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Abstract

Ceramide as a second messenger is a key regulator in apoptosis and cytotoxicity. 
Ceramide-metabolizing enzymes are ideal target in cancer chemo-preventive studies. Neutral 
sphingomyelinase (NSMase), acid ceramidase (ACDase) and glucosyl ceramide synthase 
(GCS) are the main enzymes in ceramide metabolism. Silymarin flavonolignans are potent 
apoptosis inducers and silibinin is the most active component of silymarin. This study 
evaluated the effects of silybin A, silybin B and their 3-O-gallyl derivatives (SGA and SGB) 
at different concentrations (0-200 micro molar) on ceramide metabolism enzymes in Hep 
G2 hepatocarcinoma cell line. Cell viability, caspase-3 and 9 activities, total cell ceramide 
and the activities of ACDase, NSMase and GCS were evaluated. Under silibinin derivatives 
treatments, cell viability decreased and the activities of caspase-3 and 9 increased in a dose 
dependent manner among which SGB was the most effective one (P<0.05). Total cell ceramide 
and the activity of NSMase, the enzyme which elevates ceramide level, increased by silibinin 
derivatives. Furthermore, the activities of removing ceramide enzymes (ACDase and GCS) 
decreased efficiently. The galloyl esterification increased the activity of silibinin isomers. 
Consequently, this study reveals new sibilinin effects on ceramide metabolism and potential 
strategies to enhance the antineoplastic properties of this compound.
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Introduction

Polyphenolic flavonoids are one of the most 
abundant groups of phytochemical compounds 
and are present widely in a broad range of 
fruits and vegetables (1). Flavonoids possess 
antioxidant, anticarcinogens and antiproliferative 
properties and have been utilized for the treatment 
of several diseases, particularly in cancers (2, 3). 

Silymarin as a flavonoid is a popular 
dietary supplement isolated from the seeds 
of Silybum marianum (L.) Gaertn (Family 
Asteraceae), known as milk thistle in 
worldwide. Its flavolignan derivatives are used 
as complementary and alternative treatments for 
hepatocellular carcinoma and other neoplastic 
tumors in recent decades (4, 5). Furthermore, it 
has been used in the prevention and treatment 
of viral hepatitis, cirrhosis caused by alcohol 
abuse and liver damage caused by medications 
or industrial toxins in folk and modern medicine 
(6, 7).

Apart from strong antioxidant effect, free 
radical trapping properties and preventive effect 
on lipid peroxidation, it has been known as a 
remarkable anti-cancer agent (8). Its chemo-
preventive efficacy has been demonstrated in 
pre-clinical cell culture and animal studies in 
several types of cancers including epithelial, 
bladder, colon, prostate, lung and ovary (9-12). 
Silymarin is also a potent inducer of apoptosis 
by increasing the expression of the proapoptotic 
protein such as Bax, p53 and decreasing 
antiapoptotic proteins Bcl-2 and Bcl-xl (13, 14).

Silymarin extract is mainly composed of 
four flavonolignan isomers, namely silibinin, 
isosilybin, silydianin and silychristin. Among 
these isomers, sibilinin is the most active and 
major component (about 60-70% of silymarin). 
It occurs in two diastereoisomeric flavonolignan 
forms: silybin A (SA) (2R, 3R, 10R, 11R) and 
B (2R, 3R, 10S, 11S) (SB) in 1:1 ratio (15, 16). 

Ceramide is contained in sphingolipids, 
which are important integral components of cell 
membranes. Ceramide is produced via acylation 
of free primary amine group of sphingoid bases 
and possesses important bioactive properties. 
Recent studies have focused on ceramide roles 
in cellular metabolism under stress conditions 
and in response to therapeutic agents (17). The 

biosynthesis and degradation of ceramide are 
regulated by several enzymes that their activities 
may alter ceramide contents within the cell (18).

The first stage of ceramide de novo 
biosynthesis pathway is condensation of serine 
and palmitoyl-CoA in a one-way reaction by 
serine palmitoyl transferase (SPT), which is 
targeted by many anti-neoplastic drugs such 
as daunorubicin and etoposide for cancer 
chemotherapy (19-21).

Neutral sphingomyelinase (NSMase) is an 
important enzyme in ceramide metabolism 
that cleaves sphingomyeline to ceramide and 
phosphatidyl choline by a reversible reaction. 
This enzyme occupies a considerable position on 
molecular biology through ceramide formation 
that leads to cell death raised from apoptosis 
induction (22).

Acid ceramidase (ACDase) is a lysosomal 
enzyme which splits ceramide into sphingosine 
and fatty acid. The high ACDase expression 
is not only involved in carcinogenesis, but it 
also confers resistance to radiotherapy and 
chemotherapy (23, 24). Accordingly, inhibitors 
of ACDase have been employed to enhance 
the cytotoxic effects of chemotherapy drugs in 
different tumor cell lines (25-27).

Ceramide can undergo glycosylation by 
glucosyl ceramide synthase (GCS) which 
catalyzes the first step to form glycosyl ceramide 
and subsequently glycosphingolipids (28). 
The function of this enzyme in the ceramide 
degradation represented as a resistant factor 
against the induced apoptosis by tumor necrosis 
factor (TNF) (29). 

Depending on the preventive and therapeutic 
efficacy of silibinin against cancer, suitable 
chemical modifications on its structure to 
achieve a more effective compound is valuable. 
It also has been shown that 3-O-galloyl 
substitution of flavonoids such as sibilinin may 
lead to new biological activities and improve 
the pharmacological potency (30). Furthermore, 
since the poor water solubility of silibinin 
decreases its efficiency at tumor sites, structural 
changes for increasing polarity and consequently 
hydrosolubility of the molecule could be helpful 
to potentiate its therapeutic effects (31).

