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Abstract 

Background:  The genus Eryngium is a member of the Apiaceae family that has shown different pharmacologi-
cal effects mainly including anti-inflammatory, analgesic, anti-cancer, hepatoprotective, and anti-oxidant. Previous 
research on the anti-cancer activity of Eryngium in some cancer cell lines has led us to explore the anti-proliferative 
activity of E. caucasicum in the B16F10 cell line.

Objective:  In this study, the antiproliferative activity of E. caucasicum on melanoma cancer cells (B16F10) and non-
cancerous cells (HFFF2) were evaluated in vitro.

Methods:  The dried plant sample of E. caucasicum was extracted by Soxhlet apparatus with n-Hexane, dichlorometh-
ane, and methanol solvents. The effects of cytotoxicity of the extracts by the MTT method on melanoma cancer cells 
(B16F10) and noncancerous cells (HFFF2) was investigated for 24 and 48 hours. Then, the cytotoxicity of different 
fractions of the strong extract against normal and cancer cells was evaluated by this method. Annexin V/PI assay was 
used to study the induction apoptosis via the fractions in cancer cells.

Findings:  According to the results of the MTT test, n-Hexane extract is the most effective extract against the B16F10 
cell line and is a candidate for fractionation with VLC. Among the fractions, 40 and 60% VLC fractions of n-Hexan 
extract inhibited the growth of B16F10 cells at 24 and 48 hours while, these fractions at IC50 concentration had no 
cytotoxic effects on normal cells. Treatment of cancer cells with effective extract caused apoptosis and necrosis and 
40 and 60% more fractions induced apoptosis in these cells.

Conclusion:  The n-Hexane extract of E. caucasicum and its 40 and 60% fractions showed the highest cytotoxic effect 
against the B16F10 cell line compared to other extracts and control groups. This inhibition was made through induc-
tion of apoptosis.
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Introduction
Cancer mainly begins with the abnormal proliferation 
of cells that can invade and metastasize to other parts 
of the body [1, 2]. Cancer mortality is on the rise and 
has become one of the leading causes of human mortal-
ity [3]. Melanoma is a malignant neoplasm of melanin-
producing cells (skin pigment) that is commonly found 
in the skin and sometimes in the mucosa and is the most 
dangerous common skin cancer [4]. Early diagnosis is 
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an optimum opportunity for treatment. Systemic chem-
otherapy (the administration of drugs that kill cells 
throughout the body) and bio-chemotherapy (chemo-
therapy in combination with substances that can improve 
the immune response, known as immune cytokines, such 
as interleukin-2 and interferon-alpha) have been known 
mainstay to treat this cancer for more than three dec-
ades [5]. Previous studies have shown that herbal medi-
cines can stop the growth and progression of tumors 
showing acceptable results without serious damage to 
healthy cells [6, 7]. Some compounds of natural origin 
such as Taxol (from Taxus brevifolia), Camptotechin 
(from Camptotheca acuminate), Vinca alkaloids (from 
Catharanthus roseus G.Don), and podophyllotoxin (from 
Podophyllum peltuturn L.) are currently used to treat 
various metastatic and non-metastatic malignancies. It 
is effectively used as an anti-cancer drug [8, 9]. Among 
the famous medicinal plants, the Eryngium genus from 
the Umbelliferae family has valuable compounds and is 
used in many cases indicating the effects, such as reduc-
tion of labor pain and placental abruption [10], treatment 
of fungal infections, hemorrhoids, and gastric ulcers 
[11, 12], lowering blood sugar [13], cytotoxic effects on 
cell lines Hep2, Hep G2, Vero, U138 MG [14], cytotoxic 
effects on melanoma cancer cells (A375), breast ade-
noma-carcinoma cells (MDA-MB231) and colon cancer 
cells (HCT116) [15], antioxidant effect [16], hepatopro-
tective [2], antipyretic, analgesic and anti-inflammatory 
effects [10, 17]. Considering the importance of medicinal 
plants to treat cancer and observe the cytotoxic effect 
of this species and other species of this genus on cancer 
cells, this species was selected to scrutinize its anti-can-
cer effect on melanoma cancer cells (B16F10).

Materials and methods
Preparation of plant samples
The shoots of ​ E. caucasicum plant was collected in June 
2018 from the Namin region, Ardabil, Iran, (38°25′46.5″N 
48°28′06.9″E). Ethical approval to collect ​ E. caucasi-
cum was obtained from the Research Ethical Commit-
tee (REC) Number: IR.TBZMED.RDC.1398.108, Tabriz 
University of Medical Sciences, Tabriz, Iran. Dr. Fatemeh 
Ebrahimi (botanists) performed the taxonomic iden-
tification, and voucher specimen TBZ-FPH-1800 was 
deposited at the herbarium of Tabriz University of Medi-
cal Sciences, Tabriz, Iran for future reference.

Preparation of extracts
The aerial parts of E. caucasicum were dried in the open 
air and then turned into a very fine powder by an elec-
tric mill. The powder obtained from this step is very light 
and has a low density. 200 g of the prepared powder was 
transferred to cartridge paper and placed in the Soxhlet 

machine. Extraction was performed using n-Hexane 
(n-Hex), dichloromethane (DCM), and methanol 
(MeOH) solvents for about 8 hours, respectively. Then, 
the obtained extract by rotary evaporator at 45 °C was 
dried under low air pressure and weighed.

