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Abstract: In the past decades, hepatocellular carcinoma (HCC) has been receiving increased attention
due to rising morbidity and mortality in both developing and developed countries. Koumine, one of the
significant alkaloidal constituents of Gelsemium elegans Benth., has been regarded as a promising
anti-inflammation, anxiolytic, and analgesic agent, as well as an anti-tumor agent. In the present study,
we attempted to provide a novel mechanism by which koumine suppresses HCC cell proliferation.
We demonstrated that koumine might suppress the proliferation of HCC cells and promote apoptosis
in HCC cells dose-dependently. Under koumine treatment, the mitochondria membrane potential
was significantly decreased while reactive oxygen species (ROS) production was increased in HCC
cells; in the meantime, the phosphorylation of ERK, p38, p65, and IκBα could all be inhibited by
koumine treatment dose-dependently. More importantly, the effects of koumine upon mitochondria
membrane potential, ROS production, and the phosphorylation of ERK, p38, p65, and IκBα could be
significantly reversed by ROS inhibitor, indicating that koumine affects HCC cell fate and ERK/p38
MAPK and NF-κB signaling activity through producing excess ROS. In conclusion, koumine could
inhibit the proliferation of HCC cells and promote apoptosis in HCC cells; NF-κB and ERK/p38 MAPK
pathways could contribute to koumine functions in a ROS-dependent manner.
Keywords: hepatocellular carcinoma (HCC); koumine; ROS; proliferation; NF-κB and ERK/p38
MAPK signaling