Regarding the crucial role of ceramide 
and related pathways on cell viability and 
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apoptosis, studying the anti-cancer activity of 
silibinin stereoisomers in relation with the enzymes 
associated with ceramide metabolism seems to be 
necessary. In this study, we evaluated the effects of 
four silibinin derivatives silybin A (SA), silybin B 
(SB) and their 3-O-gallyl derivatives: 3-O-galloyl 
silybin A (SGA) and 3-O-galloyl silybin B (SGB) 
on cell viability, caspase assessment, total ceramide 
levels and ceramide-metabolizing enzymes in Hep 
G2 hepatocarcinoma cell line. Chemical structures 
of studied compounds are shown in Figure 1.

Experimental

Cell lines and reagents
The human hepatocarcinoma cell line Hep 

G2 was obtained from Institute Pasteur Center 
for Medical Research. The Hep G2 cells were 
maintained in Dulbecco’s modified Eagle’s 
medium (DMEM, Promega) supplemented 
with 10% of FBS (Promega) and 1% penicillin-
streptomycin antibiotics (Promega) and were 
grown at 37 °C in a humidified atmosphere with 
5% CO2. Silibinin isomers, their 3-O-galloyl 
derivatives, ceramide and other used reagents 
were bought from Sigma Chemical Co., St. 
Louis, MO, USA.

Cell cultures and preparation of lysates
The cell line was grown in RPMI-1640 

medium supplemented with L-glutamine 2 

mM, HEPESNa 25 mM, penicillin 100 U/mL, 
streptomycin 100 μg/mL and 10% phosphate-
buffered saline (FBS) at 37 °C in a humidified 
atmosphere containing 5% CO2. Hep G2 cells 
were seeded at 1 × 106 cells/mL and sub cultured 
every 2–3 days after 60–80% confluence was 
reached. To prepare the lysates cells attached 
to the culture plate were scraped off with a 
cell scraper and collected in a 1.5 mL tube by 
centrifugation. The cell pellets were rinsed with 
PBS, suspended in sterile water, and then lysed by 
sonication. For each experiment, the cells were 
treated separately with increasing concentrations 
of silibinin derivatives (0, 25, 50, 75, 100, 125, 
150, 175 and 200 μM) and incubated for 48 h.

Cell viability
To measure cell viability, the 

3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl 
tetrazolium bromide (MTT) colorimetric assay 
was performed as published (32, 33). Briefly, 
Hep G2 cells were seeded onto 96 flat bottom 
well plates (50 × 103 cells/well) and grown 
overnight. After the incubation period with 
silibinin isomers, cells were washed twice with 
phosphate-buffered saline solution and incubated 
with MTT solution at a final concentration of 
0.5 mg/mL for 3 h and then lysed in dimethyl 
sulfoxide. Optical density was measured at 540 
nm and the background absorbance measured at 
660 nm was subtracted. Each experiment was 

Figure 1. Chemical structures of silibinin stereoisomers and their 3-O-galloyl derivatives assessed in this study.
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replicated separately for three times. The results 
of cell viability are expressed as percentage of 
control, which was considered to be 100%.

Caspases activities
The activities of caspase-3 and 9 were 

measured using colorimetric substrates. Cells 
were added to a lysis buffer (100 mM HEPES 
[pH 7.5], 0.1% CHAPS, 1 mM PMSF, 10 mM 
MDTT, 1 mM EDTA) and placed on ice for 30 
min. After the cells were centrifuged at 10,000 
× g for 10 min at 4 °C, 50 μg of protein from 
the supernatants was added to each of the 
caspase substrates. The colorimetric substrates 
for caspase-3 and 9 were Ac-DEVD-pNA 
(Asp-Glu-Val-Asp-pNA) and Ac-LEHD-pNA 
(N-acetyl-Leu-Glu-His-Asp-pNA), respectively. 
After a 2 h incubation, to measure p-nitroanilide 
absorbance was determined at 405 nm (34).

Quantifying of total ceramide
Sample (3 µL of cell extract cell lysate) was 

mixed with 3 µL of an ACDase assay solution 
(0.2 M citrate–phosphate buffer, pH 4.5, 0.3 M 
NaCl, 0.2% Igepal CA-630, 10% FBS, 50 ng/
µL ACDase) and incubated at 37 °C for 1 h. 
The reaction was stopped by adding ethanol 
(1:5) and centrifuged for 5 min at 13,000 × g. 
10 µL of the supernatant was transferred into 
20 µL of 25 mM sodium borate buffer (pH 9.0) 
containing 1.25 mM sodium cyanide and 1.25 
mM NDA. The reaction mixture was incubated 
at 50 °C for 10min, diluted with ethanol (1:4), 
and centrifuged for 5 min at 13,000 × g. 5 
µL of the supernatant was applied to high-
performance liquid chromatography (HPLC) for 
analysis. The HPLC system consisted of Waters 
600 S controller, 616 pump, 474 scanning 
fluorescence detector, 717 auto sampler 
(Waters, Milford, MA) and BetaBasic-C18 (20 
cm × 4.6 mm) column with 3 µM particle size 
(Thermo Electron, Bellefonte, PA) which was 
not temperature regulated. All chromatographic 
procedures were carried out at room temperature 
using a mobile phase of 90% methanol at a flow 
rate of 1.0 mL/min. The fluorescent derivatives 
were monitored at the excitation wavelength of 
252 nm and the emission wavelength of 483 nm 
(35). To calculate the final ceramide contents 
of the samples, the levels of the endogenous 

sphingosine (reaction mixture lacking ACDase) 
were subtracted from the signal obtained in the 
presence of ACDase. Analysis was based on 
the principle that one molecule of hydrolyzed 
ceramide yields one molecule of sphingosine. 
Standard calibration curves were generated as 
described above.

ACDase activity assays
ACDase activity was measured in intact 

cells and in cell lysates by fluorogenic assays. 
For intact cell assays, cells (10,000/well) were 
seeded into 96-well plates in 10% FBS medium. 
After 24 h, medium was removed and replaced 
with 5% FBS medium containing indicated 
concentrations of silibinin derivatives (controls 
contained ethanol vehicle). Plates were placed in 
a tissue culture incubator at 37 °C, 5% CO2 for 
24 h and cell viability assays were conducted in 
parallel. Fluorogenic substrate (ethanol vehicle) 
was then added to a final concentration of 16μM 
(125 μL final well volume), and the plates 
were incubated for 3 h at 37 °C, 5% CO2. To 
complete the assays, 50 μL methanol and 100 
μL NaIO4 (2.5 mg/mL) in 0.1 M glycine buffer 
with a pH of 10.6 were added and the plates 
were incubated in a dark place for 2 h at 37 °C. 
Fluorescence was measured in the UV range 
(365 nm excitation/410–460 nm emission) using 
a GloMax® multi-detection system (Promega, 
Madison, WI). 

