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Abstract 

Cepharanthine (CEP), a natural compound extracted from Stephania cepharantha Hayata, has been found to 
have the potential to treat a variety of tumors in recent years. This study aims to evaluate the 
anti-hepatocellular carcinoma (HCC) effect of CEP and determine its in-depth mechanism. In this study, Hep3B 
and HCCLM3 cells were selected to evaluate the antitumor effects of CEP in vitro, whereas tumor xenograft in 
nude mice was performed to make in vivo anti-tumor assessment. RNA-sequence (RNA-seq) was used to 
identify possible molecular targets and pathways. Further, gas chromatography mass spectrometry (GC-MS) 
was performed to assess the differential metabolites involved in mediating the effect of CEP on the HCC cell 
line. Our results showed that CEP treatment resulted in the dose-dependent inhibition of cell viability, 
migration, and proliferation and could also induce apoptosis in HCC cells. RNA-seq following CEP treatment 
identified 168 differentially expressed genes (DEGs), which were highly enriched in metabolism-associated 
pathways. In addition, CEP down-regulated many metabolites through the amino acid metabolism pathway. In 
vivo experiment showed that CEP significantly suppressed tumor growth. Our results indicate that CEP has 
significant antitumor effects and has the potential to be a candidate drug for HCC treatment. 
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Introduction 
Hepatocellular carcinoma (HCC) is the most 

common type of primary liver cancer with a high 
morbidity and mortality rate, and seriously endangers 
human health [1]. According to statistics, the number 
of liver cancer-related deaths in 2020 reached 830,000, 
accounting for 8.3% of the world's cancer-related 
deaths [2]. Because HCC is diagnosed only in the 
middle and advanced stages, the chances of radical 
treatments such as surgery or liver transplantation are 
lost [3]. As a result, chemotherapy has become a 
common treatment option [4]. Currently, there are 
only a few commonly used chemotherapy drugs for 
liver cancer, such as sorafenib [5], cisplatin [6], 
5-fluorouracil [7], doxorubicin [8], and oxaliplatin [9]. 
Cisplatin (CDDP) is one of the conventional 

chemotherapy drugs, widely used in melanoma and 
lung, ovarian, liver, and other solid tumors. CDDP 
can lead to cell necrosis and apoptosis by causing 
DNA damage and then activating several 
transduction pathways [10, 11]. However, the efficacy 
of CDDP in treating liver cancer is not ideal; there are 
some shortcomings such as high toxicity and strong 
drug resistance [12]. Therefore, it is necessary to 
develop new drugs and targets for the treatment of 
HCC. 

Cepharanthine (CEP) is a natural small molecule 
alkaloid extracted from the plant Stephania cepharantha 
Hayata, which has multiple pharmacological 
properties such as anti-inflammatory, antioxidant, 
and immunoregulatory properties without major side 
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effects [13, 14]. CEP also has various anticancer 
effects, including inhibition of cell proliferation, 
promotion of cell apoptosis, and anti-angiogenesis 
[15, 16]. Recent studies have shown that CEP damages 
the DNA of lung cancer cells by promoting the 
production of reactive oxygen species, leading to the 
death of lung cancer cells and cell cycle arrest [17]. 
CEP can induce the apoptosis of human leukemia T 
cells by upregulating the expressions of caspase-8, 9; 
caspase-3, 6; and other effector caspases [18]. CEP can 
also inhibit breast cancer cells by inducing autophagy 
[19]. Rattanawong et al reported that CEP could 
induce cell cycle arrest and apoptosis through the 
upregulation of p21Waf1/Cip1 and downregulation 
of cyclin A and Bcl2 in p53 mutant colorectal cancer 
cells [20]. Abnormal metabolism is an important 
characteristic of HCC. The rapid proliferation of HCC 
cells relies on a series of metabolic reprogramming 
reactions to provide energy and raw materials [21]. 
Therefore, this study aimed to investigate whether 
CEP can inhibit the proliferation of HCC and 
determine its in-depth mechanism, as well as 
investigate whether CEP can regulate the metabolism 
of HCC cells.  

In this study, inhibition of cell viability, 
migration, and proliferation was observed in HCC 
cells treated by CEP. The inhibition, migration, and 
proliferation were observed in the HCC cells treated 
by CEP. Further experiments demonstrated that CEP 
treatment also promoted the apoptosis of HCC cells 
by activating caspase protease. Metabonomic results 
indicated that CEP down-regulates many metabolites 
through the amino acid metabolism pathway. In 
addition, subcutaneous tumor formation experiments 
in nude mice confirmed that CEP could significantly 
inhibit the growth of solid tumors. These results 
suggested that CEP has the potential to be a candidate 
drug for HCC treatment. 

Materials and methods 
Cell culture and reagents 

The human hepatica cell lines including Hep3B 
and HCCLM3 and human normal liver cell lines L02 
were obtained from the Shanghai Cell Bank (China, 
Shanghai). The cells were cultured in DMEM medium 
(Gibco, USA) containing 10% fetal bovine serum (FBS; 
Gibco, USA) and 1% penicillin–streptomycin (Gibco, 
USA) under the condition containing 5% CO2 at 37 °C. 
CEP, supplied by Selleck Chemicals (Houston, USA), 
was dissolved in dimethyl sulfoxide (DMSO; SIGMA, 
USA) to obtain a 10 mM stock solution, which was 
then diluted with autoclaved DMEM medium to use. 

Cell viability analysis 
A total of 5 × 103 Hep3B, HCCLM3 and L02 cells 

per well were placed into the 96-well plates with three 
wells used for each treated group. Cells were serum 
starved for 12 h and then incubated with different 
concentrations of CEP for 48 h. Cell viability was 
monitored with a cell counting kit-8 (CCK-8; Dojindo, 
Japan). Ten microliters of CCK-8 reagent were mixed 
with cells and incubated for 1 h 30 min. The final 
absorbance at 450 nm was evaluated in each well by 
use of a MultiSkan GO microplate reader (Thermo, 
USA). 