1. Introduction
Hepatocellular carcinoma (HCC) is the most commonly seen primary liver cancer; it accounts
for 85% of the liver cancers [1]. Other forms include cholangiocarcinoma, which begins with cells
surrounding the bile duct, angiosarcoma (or hemangiosarcoma), and hepatoblastoma. Mainly occurring
in the developing world [2,3], HCC has been receiving increased attention due to rising morbidity and
mortality in many countries for the past few years [4–6].
Environmental factors or cellular mitochondrial dysfunction lead to the production of reactive
oxygen species (ROS), thus resulting in sustained oxidative stress, which is related to liver carcinogenesis
according to recent studies [7]. Reduced ROS is required for cell proliferation, apoptosis, cell cycle arrest,
cell senescence, and other physiological processes [8]. Nevertheless, improved ROS can induce oxidative
stress and provide an environment that is potentially toxic to cells. Many intracellular and extracellular
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factors can cause endoplasmic reticulum (ER)-stress, a disorder of Ca2+ homeostasis and mitochondrial
ROS production resulting in apoptosis [9–12]. In addition, it has been revealed by proteomics results
that increased NF-κB-related Wnt-1 expression is a critical mechanism for liver carcinogenesis [13].
MAPK cascade can transduce signals from tyrosine kinase receptors, such as vascular endothelial
growth factor receptor (VEGFR), epidermal growth factor receptor (EGFR), insulin-like growth factor
receptor (IGFR), and hepatocyte growth factor receptor (HGFR). Within the cascade, activated Ras
(Ras-GTP) could induce the activation of RAF-1, MEK-1/2, and ERK-1/2 in sequence. ERK1/2 can enter
into the nucleus after activation or phosphorylation, where it transactivates c-JUN, c-FOS, c-MYC
(contributing to the mechanisms of cell proliferation and survival), VEGF and HIF1α (modulating
angiogenesis), hexokinase II, and other growth-associated genes [14–16]. Even without growth factors,
ERK1/2 constitutive activation leads to increased cell proliferation, thus resulting in tumor development.
Koumine, one of the significant alkaloidal constituents of Gelsemium elegans Benth., has increasingly
received greater attention because of its multiple biological effects [17]. Koumine has been regarded as
a promising anti-inflammation, anxiolytic, and analgesic agent, as well as an anti-tumor agent [18–21].
Koumine exerts its biological functions in tumors by modulating different intracellular physiological
processes via diverse mechanisms. In human breast cancer cells, koumine promotes apoptosis and
cell cycle arrest in G2/M phase via reducing Bcl2 and increasing the pro-apoptotic factors Bax and
Caspase-3 [22]. In human colonic adenocarcinoma cells, koumine can inhibit the mitochondrial
membrane potential while enhancing the production of ROS [23]. Within human cervical cancer HeLa
cells, studies have found that koumine promotes the apoptosis and cycle arrest of cancer cells by
suppressing ROS-dependent NF-κB pathway [24]. Interestingly, koumine reduces proinflammatory
factor production within mouse macrophages via inhibiting ERK/p38 MAPK phosphorylation and
the NF-κB pathway [25]. Considering the critical roles of ROS and ERK/p38 MAPK and NF-κB
signaling pathways within HCC, we hypothesize that koumine contributes to regulating the signaling
pathways of NF-κB and ERK/p38 MAPK within HCC through the excessive production of ROS,
therefore inhibiting HCC cell proliferation and promoting HCC cell apoptosis.
Herein, the killing effects of koumine upon HCC were evaluated by examining HCC cell viability,
apoptosis, and apoptosis-related factors. Next, the changes in the mitochondrial membrane potential,
ROS production, and ERK/p38 MAPK and NF-κB pathways in response to koumine treatment were
determined. Finally, the dynamic effects of koumine and ROS inhibitor on HCC cells were examined
to investigate whether koumine exerts its effects via ROS production and ERK/p38 MAPK and NF-κB
signaling pathways. These data indicate that koumine exerts effects upon HCC cell proliferation and
apoptosis and shed light on the underlying mechanism. According to the findings of this research,
koumine might be a promising anti-tumor agent for HCC treatment.
2. Materials and Methods
2.1. Cell Lines and Cell Culture
Huh-7 cell line (JCRB0403) was obtained from the Japanese Collection of Research Bioresources
Cell Bank (Osaka, Japan) and cultured in Dulbecco’s minimal essential medium (DMEM) with 10%
fetal bovine serum (FBS) (Invitrogen, Waltham, MA, USA). SNU-449 cell line (ATCC CRL-2234) was