Preparation of n‑hex extract fraction by VLC method
Inside the special funnel, VLC was covered with filter 
paper and filled with GF254 silica gel. By using a vacuum 
pump, we packed the silica gel and washed the column 
with a mixture of ethyl acetate and n-Hex, loading 2 g of 
the n-Hex extract in the column with 150 CC of a 10% 
ethyl acetate/ n-Hex solvent. Then, we washed the funnel 
with n-Hex using increasing percentages of ethyl acetate 
(10, 20, 40, 60, 80, and 100%), and each time, The frac-
tions were collected separately using a rotary device. The 
extracts were completely dried by a rotary evaporator at 
45 °C under low air pressure and after making sure that 
the extract is dried completely, it was dissolved in DMSO 
solvent. The amount of DMSO was less than 0.1%, which 
did not have a significant cytotoxic effect [18]. DMSO 
control was also included in the tests and cell viability 
was determined according to DMSO control [19].

Cell lines used in experiments
Cell line B16F10 as a malignant melanoma cancer cell 
derived from male mice, and HFFF2 cell line as a normal 
foreskin fibroblasts cell derived from a human newborn, 
prepared by the Pasteur Institute, Iran.

Cell cultures
The culture medium RPMI-1640 (Roswell Park Memorial 
Institute) was used as the general culture medium in this 
study. RPMI culture medium was purchased from Sigma 
Company in powder form. After adjusting the acidity, the 
culture medium was reduced to 1 l with deionized water 
and sterilized using 0.22 μm filters. 0.1 mg/mL strep-
tomycin and 100 U/mL penicillin G were added to the 
medium. The prepared medium was kept in the refrigera-
tor at 4 °C and enriched with 10% of Fetal Bovine Serum 
(FBS). All preparation steps of culture medium were per-
formed under aseptic conditions.

Evaluation of cytotoxicity of extracts by MTT method
B16F10 and HFFF2 cells were cultured separately in a 
flask, and after proper cell growth, the cells were sepa-
rated from the flask. 200 μl of cell suspension was taken 
into each of the 96-well plate containing 15× 1000 cells/
well. The cells were incubated for 24 hours at 37 °C, 5% 
CO2 and 95% humidity. In the next step, the cells were 
treated in triplicate with n-Hex, DCM, and MeOH 
extracts of E. caucasicum at zero concentrations (con-
taining only DMSO), 1, 15, 30, 50, and 80 μg/ml. The 
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test was carried out in two series, in the first series, the 
plates were incubated for 24 hours and the incubation 
of plates was taken for 48 hours in the second series. 
After the treatment period, the plates were removed 
from the incubator. Then, the morphology of the cells 
was examined for several minutes through the inverted 
light microscope. Afterward, the culture medium of the 
wells was drained and the cells were washed using PBS, 
and 150 μl of the prepared MTT solution was added to 
each well. The absorption of the plates was measured by 
ELISA Plate Readers at 570 nm [20]. After determining 
the data of the first stage and the relevant statistical ana-
lyzes, stronger extracts were selected and fractionated for 
further studies. The effective extract fractions were again 
examined by MTT assay to study cytotoxicity [21]. Con-
centrations of fractions in cell treatment were zero, 1, 15, 
30, 50, 80 and 100 μg / ml at 24 and 48 hours.

Detection by flow cytometry
During apoptosis, phosphatidylserine is transported 
from the inner surface to the outer surface of the mem-
brane, with the annexin V marker attached to the extra-
cellular phosphatidylserine and the PI marker attached 
to the fragmented DNA of the dead cell nucleus, detect-
able by Flow cytometry. To start the flow cytometry test, 
the first 2 × 104 cells were distributed in each 6-cell well 
plate. After washing the cells with PBS, 150 μl of trypsin 
was added and diluted with 50 μl of PBS. The cell density 
was 2–5 × 104 cells per milliliter per microtube. 5 μl of 
Annexin V and 5 μl of Propidium Iodide were added to 
each microtube except for unstained control. They were 
located in a dark place at room temperature for 15 min-
utes. After the incubation time, the microtubes were 
centrifuged and after draining the supernatant, 100 μl of 
the diluted Annexin V buffer was added and the adsorp-
tion was read by Flow cytometry. For each cell line, two 
volts are related to uncolored control, and two volts are 
related to colored control, all 4 volumes do not contain 
active plant material. Plant samples were treated at IC50 
concentrations and after 24 hours of incubation, Flow 
cytometry was performed by the discussed method [22, 
23]. Non-color control was used to remove any back-
ground adsorption and color control was used to prevent 

the involvement of apoptosis or normal cell necrosis in 
the results of the samples.

GC/MS analysis
1 μL of the n-Hex extract and its fractions were injected 
into the apparatus of Shimadzu GCMS-QP5050A 
equipped with a DB-1 column (60 m × 0.25 mm; film 
thickness 0.25 μm). The initial oven temperature was 
50 °C for 3 minutes that raised to 270 °C at a rate of 4 °C/
min finally the injection temperature was set up at 240 °C 
according to the described method by [24, 25].

Statistical analysis
The results of UV absorption at 570 nm from the Plate 
reader with two replications were entered into Graph-
Pad Prism6 Demo 8 software. The software automatically 
determined the mean ± SD, plots the graph and calcu-
lates the IC50 for each experiment. ANOVA and Tukey 
post hoc test was also used to assess the p-value.