Cell cycle analysis 
After serum starvation for 12 h, the cells were 

treated with 5 µM, 10 µM and 20 µM of CEP, 0.2% 
DMSO (vehicle control) for 48 h. After incubation, 
cells were harvested by trypsinization and the cell 
pellets were fixed with cold 75% ethanol at 4 °C 
overnight. Cell staining was performed by incubating 
samples with PI for 15 min at room temperature in the 
dark. DNA contents of the stained cells were analyzed 
using a flow cytometer (BD Bioscience). 

Apoptosis assay 
After treated with 5 µM, 10 µM and 20 µM of 

CEP for 48h, cells were harvested by trypsinization 
and the cells were centrifuged for 5 min in pre-cooled 
phosphate buffer (PBS) to wash the cells for two 
times. Then the cells were incubated with annexin 
V-FITC and PI for 20 min at room temperature in the 
dark. Before operating the machine, 400 μL buffer was 
added and the apoptosis rate was measured by a flow 
cytometer. CDDP (2 μg/mL) treatment were used as 
positive control. 

Clone formation assay 
In the culture medium, the cells in the 

logarithmic growth phase were seeded with 500 cells 
per well and cultured in 6-well plates for 5 days. Then 
the fresh medium with different concentrations of 
CEP was replaced. After 5 days of continuous culture, 
the cell colonies were fixed with 4% 
paraformaldehyde at room temperature for 1h. After 
stained with 0.05% crystal violet for 10 min, the cell 
colonies were photographed and counted. 

In vitro migration assays 
Cell scratch assay was used to detect the effect of 

CEP on the migration ability of hepatoma cells in vitro. 
In brief, Hep3B and HCCLM3 were first planted on a 
6-well plate. When the cells grew to 70% density, the 
fused monolayer cells were scratched with a 200 μL 
sterile pipette and washed twice with PBS to remove 
cell debris. Then Serum-free medium was added to 
the wells with different concentrations of CEP. After 
incubation for 48 h at 37 °C, the cells were fixed with 
4% paraformaldehyde at room temperature for 1 h, 
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and then it was stained with 0.05% crystal violet for 5 
min. After washed with ddH2O  for two times, the 
scratch images were taken using a microscope. 

Western Blotting 
Hep3B and HCCLM3 cells were collected and 

lysed in RIPA protein extraction reagent (Beyotime, 
Beijing, China). The enhanced BCA Protein assay kit 
(Beyotime, Beijing, China) was used to quantify the 
protein concentration. Equal amounts of protein were 
dissolved in 10% SDS-PAGA and then transferred to 
PVDF membranes overnight. After sealing with 5% 
skim milk powder for 1 h, the membranes were 
incubated overnight with the following primary 
antibody at 4 °C. Bax, Bcl2, myc, surviving, C-PARP, 
cleaved-Caspase 3, cleaved-Caspase 9 and Tubulin. 
The membranes were then washed and incubated 
with HRP-linked secondary antibody for 1 h at room 
temperature. Finally, the samples from three 
independent experiments were observed by enhanced 
chemiluminescence (ECL, Thermo Scientific, USA). 
The band density was quantified using Image J 
software. 

Real time RT-PCR and RNA sequencing 
Total RNA was extracted from Hep3B and 

HCCLM3 cells which treated with 5 µM, 10 µM and 20 
µM of CEP by using TRIzol Reagent (Invitrogen, 
Thermo Scientific, USA). Partly isolated RNA samples 
were submitted to BGI Co., LTD for transcriptome 
sequencing and analysis on BGISEQ-500. And then 
cDNA was synthesized using PrimeScript™ RT 
reagent Kit (TaKaRa, Tokyo, Japan) according to the 
manufacturer's protocol. The PCR amplification was 
conducted using SYBR Premix Ex Taq™ II (TaKaRa, 
Tokyo, Japan). All the primer sequences were as Table 
1. The gene expression levels for each amplification 
were calculated using the ΔΔCT method and 
normalized against GAPDH mRNA and all reactions 
were run in triplicate.  

 

Table 1. Sequences of the Real-time qPCR. 

RT-qPCR Primers 
Gene 
Name 

Forward Reverse 

Bcl-2 GTGGCCTTCTTTGAGTTCG CATCCCAGCCTCCGTTAT 
Bax CCCGAGAGGTCTTTTTCCG

AG 
CCAGCCCATGATGGTTCTGAT 

Ki67 AGCCCGTATCTGGTGCAA
AA 

CCTGCATCTGTGTAAGGGCA 

myc TACAACACCCGAGCAAG
GAC 

TACAACACCCGAGCAAGGAC 

Survivin AGGACCACCGCATCTCTA
CAT 

AAGTCTGGCTCGTTCTCAGTG 

C-PARP TCCAGCAGGCGGTGTCTC
AG 

CTCGATGTCCAGCAGGTTGTC
AAG 

GAPDH CATCACGCCACAGTTTCC ATCATCAGCAATGCCTCC 
 

Metabolite extraction and gas 
chromatography mass spectrometric (GC-MS) 
analysis 

HCCLM3 cells were planted on a 6-well plate 
and treated with 20 µM CEP for 48 h. Following that, 
cells were quickly rinsed twice with precooled PBS. 
The well plate was transferred to ice, and 250 µL of -80 
°C precooled methanol solution containing 
(10 µL/mL) was added. Liquid nitrogen was used to 
freeze the cells for 10 min, and then thawed for 5 min 
at room temperature. This process was repeated three 
times, and then centrifuged at 4 °C, the supernatant 
was transferred to a new EP tube and dried with a 
nitrogen blower at 35 °C. The dry samples were 
dissolved in pyridine with 80 µL methoxamine 
hydrochloride (20 mg/mL), and then eddy 
centrifuged for 2min and incubated at 37 °C for 2 h. 
Next, 50 μL BSTFA was added and eddy centrifuged 
for 2min. For complete derivatization, the samples 
were incubated in a water bath at 80 °C for 1h and 
then transferred to 200 μL micro-inserts. Trace1300 
GC–MS System (Thermo, USA) was employed for the 
metabolomic analysis, along with computer-aided 
Similarity Evaluation System for Chromatographic 
Fingerprint of TCM (Version 2012) and SIMCA 
software (Umetrics, Sweden). The control group was 
treated with DMSO, and 8 samples were collected 
from each group. 