obtained from ATCC (Manassas, VA, USA) and cultured in RPMI-1640 Medium (Catalog No. 30-2001;
ATCC) supplemented with 10% FBS. All cells were cultured at 37 ◦ C in 5% CO2 . For koumine and
N-acetylcysteine (NAC) treatment, HCC cells were exposed to different concentration of koumine
(100 µg/mL, 200 µg/mL, 400 µg/mL, and 800 µg/mL) or 400 µg/mL koumine plus 800 µM NAC for 24 h,
then cells were harvested for further experiments.
2.2. Cell Viability Determined by MTT Assays
The cell viability was determined by a modified MTT assay following previously described
methods [26]. After discarding the supernatant, the formazan was dissolved by DMSO; then,
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the optical density (OD) values were determined at 490 nm. The cell viability was calculated by taking
the cell viability in the non-treatment group as 100%.
2.3. Cell Apoptosis Determined by Flow Cytometry
The cell apoptosis was determined using flow cytometry by using Cell Apoptosis Kit with Annexin
V-FITC & Propidium Iodide (PI) (Nanjing KeyGen Biotech, Nanjing, China) following previously
described [25]. Data procession was conducted by Flow Cytometry analysis (BD, New York, NY, USA).
2.4. Immunoblotting
Protein concentrations of cleaved-Caspase3, Caspase3, Bax, Bcl-2, cytochrome c, p-ERK, ERK, p-p38,
p38, p-p65, p65, p-IκBα, and IκBα were quantified using the BCA kit (Beyotime, Shanghai, China)
and then the protein levels were determined following previously methods described [27] using
the antibodies listed below: anti-cleaved-Caspase3 (ab2302, Abcam, Cambridge, MA, USA),
anti-Caspase3 (ab13847, Abcam), anti-Bax (ab32503, Abcam), anti-Bcl-2 (ab32124, Abcam), anti-cytochrome
c (ab13575, Abcam), anti-p-ERK (ab50011, Abcam), anti-ERK (ab54230, Abcam), anti-p-p38 (ab31828, Abcam),
anti-p38 (ab4822, Abcam), anti-p65 (ab16502, Abcam), anti-p-p65 (ab86299, Abcam), anti-p-IκBα
(#2859, Cell Signaling, Danvers, MA, USA), anti-IκBα (#2859, Cell Signaling), anti-Tubulin (ab6046, Abcam),
anti-GAPDH (ab8245, Abcam), anti-COXIV (ab14744, Abcam), and horseradish peroxidase combined
second antibody. The binding antibody was visualized with an enhanced chemiluminescence detection
system (ECL) (Beyotime, Shanghai, China). GAPDH was used as an endogenous control. Tubulin was
used for cytoplasm protein loading control. COXIV was used as mitochondrial protein loading control.
2.5. Mitochondrial Membrane Potential (∆Ψm) Assay
∆Ψm was detected in Huh-7 and SNU-449 cells with the JC-1 mitochondrial transmembrane
potential detection kit (Beyotime, Shanghai, China) according to the manufacturer’s protocols and
the methods described previously [28].
2.6. Determination of the Intracellular ROS
The intracellular ROS levels were determined by using a ROS Assay Kit (Beyotime, Shanghai, China)
following the protocols and the methods described previously [29]. Target cells were treated under
different conditions and incubated with 2’,7’-Dichlorodihydrofluorescein diacetate (DCFH-DA) for thirty
minutes at 37 ◦ C. Then cells were harvested for flow cytometery (BD, USA) analysis [30,31].
2.7. Data Process and Statistical Analysis
All the data obtained from at least three independent experiments were processed using GraphPad
Prism 5 software (San Diego, CA, USA) and presented as the mean ± standard deviation (SD).
One-way analysis of variance (ANOVA) was used for all data analyses. A p value of < 0.05 was
considered statistically significant.
3. Results
3.1. The Killing Effects of Koumine upon Hepatocellular Carcinoma Cells
Firstly, we treated HCC cells with 0 µg/mL, 100 µg/mL, 200 µg/mL, 400 µg/mL, and 800 µg/mL
koumine and examined the specific cellular functions. As revealed by the MTT assays, the cell viability
of HCC cells were significantly inhibited by koumine dose-dependently (Figure 1A). Meanwhile, it was
demonstrated by flow cytometry that the apoptosis was enhanced by koumine dose-dependently
(Figure 1B). Consistently, apoptosis-associated factor protein levels, including cleaved-Caspase3 and
Bax, were significantly increased, while Caspase3 and Bcl2 protein levels were decreased by koumine
dose-dependently (Figure 1C). In summary, koumine might affect the proliferation and apoptosis
of HCC cells dose-dependently.
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Figure 1. The killing effects of koumine on hepatocellular carcinoma (HCC) cells. HCC cells were treated
with 0, 100, 200, 400, and 800 µg/mL koumine and examined for (A) cell viability by MTT assays; (B) cell
apoptosis by flow cytometry; (C) protein levels of apoptosis-related factors, including cleaved-Caspase3,
Caspase3, Bax, and Bcl-2. * p < 0.05, ** p < 0.01.

