats. Zhongguo Ji Sheng Chong Xue 
Yu Ji Sheng Chong Bing Za Zhi 32:58–61.

8. Dhar D, Baglieri J, Kisseleva T, Brenner DA. 2020. Mechanisms of liver 
fibrosis and its role in liver cancer. Exp Biol Med (Maywood) 245:96–108. 
https://doi.org/10.1177/1535370219898141

9. Cheng D, Chai J, Wang H, Fu L, Peng S, Ni X. 2021. Hepatic macrophages: 
key players in the development and progression of liver fibrosis. Liver Int 
41:2279–2294. https://doi.org/10.1111/liv.14940

10. ZhangM, JingY, Xu W, Shi X. 2023. The C-type lectin COLEC10 is 
predominantly produced by hepatic stellate cells and involved in the 
pathogenesis of liver fibrosis. Cell Death Dis 14:11. https://doi.org/10.
1038/s41419-023-06324-8

11. Tao R, Fan X-X, Yu H-J, Ai G, Zhang H-Y, Kong H-Y, Song Q-Q, Huang Y, 
Huang J-Q, Ning Q. 2018. MicroRNA-29b-3p prevents Schistosoma 
japonicum-induced liver fibrosis by targeting COL1A1 and COL3A1. J Cell 
Biochem 119:3199–3209. https://doi.org/10.1002/jcb.26475

12. Liu M, Cho WC, Flynn RJ, Jin X, Song H, Zheng Y. 2023. microRNAs in 
parasite-induced liver fibrosis: from mechanisms to diagnostics and 
therapeutics. Trends Parasitol 39:859–872. https://doi.org/10.1016/j.pt.
2023.07.001

13. Xu X, Li Y, Niu Z, Xia J, Dai K, Wang C, Yao W, Guo Y, Deng X, He J, Deng 
M, Si H, Hao C. 2022. Inhibition of HIF-1α attenuates silica-induced 
pulmonary fibrosis. IJERPH 19:6775. https://doi.org/10.3390/-
ijerph19116775

14. Josan S, Billingsley K, Orduna J, Park JM, Luong R, Yu L, Hurd R, 
Pfefferbaum A, Spielman D, Mayer D. 2015. Assessing inflammatory liver 
injury in an acute CCl4 model using dynamic 3D. NMR Biomed 28. https:/
/doi.org/10.1002/nbm.3431

15. van Dijk F, Olinga P, Poelstra K, Beljaars L. 2015. Targeted therapies in 
liver fibrosis: combining the best parts of platelet-derived growth factor 
bb and interferon gamma. Front Med (Lausanne) 2:72. https://doi.org/
10.3389/fmed.2015.00072

16. Tacke F, Trautwein C. 2015. Mechanisms of liver fibrosis resolution. J 
Hepatol 63:1038–1039. https://doi.org/10.1016/j.jhep.2015.03.039

17. Hammerich L, Tacke F 2. 2023. Hepatic inflammatory responses in liver 
fibrosis. Nat Rev Gastroenterol Hepatol 20:633–646. https://doi.org/10.
1038/s41575-023-00807-x

18. Seki E, De Minicis S, Osterreicher CH, Kluwe J, Osawa Y, Brenner DA, 
Schwabe RF. 2007. TLR4 enhances TGF-beta signaling and hepatic 
fibrosis. Nat Med 13:1324–1332. https://doi.org/10.1038/nm1663

19. Yang Z, Jiang S, Shang J, Jiang Y, Dai Y, Xu B, Yu Y, Liang Z, Yang Y. 2019. 
LncRNA: shedding light on mechanisms and opportunities in fibrosis 
and aging. Ageing Res Rev 52:17–31. https://doi.org/10.1016/j.arr.2019.
04.001

20. Yu F, Geng W, Dong P, Huang Z, Zheng J. 2018. LncRNA-MEG3 inhibits 
activation of hepatic stellate cells through SMO protein and miR-212. 
Cell Death Dis 9:1014. https://doi.org/10.1038/s41419-018-1068-x