Assay of antitumor efficacy in vivo 
20 female nude mice were purchased from 

Animal Experimental Center of Chongqing Medical 
University for subcutaneous tumorigenesis 
experiment. Animal experiments were approved by 
the Ethics Committee of Chongqing Medical 
University. Each nude mouse was subcutaneously 
injected with 2×  106  Hep3B cells in logarithmic 
growth phase in the right axilla. When the longest axis 
of the tumor was between 5 and 8 mm, the mice were 
randomly divided into control group, positive control 
group (Cisplatin, 5 mg/kg), low-concentration 
treatment group (CEP, 10 mg/kg) and 
high-concentration treatment group (CEP, 20 mg/kg), 
with 5 mice in each group. The drug was injected 
intraperitoneally every two days and the longest axes 
(L) and vertical axes (R) of the tumor were recorded. 
Tumor volumes (V) were reckoned using the 
following formula: V = 0.5 × L × 𝑅2 . After treatment 
for 24 days, the nude mice were sacrificed, and the 
tumor tissues were harvested, then fixed overnight in 
4% paraformaldehyde for subsequent 
immunohistochemical experiments.  

Histological analysis 
For hematoxylin and eosin (H&E) staining, 
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allograft tumors were fixed overnight in 4% 
paraformaldehyde. After dehydration, the samples 
were embedded in paraffin, then sliced into 6um thick 
sections using a cryostat (Leica, Wetzlar, Germany) 
and stained with H&E. For the immunohistochemical 
assay, after a standardized procedure, tissue sections 
were exposed to primary antibody Ki67 and 
incubated overnight. After washing PBS for three 
times, it was incubated with the secondary antibody 
at 37 °C for 30min, and then 3,3’-Diaminobenzidine 
(DAB) staining showed that the Ki67-positive cells 
were brown. 

Statistical analysis 
Data were collected from three independent 

experiments and expressed as mean ± standard 
deviation (SD). All significance analyses, including 
one-way analysis of variance (ANOVA), multiple 
comparisons, and t-test, were performed using Origin 
software. P values were considered significant at 0.05 
levels. 

Result 
CEP inhibits Hep3B and HCCLM3 cell viability 
in a concentration-dependent manner 

The structure of CEP (MW, 606.71) used in this 
study is shown in Fig. 1A. The effects of CEP on the 
viability of Hep3B, HCCLM3, and L02 cells were 
detected by CCK-8 assay. The results showed that 
CEP treatment for 48 h significantly inhibited the 
viability of Hep3B and HCCLM3 cell lines in a 
dose-dependent manner, and the IC50  value was 
approximately 20 µM (Fig. 1C and D). Further, 
morphological changes in cells were observed 
through a microscope, and the results showed that 
with an increase in CEP concentration, the number of 
exfoliated cells gradually increased, and the number 
of adherent cells gradually decreased, indicating a 
concentration-dependent relationship (Fig. 1E). 
However, CEP concentrations of 10 and 20 µM 
showed no obvious cytotoxicity to the normal liver 
cell line L02 (Fig. 1B and 1E). 

CEP suppresses Hep3B and HCCLM3 cell 
proliferation 

To investigate the effect of CEP on Hep3B and 
HCCLM3 cell proliferation, we used flow cytometry 
to detect changes in the cell cycle (Fig. 2A and 2B). The 
result showed that the number of Hep3B and 
HCCLM3 cells entering S phase was reduced by 
9.01% and 8.68%, respectively, and the number of cells 
entering the G1 phase significantly increased after 
CEP treatment (20 µM) compared with those in the 
control group (Fig. 2C and 2D). Next, we found that 
CEP treatment led to a decrease of colony formation 

in HCC cells, indicating reduced oncogenicity (Fig. 
2E). The number of colonies formed by Hep3B cells 
treated with 10 µM and 20 µM CEP decreased by 
80.4% and 84.5%, respectively, and the number of 
colonies formed by HCCLM3 cells treated with CEP 
decreased by 48.7% and 59.3%, respectively, 
compared with the number in the control group 
treated with DMSO. In addition, the expression of 
proliferative protein c-myc in Hep3B and HCCLM3 
cells treated with CEP for 48 h significantly decreased 
in a concentration-dependent manner (Fig. 3B). The 
mRNA expressions of c-myc and Ki67 were consistent 
with the protein expression trend (Fig. 3A). Therefore, 
these results indicated that CEP effectively inhibited 
the proliferation of Hep3B and HCCLM3 cells. 

CEP induces Hep3B and HCCLM3 cell 
apoptosis via the activation of caspase-9/3 

Flow cytometry was used to detect the effect of 
CEP on Hep3B and HCCLM3 cell apoptosis (Fig. 4). 
After treatment with CEP for 48 h, the apoptosis rates 
of Hep3B cells in the DMSO group and 5 µM, 10 µM, 
and 20 µM groups were 2.42%, 5.60%, 9.63%, and 
46.69%, respectively (Fig. 4A), whereas the apoptosis 
rates of HCCLM3 cells were 2.69%, 6.45%, 6.88%, and 
11.12%, respectively (Fig. 4B). AnnexinV-FITC/PI 
apoptosis assay results showed that CEP could 
significantly promote the apoptosis of Hep3B and 
HCCLM3 cells. To further verify this result, we 
examined the changes of apoptosis-related protein 
and mRNA expressions. Western blotting and 
RT-PCR analysis demonstrated that CEP significantly 
reduced the expression levels of Bcl2 and survivin 
protein (Fig. 3A, 3B and 3C). Further experiments 
showed that the activation of caspase-3 and caspase-9 
was significantly induced through its cleavage by CEP 
and the expression of cleaved-PARP was also 
up-regulated in a dose-dependent manner (Fig. 4C, 
4D, and 4E). These results suggested that CEP induces 
Hep3B and HCCLM3 cell apoptosis through the 
activation of caspase-9/3. 

CEP inhibits Hep3B and HCCLM3 cell 
migration  

To assess the inhibitory effect of CEP on the 
migration of HCC cells, we performed a cell scratch 
assay. In the cell scratch assay, we found that CEP 
significantly inhibited the migration of Hep3B and 
HCCLM3 cells in a dose-dependent manner. Within 
48 h, cells in the DMSO group began to migrate and 
almost completely filled the scratch area. However, 
compared with the control group, the CEP treatment 
group showed a gradual decrease in the counts of cell 
migration with increasing CEP concentration. The 
migration of Hep3B and HCCLM3 cells was 
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significantly reduced by 76.5% and 80.5% after 20 µM 
CEP treatment, respectively (Fig. 5). 