3.2. Koumine Induced Mitochondrial Dysfunction and ROS Production in HCC Cells
It was found that, in human colorectal adenocarcinoma cells, koumine can reduce mitochondrial
membrane potential within cancer cells while increasing ROS production [3]. Thus, the effects
of koumine upon the mitochondrial function and ROS production in HCC cells were determined.
We treated HCC cells with 0 µg/mL, 400 µg/mL, and 800 µg/mL koumine and examined related indicators.
Koumine treatment significantly decreased the mitochondrial membrane potential while it increased
the ROS production dose-dependently in HCC cells (Figure 2A,B). Moreover, cytochrome C protein level
was determined within the cytoplasm and mitochondria of HCC upon 0, 400, and 800 µg/mL koumine
treatment; as shown in Figure 2C, cytochrome C protein could be remarkably upregulated within
cytoplasm while it was downregulated within mitochondria by koumine treatment dose-dependently.
In summary, koumine treatment could modulate the mitochondrial functions and ROS production
of HCC cells.
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Figure 2. Effects of koumine on mitochondrial function in HCC cells. HCC cells were treated with
0, 400, and 800 µg/mL koumine and examined for (A) the mitochondrial membrane potential (∆Ψm)
with the JC-1 mitochondrial transmembrane potential detection kit; (B) the reactive oxygen species
(ROS) production by 2’,7’-Dichlorodihydrofluorescein diacetate (DCFH-DA) assay; (C) the protein level
of cytochrome C by immunoblotting. * p < 0.05, ** p < 0.01.
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3.3. Koumine Inhibits NF-κB and ERK/p38 MAPK Signaling Pathways within HCC Cells
To further confirm the molecular mechanism, we also examined the effects of koumine upon NF-κB
and ERK/p38 MAPK signaling pathways. We treated HCC with 0 µg/mL, 400 µg/mL, and 800 µg/mL
koumine and examined p-ERK, ERK, p-p38, p38, p-p65, p65, p-IκBα, and IκBα protein levels.
Figure 3 shows that ERK, p38, p65, and IκBα phosphorylation could be remarkably decreased by 400
and 800 µg/mL koumine, and further reduced by 800 µg/mL koumine treatment.