To measure ACDase activity in cell lysates, 
cells were harvested using trypsin/EDTA, washed 
three times in ice-cold PBS and re-suspended at 
a concentration of 1 × 106 cells/mL in 0.2 M 
sucrose. After sonication on ice (microtip, 5–10 
s), lysates were centrifuged at 20,000 × g at 4 
°C for 15 min to remove debris. Protein in the 
supernatant was measured using the BCA assay 
(Pierce Products, Thermo Scientific, Rockford, 
IL) and bovine serum albumin standard curves. 
Supernatant protein (60 μg) was added to 96-well 
plates containing the indicated compounds and 
sodium acetate–acetic acid buffer, pH 4.5 (25 
mM), and incubated for 1 h at 37 °C, in final well 
volume of 100 μL. Fluorescent substrate was 
added to a final concentration of 40 μM (125 μL 
total well volume), and the assay was incubated 
in the dark at 37 °C for 3 h. Fluorescence was 
then measured as described above (23).
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NSMase activity assays
Amplex™ Red NSMase Assay Kit (AAT 

Bioquest®, Inc. product no: 13620) was used 
to determine NSMases activity. The kit uses 
Amplite™ Red as a colorimetric probe to 
indirectly quantify the phosphocholine produced 
from the hydrolysis of sphingomyelin by 
NSMase.

Cells were washed with ice cold PBS and 
homogenized in neutral lysis buffer (20 mM 
Tris–HCl pH 7.4, 2 mM EDTA, 5 mM EGTA, 1 
mM PMSF, 1% protein cocktail inhibitor and 1 
mM sodium orthovanadate) for NSMase assays. 
Samples were kept on ice 15 min and centrifuged 
at 14,000 × g for 20 min at 4 °C. 100 µL of each 
supernatant fraction were incubated at 37 °C for 
1hour with working solution. The fluorescence 
count of produced resorophine in the previous 
step was measured with a fluorescence micro 
plate reader by using excitation at 540 nm and 
emission at 590 nm (36).

GCS activity assays
To determine GCS activities, the fluorescent 

acceptor substrate C6-4-nitrobenzo-2-oxa-1,3-
diazole (NBD)-ceramide and a normal-phase 
HPLC were used. Acceptor substrate, 50 pM of 
C6-NBD-Cer and 6.5 nM of lecithin were mixed 
in 100 µL of ethanol and then the solvent was 
evaporated. Next, 10 µL of water was added and 
the mixture was sonicated to form liposomes. 
For the GCS assay, 50 µL of reaction mixture 
contains 500 µM UDP-Glc, 1mM EDTA, 10 
µL of C6-NBD-Cer liposome and 20 µL of an 
appropriate amount of enzyme in lysis buffer. 
Addition of conduritol B epoxide (CBE) at 2.5 
mM is effective at inhibiting the glycosidase 
activity. Standard assays were carried out at 37 
°C for 1 h. The reaction was stopped by adding 
200 µL of chloroform/methanol (2:1, v/v). After 
a few seconds of vortexing, 5 µL of 500 µM 
KCl was added and then centrifuged. After the 
organic phase had dried up, lipids were dissolved 
in 200 µL of isopropyl alcohol/n-hexane/H2O 
(55:44:1) and then transferred to a glass vial 
in auto sampler. A 100 µL aliquot of sample 
was automatically loaded onto a normal-phase 
column (Intersil SIL 150A-5, 4.6 x 250 mm, 
GL Sciences, Japan) and eluted with isopropyl 
alcohol/n-hexane/H2O (55:44:1) at a flow rate 

of 2.0 mL/min. Fluorescence was determined 
using a fluorescent detector (Hitachi L-7480) set 
to excitation and emission wavelengths of 470 
and 530 nm, respectively. The fluorescent peaks 
were identified by comparing their retention 
times with those of standards (37).

	
Statistical analysis
Each experiment was replicated separately 

for three times. The collected values were 
analyzed independently, presented as mean ± SD 
and submitted to statistical evaluation.

The one-way analysis of variance 
(ANOVA) followed by Tukey’s post-hoc test 
multiple comparisons was used to indicate the 
statistical significance of differences between 
the experimental means. P value< 0.05 was 
considered significant for all analyses. The data 
were analyzed using SPSS software (version 
19.0). IC50 and EC50 values for each compound 
were determined by GraphPad Prism software 
(version 6.07).

Results

Cell viability
The effects of our different compounds on 

cell viability with MTT assay (presented in 
percentage of control) are shown in Table 1. All 
studied compounds could decrease this index, 
among which SA treatment had less inhibitory 
effect with respect to control. IC50 analysis of 
studied compounds on this parameter illustrated 
that SGA and SGB exert more cytotoxic effect in 
comparison with SA and SB (Figure 2A).

Data also indicated a decreasing pattern in 
dose dependent manner in which SA, SB, SGA 
and SGB were more effective respectively. This 
decrement was significant for all compounds at 
125 µM and higher concentrations in respect to 
control. The highest mortality rate was at 200 
µM for all compounds (below 50%) and the 
lowest level of cell viability was achieved with 
SGB treatment (approximately around 20% of 
control). Our data confirmed that gallate moiety 
intensifies the effectiveness of each silibinin 
isomer on this parameter. 

Cell apoptosis
The activity of caspase isoforms (3 and 
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Table 1. The cell viability of Hep G2 cells as percent of control after 48 h treatment with different levels of silibinin derivatives (silybin A 
(SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) determined by the MTT assay. Biological response 
of each compound evaluated solely in separate cell lysate samples. All data are shown as mean survival relative to the untreated control 
± SD; n = 3. *Significant difference at P<0.05 compared to control group according to one-way ANOVA, followed by Tukey›s post-hoc 
test.