Results
Amounts of extracts and fractions
The extracts were obtained from 200 g of aerial part pow-
der of E. caucasicum through Soxhlet method and sol-
vents of n-Hex, DCM, and MeOH are shown in Table 1. 
After cytotoxicity tests, as the n-Hex extract was stronger 
than the other two extracts, therefore the fractions were 
prepared from this extract. The results of fractionation of 
2 g of n-Hex extract by VLC method are also shown in 
Table 1.

Investigation of cytotoxic effects
Investigation of cytotoxic effects of the studied plant by MTT 
assay
One of the standard methods to assess the level of cyto-
toxicity is to determine IC50, which is the concentration 
of the drug that kills 50% of the cells. The IC50 values ​​
from the GraphPad Prism 8.0.1 software are shown in 
Table 2. According to the table, low IC50 values ​​of n-Hex 
extract in the tested cell line (B16F10) indicate high 
cytotoxicity of this extract. Therefore, hexane extract is 
a candidate for fractionation with VLC. The results of 
cytotoxicity of n-Hex extract on B16F10 cells are shown 
in Fig. 1. To evaluate the selective cytotoxicity of strong 

Table 1  Results were obtained from weighing n-Hex, DCM, and MeOH extracts and fractions from 200 g of E. caucasicum aerial 
powder

MeOH DCM n-Hex Extract

3.18 2.12 3.68 Weight of plant extract (g/100 g of extract)

100% 80% 60% 40% 20% 10% Fractions

6.7 10.35 12.05 13.01 5.5 1.1 Weight of n-Hexane extract fractions 
(g/100 g of extract)
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extracts and their fractions, the HFFF2 cell line, MTT 
test was performed on the mentioned cell line, which its 
results are shown in Table 3.

Significant comparison of the effect of different samples 
with controls and detection of major compounds
To compare the cytotoxic effects of different plant sam-
ples at 24 and 48 hours, Two Way ANOVA and TUKEY 
post hoc test were used. In statistical tests, the signifi-
cant level was expressed as *** (p < 0.001), ** (p < 0.01), 
* (p < 0.05) ns (p > 0.05). The viability of B16F10 cells after 
treatment with 3 types of extracts and fractions of n-Hex 

extract after 24 and 48 hours of incubation is shown in 
the following diagrams. Statistical analysis of ANOVA 
and Tukey post hoc test showed that the extracts and 
their fractions were significantly different from the 
DMSO control group (Fig.  2) at both incubation times 
(24 and 48 hours). Figure  3 illustrates the viability of 
B16F10 and HFFF2 cells in the face of stronger extracts 
and fractions (n-Hex extract and 40 and 60% fractions 
of the said extract) in 24 hours. The rate of reduction of 
B16F10 cells compared to HFFF2 cells in the presence of 
both fractions was significant. However, this was not the 
case with the extract. Based on the GC/MS analysis, the 
main compounds of n-Hex extract were trimethylbicyclo 
[2.2.1] octane-2-ol (10%), tetradecane (6.3%) and hexade-
canoic acid (9.8%). In addition, the effective compounds 
in 40 and 60% fractions of n-Hex extract were detected 
as 9-octadecanoic acid (3.24%) and hexadecanoic acid-
2hydroxy- methyl ester (4.56%), respectively.

Flow cytometry test results on B16F10 cells
During apoptosis, changes occurred in the cell mem-
brane, which could be detected by a Flow cytometry test. 

Table 2  IC50 values of extracts and fractions of the most effective extract on cancer cells (B16F10) after 24 and 48 hours in μg / mL

IC50 (μg/ml)

Cell line Extracts VLC fractions of n-Hex

n-Hex DCM MeOH 10% VlC 
fraction

20% VlC 
fraction

40% VlC 
fraction

60% VlC 
fraction

80% VlC 
fraction

100% VlC 
fraction

B16F10 24 h 14.55 ± 1.3 31.22 ± 2.7 47.59 ± 6.6 31.33 ± 20.7 23.87 ± 18.4 8.25 ± 3.03 5.68 ± 0.59 45.81 ± 28.2 39.83 ± 21.6

B16F10 48 h 11.03 ± 1.65 24.77 ± 0.36 36.37 ± 5.7 48.57 ± 3.1 30.41 ± 4.1 5.71 ± 0.4 4.68 ± 0.08 33.41 ± 4.1 35.99 ± 3.8

Fig. 1  Viability of B16F10 cancer cells after exposure to incremental concentrations of different fractions of the n-Hex extract of E. caucasicum 
using MTT method after 24 and 48 hours of incubation. *p < 0.05, **p < 0.01, and ***p < 0.001 indicate comparison treated groups with non-treated 
(Control) group

Table 3  IC50 values of extracts and strong fractions on normal 
cells (HFFF2) after 24 hours in μg / mL

IC50 (μg/ml)

Cell line n-Hex extract 40% VlC fraction of 
n-Hex extract

60% VlC fraction of 
n-Hex extract

HFFF2 55.39 ± 0.28 19.79 ± 3.45 16.02 ± 5.2
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In the early stages of apoptosis, phosphatidylserine was 
transferred from the cytosolic side to the outside of the 
membrane, binding to annexin V in this test. The end of 
apoptosis and necrosis of the PI marker was also attached 
to the fragmented DNA of the nucleus of dead cells. 
Thus, the percentage of annexin V positive indicated the 
extent of cell progression to apoptosis. In this test, potent 
extract (n-Hex) and potent fractions (40 and 60% n-Hex 
extract) of E. caucasicum were incubated with B16F10 
cancer cells for 24 hours at IC50 concentration. The his-
togram of apoptosis induction and the graph of apoptotic 
and necrotic cells are presented in Figs. 4 and  5.