Figure 3. Koumine inhibits NF-κB and ERK/p38 MAPK signaling pathways in HCC cells. HCC cells
were treated with 0, 400, and 800 µg/mL koumine and examined for the protein levels of p-ERK, ERK,
p-p38, p38, p-p65, p65, p-IκBα, and IκBα.

3.4. Koumine Modulated HCC Cell Apoptosis and ERK/p38 MAPK and NF-κB Signaling Activation via
Producing Excessive ROS
To further investigate the role of koumine-induced excessive ROS generation, HCC cells were
co-treated with 400 µg/mL koumine and 800 µM ROS inhibitor (NAC) and examined for the related
indicators. Koumine induced the cell viability inhibition, and ROS generation was significantly
reversed by NAC co-treatment (Figure 4A,B). Moreover, the cell apoptosis rate was also significantly
inhibited by NAC co-treatment (Figure 4C).
Next, the western blot results showed that p-ERK, p-p38, p-p6, and p-IκBα protein levels were
decreased by koumine, while partially reversed by NAC co-treatment, without affecting the total
ERK, p38, p65 and IκBα protein (Figure 5A). Koumine-increased cleaved-Caspase 3 and Bax protein
levels were also partially reduced by NAC co-treatment. In the contrast, caspase-3 and Bcl2 protein
levels were increased by NAC co-treatment (Figure 5B). These data indicate that koumine-induced
cell apoptosis and inhibition of ERK/p38 MAPK and NF-κB signaling were associated with excessive
ROS generation.
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Figure 4. Koumine affects HCC cell behaviors through producing excess ROS. HCC cells were co-treated
with 400 µg/mL koumine and 800 µM N-acetylcysteine (NAC) and examined for (A) cell viability
by MTT assay; (B) the production of ROS by DCFH-DA assay; (C) cell apoptosis by flow cytometry.
* p < 0.05 and ** p < 0.01 vs. DMSO control group, # p < 0.05 and ## p < 0.01 vs. KM group.