Concentrations
(micro molar)

Cell viability (% of control)

SA SB SGA SGB

0 (Control) 100 +  11.4

25 97 +  10.0 94 +  10.3 96 + 10.5 91 + 10.0

50 95 +  10.3 89 +  10.5 84 + 9.3* 78 + 9.5*

75 89 +  11.4 81 +  10.7* 73 + 10.7* 65 + 8.6*

100 83 +  9.5 70 +  10.0* 63 + 8.9* 56 + 7.7*

125 71 +  8.3* 60 +  7.9* 52 + 8.1* 49 + 6.9*

150 63 +  7.4* 51 +  7.6* 44 + 6.0* 35 + 5.1*

175 52 +  6.0* 45 +  5.1* 38 + 5.7* 29 + 4.3*

200 47 +  5.5* 40 +  6.0* 33 + 5.1* 24 + 3.4*

Table 2. The caspase-3 activity of Hep G2 cells after 48 h treatment with various concentrations of studied compounds (silybin A 
(SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) determined by measuring optical absorbance of 
p-nitroanilide. All data are shown as mean ± SD; n = 3. *Significant difference at P<0.05 compared to control group according to one-
way ANOVA, followed by Tukey›s post-hoc test.

Concentrations
(micro molar)

Caspase-3 (ΔOD 405nm)

SA SB SGA SGB

0 (Control) 0.38 + 0.043

25 0.45 + 0.055 0.34 + 0.050 0.35 + 0.038 0.45 + 0.065

50 0.58 + 0.080 0.45 + 0.060 0.46 + 0.062 0.56 + 0.070

75 0.65 + 0.098* 0.58 + 0.076 0.58 + 0.070 0.62 + 0.081*

100 0.79 + 0.107* 0.53 + 0.065 0.67 + 0.084* 0.78 + 0.095*

125 0.91 + 0.133* 0.62 + 0.095* 0.83 + 0.114* 0.98 + 0.128*

150 0.98 + 0.148* 0.73 + 0.105* 0.97 + 0.134* 1.21 + 0.160*

175 1.12 + 0.164* 0.82 + 0.130* 1.12 + 0.147* 1.53 + 0.209*

200 1.06 + 0.152* 0.79 + 0.096* 1.26 + 0.164* 1.63 + 0.221*

Table 3. The caspase-9 activity of Hep G2 cells after 48 h treatment with various concentrations of studied compounds (silybin A 
(SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) determined by measuring optical absorbance of 
p-nitroanilide. All data are shown as mean ± SD; n = 3. *Significant difference at P<0.05 compared to control group according to one-
way ANOVA, followed by Tukey›s post-hoc test.

Concentrations
(micro molar)

Caspase-9 (ΔOD 405nm)

SA SB SGA SGB

0 (Control) 0.26 + 0.034

25 0.41 + 0.060* 0.30 + 0.048 0.23 + 0.029 0.30 + 0.048

50 0.50 + 0.089* 0.41 + 0.055* 0.40 + 0.053* 0.41 + 0.053*

75 0.61 + 0.102* 0.47 + 0.070* 0.55 + 0.070* 0.46 + 0.046*

100 0.73 + 0.110* 0.56 + 0.067* 0.86 + 0.136* 0.53+ 0.077*

125 0.84 + 0.133* 0.60 + 0.083* 0.69 + 0.103* 0.70 +0.093*

150 0.96 + 0.143* 0.67 + 0.105* 0.80 + 0.124* 0.89 + 0.108*

175 1.10 + 0.164* 0.81 + 0.126* 1.19 + 0.147* 1.18 + 0.192*

200 1.16 + 0.147* 0.89 + 0.114* 1.30 + 0.167* 1.34 + 0.207*
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9) in response to our studied compounds is 
exhibited in Tables 2 and 3. The basal level of 
casapse-3 activity was significantly higher than 
caspase-9. Both caspases were activated by 
silibinin derivatives treatment in dose dependent 
fashion and the activities increased significantly 
at 100 µM and higher levels for all compounds 
with respect to control. EC50 analysis indicated 
that SA is more potent than SB for increasing 
the activity of caspase-3 and 3-O-galloyl 
esterification of SB could increase its effect, 
but this change is not effective for SA. Studied 
isomers were not different for caspase-9 activity 
(Figure 2B and 2C).

Total cellular ceramide levels
The ceramide content levels are presented 

in Figure 3. Data revealed that cell exposure to 
silibinin isomers and gallate derivatives leads to 
an increase in this parameter. Gallate derivatives 
had stronger ability in ceramide content elevation 
in comparison with SA and/or SB. There were 
significant rises in ceramide content in SGB 
and then SGA treated cells at 50 µM and higher 
concentrations with respect to control. Maximum 
ceramide level was obtained by approximately 
3.7-fold compared to control in cells under SGB 
200 µM (the highest dose) treatment. Moreover, 
at each treatment concentration, there was no 

significant difference for ceramide content 
between SGA and SGB. Also, Data obtained 
from EC50 analysis revealed a significant 
potentiating effect for SGB in comparison with 
SA for elevating total ceramide levels (Figure 
3B).

Activity of ACDase
ACDase activity and IC50 analysis are 

demonstrated in Figure 4. SGA, SGB and 
then SB at 125 µM and higher concentrations 
markedly inhibited the enzyme activity in cell 
extract compared to control. Cell exposure to 
SA could not alter ACDase activity throughout 
the concentration range and we found only 
18% inhibition at 200 µM level of treatment. 
Furthermore, the effect of SGA was statistically 
higher than SA in the basis of IC50 analysis 
(Figure 4B).