CEP regulates differentially expressed genes 
and pathway enrichment analysis 

Compared with the control group, RNA-Seq 
results revealed that the expression of 53 genes was 
up-regulated, whereas that of 113 genes was 
down-regulated after CEP treatment. The number of 
down-regulated genes was significantly higher than 
that of up-regulated genes, which proved that CEP 
had an obvious inhibitory effect on gene transcription 
and made the basic function of cells stagnated (Fig. 

6A). GO annotation of differentially expressed genes 
(DEGs) revealed the regulation of cellular and 
metabolic processes in biological process (BP) 
classification. Cellular component (CC) classification 
of DEGs was significantly enriched in intracellular 
membrane-bounded organelle and cell part. 
Molecular function (MF) classification of DEGs 
showed significant enrichment in binding and 
catalytic activity (Fig. 6B). Further, the KEGG signal 
pathway enrichment showed that these DEGs were 
highly enriched in necroptosis and 
metabolic-associated pathways (Fig. 6C). 

 

 
Figure 1. CEP inhibits Hep3B and HCCLM3 cells viability in a concentration dependent manner. (A) The molecular structure of CEP. (B-D) Cell viability of L02, Hep3B and 
HCCLM3 cells treated with CEP at indicate concentration was determined by CCK8 method, DMSO was used as control. (E) The morphology of Hep3B and HCCLM3 cells 
treating with CEP in different concentration of 5, 10 and 20 μM for 48 h. DMSO was used as control, scale bar=100 μm. Data shown are means ± SD; n=3. *P< 0.05, significantly 
from control group. 
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Figure 2. CEP suppresses Hep3B and HCCLM3 cell proliferation. (A, C) Cell cycle of Hep3B and HCCLM3 cells treated with CEP at 5 μM, 10 μM and 20 μM for 48h were 
analyzed by flow cytometry. (B, D) Percentage of indicated Hep3B and HCCLM3 cells in different phase. (E) Clone formation of Hep3B and HCCLM3 cells treated with CEP at 
5 μM, 10 μM and 20 μM. (F, G) Quantification of the clone formation of Hep3B and HCCLM3 cells in (E) was performed by calculating the cell counts. Data shown are means 
± SD; n=3. *P< 0.05, significantly from control group. 

 

CEP adjusts the amino acid metabolism 
pathway in HCCLM3 cells 

Abnormal metabolic changes are an important 
feature of malignant tumors and play an important 
role in the development of tumors. The results of 
KEGG signaling pathway enrichment showed that the 
DEGs were enriched in the metabolic pathway. 
Accordingly, we used the metabonomic method for 
further verification. GC-MS was used to evaluate the 
effect of CEP treatment on the primary metabolites of 
HCCLM3 cells (Fig. 7A). The heat map shows that 
CEP can affect the production of many primary 
metabolites in the cell (Fig. 7B). The principal 
component analysis score diagram and orthogonal 
partial least square discriminant analysis were used to 
evaluate sample quality by differentiating between 
groups. The differences between the control and drug 
groups were significant, and the differences were 
relatively concentrated within the group, indicating 
that the differences within the group were small after 
drug intervention (Fig. 7C and 7D). Further analysis 
showed that the expression of the following four 
metabolites, namely, 4-aminobutanoic acid, 
L-5-oxoproline, L-aspartic acid, and Cholesterol (Fig. 

7E) was significantly reduced in the 20 µM CEP 
treatment group. Furthermore, metabolic pathway 
analysis showed that these differential metabolites are 
mainly enriched in amino acid metabolism 
(glutathione metabolism; alanine, aspartate, and 
glutamate metabolism; glycine, serine, and threonine 
metabolism; and D-glutamine and D-glutamate 
metabolism) (Fig. 7F), suggesting that CEP can play 
an anticancer role by regulating amino acid 
metabolism. 

CEP suppresses transplanted tumor growth in 
vivo 

The antitumor effect of CEP was evaluated by 
subcutaneous tumor transplantation in nude mice. 
Ten days after Hep3B cells were injected into the 
armpits of nude mice, the mice were randomly 
divided into negative control group, positive control 
group (CDDP, 5 mg/kg, i.p., once in two days), 
low-concentration treatment group (CEP, 10 mg/kg, 
i.p., once in two days), and high-concentration 
treatment group (CEP, 20 mg/kg, i.p., once in two 
days). After 14 days of CEP treatment, the tumor 
weight and volume in CEP and CDDP treatment 
groups were significantly lower than those in the 
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negative control group (DMSO treatment group) (Fig. 
8A, 8C and 8D). The survival curve in each treatment 
group showed that the median survival time of the 
negative control, positive control, low concentration 
treatment, and high-concentration treatment groups 
were 22 days, 36 days, 30 days, and 32 days, 
respectively, indicating that CEP treatment 
significantly prolonged the survival of nude mice 
with transplanted tumors (Fig. 8B). These results 
showed that CEP treatment could markedly inhibit 
the growth of transplanted tumors in vivo. To further 
analyze the antitumor effect of CEP, we performed 

H&E staining and immunofluorescence staining with 
Ki67 on tumor samples. Compared with the negative 
control group, the number of cells in the CEP 
treatment group was significantly reduced (Fig. 8E). 
Further, immunohistochemical results showed that 
the expression of the proliferation marker protein 
Ki67 decreased with an increase in CEP concentration, 
and the effect of 20 mg/kg CEP was similar to that of 
CDDP (Fig. 8E and 8F). All animal experiments 
showed that CEP significantly suppressed tumor 
growth in vivo. 