Figure 5. Koumine exerts its effects on HCC cells via ERK/p38 MAPK phosphorylation and NF-κB
signaling. HCC cells were co-treated with 400 µg/mL koumine and 800 µM NAC and examined
for (A) the protein levels of p-ERK, ERK, p-p38, p38, p-p65, p65, p-IκBα, and IκBα by immunoblotting;
(B) the protein levels of apoptosis-related factors, including cleaved-Caspase3, Caspase3, Bax, and Bcl-2
by immunoblotting.
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4. Discussion
We demonstrated that koumine might suppress the proliferation of HCC cells while promoting
apoptosis in HCC cells dose-dependently. Under koumine treatment, the mitochondria membrane
potential was significantly decreased, while ROS production was increased in HCC cells; in the
meantime, the phosphorylation of ERK, p38, p65, and IκBα could all be inhibited by koumine treatment
dose-dependently. More importantly, the effects of koumine upon mitochondria membrane potential,
ROS production, and the phosphorylation of ERK, p38, p65, and IκBα could be significantly reversed
by ROS inhibitor, indicating that koumine affects HCC cell fate through producing excess ROS via
ERK/p38 MAPK phosphorylation and NF-κB signaling.
The anti-tumor effects of koumine on many types of cancers have been widely reported
previously [32,33]. As for the underlying mechanism, the anti-tumor effects of koumine have been
attributed to its effects on mitochondria functions and mitochondrial production of ROS. Koumine not
only lowers colorectal cancer LoVo cell membrane potential and mitochondrial membrane potential but
also frees cytosolic calcium concentration, while it increases ROS production and LoVo cell gap junction
intercellular communication. Via the above-mentioned mechanisms, koumine induces LoVo cell
apoptosis [23,33]. In breast cancer, koumine affected the apoptotic Caspase 3/Bcl-2 cascades to induce
G2/M arrest and apoptosis in breast cancer MCF-7 cells [22]. Herein, koumine can remarkably suppress
the proliferation of HCC cells while it promotes the apoptosis of HCC by enhancing cleaved-Caspase
3 and Bax protein levels, whereas it inhibits Bcl-2 protein. Additionally, koumine treatment also
dose-dependently reduced the mitochondria membrane potential and increased the production of ROS,
indicating that the killing effects of koumine upon HCC cells could be attributed to koumine-induced
excessive production of ROS by mitochondria.
An essential feature for cancer cells is the possibility to respond to various proliferative or
inflammatory factors provided by the microenvironment, possibly through several essential signaling
pathways. For example, MAPK signaling pathways, which are involved in mediating processes of cell
growth, survival, and death, could be activated in response to various chemicals and environmental
stresses [34,35] and then induce apoptosis by phosphorylating or indirectly down-regulating
pro-survival Bcl-2 proteins under conditions of cellular stress [36,37]. Earlier publications about
HCC have often focused on activation of the ERK pathway by serum factors [38] and inhibition of ERK
phosphorylation by sorafenib, a multikinase inhibitor and one of the most widely used anti-tumor agents
for HCC treatment. Additionally, another anti-tumor agent, evodiamine (Evo), an active ingredient
isolated from the fruit of Evodia rutaecarpa Bentham, has been shown to exert its antitumor activities
via inhibiting the activation of NF-κB and MAPK [39–41]. In the present study, we also investigated
the involvement of NF-κB and MAPK signaling pathways in the anti-tumor effects of koumine on HCC.
Koumine treatment dramatically inhibited ERK, p38, p65, and IκBα phosphorylation in HCC cells.
More importantly, the inhibitory effects of koumine on the phosphorylation of these factors mentioned
above could be significantly reversed by the application of ROS inhibitor, indicating that koumine exerts
its effects on HCC cells through NF-κB and ERK/p38 MAPK pathways ROS-dependently (Figure 6).
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Figure 6. A schematic diagram of the proposed mechanisms of koumine induced apoptosis in HCC
cells. The → indicates release, activation or induction.

5. Conclusions
In conclusion, koumine was shown to inhibit the proliferation and promote the apoptosis
in HCC cells; NF-κB and ERK/p38 MAPK pathways were shown to contribute to koumine functions
in a ROS-dependent manner.
Author Contributions: Conceptualization: Z.Y., J.W. and Z.S.; methodology: J.Y.; software: X.C.; validation:
R.L.; formal analysis: Z.L.; investigation: J.Y.; resources: X.C.; data curation: J.W. and Z.S.; Writing—Original
draft preparation: Z.Y. and Z.L.; Writing—Review and editing: Z.Y., J.W. and Z.S.; visualization: J.Y. and X.C.;
supervision: J.W. and Z.S.; project administration: J.W. and Z.S.; funding acquisition: Z.Y., J.W. and Z.S.
Funding: This research was funded by the National Natural Science Foundation of China (grant number: 31802238,
31572563, and 31501484), the Natural Science Foundation of Hunan Province, China (grant number: 2019JJ50272),
the Provincial Agricultural Science and Technology Innovation Fund (grant number: 2018QN27) and the Scientific
Research Project of Hunan Provincial Education Department (grant number: 17B125 and 17C0766).
Conflicts of Interest: The authors declare no conflict of interest.

References
1.
2.
3.
4.

Janevska, D.; Chaloska-Ivanova, V.; Janevski, V. Hepatocellular Carcinoma: Risk Factors, Diagnosis
and Treatment. OAMJMS 2015, 3, 732–736. [CrossRef] [PubMed]
Bosch, F.X.; Ribes, J.; Diaz, M.; Cleries, R. Primary liver cancer: Worldwide incidence and trends.
Gastroenterology 2004, 127, S5–S16. [CrossRef] [PubMed]
Petruzziello, A. Epidemiology of Hepatitis B Virus (HBV) and Hepatitis C Virus (HCV) Related Hepatocellular
Carcinoma. Open Virol. J. 2018, 12, 26–32. [CrossRef] [PubMed]
Levi, F.; Lucchini, F.; Negri, E.; La Vecchia, C. Continuing declines in cancer mortality in the European Union.
Ann. Oncol. 2007, 18, 593–595. [CrossRef] [PubMed]

Biomolecules 2019, 9, 559

5.
6.