21. Chen MJ, Wang XG, Sun ZX, Liu XC. 2019. Diagnostic value of LncRNA-
MEG3 as a serum biomarker in patients with hepatitis B complicated 
with liver fibrosis. Eur Rev Med Pharmacol Sci 23:4360–4367. https://doi.
org/10.26355/eurrev_201905_17943

22. Yu F, Zheng J, Mao Y, Dong P, Lu Z, Li G, Guo C, Liu Z, Fan X. 2015. Long 
non-coding RNA growth arrest­specific transcript 5 (GAS5) inhibits liver 
fibrogenesis through a mechanism of competing endogenous RNA. J 
Biol Chem 290:28286–28298. https://doi.org/10.1074/jbc.M115.683813

23. Dong Z, Li S, Wang X, Si L, Ma R, Bao L, Bo A. 2019. lncRNA GAS5 restrains 
CCl4-induced hepatic fibrosis by targeting miR-23a through the PTEN/
PI3K/Akt signaling pathway. Am J Physiol Gastrointest Liver Physiol 
316:G539–G550. https://doi.org/10.1152/ajpgi.00249.2018

24. Zhou B, Yuan W, Li X. 2018. LncRNA Gm5091 alleviates alcoholic hepatic 
fibrosis by sponging miR-27b/23b/24 in mice. Cell Biol Int 42:1330–1339. 
https://doi.org/10.1002/cbin.11021

25. Liu T, Li H, Li Y, Wang L, Chen G, Pu G, Guo X, Cho WC, Fasihi Harandi M, 
Zheng Y, Luo X. 2022. Integrative analysis of RNA expression and 
regulatory networks in mice liver infected by Echinococcus multilocularis. 
Front Cell Dev Biol 10:798551. https://doi.org/10.3389/fcell.2022.798551

26. Schröder SK, Tag CG, Weiskirchen S, Weiskirchen R. 2023. Phalloidin 
Staining for F-Actin in Hepatic Stellate Cells. Methods Mol Biol 2669:55–
66. https://doi.org/10.1007/978-1-0716-3207-9_4

27. Yang J, Wu J, Fu Y, Yan L, Li Y, Guo X, Zhang Y, Wang X, Shen Y, Cho WC, 
Zheng Y. 2021. Identification of different extracellular vesicles in the 
hydatid fluid of Echinococcus granulosus and immunomodulatory effects 
of 110 K EVs on sheep PBMCs. Front Immunol 12:602717. https:/​/​doi.org/​
10.3389/​fimmu.2021.602717

28. Zhang C, Wang L, Ali T, Li L, Bi X, Wang J, Lü G, Shao Y, Vuitton DA, Wen 
H, Lin R. 2016. Hydatid cyst fluid promotes peri-cystic fibrosis in cystic 
echinococcosis by suppressing miR-19 expression. Parasit Vectors 9:278. 
https://doi.org/10.1186/s13071-016-1562-x

29. Liang Y, Song X, Li Y, Chen B, Zhao W, Wang L, Zhang H, Liu Y, Han D, 
Zhang N, Ma T, Wang Y, Ye F, Luo D, Li X, Yang Q. 2020. LncRNA BCRT1 

Research Article mBio

Month XXXX  Volume 0  Issue 0 10.1128/mbio.02287-2412

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//j

ou
rn

al
s.

as
m

.o
rg

/jo
ur

na
l/m

bi
o 

on
 1

1 
M

ar
ch

 2
02

5 
by

 2
a1

3:
ed

c0
:2

::3
02

3.