Discussion
According to the World Health Organization, 9.6 million 
deaths in 2018 worldwide were due to various types of 
cancer, and it is predicted that the number of these deaths 
will reach more than 11 million people per year in 2030 
(https://​www.​who.​int/​en/​news-​room/​fact-​sheets/​detail/​
cancer). Malignant melanoma is the most dangerous 
common skin cancer. The prevalence of malignant mela-
noma is significantly increased in areas such as Canada 
and Australia that are exposed to strong sunlight [5, 26]. 
Melanoma B16F10 cells are highly metastatic. Cell inva-
sion, migration, and adhesion behaviors are important 
features of cancer metastasis. Many studies have shown 
that inhibition of these stages leads to the prevention of 
metastasis and are the development goals of anti-cancer 
agents. The data showed that active n-Hex extracts such 
as macluraxanthone and gerontoxanthone-I significantly 
inhibit both B16F10 cell invasion and regeneration of 
matrix/fibronectin regenerated membranes in the tran-
swell chamber in a dose-dependent manner [27].

Treatments such as surgery, chemotherapy, and radi-
otherapy are usually the first clinical options for most 
cancer patients, but these treatments are not remedial 
in many patients and have limitations including treat-
ment costs, inefficiencies in advanced tumors, and side 
effects. They are abundant in the treatment of patients 
[28]. Considering the side effects of chemotherapy 
drugs, many studies have been done to reduce these 
side effects. Many synthesized anticancer drugs, includ-
ing taxanes, vinca alkaloids, podophyllotoxins, and 
comptotsins, are derived from plant compounds and 
are used to treat various metastatic and non-metastatic 
cancers [29]. Studies have shown that plant compounds 
play an important role in cancer prevention and 

Fig. 2  Statistical comparison of B16F10 cell viability due to exposure 
to three types of n-Hex, MeOH, and DCM extracts after 24 and 
48 hours of incubation compared with DMSO control group. *p < 0.05, 
**p < 0.01, and ***p < 0.001 indicate comparison treated groups with 
non-treated (Control) group

Fig. 3  Viability of B16F10 cancer cells due to exposure to potent extract (n-Hex) and its fractions of E. caucasicum compared to normal HFFF2 cells 
− 2 in 24 hours. *p < 0.05, **p < 0.01, and ***p < 0.001 indicate comparison treated groups with control group

https://www.who.int/en/news-room/fact-sheets/detail/cancer
https://www.who.int/en/news-room/fact-sheets/detail/cancer
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treatment. These compounds act by different mecha-
nisms, but the induction of apoptosis is a common 
point of many of these compounds [30]. In the present 
study, the cytotoxic effects of E. caucasicum on cancer 
and non-cancer cells were investigated. For this pur-
pose, B16F10 cells were used as cancer cell lines and 
HFFF2 cells were used as normal cell lines. In this 
regard, after culturing, cytotoxicity and IC50 values ​​
were obtained from the treatment of these cells with 
different extracts of n-Hex, DCM, and MeOH. The 
plant was evaluated at different concentrations and 
times (24 and 48 hours). Then the n-Hex extract as the 
most effective extract was fractionalized by using the 
VLC method and the cytotoxicity effects of its fractions 
were investigated. All statistical calculations were sig-
nificant at the p-value. Thus, the mechanism of cyto-
toxicity of the extract and the effective fractions were 

Fig. 4  Flow cytometric test of effective extract and its potent fractions against B16F10 cell line and comparison of apoptotic and necrotic cells in 
B16F10 cell line

Fig. 5  Comparison of apoptosis rates in B16F10 cell line after 
24 hours
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investigated by Flow cytometry annexin V/PI kit. Sta-
tistical analysis of ANOVA and Tukey post hoc test 
showed that all three types of extracts including n-Hex, 
DCM, and MeOH, in both incubation times (24 and 
48 hours) in the B16F10 cancer cell line, were signifi-
cantly different (p  < 0.001) from the DMSO control 
group. The IC50 content of n-Hex extract of E. caucasi-
cum on B16F10 was lower than that of DCM and 
MeOH extracts. This extract is dose-dependent and 
reduces the viability of cells by increasing the concen-
tration of plant samples. The mechanism of its toxicity 
is apoptosis and necrosis. Also, the effect of cytotoxic-
ity of the drug increases over time (P = 0.0057). Since 
n-Hex extract had the highest cytotoxic effect on can-
cer cells, fractionation with VLC was performed. In 
addition, our finding showed that the fractions of 
n-Hex extract in cancer and normal cell lines at both 
incubation times (24 and 48 hours) had a significant dif-
ference (p < 0.001) with the DMSO control group with 
concentration-dependent effects, except for the 10% 
fraction. Moreover, in cell line B16F10, the viability of 
cells in the face of 60 and 40% fractions with the lowest 
IC50 values are significantly different (p  < 0.001) from 
other fractions and, as mentioned earlier, have dose-
dependent but independent of time. Flow cytometry 
test, indicated the amount of apoptosis. After perform-
ing the test on potent extract (n-Hex), it was found that 
it inhibits the growth of cancer cells through both 
apoptosis and necrosis; also, the resulting potent frac-
tions (40 and 60% fractions) act mostly through apop-
tosis. It is noteworthy that the cytotoxic compounds in 
the 60% fraction led to 64.12% of the treated cells lead-
ing to apoptosis, which has the highest rate of apoptosis 
among the studied samples. Based on the results, it can 
be concluded that the apoptosis-inducing compounds 
are probably in the n-Hex extract and a larger amount 
of them are presented in the 60% fraction. The 60% 
fraction due to the appropriate cytotoxicity, concentra-
tion dependence (p  < 0.0001), being independent of 
time and high induction percentage of apoptosis in 
cancer cells. The analysis of 40 and 60% fractions of 
n-Hex extract compounds showed that the effective 
compounds were 9-octadecanoic acid (3.24%) for 40% 
fraction and hexadecanoic acid-2hydroxy- methyl ester 
(4.56%) for 60% fraction. The separation and purifica-
tion of regarded compounds can be promising options 
for future clinical research. However, the investigation 
of chemical analyzing of other fractions and their com-
parison is highly recommended in the next phytochem-
ical field in future studies. Phytochemical studies on the 
genus Eryngium have shown that it contains primary 
phenolic compounds and terpenoids, including triter-
pene saponins as the main compound, monoterpene, 