 

 
Figure 3. CEP inhibited the expression of Bax, Bcl2, Ki67, c-myc, survivin and C-PARP in HCC cells. (A) The gene expression of Bax, BCL2, Ki67, c-myc, surviving and C-PARP 
in Hep3B and HCCLM3 cells treated with CEP at 5 μM, 10 μM and 20 μM for 48h. The relative expression levels were analyzed by the 2-ΔΔct method. (B, C) The representative 
bands of Bax, BCL2, c-myc, surviving and C-PARP in Hep3B and HCCLM3 cells treated with CEP at 5 μM, 10 μM and 20 μM for 48 h. Tubulin was used as an internal control. 
Data shown are means ± SD; n=3. *P< 0.05, significantly from control group. 
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Figure 4. CEP induces Hep3B and HCCLM3 cells apoptosis via the activation of caspase-3/9. (A, B) Cell apoptosis of Hep3B and HCCLM3 cells treated with CEP at 5 μM, 10 
μM and 20 μM for 48h were analyzed by flow cytometry. (C-E) The representative bands of c-caspase 3 and c-caspase 9 in Hep3B and HCCLM3 cells treated with CEP at 5 μM, 
10 μM and 20 μM for 48h. Tubulin was used as an internal control. Data shown are means ± SD; n=3. *P< 0.05, significantly from control group. 

 

 
Figure 5. CEP inhibits Hep3B and HCCLM3 cells migration (A, C) Scratch assay was performed to determine migration of Hep3B and HCCLM3 cells treated with CEP at 5 μM, 
10 μM and 20 μM for 48 h. (B, D) Quantification of the scratch image was performed by calculating the migrated cell counts in (A, C). Data shown are means ± SD; n=3. *P< 0.05, 
significantly from control group. 
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Figure 6. CEP regulates differentially expressed genes and pathway enrichment analysis (A) Significant differentially expressed genes were shown in volcano plot. FC (fold 
change) > 1 was accepted as positive differentially expressed genes, up for 53; down for 113. (B) GO annotations analysis of HCCLM3 cells treated with CEP, compared with 
control group. (C) KEGG pathway enrichment analysis, a larger P value (-Log10) shows a higher degree of enrichment. Significant pathways involving in necroptosis and metabolic 
pathways of HCCLM3 cells treated with CEP. 

 

Discussion 
Liver cancer is one of the most common causes of 

cancer-related deaths worldwide, and is characterized 
by a high malignancy rate and poor prognosis. 
Because of the multiple causes of HCC, its rapid 
development, and late diagnosis, less than 15% of 
HCC patients can receive surgical resection. 
Therefore, chemotherapy and immunotherapy are the 
best options for HCC treatment. Currently, there are 
only a few commonly used chemotherapy drugs for 
liver cancer. However, with the long-term use of 
many chemotherapy drugs, such as sorafenib, side 
effects such as toxicity and efficacy decrease may 
occur [5]. Therefore, developing drug candidates and 
therapeutic targets for the treatment of liver cancer is 
necessary and urgent.  

With the exploration of antioxidant and 
anti-tumor functions of natural plant compounds, 
many active extracts of natural medicinal plants have 
been used in cancer treatment and have shown good 
anti-tumor efficacy. Piperine, extracted from black 

pepper, for example, has anti-tumor, anti-oxidation, 
and anti-proliferative activities, and it can activate the 
expressions of caspase3 and caspase9 in HepG2 cells 
and promote the apoptosis of liver cancer cells [22]. 
Alantolactone, extracted from the root of artichoke, 
regulates cell cycle arrest and activates the 
mitochondrial apoptosis pathway in liver cancer cells 
[23]. A number of other natural compounds can be 
used in combination therapy to reduce the side effects 
of chemotherapy or enhance therapeutic efficacy; for 
example, allium atroviolaceum bulb extract has a 
synergistic effect with doxorubicin [24] and 5-Fu has 
an enhanced tumor-inhibiting effect in combination 
with matsutake polysaccharide [25]. CEP is a 
naturally occurring small molecular compound 
extracted from the plant Stephania cepharantha Hayata. 
It is used to treat a variety of acute and chronic 
diseases, such as malaria [26], alopecia [27], and 
endotoxic shock [28]. Recent studies have shown that 
CEP also has anti-tumor effects, and has an inhibitory 
effect on breast cancer [29], lung cancer [30], and 
esophageal squamous cell carcinoma [31]. CEP 
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therapy inhibits autophagy and mitochondrial 
autophagy by blocking autophagosome-lysosomal 
fusion in human breast cancer cells [29]. In this study, 
we discussed the anti-tumor effect of CEP on 
hepatocellular carcinoma. We provide evidence that 
CEP has potential as a candidate drug for HCC 
treatment. 

Studies have shown that one of the important 
features of cancer is the excessive proliferation of 
tumor cells caused by abnormal cell cycle, thus 
inhibiting the cell cycle of tumor cells is considered as 

an attractive method to treat cancer [32]. We 
demonstrated that CEP treatment can reduce the 
activity of HCC cells, inhibit their ability to proliferate 
and migrate, and regulate the cell cycle. C-myc is a 
pleiotropic transcription factor that regulates the cell 
cycle, proliferation, and growth. Studies have shown 
that c-myc is associated with the occurrence, 
development, and prognosis of liver cancer [33, 34]. 
Our results suggest that CEP can inhibit the 
proliferation of HCC cells by inhibiting c-myc 
expression. 

 