Activity of NSMase
NSMase activity of cell extract in response 

to treated compounds is shown in Figure 5. 
Among the studied materials, SGB did not 
exert any significant change in NSMase activity 
with respect to control. However, there was 
a considerable increase in this parameter 
when the cells were treated with 125 µM and 
higher concentrations of SA, SB and SGA in 

Figure 2. (A) Log IC50 values of silibinin derivatives (silybin A (SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl 
silybin B (SGB)) for cell viability in Hep G2 cell line. All data are expressed as mean ± SD.  *Significant difference at P<0.05 in 
comparison to SGA and SGB.
(B) Log EC50 values of studied compounds on caspase-3 activity in Hep G2 cell line. All data are expressed as mean ± SD.  *Significant 
difference at P<0.05 in comparison to SB. #Significant difference at P<0.05 in comparison to SGB.
(C) Log EC50 values of studied compounds on caspase-9 activity in Hep G2 cell line. All data are expressed as mean ± SD. There was no 
statistically significant difference between the studied compounds.
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Figure 3. (A) Total cellular ceramide contents (ng/mL) in Hep G2 cells after treatment with different concentrations of silibinin derivatives 
(silybin A (SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) determined by measuring absorbance 
of fluorescence substrate (excitation/emission at 252/483 nm). Biological response of each compound evaluated solely in separate cell 
lysate samples. All data are expressed as mean ± SD; n=3. *Significant difference at P<0.05 compared to control group according to one-
way ANOVA, followed by Tukey›s post-hoc test.
(B) Log EC50 values of studied compounds for total cellular ceramide contents in Hep G2 cell line. All data are expressed as mean ± SD. 
*Significant difference at P<0.05 in comparison to SGB. 

Figure 4. (A) Acid ceramidase activity of Hep G2 cells extract treated with different concentrations of silibinin derivatives (silybin A 
(SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) determined by measurement the fluorescence (365 
nm excitation/410-460 nm emission). All data are presented as mean ± SD; n=3. *Significant difference at P<0.05 compared to control 
group according to one-way ANOVA, followed by Tukey›s post-hoc test.
(B) Log IC50 values of studied compounds for ACDase activity on Hep G2 cell line. All data are expressed as mean ± SD. *Significant 
difference at P<0.05 in comparison to SGA compound. 

comparison with control. The enzyme activity 
intensified in an increasing pattern by treatment 
with SA, SB and SGA respectively and reached to 
the greatest level at 200 µM. However, there was 
no significant difference between SA and SB at 
investigated concentrations. On the basis of EC50 
analysis, there was no statistical significance 
between studied compounds (Figure 5B).  

Activity of GCS
GCS activity was determined as described 

in Figure 6. Data did not indicate any significant 
changes with SGA treatment on GCS activity 
even at 200 µM. However, SGB, SA and SB 
caused dose dependent inhibition on this enzyme 
index. The order of inhibitory effectiveness was: 
SGB>SB>SA. SA and SB differed significantly 
at 150 µM and higher treatment concentrations. 
GCS activity reached to 18% of control after cell 
exposure to SGB 200 µM that was the lowest 
among all compounds. The IC50 statistical analysis 
also confirmed these findings (Figure 6B).



.study of silibinin on cytotoxicity and ceramide

429

Discussion
 
Silibinin as a polyphenolic flavonoid has 

been introduced as a chemothrerapeutic agent in 
many studies (38). As a new aspect, our research 
evaluates the role of two diastereoisomers of 
silibinin and their gallate derivatives on cell 
cytotoxicity, apoptosis and ceramide metabolism 
pathway.

In this study, the in-vitro application of 
silibinin derivatives had cytotoxic effects 
on Hep G2 human liver carcinoma cells with 

different intensities as tested by MTT assay. 
Data confirmed that cell viability decreased 
in a dose dependent fashion with silibinin 
derivatives in which SA, SB, SGA and SGB 
were more potent respectively. Galloyl 
esterification ordinarily could enhance the 
cytotoxic effect of silibinin stereoisomers. In 
accordance to our findings, MTT evaluation 
of silibinin on SKBR3 breast cancer cell line 
recorded by Mahmoodia et al. and Provinciali 
et al. on mammary tumors of transgenic mice. 
Their data showed significant concentration 

Figure 6. (A) The activity of glucosyl ceramide synthase (GCS) in Hep G2 cells treated with different levels of silibinin derivatives 
(silybin A (SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) by determining concentration of C6-
NBD-Glucosyl ceramide considered as GCS activity (excitation/emission at 470/530 nm). All data are shown as mean ± SD; n=3. 
*Significant difference at P<0.05 compared to control group according to one-way ANOVA, followed by Tukey›s post-hoc test.
(B) Log IC50 values of studied compounds for GCS activity on Hep G2 cell line. All data are expressed as mean ± SD. *Significant 
difference at P<0.05 in comparison to other compounds. #Significant difference at P<0.05 in comparison to SB and SA.

Figure 5. (A) The activity of neutral sphingomyelinase (NSMase) in Hep G2 cells treated with different concentrations of silibinin 
derivatives (silybin A (SA), silybin B (SB), 3-O-galloyl silybin A (SGA) and 3-O-galloyl silybin B (SGB)) by fluorescence determination 
of resorophine (excitation/emission at 540/590 nm). All data are shown as mean ± SD; n=3. *Significant difference at P<0.05 compared 
to control group according to one-way ANOVA, followed by Tukey›s post-hoc test.
(B) Log EC50 values of studied compounds for NSMase activity on Hep G2 cell line. All data are expressed as mean ± SD. There was no 
statistically significant difference between the studied compounds.
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and time dependent inhibitory effects on cell 
growth (39, 40). Furthermore, Davis-Searles et 
al. denoted that among commercial silymarin 
extracts, four compounds namely SA, SB, 
isosilybin A and isosilybin B had the most 
consistent anti-proliferative effects in different 
human carcinoma cell lines (41). 

Cytotoxic response could be mediated by 
apoptosis inducing and activation of proteolytic 
enzymes known as caspases. Caspases are 
critical components of the execution phase 
of cell death in most forms of apoptosis (42). 
On this basis, we checked two main caspases 
activities in response to our treatments. Both 
studied caspases potentiated with silibinin 
derivatives in a dose-dependent manner. based 
these results, we suggest that the reinforcing 
effect of silibinin in Hep G2 hepatocarcinoma 
cell line could be significantly enhanced 
through galloyl esterification in some situations. 
In accordance to our data, study on K562 
leukemia cells by Zhong et al. and a report on 
ovarian cancer cells by Fan et al., demonstrated 
that silymarin caused activating effect on both 
mentioned caspases and subsequently apoptosis 
(10, 43).