7.

8.
9.

10.

11.
12.

13.

14.
15.

16.

17.

18.

19.

20.

21.

22.
23.

10 of 11

La Vecchia, C.; Negri, E.; Pelucchi, C. The rise and fall in primary liver cancer mortality in Italy. Dig. Liver Dis.
2002, 34, 169–171. [CrossRef]
Montalto, G.; Cervello, M.; Giannitrapani, L.; Dantona, F.; Terranova, A.; Castagnetta, L.A. Epidemiology,
risk factors, and natural history of hepatocellular carcinoma. Ann. N. Y. Acad. Sci. 2002, 963, 13–20.
[CrossRef] [PubMed]
Marra, M.; Sordelli, I.M.; Lombardi, A.; Lamberti, M.; Tarantino, L.; Giudice, A.; Stiuso, P.; Abbruzzese, A.;
Sperlongano, R.; Accardo, M.; et al. Molecular targets and oxidative stress biomarkers in hepatocellular
carcinoma: An overview. J. Transl. Med. 2011, 9, 171. [CrossRef] [PubMed]
Storz, P. Reactive oxygen species in tumor progression. Front. Biosci. 2005, 10, 1881–1896. [CrossRef]
Piccoli, C.; Scrima, R.; Quarato, G.; D’Aprile, A.; Ripoli, M.; Lecce, L.; Boffoli, D.; Moradpour, D.; Capitanio, N.
Hepatitis C virus protein expression causes calcium-mediated mitochondrial bioenergetic dysfunction
and nitro-oxidative stress. Hepatology 2007, 46, 58–65. [CrossRef]
Jordan, R.; Wang, L.; Graczyk, T.M.; Block, T.M.; Romano, P.R. Replication of a cytopathic strain of bovine
viral diarrhea virus activates PERK and induces endoplasmic reticulum stress-mediated apoptosis of MDBK
cells. J. Virol. 2002, 76, 9588–9599. [CrossRef]
Tardif, K.D.; Mori, K.; Siddiqui, A. Hepatitis C virus subgenomic replicons induce endoplasmic reticulum
stress activating an intracellular signaling pathway. J. Virol. 2002, 76, 7453–7459. [CrossRef] [PubMed]
Waris, G.; Tardif, K.D.; Siddiqui, A. Endoplasmic reticulum (ER) stress: Hepatitis C virus induces an
ER-nucleus signal transduction pathway and activates NF-kappaB and STAT-3. Biochem. Pharmacol. 2002, 64,
1425–1430. [CrossRef]
Lee, T.H.; Tai, D.I.; Cheng, C.J.; Sun, C.S.; Lin, C.Y.; Sheu, M.J.; Lee, W.P.; Peng, C.Y.; Wang, A.H.;
Tsai, S.L. Enhanced nuclear factor-kappa B-associated Wnt-1 expression in hepatitis B- and C-related
hepatocarcinogenesis: Identification by functional proteomics. J. Biomed. Sci. 2006, 13, 27–39. [CrossRef]
[PubMed]
Marshall, C. How do small GTPase signal transduction pathways regulate cell cycle entry? Curr. Opin.
Cell Biol. 1999, 11, 732–736. [CrossRef]
Calvisi, D.F.; Pinna, F.; Pellegrino, R.; Sanna, V.; Sini, M.; Daino, L.; Simile, M.M.; De Miglio, M.R.; Frau, M.;
Tomasi, M.L.; et al. Ras-driven proliferation and apoptosis signaling during rat liver carcinogenesis is under
genetic control. Int. J. Cancer 2008, 123, 2057–2064. [CrossRef] [PubMed]
Feo, F.; De Miglio, M.R.; Simile, M.M.; Muroni, M.R.; Calvisi, D.F.; Frau, M.; Pascale, R.M. Hepatocellular
carcinoma as a complex polygenic disease. Interpretive analysis of recent developments on genetic
predisposition. Biochim. Biophys. Acta 2006, 1765, 126–147. [CrossRef] [PubMed]
Jin, G.L.; Su, Y.P.; Liu, M.; Xu, Y.; Yang, J.; Liao, K.J.; Yu, C.X. Medicinal plants of the genus Gelsemium
(Gelsemiaceae, Gentianales)—A review of their phytochemistry, pharmacology, toxicology and traditional
use. J. Ethnopharmacol. 2014, 152, 33–52. [CrossRef]
Liu, M.; Huang, H.H.; Yang, J.; Su, Y.P.; Lin, H.W.; Lin, L.Q.; Liao, W.J.; Yu, C.X. The active alkaloids
of Gelsemium elegans Benth. are potent anxiolytics. Psychopharmacology 2013, 225, 839–851. [CrossRef]
[PubMed]
Jin, G.L.; He, S.D.; Lin, S.M.; Hong, L.M.; Chen, W.Q.; Xu, Y.; Yang, J.; Li, S.P.; Yu, C.X. Koumine Attenuates
Neuroglia Activation and Inflammatory Response to Neuropathic Pain. Neural Plast. 2018, 2018, 9347696.
[CrossRef]
Shoaib, R.M.; Zhang, J.Y.; Mao, X.F.; Wang, Y.X. Gelsemine and koumine, principal active ingredients
of Gelsemium, exhibit mechanical antiallodynia via spinal glycine receptor activation-induced
allopregnanolone biosynthesis. Biochem. Pharmacol. 2019, 161, 136–148. [CrossRef]
Jin, G.L.; Yang, J.; Chen, W.Q.; Wang, J.; Qiu, H.Q.; Xu, Y.; Yu, C.X. The analgesic effect and possible
mechanisms by which koumine alters type II collagen-induced arthritis in rats. J. Nat. Med. 2019, 73, 217–225.
[CrossRef] [PubMed]
Zhang, X.; Chen, Y.; Gao, B.; Luo, D.; Wen, Y.; Ma, X. Apoptotic Effect of Koumine on Human Breast Cancer
Cells and the Mechanism Involved. Cell Biochem. Biophys. 2015, 72, 411–416. [CrossRef] [PubMed]
Chi, D.B.; Li, L.; Sun, L.S.; Ma, W.F. Koumine-induced apoptosis of human colonic adenocarcinoma cells:
The cell biological mechanism. Nan Fang Yi Ke Da Xue Xue Bao 2007, 27, 994–997. [PubMed]