 
Figure 7. CEP regulates the amino acid metabolism pathway in HCCLM3 cells (A) The base peak chromatogram of metabolites between Control and Drug (20 μM CEP) group. 
(B) The PCA score plot of Control and Drug group, it represents samples in the groups were closely cluster to one another. (C) The OPLS-DA score plot of Control and Drug 
group revealed the clustering of samples in the training set. (D)Heat map of metabolites showing between Control and Drug group. Increased metabolites were marked in red. 
Decreased metabolites levels were presented in blue. (E) Metabolites related to lipid metabolism altered by CEP treatment in HCCLM3 cells. n=10 replicates per group. (F) Plots 
depict the computed metabolic pathways as a function of –log (p) (y-axis) and the pathway impact of the key metabolites (x-axis) that differed between the Control and Drug 
group. The color of a circle is indicative of the level of enrichment significance, with yellow being low and red being high. The size of a circle is proportional to the pathway impact 
value of the pathway. 
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In addition, our transcriptome sequencing 
results showed that DEGs in the CEP treatment group 
were enriched in metabolic pathways. Abnormal 
metabolic changes play an important role in the 
survival and development of tumors, supporting the 
proliferation of cancer cells by measures such as 
increasing energy supply and maintaining redox 
balance [35]. Tumor metabolism involves glucose 
metabolism, amino acid metabolism, lipid 
metabolism, and many other phenomena. Inhibition 
of cancer cell metabolism is a current tumor treatment 
goal [36]. In the liver, the synthesis of non-essential 
amino acids plays an important role in maintaining 
function. Alterations in amino acid metabolism are 
characteristics of HCC [37, 38]. Our subsequent 
validation experiments confirm that CEP could inhibit 
the metabolism of HCC cells. Metabonomic results 
have shown that CEP treatment decreased the 
production of 4-aminobutanoic acid, L-5-oxoproline, 
and L-aspartic. Among these, aspartic acid is an 
essential substance for the synthesis of nucleotides in 
vivo [39]. Tumor cells need a large amount of aspartic 
acid for the synthesis of nucleotides to promote tumor 
growth. Studies have shown that under hypoxic 
conditions, reducing the level of aspartic acid can 
inhibit tumor cell growth [40]. Abnormal cholesterol 
metabolism in tumor cells leads to increased 
cholesterol synthesis and uptake, leading to 
proliferation, invasion, and metastasis of tumor cells 
[41]. Studies have found that elevated mitochondrial 
cholesterol content in HCC leads to reduced 
mitochondrial membrane permeability and increases 
chemotherapy resistance of tumor cells [42]. Our 
results suggest that CEP can reduce cholesterol levels 
and inhibit the cholesterol metabolism in HCC cells, 
indicating that CEP can inhibit the metabolism of 
tumor cells by regulating amino acid metabolism and 
cholesterol metabolism and thus inhibit the growth of 
tumor cells. 

Cell death can be divided into programmed and 
non-programmed death according to whether or not it 
is controllable [43]. Apoptosis is the most typical and 
most studied form of programmed cell death. 
Apoptosis is mainly induced by the cysteine protease 
family, in which caspase-2/8/9/10 are the initiator 
caspases and caspase-3/6/7 are effector Caspases 
[44]. Zhu et al. showed that CEP can induce cell 
apoptosis in melanoma cells by regulating 
apoptosis-related proteins, including Bcl-2 and 
caspase [45]. Our flow cytometry results suggest that 
CEP promotes cell death by promoting the apoptosis 
of HCC cells. Further protein and mRNA expression 
verification indicated that CEP could induce 
apoptosis through the Bax/Bcl2/Caspase-9/ 
Caspase-3 signaling pathway (Fig. 4). In recent years, 

another newly discovered programmed cell death 
mode, necroptosis, has become a hot research topic 
[46]. Necroptosis is affected by receptor-interacting 
protein kinase 1 (RIPK1), receptor-interacting protein 
kinase 3 (RIPK3), and mixed lineage kinase 
domain-like protein (MLKL) [47]. In our study, 
transcriptome sequencing and KEGG signaling 
pathway enrichment data indicated that CEP could 
regulate necroptosis of HCC cells. 

Furthermore, in vivo subcutaneous 
tumor-formation experiments in nude mice confirmed 
that CEP could significantly inhibit the growth of 
solid tumors. Here, our study showed that 
intraperitoneal injection of CEP (10 or 20 mg/kg, once 
in two days) could significantly inhibit the weight and 
volume of Hep3B-induced hepatocellular carcinoma 
in vivo and prolonged the survival time of nude mice 
with transplanted tumors (Fig. 8). The 
immunohistochemical and immunofluorescence tests 
showed that the anti-tumor effect of CEP was related 
to the inhibition of expression of Ki67, which is used 
as a marker of tumor proliferation (Fig. 8D). 

Conclusion 
In summary, our available data demonstrates 

that CEP can inhibit the proliferation of HCC cells by 
regulating cellular metabolism through amino acid 
metabolism and cholesterol metabolism. At the same 
time, CEP can inhibit tumor growth by promoting 
apoptosis and necrosis and inducing the death of 
HCC cells. Therefore, CEP may be a candidate 
anticancer drug for the treatment of HCC. 
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Figure 8. CEP suppressed transplanted tumor growth in vivo. Twenty-four nude mice were randomly divided into negative control group, positive control group (CDDP, 5 
mg/kg, i.p., once two days), low-concentration treatment group (CEP, 10 mg/kg, i.p., once two days) and high-concentration treatment group (CEP, 20 mg/kg, i.p., once two days). 
(A) Photograph of the tumors. (B) Survival curve of indicated mice, mice with tumors larger than 1000 𝑚𝑚3 are considered dead. (C, D) Tumor weight and volume of indicated 
mice. (E) H&E staining and IHC of KI67 in indicated tumors. (F) Quantitative image analysis of KI67 in (E). Scale bar=100 μm. Data shown are means ± SD; n=3. *P< 0.05, 
significantly from control group. 

 

Author contributions 
Li Yang and Chunli Wang conceived and 

designed the experiments. Fan Feng and Lianhong 
Pan performed the experiment. Jiaqing Wu and and 
Kang Xu analyzed the data and prepared figures. Fan 
Feng and Chunli Wang wrote the manuscript. All the 
authors read and approved the final manuscript. 

Competing Interests 
All authors read and approved the final 

manuscript. We declare that the authors have no 
conflict of interest. 

References 
1. Anwanwan D, Singh SK, Singh S, Saikam V, Singh R. Challenges in liver 

cancer and possible treatment approaches. Biochimica et biophysica acta 
Reviews on cancer. 2020; 1873: 188314. 

2. Sung H, Ferlay J, Siegel RL, Laversanne M, Soerjomataram I, Jemal A, et al. 
Global cancer statistics 2020: GLOBOCAN estimates of incidence and 
mortality worldwide for 36 cancers in 185 countries. CA: a cancer journal for 
clinicians. 2021. 

3. Chen Z, Xie H, Hu M, Huang T, Hu Y, Sang N, et al. Recent progress in 
treatment of hepatocellular carcinoma. American journal of cancer research. 
2020; 10: 2993-3036. 