In recent years, the sphingolipid ceramide 
has been described as a key pathway in apoptosis 
inducing in many cell types (17, 44). This 
second messenger is also involved in cell cycle 
regulation, proliferation and differentiation (45). 
Ceramide is a ubiquitous bioactive lipid and is 
involved on conversion of cytostatic to cytotoxic 
end-point in cancerous cells (46).

Accordingly, we evaluated the effects 
of silibinin stereoisomers and their galloyl 
derivatives on total ceramide contents within 
treated cells. Regarding the result of our 
findings, all studied compounds elevated the 
total ceramide concentrations and this effect was 
enhanced by galloyl esterification. In related to 
our study, it has been confirmed that in several 
cancerous cells such as prostate cancer, pro-
apoptotic events by flavonoids were most likely 
mediated by de novo synthesis of ceramide or 
inhibition of ceramide degradation (47). As an 
experimental document, it has been observed that 
administration of exogenous ceramide analogs or 
increased level of total intracellular ceramide is 
associated with caspase-independent apoptosis 

in several types of cells (45). In addition, other 
results suggest that ceramide may act as a 
mediator of apoptosis by activating or inducing 
of caspases (48). Therefore, we concluded that 
the involvement of ceramide in the observed 
cytotoxic effects induced by silibinin derivatives.

The enzymes associated with ceramide 
metabolism should be effective and ideal target 
in the study of cancer chemo-preventive agents 
(23, 49). Because of broad spectrum effects of 
silibinin on diverse cell signaling pathways 
and considering the important role of ceramide 
on these aspects, the investigation of silibinin 
effects on ceramide metabolism may be useful 
(50). In the current study, we evaluated the 
effects of silibinin stereoisomers and their gallate 
derivatives on ceramide metabolism related 
enzymes.

ACDase is involved in ceramide degradation 
to sphingosine backbone and acetyl group. 
It occupies an important place in control of 
ceramide levels in cancer cell responses to 
different exogenous factors (24). With regard to 
this part of ceramide metabolism pathway, our 
evaluation demonstrated that SB had moderate 
inhibitory effect on ACDase although SA was 
inert. On the other hand, galloyl substitution of 
these stereoisomers significantly potentiated 
this inhibitory effect. In agreement to our result, 
another report on response of cancerous cells 
to chemotherapy confirmed that inhibition of 
ACDase could reduce cell proliferation and 
migration (26).

NSMase is another enzyme which counterparts 
to ceramide metabolism by degradation of 
sphingomyeline to ceramide. This enzyme is 
activated in response to many extracellular 
stimuli such as some chemotherapeutic agents 
(51). There is related evidence to our findings that 
indicates flavonoids could alter ceramide levels 
via acting on NSMase activity in hepatocyte 
under toxic conditions (52). We showed that the 
activity of NSMase increases with SA, SB and 
SGA.

GCS is an enzyme which catalyzes the first 
step of glycolipid biosynthesis by transferring 
of glucose to ceramide (18). The result of 
our study denoted that both SA and SB could 
reduce the activity of GCS. However, the 
galloyl esterification of SB made it a more 
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potent inhibitor but this alternation for SA 
led to creating an inert substance. It has been 
recognized that suppression of GCS in cancer 
cells, led to the amplification of cytotoxic 
response to chemotherapy (53).

Totally, we observed that SGB had the most 
accumulating effect on ceramide in comparison 
with other compounds. This effect was 
occurred through intensive inhibitory pattern 
on GCS activity and simultaneously moderate 
retarding effect on ACDase. In this study SGA 
as second ceramide accumulator exerted great 
inhibitory effect on ACDase and then on GCS 
activities. Accordingly, we hypothesized that 
GCS played more important role among the 
studied ceramide-metabolizing enzymes in 
Hep G2 cells. 

In our study, SB and SA were at third and 
fourth grades on cytotoxicity induction and 
ceramide generation. This effect could be 
attributed to a more stimulatory effect on 
NSMase and a moderate inhibition of GCS and 
ACDase by SB with respect to SA. 

Our study was the first in its kind that 
investigated silibinin, its galloyl substituted 
and its isomers on ceramide metabolism in 
Hep G2 cell line. There are several studies 
on the different biological aspects of these 
compounds. In human bladder and colon cancer 
cell lines, 7-O-galloyl silibinin demonstrated 
better growth inhibitory effects compared to 
silibinin, and other silibinin derivatives (54). 
Another report revealed that the presence 
of mono galloyl moiety of natural silybin (a 
mixture of both isomers: SA and AB) leads to 
increase in their anti-angiogenic activities (55). 
In addition, two isomers of silibinin: SA and/
or SB exhibit partially poor anti-angiogenic 
activities with regard to galloyl-esterified form 
of silibinin itself (56). 

In conclusion, silibinin isomers and galloyl 
substituted forms had cytotoxic effects in Hep 
G2 cells that were raised from ceramide up-
regulation. Galloyl substitution intensified 
effects of silibinin on total ceramide levels and 
ceramide-metabolizing enzymes, particularly 
GCS and ACDase. The increased anti-cancer 
effects shown by these galloyl derivatives may 
suggest new chemical strategies to potentiate 
the sibilinin anti-cancer features.