sesquiterpene, triterpenoids, flavonoids, coumarin, 
steroids, acetylene, and other compounds [31]. In gen-
eral, compounds in the genus Eryngium such as essen-
tial oil, sterol, and saponin are responsible for anti-cell 
growth activity [32]. Hydrocynamic derivatives such as 
caffeic acid, chlorogenic acid, synaptic acid, ferulic acid, 
and para-coumaric acid, found in the genus Eryngium, 
have antioxidant properties and inhibit cancer growth 
[33, 34]. Previous research has shown that different 
species of the genus Eryngium have cytotoxic effects on 
different cell lines such as MCF-7, PANC-1, HT-29, 
PC-3, HL-60, HepG-2, and A-5749 [35, 36]. Kartal et al. 
indicated that three eryngiosides of the genus Eryn-
gium (eryngioside J, eryngioside L and saniculasapoinin 
III) had moderate cytotoxic properties against PANC-1, 
A-549, PC-3, HL-60 and MRC-5. These eryngiosides 
were more effective on A-549 and MRC-5 and signifi-
cantly inhibited the growth of PANC-1 cells. However, 
isolates of E. campestre root have shown less toxicity 
against HCT-116 and HT-29 [37]. A study found that E. 
creticum contains alkaloids, tannins, coumarins, sapo-
nins, flavonoids, and polyphenols that play a key role in 
cytotoxicity and apoptosis. Furthermore, the ethanolic 
and aqueous extracts of the leaves of this plant have the 
greatest effect on cytotoxicity on the HeLa cell line for 
48 hours [38, 39]. E. capmpestre essential oil on cell 
lines A-375, MDA-MB-231 and HCT-116 has appropri-
ate cytotoxicity, which is comparable to cisplatin chem-
otherapy [40]. There are also studies on the anti-cell 
growth effect of E. creticum on MCF-7. Aqueous and 
ethyl acetate extracts of the leaves and stems of the 
plant did not have a significant toxic effect on MCF-7, 
while methanolic extract with a lower IC50 caused cell 
toxicity [41]. The shoots and roots of E. maritimum and 
E. kotschyi induced cytotoxicity in U-138-MG, HepG2 
[14]. Ethanolic extract of E. planum fruit induced the 
most apoptosis in 24 hours in leukemia C8166 and J-45 
cancer lines by 96 and 89%, respectively [42]. It has 
been shown that the whole MeOH extract from the 
roots, flowers, and leaves of E. serbicum had selective 
anti-cell growth effects on HCT-116, SW-480, MDA-
MB-231, and normal MRC-5 cancer cells. Flow cytom-
etry results also revealed that these extracts induce 
apoptosis. Phytochemical studies demonstrated that 
chlorogenic and rosmarinic acid is the predominant 
compounds in this plant that may be responsible for 
cytotoxicity [43]. n-Hex extracts of different species of 
Eryngium have shown good cytotoxic and antioxidant 
effects in animal models, which can be due to the 
reduction of nitric oxide and TNFα [17, 44]. The effects 
of n-Hex extract of E. billardieri on the PANC-1 cell 
line induce cytotoxicity and apoptosis by increasing 
Bax gene expression and decreasing cyclin D1 gene 
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expression without affecting normal cells [45]. In terms 
of mechanisms of action, morphological changes of 
apoptotic cells such as membrane bubbles, chromatin 
density, nucleus fragmentation, apoptotic bodies, and 
loss of adhesion, as well as cell cycle arrest in the G1 
phase were observed by increasing the proportion of 
cells sub-G1. These mechanisms are detected by Hoe-
chst 33342 staining, and flow cytometry showed DNA 
damage and subsequent apoptotic cell death [27]. Sar-
codiol (SD) inhibits the expression levels of signal 
transducers and transcription protein activators 
(STAT-3) and cyclin D1, a cyclin-dependent kinase 4 
activator (Cdk4). SD treatment increases the cellular 
level of the tumor suppressor protein 53 (p53) and 
stimulates nuclear polymerase (ADP-ribose) cleavage. 
SD treatment also increases cleaved cell levels of cas-
pase-3, − 8, − 9 and stimulates the enzymatic activities 
of caspase-3, − 8, and − 9. These results, in addition to 
inhibiting cell viability show that SD prevents mela-
noma cell proliferation by stopping the cell division 
cycle in the silent phase and promotes programmed cell 
death (apoptosis) through active external and internal 
pathways [46].