4. Sacco R, Tapete G, Simonetti N, Sellitri R, Natali V, Melissari S, et al. 
Transarterial chemoembolization for the treatment of hepatocellular 
carcinoma: a review. Journal of hepatocellular carcinoma. 2017; 4: 105-10. 

5. Tang W, Chen Z, Zhang W, Cheng Y, Zhang B, Wu F, et al. The mechanisms of 
sorafenib resistance in hepatocellular carcinoma: theoretical basis and 
therapeutic aspects. Signal transduction and targeted therapy. 2020; 5: 87. 



Int. J. Biol. Sci. 2021, Vol. 17 
 

 
http://www.ijbs.com 

4352 

6. Zhuang Q, Zhou T, He C, Zhang S, Qiu Y, Luo B, et al. Protein phosphatase 
2A-B55δ enhances chemotherapy sensitivity of human hepatocellular 
carcinoma under the regulation of microRNA-133b. Journal of experimental & 
clinical cancer research : CR. 2016; 35: 67. 

7. Li M, Cui ZG, Zakki SA, Feng Q, Sun L, Feril LB, Jr., et al. Aluminum chloride 
causes 5-fluorouracil resistance in hepatocellular carcinoma HepG2 cells. 
Journal of cellular physiology. 2019; 234: 20249-65. 

8. Brown KT, Do RK, Gonen M, Covey AM, Getrajdman GI, Sofocleous CT, et al. 
Randomized Trial of Hepatic Artery Embolization for Hepatocellular 
Carcinoma Using Doxorubicin-Eluting Microspheres Compared With 
Embolization With Microspheres Alone. Journal of clinical oncology : official 
journal of the American Society of Clinical Oncology. 2016; 34: 2046-53. 

9. Lyu N, Kong Y, Mu L, Lin Y, Li J, Liu Y, et al. Hepatic arterial infusion of 
oxaliplatin plus fluorouracil/leucovorin vs. sorafenib for advanced 
hepatocellular carcinoma. Journal of hepatology. 2018; 69: 60-9. 

10. Ghosh S. Cisplatin: The first metal based anticancer drug. Bioorganic 
chemistry. 2019; 88: 102925. 

11. Xue L, Liu P. Daurisoline inhibits hepatocellular carcinoma progression by 
restraining autophagy and promoting cispaltin-induced cell death. 
Biochemical and biophysical research communications. 2021; 534: 1083-90. 

12. Cheng Y, Zhao P, Wu S, Yang T, Chen Y, Zhang X, et al. Cisplatin and 
curcumin co-loaded nano-liposomes for the treatment of hepatocellular 
carcinoma. International journal of pharmaceutics. 2018; 545: 261-73. 

13. Liu XY, Xu HX, Li JK, Zhang D, Ma XH, Huang LN, et al. Neferine Protects 
Endothelial Glycocalyx via Mitochondrial ROS in 
Lipopolysaccharide-Induced Acute Respiratory Distress Syndrome. Frontiers 
in physiology. 2018; 9: 102. 

14. Bailly C. Cepharanthine: An update of its mode of action, pharmacological 
properties and medical applications. Phytomedicine : international journal of 
phytotherapy and phytopharmacology. 2019; 62: 152956. 

15. Payon V, Kongsaden C, Ketchart W, Mutirangura A, Wonganan P. Mechanism 
of Cepharanthine Cytotoxicity in Human Ovarian Cancer Cells. Planta 
medica. 2019; 85: 41-7. 

16. Lyu J, Yang EJ, Head SA, Ai N, Zhang B, Wu C, et al. Pharmacological 
blockade of cholesterol trafficking by cepharanthine in endothelial cells 
suppresses angiogenesis and tumor growth. Cancer letters. 2017; 409: 91-103. 

17. Hua P, Sun M, Zhang G, Zhang Y, Tian X, Li X, et al. Cepharanthine induces 
apoptosis through reactive oxygen species and mitochondrial dysfunction in 
human non-small-cell lung cancer cells. Biochemical and biophysical research 
communications. 2015; 460: 136-42. 

18. Xu W, Wang X, Tu Y, Masaki H, Tanaka S, Onda K, et al. Tetrandrine and 
cepharanthine induce apoptosis through caspase cascade regulation, cell cycle 
arrest, MAPK activation and PI3K/Akt/mTOR signal modification in 
glucocorticoid resistant human leukemia Jurkat T cells. Chemico-biological 
interactions. 2019; 310: 108726. 

19. Gao S, Li X, Ding X, Qi W, Yang Q. Cepharanthine Induces Autophagy, 
Apoptosis and Cell Cycle Arrest in Breast Cancer Cells. Cellular physiology 
and biochemistry : international journal of experimental cellular physiology, 
biochemistry, and pharmacology. 2017; 41: 1633-48. 

20. Rattanawong A, Payon V, Limpanasittikul W, Boonkrai C, Mutirangura A, 
Wonganan P. Cepharanthine exhibits a potent anticancer activity in 
p53-mutated colorectal cancer cells through upregulation of p21Waf1/Cip1. 
Oncology reports. 2018; 39: 227-38. 

21. Li M, He X, Guo W, Yu H, Zhang S, Wang N, et al. Aldolase B suppresses 
hepatocellular carcinogenesis by inhibiting G6PD and pentose phosphate 
pathways. Nature Cancer. 2020; 1: 735-47. 

22. Gunasekaran V, Elangovan K, Niranjali Devaraj S. Targeting hepatocellular 
carcinoma with piperine by radical-mediated mitochondrial pathway of 
apoptosis: An in vitro and in vivo study. Food and chemical toxicology : an 
international journal published for the British Industrial Biological Research 
Association. 2017; 105: 106-18. 

23. Lei JC, Yu JQ, Yin Y, Liu YW, Zou GL. Alantolactone induces activation of 
apoptosis in human hepatoma cells. Food and chemical toxicology : an 
international journal published for the British Industrial Biological Research 
Association. 2012; 50: 3313-9. 

24. Ren M, Ye L, Hao X, Ren Z, Ren S, Xu K, et al. Polysaccharides from 
Tricholoma matsutake and Lentinus edodes enhance 5-fluorouracil-mediated 
H22 cell growth inhibition. Journal of traditional Chinese medicine = Chung i 
tsa chih ying wen pan. 2014; 34: 309-16. 