https://doi.org/10.1128/mbio.02287-24
https://doi.org/10.1371/journal.pntd.0000722
https://doi.org/10.1016/bs.apar.2016.11.001
https://doi.org/10.1038/s41598-019-56073-y
https://doi.org/10.1590/0037-8682-0140-2022
https://doi.org/10.1128/CMR.00075-18
https://doi.org/10.1371/journal.pntd.0010175
https://doi.org/10.1177/1535370219898141
https://doi.org/10.1111/liv.14940
https://doi.org/10.1038/s41419-023-06324-8
https://doi.org/10.1002/jcb.26475
https://doi.org/10.1016/j.pt.2023.07.001
https://doi.org/10.3390/ijerph19116775
https://doi.org/10.1002/nbm.3431
https://doi.org/10.3389/fmed.2015.00072
https://doi.org/10.1016/j.jhep.2015.03.039
https://doi.org/10.1038/s41575-023-00807-x
https://doi.org/10.1038/nm1663
https://doi.org/10.1016/j.arr.2019.04.001
https://doi.org/10.1038/s41419-018-1068-x
https://doi.org/10.26355/eurrev_201905_17943
https://doi.org/10.1074/jbc.M115.683813
https://doi.org/10.1152/ajpgi.00249.2018
https://doi.org/10.1002/cbin.11021
https://doi.org/10.3389/fcell.2022.798551
https://doi.org/10.1007/978-1-0716-3207-9_4
https://doi.org/10.3389/fimmu.2021.602717
https://doi.org/10.1186/s13071-016-1562-x
https://doi.org/10.1128/mbio.02287-24


promotes breast cancer progression by targeting miR-1303/PTBP3 axis. 
Mol Cancer 19:85. https://doi.org/10.1186/s12943-020-01206-5

30. Li W, Dong M, Chu L, Feng L, Sun X. 2019. MicroRNA‑451 relieves 
inflammation in cerebral ischemia‑reperfusion via the Toll‑like receptor 
4/MyD88/NF‑κB signaling pathway. Mol Med Rep 20:3043–3054. https://
doi.org/10.3892/mmr.2019.10587

31. Burns WC, Twigg SM, Forbes JM, Pete J, Tikellis C, Thallas-Bonke V, 
Thomas MC, Cooper ME, Kantharidis P. 2006. Connective tissue growth 
factor plays an important role in advanced glycation end product-
induced tubular epithelial-to-mesenchymal transition: implications for 
diabetic renal disease. J Am Soc Nephrol 17:2484–2494. https://doi.org/
10.1681/ASN.2006050525

32. Wang Z, Fei S, Suo C, Han Z, Tao J, Xu Z, Zhao C, Tan R, Gu M. 2018. 
Antifibrotic effects of hepatocyte growth factor on endothelial-to-
mesenchymal transition via transforming growth factor-beta1 (TGF-β1)/
smad and akt/mtor/p70s6k signaling pathways. Ann Transplant 23:1–10. 
https://doi.org/10.12659/aot.906700

33. Kvascevicius R, Lapteva O, Awar OA, Audronyte E, Neverauskiene L, 
Kvasceviciene E, Sokolovas V, Strupas K, Marcinkute A, Deplazes P, 
Müllhaupt B. 2016. Fatal liver and lung alveolar Echinococcosis with 
newly developed neurologic symptoms due to the brain involvement. 
Surg J (N Y) 2:e83–e88. https://doi.org/10.1055/s-0036-1592122

34. Bresson-Hadni S, Petitjean O, Monnot-Jacquard B, Heyd B, Kantelip B, 
Deschaseaux M, Racadot E, Vuitton DA. 1994. Cellular localisations of 
interleukin-1 beta, interleukin-6 and tumor necrosis factor-alpha mRNA 
in a parasitic granulomatous disease of the liver, alveolar echinococcosis. 
Eur Cytokine Netw 5:461–468.

35. Hübner MP, Manfras BJ, Margos MC, Eiffler D, Hoffmann WH, Schulz-Key 
H, Kern P, Soboslay PT. 2006. Echinococcus multilocularis metacestodes 
modulate cellular cytokine and chemokine release by peripheral blood 
mononuclear cells in alveolar echinococcosis patients. Clin Exp Immunol 
145:243–251. https://doi.org/10.1111/j.1365-2249.2006.03142.x

36. Zhang K, Han X, Zhang Z, Zheng L, Hu Z, Yao Q, Cui H, Shu G, Si M, Li C, 
Shi Z, Chen T, Han Y, Chang Y, Yao Z, Han T, Hong W. 2017. The liver-
enriched lnc-LFAR1 promotes liver fibrosis by activating TGFβ and Notch 
pathways. Nat Commun 8:144. https://doi.org/10.1038/s41467-017-
00204-4