Vauzour D, Vafeiadou K, Rodriguez-Mateos A, 
Rendeiro C and Spencer JP. The neuroprotective 
potential of flavonoids: a multiplicity of effects. Genes 
Nutr. (2008) 3: 115-26.
Arabinda D, Naren LB and Swapan KR. Flavonoids 
activated caspases for apoptosis in human glioblastoma 
T98G and U87MG cells but not in human normal 
astrocytes. Cancer (2010) 116: 164-76.
Ramos S. Effects of dietary flavonoids on apoptotic 
pathways related to cancer chemoprevention. J. Nutr. 
Biochem. (2007) 18: 427-42.
Chhabra N, Buzarbaruah N, Singh R and Kaur J. 
Silibinin: A promising anti-neoplastic agent for the 
future? A critical reappraisal. Int. J. Nutr. Pharmacol. 
Neurol. Dis. (2013) 3: 206-18.
Féher J and Lengyel G. Silymarin in the prevention and 
treatment of liver diseases and primary liver cancer. 
Curr. Pharm. Biotechnol. (2012) 13: 210-7.
Das SK, Mukherjee S and Vasudevan DM. Medicinal 
properties of milk thistle with special reference to 
sylimarin an overview. Nat. prod. radiance (2008) 7: 
182-92.
Ramasamy K and Agarwal R. Multitargeted therapy of 
cancer by silymarin. Cancer Lett. (2008) 269:  352-62.
Deep G and Agarwal R. Antimetastatic efficacy of 
silibinin: molecular mechanisms and therapeutic 
potential against cancer. Cancer Metastasis Rev. 
(2010) 29: 447-63.
Cheung CW, Gibbons N, Johnson DW and Nicol 
DL. Silibinin--a promising new treatment for cancer. 
Anticancer Agents Med. Chem. (2010) 10: 186-95.
Fan L, Ma Y, Liu Y, Zheng D and Huang G. Silymarin 
induces cell cycle arrest and apoptosis in ovarian 
cancer cells. Eur. J. Pharmacol. (2014) 743: 79-88.
Hoh C, Boocock D, Marczylo T, Singh R and 
Berry DP. Pilot study of oral silibinin, a putative 
chemopreventive agent, in colorectal cancer patients: 
silibinin levels in plasma, colorectum, and liver and 
their pharmacodynamic consequences. Clin. Cancer 
Res. (2006) 12: 2944-50.
Flaig TW, Glode M, Gustafson D, Van Bokhoven A 
and Tao Y. A study of high-dose oral silybin-phytosome 
followed by prostatectomy in patients with localized 
prostate cancer. Prostate (2010) 70: 848-855.
Deep G, Oberlies NH, Kroll DJ and Agarwal R. 
Isosilybin B and isosilybin A, inhibit growth, induce 
G1 arrest and cause apoptosis in human prostate cancer 
LNCaP and 22Rv1 cells. Carcinogenesis (2007) 28: 

(1)

(2)

(3)

(4)

(5)

(6)

(7)

(8)

(9)

(10)

(11)

(12)

(13)

Acknowledgements

This research has been supported by 
Kharazmi University and Tehran University of 
Medical Science & health Services grant No: 
26043-30-03-93 2014/11/18.

References



 Mashhadi akbar boojar M et al. / IJPR (2016), 15 (3): 421-433

432

1533-42.
Katiyar SK, Roy AM and Baliga MS. Silymarin 
induces apoptosis primarily through a p53-dependent 
pathway involving Bcl-2/Bax, cytochrome c release, 
and caspase activation. Mol. Cancer Ther. (2005) 4: 
207-16.
Ghosh A, Ghosh T and Jain S. Silymarin-a review on the 
pharmacodynamics and bioavailability enhancement 
approaches. J. Pharm. Sci. Technol. (2010) 2: 348-55.
Novotná M, Gažák R, Biedermann D, Meo FD, Marhol 
P, Kuzma M, Bednárová L, Fuksová K, Patrick T and 
Křen V. Cis–trans Isomerization of silybins A and B. 
Beilstein J. Org. Chem. (2014) 10: 1047-63.	
Ogretmen B and Hannun YA. Biologically active 
sphingolipids in cancer pathogenesis and treatment. 
Nat. Rev. Cancer (2004) 4: 604-16.
Pettus BJ, Chalfant CE and Hann YA. Ceramide in 
apoptosis: an overview and  current perspectives. 
Biochim. Biophys. Acta (2002) 1585: 114-25.
Bose R, Verheij QM, Haimovitz-Friedman A, Scotto K, 
Fuks Z and Kolesnick R. Ceramide synthase mediates 
daunorubicin-induced apoptosis: an alternative 
mechanism for generating death signals. Cell (1995) 
82: 405-14.
Kalen A, Borchardt RA and Bell RM. Elevated 
ceramide levels in GH4C1 cells treated with retinoic 
acid. Biochim. Biophys. Acta (1992) 1125: 90-6.
Perry DK, Carton J, Shah AK, Meredith F, Uhlinger DJ 
and Hannun YA. Serine palmitoyltransferase regulates 
de novo ceramide generation during etoposide-induced 
apoptosis. J. Biol. Chem. (2000) 275: 9078-84.
Andrieu-Abadie N and Levade T. Sphingomyelin 
hydrolysis during apoptosis. Biochim. Biophys. Acta 
(2002) 1585: 126-34.
Morad SAF, Levin JC, Tan SF, Fox TE, Feith DJ and 
Cabot MC. Novel off-target effect of tamoxifen - 
Inhibition of acid ceramidase activity in cancer cells. 
Biochim. Biophys. Acta (2013) 1831: 1657-64.
Mahdy AE, Cheng JC, Li J, Elojeimy S, Meacham WD, 
Turner LS, Bai A, Gault CR, McPherson AS, Garcia 
N, Beckham TH, Saad A, Bielawska A, Bielawski J, 
Hannun YA, Keane TE, Taha MI, Hammouda HM, 
Norris JS and Liu X. Acid ceramidase up regulation 
in prostate cancer cells confers resistance to radiation: 
AC inhibition, a potential radio sensitizer. Mol. Ther. 
(2009) 17: 430-8.
Seelan RS, Qian C, Yokomizo A, Bostwick DG, 
Smith DI and Liu W. Human acid ceramidase is 
overexpressed but not mutated in prostate cancer. 
Genes Chromosomes Cancer (2000) 29: 137-46.
Bedia C, Canals D, Matabosch X, Harrak Y, Casas J, 
Llebaria A, Delgado A and Fabrias G. Cytotoxicity and 
acid ceramidase inhibitory activity of 2-substituted 
aminoethanol amides. Chem. Phys. Lipids (2008) 156: 
33-40.
Holman DH, Turner LS, El-Zawahry A, Elojeimy 
S, Liu X, Bielawski J, Szulc ZM, Norris K, Zeidan 
YH, Hannun YA, Bielawska A and Norris JS. 
Lysosomotropic acid ceramidase inhibitor induces 