25. Khazaei S, Esa NM, Ramachandran V, Hamid RA, Pandurangan AK, Etemad 
A, et al. In vitro Antiproliferative and Apoptosis Inducing Effect of Allium 
atroviolaceum Bulb Extract on Breast, Cervical, and Liver Cancer Cells. 
Frontiers in pharmacology. 2017; 8: 5. 

26. Desgrouas C, Dormoi J, Chapus C, Ollivier E, Parzy D, Taudon N. In vitro and 
in vivo combination of cepharanthine with anti-malarial drugs. Malaria 
journal. 2014; 13: 90. 

27. Iwabuchi T, Ogura K, Tamba K, Tsunekawa Y, Sugano M, Hagiwara K, et al. 
Cepharanthine induces the proliferation of human dermal papilla cells and 
stimulates vascular endothelial growth factor expression through increased 
intracellular calcium mobilization and hypoxia-inducible factor activation. 
Clinical and experimental dermatology. 2020. 

28. Sakaguchi S, Furusawa S, Wu J, Nagata K. Preventive effects of a biscoclaurine 
alkaloid, cepharanthine, on endotoxin or tumor necrosis factor-alpha-induced 
septic shock symptoms: involvement of from cell death in L929 cells and nitric 

oxide production in raw 264.7 cells. International immunopharmacology. 
2007; 7: 191-7. 

29. Zhang Y, Jiang X, Deng Q, Gao Z, Tang X, Fu R, et al. Downregulation of 
MYO1C mediated by cepharanthine inhibits autophagosome-lysosome fusion 
through blockade of the F-actin network. Journal of experimental & clinical 
cancer research : CR. 2019; 38: 457. 

30. Tang ZH, Cao WX, Guo X, Dai XY, Lu JH, Chen X, et al. Identification of a 
novel autophagic inhibitor cepharanthine to enhance the anti-cancer property 
of dacomitinib in non-small cell lung cancer. Cancer letters. 2018; 412: 1-9. 

31. Zhou P, Li Z, Xu D, Wang Y, Bai Q, Feng Y, et al. Cepharanthine 
Hydrochloride Improves Cisplatin Chemotherapy and Enhances Immunity by 
Regulating Intestinal Microbes in Mice. Frontiers in cellular and infection 
microbiology. 2019; 9: 225. 

32. Otto T, Sicinski P. Cell cycle proteins as promising targets in cancer therapy. 
Nature reviews Cancer. 2017; 17: 93-115. 

33. Lin CP, Liu CR, Lee CN, Chan TS, Liu HE. Targeting c-Myc as a novel 
approach for hepatocellular carcinoma. World journal of hepatology. 2010; 2: 
16-20. 

34. Kaposi-Novak P, Libbrecht L, Woo HG, Lee YH, Sears NC, Coulouarn C, et al. 
Central role of c-Myc during malignant conversion in human 
hepatocarcinogenesis. Cancer Res. 2009; 69: 2775-82. 

35. De Matteis S, Ragusa A, Marisi G, De Domenico S, Casadei Gardini A, Bonafè 
M, et al. Aberrant Metabolism in Hepatocellular Carcinoma Provides 
Diagnostic and Therapeutic Opportunities. Oxidative medicine and cellular 
longevity. 2018; 2018: 7512159. 

36. Rangel Rivera GO, Knochelmann HM, Dwyer CJ, Smith AS, Wyatt MM, 
Rivera-Reyes AM, et al. Fundamentals of T Cell Metabolism and Strategies to 
Enhance Cancer Immunotherapy. Frontiers in immunology. 2021; 12: 645242. 

37. Gao R, Cheng J, Fan C, Shi X, Cao Y, Sun B, et al. Serum Metabolomics to 
Identify the Liver Disease-Specific Biomarkers for the Progression of Hepatitis 
to Hepatocellular Carcinoma. Scientific reports. 2015; 5: 18175. 

38. Tang L, Zeng J, Geng P, Fang C, Wang Y, Sun M, et al. Global Metabolic 
Profiling Identifies a Pivotal Role of Proline and Hydroxyproline Metabolism 
in Supporting Hypoxic Response in Hepatocellular Carcinoma. Clinical cancer 
research : an official journal of the American Association for Cancer Research. 
2018; 24: 474-85. 

39. Nevedomskaya E, Ramautar R, Derks R, Westbroek I, Zondag G, van der 
Pluijm I, et al. CE-MS for metabolic profiling of volume-limited urine samples: 
application to accelerated aging TTD mice. Journal of proteome research. 2010; 
9: 4869-74. 

40. Sullivan LB, Luengo A, Danai LV, Bush LN, Diehl FF, Hosios AM, et al. 
Aspartate is an endogenous metabolic limitation for tumour growth. Nat Cell 
Biol. 2018; 20: 782-8. 

41. Kuzu OF, Noory MA, Robertson GP. The Role of Cholesterol in Cancer. 
Cancer Res. 2016; 76: 2063-70. 

42. Montero J, Morales A, Llacuna L, Lluis JM, Terrones O, Basañez G, et al. 
Mitochondrial cholesterol contributes to chemotherapy resistance in 
hepatocellular carcinoma. Cancer Res. 2008; 68: 5246-56. 

43. Nirmala JG, Lopus M. Cell death mechanisms in eukaryotes. Cell biology and 
toxicology. 2020; 36: 145-64. 

44. McIlwain DR, Berger T, Mak TW. Caspase functions in cell death and disease. 
Cold Spring Harbor perspectives in biology. 2013; 5: a008656. 

45. Zhu Q, Guo B, Chen L, Ji Q, Liang H, Wen N, et al. Cepharanthine exerts 
antitumor activity on choroidal melanoma by reactive oxygen species 
production and c-Jun N-terminal kinase activation. Oncology letters. 2017; 13: 
3760-6. 

46. Su Z, Yang Z, Xu Y, Chen Y, Yu Q. Apoptosis, autophagy, necroptosis, and 
cancer metastasis. Molecular cancer. 2015; 14: 48. 

47. Yuan J, Amin P, Ofengeim D. Necroptosis and RIPK1-mediated 
neuroinflammation in CNS diseases. Nature reviews Neuroscience. 2019; 20: 
19-33. 