Conclusion
In the present study, the main aim is the investigation of 
anti-cancer effect of E. caucasicum extracts and detection 
of major effective compounds. Therefore, the different 
extracts of plant were evaluated on B16F10 melanoma 
cancer cell line compared to untreated B16F10 cells. Our 
finding showed that the n-Hex extract of E. caucasicum 
and its 40 and 60% fractions have significant cytotoxicity 
on melanoma cancer cells compared to untreated B16F10 
cells. In next step, to detect whether these are selective on 
cancer cells or not, we prepared same tests on HFFF2 as a 
control cells. Our results confirmed that 60 and 40% frac-
tions of n-Hex extract have superior cytotoxic impact on 
cancer cells compared to control cells. It is worth men-
tioning that the mechanism of action of n-Hex extract 
is in the form of apoptosis and necrosis; however, in the 
case of these fractions, it is mainly through induction of 
apoptosis. On the other hand, these fractions have selec-
tive toxicity effects on cancer cells, and inhibition of cell 
growth is time-independent. The analysis of 40 and 60% 
fractions of n-Hex extract compounds showed that the 
effective compounds were 9-octadecanoic acid (3.24%) 
for 40% fraction and hexadecanoic acid-2hydroxy- 
methyl ester (4.56%) for 60% fraction. Therefore, 60 
and 40% fractions of n-Hex extract can be candidate for 
future studies as anti-cancer compounds by separation of 
their pure cytotoxic compounds.

Acknowledgements
We would like to thank Dr. Baradaran and Dr. Delazar for their supportive help.

Authors’ contributions
ZRP performed the experiments; PA and VT analyzed of data; HF prepared the 
manuscript; HF and VT wrote and edited the manuscript; PA and OM designed 
the experiments; PA led and supervised the project. The authors read and 
approved the final manuscript.

Funding
This work was supported by faculty of pharmacy, (grant NO: 61872), Tabriz 
University of Medical Sciences. The funders had no role in study design, data 
collection and analysis, decision to publish, or preparation of the manuscript.

Availability of data and materials
The datasets used and/or analyzed during the current study are available from 
the corresponding author on reasonable request.

Declarations

Ethics approval and consent to participate
The experiments on plant extract were compiled and approved by the 
Research Ethical Committee (REC) Number: IR.TBZMED.RDC.1398.108., Tabriz 
University of Medical Sciences, Tabriz, Iran. The experimental research and 
feld studies on plants, including the collection of plant material, comply with 
relevant institutional, national, and international guidelines and legislation.

Consent for publication
Not applicable.

Competing interests
The authors declare that they have no competing interests.

Author details
1 Molecular Medicine Research Center, Biomedicine Institute, Tabriz University 
of Medical Sciences, Tabriz, Iran. 2 Student Research Committee, Tabriz 
University of Medical Sciences, Tabriz, Iran. 3 Department of Pharmaceutical 
Biotechnology, Faculty of Pharmacy, Tabriz University of Medical Sciences, 
Tabriz, Iran. 4 Department of Pharmacognosy, Faculty of Pharmacy, Tabriz Uni-
versity of Medical Sciences, Tabriz, Iran. 5 Drug Applied research Center, Tabriz 
University of Medical Sciences, Tabriz, Iran. 

Received: 20 August 2021   Accepted: 10 May 2022

References
	1.	 Miller KD, Nogueira L, Mariotto AB, Rowland JH, Yabroff KR, Alfano CM, 

et al. Cancer treatment and survivorship statistics, 2019. CA Cancer J Clin. 
2019;69(5):363–85.

	2.	 Zarei A, Ashtiyani SC, Hamidizadeh S, Rezaei A. The study of the effects 
hydro-alcoholic extract of Eryngium billardieri on lipid profiles levels 
and liver and renal functions tests in hypercholesterolemic rats. Global J 
Pharmacol. 2015;9(1):21–7.

	3.	 Mousavi SM, Montazeri A, Mohagheghi MA, Jarrahi AM, Harirchi I, 
Najafi M, et al. Breast cancer in Iran: an epidemiological review. Breast J. 
2007;13(4):383–91.

	4.	 Payandeh Z, Yarahmadi M, Nariman-Saleh-Fam Z, Tarhriz V, Islami M, Agh-
dam AM, et al. Immune therapy of melanoma: overview of therapeutic 
vaccines. J Cell Physiol. 2019;234(9):14612–21.

	5.	 Davis LE, Shalin SC, Tackett AJ. Current state of melanoma diagnosis and 
treatment. Cancer Biol Ther. 2019;20(11):1366–79.

	6.	 Lee KH. Novel antitumor agents from higher plants. Med Res Rev. 
1999;19(6):569–96.

	7.	 Tarhriz V, Yari Khosroushahi A, Ebrahimi Ghasor L, Elyasifar B, Dilma-
ghani A. Effect of essential oils of Zingiber officinale, Cinnamomum 
verum, Trachyspermum ammi, Cuminum cyminum, and Carum carvi 
on Bacteria inducing clonal Dysbiosis in vitro. J Maz Univ Med Sci. 
2021;31(201):16–27.



Page 9 of 9Forouhandeh et al. BMC Complementary Medicine and Therapies          (2022) 22:134 	

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

	8.	 Zhang S-X, Bastow KF, Tachibana Y, Kuo S-C, Hamel E, Mauger A, et al. 
Antitumor agents. 196. Substituted 2-thienyl-1, 8-naphthyridin-4-ones: 
their synthesis, cytotoxicity, and inhibition of tubulin polymerization. J 
Med Chem. 1999;42(20):4081–7.