37. Zhang K, Han Y, Hu Z, Zhang Z, Shao S, Yao Q, Zheng L, Wang J, Han X, 
Zhang Y, Chen T, Yao Z, Han T, Hong W. 2019. SCARNA10, a nuclear-
retained long non-coding RNA, promotes liver fibrosis and serves as a 
potential biomarker. Theranostics 9:3622–3638. https://doi.org/10.7150/
thno.32935

38. Wu JC, Luo SZ, Liu T, Lu LG, Xu MY. 2019. Linc-SCRG1 accelerates liver 
fibrosis by decreasing RNA-binding protein tristetraprolin. FASEB J 
33:2105–2115. https:/​/​doi.org/​10.1096/​fj.201800098RR

39. Wang Q, Long Z, Zhu F, Li H, Xiang Z, Liang H, Wu Y, Dai X, Zhu Z. 2023. 
Integrated analysis of lncRNA/circRNA-miRNA-mRNA in the proliferative 
phase of liver regeneration in mice with liver fibrosis. BMC Genomics 
24:417. https://doi.org/10.1186/s12864-023-09478-z

40. Zhang F, Pei S, Xiao M. 2024. Identification of functional genes in liver 
fibrosis based on bioinformatics analysis of a lncRNA-mediated ceRNA 

network. BMC Med Genomics 17:56. https://doi.org/10.1186/s12920-
024-01813-x

41. Parola M, Pinzani M. 2019. Liver fibrosis: Pathophysiology, pathogenetic 
targets and clinical issues. Mol Aspects Med 65:37–55. https://doi.org/10.
1016/j.mam.2018.09.002

42. Lai L, Chen Y, Tian X, Li X, Zhang X, Lei J, Bi Y, Fang B, Song X. 2015. 
Artesunate alleviates hepatic fibrosis induced by multiple pathogenic 
factors and inflammation through the inhibition of LPS/TLR4/NF-κB 
signaling pathway in rats. Eur J Pharmacol 765:234–241. https://doi.org/
10.1016/j.ejphar.2015.08.040

43. Chen Z, Amro EM, Becker F, Hölzer M, Rasa SMM, Njeru SN, Han B, Di 
Sanzo S, Chen Y, Tang D, Tao S, Haenold R, Groth M, Romanov VS, 
Kirkpatrick JM, Kraus JM, Kestler HA, Marz M, Ori A, Neri F, Morita Y, 
Rudolph KL. 2019. Cohesin-mediated NF-κB signaling limits hemato­
poietic stem cell self-renewal in aging and inflammation. J Exp Med 
216:152–175. https://doi.org/10.1084/jem.20181505

44. Kisseleva T, Brenner D. 2021. Molecular and cellular mechanisms of liver 
fibrosis and its regression. Nat Rev Gastroenterol Hepatol 18:151–166. 
https://doi.org/10.1038/s41575-020-00372-7

45. Wang R, Song F, Li S, Wu B, Gu Y, Yuan Y. 2019. Salvianolic acid A 
attenuates CCl4-induced liver fibrosis by regulating the PI3K/AKT/mTOR, 
Bcl-2/Bax and caspase-3/cleaved caspase-3 signaling pathways. Drug 
Des Devel Ther 13:1889–1900. https://doi.org/10.2147/DDDT.S194787

46. Chen P, Wang R, Liu F, Li S, Gu Y, Wang L, Yuan Y. 2023. Schizandrin C 
regulates lipid metabolism and inflammation in liver fibrosis by NF-κB 
and p38/ERK MAPK signaling pathways. Front Pharmacol 14:1092151. 
https://doi.org/10.3389/fphar.2023.1092151

47. Chahal PS, Schulze E, Tran R, Montes J, Kamen AA. 2014. Production of 
adeno-associated virus (AAV) serotypes by transient transfection of 
HEK293 cell suspension cultures for gene delivery. J Virol Methods 
196:163–173. https://doi.org/10.1016/j.jviromet.2013.10.038