Biomolecules 2019, 9, 559

24.

25.

26.
27.

28.

29.

30.

31.

32.
33.
34.
35.

36.

37.

38.
39.
40.

41.

11 of 11

Huang, R.Z.; Jin, L.; Wang, C.G.; Xu, X.J.; Du, Y.; Liao, N.; Ji, M.; Liao, Z.X.; Wang, H.S. A pentacyclic
triterpene derivative possessing polyhydroxyl ring A suppresses growth of HeLa cells by reactive oxygen
species-dependent NF-kappaB pathway. Eur. J. Pharmacol. 2018, 838, 157–169. [CrossRef] [PubMed]
Yuan, Z.; Matias, F.B.; Wu, J.; Liang, Z.; Sun, Z. Koumine Attenuates Lipopolysaccaride-Stimulated
Inflammation in RAW264.7 Macrophages, Coincidentally Associated with Inhibition of NF-kappaB, ERK and
p38 Pathways. Int. J. Mol. Sci. 2016, 17, 430. [CrossRef]
Ng, Y.W.; Say, Y.H. Palmitic acid induces neurotoxicity and gliatoxicity in SH-SY5Y human neuroblastoma
and T98G human glioblastoma cells. PeerJ 2018, 6, e4696. [CrossRef] [PubMed]
Liu, H.; Deng, H.; Zhao, Y.; Li, C.; Liang, Y. LncRNA XIST/miR-34a axis modulates the cell proliferation and
tumor growth of thyroid cancer through MET-PI3K-AKT signaling. J. Exp. Clin. Cancer Res. 2018, 37, 279.
[CrossRef]
Zheng, K.M.; Zhang, J.; Zhang, C.L.; Zhang, Y.W.; Chen, X.C. Curcumin inhibits appoptosin-induced
apoptosis via upregulating heme oxygenase-1 expression in SH-SY5Y cells. Acta Pharmacol. Sin. 2015, 36,
544–552. [CrossRef]
Zhang, X.; Wang, Y.; Han, S.; Xiang, H.; Peng, Y.; Wu, Y.; Pan, S.; Zhang, Y.; Ruan, J. RY10-4 Inhibits
the Proliferation of Human Hepatocellular Cancer HepG2 Cells by Inducing Apoptosis In Vitro and In Vivo.
PLoS ONE 2016, 11, e0151679. [CrossRef]
Ling, M.; Li, Y.; Xu, Y.; Pang, Y.; Shen, L.; Jiang, R.; Zhao, Y.; Yang, X.; Zhang, J.; Zhou, J.; et al. Regulation
of miRNA-21 by reactive oxygen species-activated ERK/NF-kappaB in arsenite-induced cell transformation.
Free Radic. Biol. Med. 2012, 52, 1508–1518. [CrossRef]
Zhu, D.; Shen, Z.; Liu, J.; Chen, J.; Liu, Y.; Hu, C.; Li, Z.; Li, Y. The ROS-mediated activation of STAT-3/VEGF
signaling is involved in the 27-hydroxycholesterol-induced angiogenesis in human breast cancer cells.
Toxicol. Lett. 2016, 264, 79–86. [CrossRef] [PubMed]
Cai, J.; Lei, L.S.; Chi, D.B. Antineoplastic effect of koumine in mice bearing H22 solid tumor. Nan Fang Yi Ke
Da Xue Xue Bao 2009, 29, 1851–1852. [PubMed]
Chi, D.B.; Lei, L.S.; Jin, H.; Pang, J.X.; Jiang, Y.P. Study of koumine-induced apoptosis of human colon
adenocarcinoma LoVo cells in vitro. Di Yi Jun Yi Da Xue Xue Bao 2003, 23, 911–913. [PubMed]
Coulthard, L.R.; White, D.E.; Jones, D.L.; McDermott, M.F.; Burchill, S.A. p38(MAPK): Stress responses from
molecular mechanisms to therapeutics. Trends Mol. Med. 2009, 15, 369–379. [CrossRef] [PubMed]
Michaelidis, B.; Hatzikamari, M.; Antoniou, V.; Anestis, A.; Lazou, A. Stress activated protein kinases, JNKs and
p38 MAPK, are differentially activated in ganglia and heart of land snail Helix lucorum (L.) during seasonal
hibernation and arousal. Comp. Biochem. Physiol. A Mol. Integr. Physiol. 2009, 153, 149–153. [CrossRef] [PubMed]
Watson, J.L.; Greenshields, A.; Hill, R.; Hilchie, A.; Lee, P.W.; Giacomantonio, C.A.; Hoskin, D.W.
Curcumin-induced apoptosis in ovarian carcinoma cells is p53-independent and involves p38
mitogen-activated protein kinase activation and downregulation of Bcl-2 and survivin expression and Akt
signaling. Mol. Carcinog. 2010, 49, 13–24. [CrossRef]
Rosini, P.; De Chiara, G.; Lucibello, M.; Garaci, E.; Cozzolino, F.; Torcia, M. NGF withdrawal induces
apoptosis in CESS B cell line through p38 MAPK activation and Bcl-2 phosphorylation. Biochem. Biophys.
Res. Commun. 2000, 278, 753–759. [CrossRef]
Llovet, J.M.; Ricci, S.; Mazzaferro, V.; Hilgard, P.; Gane, E.; Blanc, J.F.; de Oliveira, A.C.; Santoro, A.; Raoul, J.L.;
Forner, A.; et al. Sorafenib in advanced hepatocellular carcinoma. N. Engl. J. Med. 2008, 359, 378–390. [CrossRef]
Chen, T.C.; Chien, C.C.; Wu, M.S.; Chen, Y.C. Evodiamine from Evodia rutaecarpa induces apoptosis via
activation of JNK and PERK in human ovarian cancer cells. Phytomedicine 2016, 23, 68–78. [CrossRef]
Yang, J.; Wu, L.J.; Tashiro, S.; Onodera, S.; Ikejima, T. Nitric oxide activated by p38 and NF-κB facilitates
apoptosis and cell cycle arrest under oxidative stress in evodiamine-treated human melanoma A375-S2 cells.
Free Radic. Res. 2008, 42, 1–11. [CrossRef]
Wang, C.; Wang, M.W.; Tashiro, S.; Onodera, S.; Ikejima, T. Evodiamine induced human melanoma A375-S2
cell death partially through interleukin 1 mediated pathway. Biol. Pharm. Bull. 2005, 28, 984–989. [CrossRef]
[PubMed]
© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