	9.	 Ribereau-Gayon G, Jung M, Frantz M, Anton R. Modulation of cytotoxic-
ity and enhancement of cytokine release induced by Viscum album L. 
extracts or mistletoe lectins. Anti-Cancer Drugs. 1997;8:S3–8.

	10.	 Lans C. Ethnomedicines used in Trinidad and Tobago for reproductive 
problems. J Ethnobiol Ethnomed. 2007;3(1):1–12.

	11.	 Kaval I, Behçet L, Cakilcioglu U. Ethnobotanical study on medicinal 
plants in Geçitli and its surrounding (Hakkari-Turkey). J Ethnopharmacol. 
2014;155(1):171–84.

	12.	 Mükemre M, Behçet L, Çakılcıoğlu U. Ethnobotanical study on 
medicinal plants in villages of Çatak (Van-Turkey). J Ethnopharmacol. 
2015;166:361–74.

	13.	 Jaghabir M. Hypoglycemic effects of Eryngium creticum. Arch Pharm Res. 
1991;14(4):295–7.

	14.	 Yurdakök B, Baydan E. Cytotoxic effects of Eryngium kotschyi and Eryn-
gium maritimum on Hep2, HepG2, Vero and U138 MG cell lines. Pharm 
Biol. 2013;51(12):1579–85.

	15.	 Cianfaglione K, Blomme EE, Quassinti L, Bramucci M, Lupidi G, Dall’Acqua 
S, et al. Cytotoxic essential oils from Eryngium campestre and Eryngium 
amethystinum (Apiaceae) growing in Central Italy. Chem Biodivers. 
2017;14(7):e1700096.

	16.	 Marčetić M, Petrović S, Milenković M, Niketić M. Composition, antimicro-
bial and antioxidant activity of the extracts of Eryngium palmatum Pančić 
and Vis.(Apiaceae). Open Life Sci. 2014;9(2):149–55.

	17.	 Garcia M, Saenz M, Gomez M, Fernandez M. Topical antiinflammatory 
activity of phytosterols isolated from Eryngium foetidum on chronic and 
acute inflammation models. Phytother Res. 1999;13(1):78–80.

	18.	 Hajighasemi F, Tajic S. Assessment of cytotoxicity of dimethyl sulfox-
ide in human hematopoietic tumor cell lines. Iran J Blood Cancer. 
2017;9(2):48–53.

	19.	 Hosseini K, Jasori S, Delazar A, Asgharian P, Tarhriz V. Phytochemical analy-
sis and anticancer activity of Falcaria vulgaris Bernh growing in Moghan 
plain, northwest of Iran. BMC Complement Med Ther. 2021;21(1):1–0.

	20.	 Montazersaheb S, Kazemi M, Nabat E, Nielsen PE, Hejazi MS. Downregula-
tion of TdT expression through splicing modulation by antisense peptide 
nucleic acid (PNA). Curr Pharm Biotechnol. 2019;20(2):168–78.

	21.	 Montazersaheb S, Kabiri F, Saliani N, Nourazarian A, Avci ÇB, Rahbarghazi 
R, et al. Prolonged incubation with metformin decreased angiogenic 
potential in human bone marrow mesenchymal stem cells. Biomed 
Pharmacother. 2018;108:1328–37.

	22.	 Tarhriz V, Eyvazi S, Musavi M, Abasi M, Sharifi K, Ghanbarian H, et al. Tran-
sient induction of Cdk9 in the early stage of differentiation is critical for 
myogenesis. J Cell Biochem. 2019;120(11):18854–61.

	23.	 Montazersaheb S, Avci ÇB, Bagca BG, Ay NPO, Tarhriz V, Nielsen PE, et al. 
Targeting TdT gene expression in Molt-4 cells by PNA-octaarginine conju-
gates. Int J Biol Macromol. 2020;164:4583–90.

	24.	 Asnaashari S, Afshar FH, Ebrahimi A, Moghadam SB, Delazar A. Chemical 
composition and radical scavenging activity of essential oil and metha-
nolic extract of Eremostachys azerbaijanica Rech. f. from Iran. Res Pharm 
Sci. 2016;11(2):113.

	25.	 Hallaj-Nezhadi S, Hamdipour R, Shahrvirani M, Chapeland-leclerc F, 
Ruprich-Robert G, Esnaashari S, et al. Antimicrobial activity of Bacil-
lus sp. isolated strains of wild honey. BMC Complement Med Ther. 
2022;22(1):1–12.

	26.	 Nirmala MJ, Samundeeswari A, Sankar PD. Natural plant resources in anti-
cancer therapy-a review. Res Plant Biol. 2011;1(3):01–14.

	27.	 Siripong P, Rassamee K, Piyaviriyakul S, Yahuafai J, Kanokmedhakul K. 
Anti-metastatic effects on B16F10 melanoma cells of extracts and two 
prenylated xanthones isolated from maclura amboinensis Bl. Roots. Asian 
Pac J Cancer Prev. 2012;13(7):3519–28.

	28.	 Love RR, Leventhal H, Easterling DV, Nerenz DR. Side effects and emo-
tional distress during cancer chemotherapy. Cancer. 1989;63(3):604–12.