48. Gao GP, Alvira MR, Wang L, Calcedo R, Johnston J, Wilson JM. 2002. 
Novel adeno-associated viruses from rhesus monkeys as vectors for 
human gene therapy. Proc Natl Acad Sci U S A 99:11854–11859. https://
doi.org/10.1073/pnas.182412299

49. Balakrishnan B, Jayandharan GR. 2014. Basic biology of adeno-
associated virus (AAV) vectors used in gene therapy. Curr Gene Ther 
14:86–100. https://doi.org/10.2174/1566523214666140302193709

50. Wu H, Chen G, Wang J, Deng M, Yuan F, Gong J. 2020. TIM-4 interference 
in Kupffer cells against CCL4-induced liver fibrosis by mediating Akt1/
Mitophagy signalling pathway. Cell Prolif 53:e12731. https://doi.org/10.
1111/cpr.12731

51. Pradere J-P, Kluwe J, De Minicis S, Jiao J-J, Gwak G-Y, Dapito DH, Jang M-
K, Guenther ND, Mederacke I, Friedman R, Dragomir A-C, Aloman C, 
Schwabe RF. 2013. Hepatic macrophages but not dendritic cells 
contribute to liver fibrosis by promoting the survival of activated hepatic 
stellate cells in mice. Hepatology 58:1461–1473. https://doi.org/10.1002/
hep.26429

Research Article mBio

Month XXXX  Volume 0  Issue 0 10.1128/mbio.02287-2413

D
ow

nl
oa

de
d 

fr
om

 h
ttp

s:
//j

ou
rn

al
s.

as
m

.o
rg

/jo
ur

na
l/m

bi
o 

on
 1

1 
M

ar
ch

 2
02

5 
by

 2
a1

3:
ed

c0
:2

::3
02

3.

https://doi.org/10.1186/s12943-020-01206-5
https://doi.org/10.3892/mmr.2019.10587
https://doi.org/10.1681/ASN.2006050525
https://doi.org/10.12659/aot.906700
https://doi.org/10.1055/s-0036-1592122
https://doi.org/10.1111/j.1365-2249.2006.03142.x
https://doi.org/10.1038/s41467-017-00204-4
https://doi.org/10.7150/thno.32935
https://doi.org/10.1096/fj.201800098RR
https://doi.org/10.1186/s12864-023-09478-z
https://doi.org/10.1186/s12920-024-01813-x
https://doi.org/10.1016/j.mam.2018.09.002
https://doi.org/10.1016/j.ejphar.2015.08.040
https://doi.org/10.1084/jem.20181505
https://doi.org/10.1038/s41575-020-00372-7
https://doi.org/10.2147/DDDT.S194787
https://doi.org/10.3389/fphar.2023.1092151
https://doi.org/10.1016/j.jviromet.2013.10.038
https://doi.org/10.1073/pnas.182412299
https://doi.org/10.2174/1566523214666140302193709
https://doi.org/10.1111/cpr.12731
https://doi.org/10.1002/hep.26429
https://doi.org/10.1128/mbio.02287-24

	LncRNA gm40262 promotes liver fibrosis and parasite growth through the gm40262-miR-193b-5p-TLR4/Col1α1 axis
	MATERIALS AND METHODS
	Cells, parasites, and animal infection
	Histological and immunohistochemical staining analysis
	Cell transfection
	Total RNA extraction and reverse transcription-quantitative polymerase chain reaction
	Western blotting
	Dual luciferase reporter assay
	Cell proliferation assay and cell cycle analysis
	Fluorescence in situ hybridization
	Statistical analysis

	RESULTS
	E. multilocularis infection induces liver fibrosis
	Gm40262 is upregulated in liver HSCs following E. multilocularis infection
	Knockdown of gm40262 ameliorates liver fibrosis and suppresses parasite growth
	Gm40262 promotes liver fibrosis through the gm40262/miR-193b-5p/Col1α1 axis
	Gm40262 modulates liver inflammation through the gm40262/miR-193b-5p/TLR4 axis
	Gm40262 promotes HSC proliferation and activation via the TGF-β/Smad signaling pathway

	DISCUSSION