	29.	 HemaIswarya S, Doble M. Potential synergism of natural products in the 
treatment of cancer. Phytother Res. 2006;20(4):239–49.

	30.	 Cragg GM, Newman DJ. Plants as a source of anti-cancer agents. J Eth-
nopharmacol. 2005;100(1–2):72–9.

	31.	 Kikowska M, Kowalczyk M, Stochmal A, Thiem B. Enhanced accumulation 
of triterpenoid saponins in in vitro plantlets and dedifferentiated cultures 

of Eryngium planum L.: a medicinal plant. Hortic Environ Biotechnol. 
2019;60(1):147–54.

	32.	 Kartal M, Mitaine-Offer A-C, Paululat T, Abu-Asaker M, Wagner H, Mirjolet 
J-F, et al. Triterpene saponins from Eryngium campestre. J Nat Prod. 
2006;69(7):1105–8.

	33.	 Belkaid A, Currie J-C, Desgagnés J, Annabi B. The chemopreventive prop-
erties of chlorogenic acid reveal a potential new role for the microsomal 
glucose-6-phosphate translocase in brain tumor progression. Cancer Cell 
Int. 2006;6(1):1–12.

	34.	 Ebrahimzadeh MA, Nabavi SF, Nabavi SM. Antioxidant activity of leaves 
and inflorescence of Eryngium caucasicum Trautv at flowering stage. 
Pharm Res. 2009;1(6):435.

	35.	 Paşayeva L, Köngül E, Geylan R, Karatoprak GŞ, Tugay O. Analysis of the 
cytotoxic effects of Eryngium billardieri Delar. Extracts on MCF7 Cell Line. 
Multidiscip Digit Publ Inst Proc. 2017;1(10):1055.

	36.	 Wang P, Su Z, Yuan W, Deng G, Li S. Phytochemical constituents and 
pharmacological activities of Eryngium L.(Apiaceae); 2012.

	37.	 Kartal M, Mitaine-Offer A-C, Abu-Asaker M, Miyamoto T, Calis I, Wagner 
H, et al. Two new triterpene saponins from Eryngium campestre. Chem 
Pharm Bull. 2005;53(10):1318–20.

	38.	 Farhan H, Malli F, Rammal H, Hijazi A, Bassal A, Ajouz N, Badran B. Phy-
tochemical screening and antioxidant activity of Lebanese Eryngium 
creticum L. Asian Pacific J Trop Biomed. 2012;2(3):S1217–20.

	39.	 Wink M. Secondary metabolites from plants inhibiting ABC transporters 
and reversing resistance of cancer cells and microbes to cytotoxic and 
antimicrobial agents. Front Microbiol. 2012;3:130.

	40.	 Soumia B. Eryngium campestre L.: polyphenolic and flavonoid com-
pounds; applications to health and disease. In:  Polyphenols: Mechanisms 
of Action in Human Health and Disease; 2018. p. 69–79.

	41.	 Rammal H, Farhan H, Mohsen H, Hijazi A, Kobeissy A, Daher A, et al. 
Antioxidant, cytotoxic properties and phytochemical screening of two 
Lebanese medicinal plants. Int Res J Pharm. 2013;4(5):132–6.

	42.	 Bogucka-Kocka A, Smolarz H, Kocki J. Apoptotic activities of ethanol 
extracts from some Apiaceae on human leukaemia cell lines. Fitoterapia. 
2008;79(7–8):487–97.

	43.	 Vukic MD, Vukovic NL, Djelic GT, Obradovic A, Kacaniova MM, Markovic 
S, et al. Phytochemical analysis, antioxidant, antibacterial and cytotoxic 
activity of different plant organs of Eryngium serbicum L. Ind Crop Prod. 
2018;115:88–97.

	44.	 Strzelecka M, Bzowska M, Koziel J, Szuba B, Dubiel O, Heinrich M, et al. 
Anti-inflammatory effects of extracts from some traditional Mediterra-
nean diet plants. J Physiol Pharmacol Suppl. 2005;56(1):139–56.

	45.	 Roshanravan N, Asgharian P, Dariushnejad H, Alamdari NM, Mansoori B, 
Mohammadi A, et al. Eryngium billardieri induces apoptosis via bax gene 
expression in pancreatic cancer cells. Adv Pharm Bull. 2018;8(4):667.

	46.	 Szymanski PT, Kuppast B, Ahmed SA, Khalifa S, Fahmy H. Sarcophine-
diol, a skin cancer chemopreventive agent, inhibits proliferation and 
stimulates apoptosis in mouse melanoma B16F10 cell line. Marine Drugs. 
2012;10(1):1–19.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub-
lished maps and institutional affiliations.


	Evaluation of anti-proliferative activity of Eryngium caucasicum on melanoma cancer cells
	Abstract 
	Background: 
	Objective: 
	Methods: 
	Findings: 
	Conclusion: 

	Introduction
	Materials and methods
	Preparation of plant samples
	Preparation of extracts
	Preparation of n-hex extract fraction by VLC method
	Cell lines used in experiments
	Cell cultures
	Evaluation of cytotoxicity of extracts by MTT method
	Detection by flow cytometry
	GCMS analysis
	Statistical analysis

	Results
	Amounts of extracts and fractions
	Investigation of cytotoxic effects
	Investigation of cytotoxic effects of the studied plant by MTT assay
	Significant comparison of the effect of different samples with controls and detection of major compounds
	Flow cytometry test results on B16F10 cells


	Discussion
	Conclusion
	Acknowledgements
	References