apoptosis in prostate cancer cells. Cancer Chemother. 
Pharmacol. (2008) 61: 231-42.
Malisan F and Testi R. GD3 in cellular ageing and 
apoptosis. Exp. Gerontol. (2002) 37: 1273-82.
García-Ruiz C, Colell A, Marí M, Morales A, Calvo 
M, Enrich C and Fernández-Checa JC. Defective 
TNF-α–mediated hepatocellular apoptosis and liver 
damage in acidic sphingomyelinase knockout mice. J. 
Clin. Invest. (2003) 111: 197-208.
Zatloukalov M, Enache TA, Krˇen V, Ulrichov J, 
Vacek J and Oliveira-Brett AM. Effect of 3-O-galloyl 
substitution on the electrochemical oxidation of 
Quercetin and Silybin Galloyl esters at glassy carbon 
electrode. Electroanalysis (2013) 25: 1621-7.
Gohulkumar M, Gurushankar K, Rajendra PN 
and Krishnakumar N. Enhanced cytotoxicity and 
apoptosis-induced anticancer effect of silibinin-loaded 
nanoparticles in oral carcinoma (KB) cells. Mater. Sci. 
Eng. C. Mater. Biol. Appl. (2014) 41: 274-82.
Young FM, Phungtamdet W and Sanderson BJ. 
Modification of MTT assay conditions to examine 
the cytotoxic effects of amitraz on the human 
lymphoblastoid cell line, WIL2NS. Toxicol. In Vitro. 
(2005) 19: 1051-59.
Mosmann T. Rapid colorimetric assay for cellular 
growth and survival: application to proliferation and 
cytotoxicity assays. J. Immunol. Methods (1983) 65: 
55-63.
Niles AL, Moravec RA and Riss TL. Caspase activity 
assays. Methods Mol. Biol. (2008) 414: 137-50.
Xingxuan H, Arie D, Shimon G and Edward HS. 
Simultaneous quantitative analysis of ceramide and 
sphingosine in mouse blood by naphthalene-2,3-
dicarboxyaldehyde derivatization after hydrolysis 
with ceramidase. Anal. Biochem. (2005) 340: 113-22.
Xu M, Liu K, Southall N, Marugan JJ, Remaley AT 
and Zheng W. A high throughput sphingomyelinase 
assay using natural substrate. Anal. Bioanal. Chem. 
(2012) 404: 407-14.
Hayashi Y, Horibata Y, Sakaguchi K, Okino N and 
Ito M. A sensitive and reproducible assay to measure 
the activity of glucosylceramide synthase and 
lactosylceramide synthase using HPLC and fluorescent 
substrates. Anal. Biochem. Epub. (2005) 345: 181-6.
Tyagi A, Agarwal C, Harrison G, Glode LM and 
Agarwal R. Silibinin causes cell cycle arrest and 
apoptosis in human bladder transitional cell carcinoma 
cells by regulating CDKI–CDK–cyclin cascade, and 
caspase-3 and PARP cleavages. Carcinogenesis 
(2004) 25: 1711-20.
Mahmoodia N, Motameda N, Paylakhic SH and 
Mahmoodia NO. Comparing the effect of Silybin and 
Silybin advanced™ on viability and HER2 expression 
on the human breast cancer SKBR3 cell line by no 
serum starvation. Iran. J. Pharm. Res. (2015) 14: 521-
30.
Provinciali M, Papalini F, Orlando F, Pierpaoli S, 
Donnini A, Morazzoni P, Riva A and Smorlesi A. 
Effect of the silybin-phosphatidylcholine complex 

(14)

(15)

(16)

(17)

(18)

(19)

(20)

(21)

(22)

(23)

(24)

(25)

(26)

(27)

(28)

(29)

(30)

(31)

(32)

(33)

(34)

(35)

(36)

(37)

(38)

(39)

(40)



.study of silibinin on cytotoxicity and ceramide

433

(IdB 1016) on the development of mammary tumors 
in HER-2/neu transgenic mice. Cancer Res. (2007) 67: 
2022-9.
Davis-Searles PR, Nakanishi Y, Kim NC, Graf TN, 
Oberlies NH, Wani MC, Wall ME, Agarwal R and 
Kroll DJ. Milk thistle and prostate cancer: differential 
effects of pure flavonolignans from Silybum marianum 
on antiproliferative end points in human prostate 
carcinoma cells. Cancer Res. (2005) 65: 4448-57.
Hengartner MO. The biochemistry of apoptosis. 
Nature (2000) 407: 770-6.
Zhong X, Zhu Y, Lu Q, Zhang J, Ge Z and Zheng S. 
Silymarin causes caspases activation and apoptosis 
in K562 leukemia cells through inactivation of Akt 
pathway. Toxicology (2006) 227: 211-6.
Thon L, Mo¨hlig H, Mathieu S, Lange A, Bulanova E, 
Winoto-Morbach S, Schu¨tze S, Bulfone-Paus S and 
Adam D. Ceramide mediates caspase-independent 
programmed cell death. FASEB J. (2005) 19: 1919-45. 
Zhao S, Yang YN and Song JG. Ceramide induces 
caspase-dependent and –independent apoptosis in 
A-431 cells. J. Cell Physiol. (2004) 199: 47-56.
Li Y, Li S, Qin X, Hou W, Dong H, Yao L and Xiong 
L. The pleiotropic roles of sphingolipid signaling in 
autophagy. Cell Death Dis. (2014) 5: 1245.
Kim MH and Chung J. Synergistic cell death by EGCG 
and Ibuprofen in DU-145 prostate cancer cell line. 
Anti-Cancer Res. (2007) 27: 3947-56.
Kolesnick R and Fuks Z. Radiation and ceramide-
induced apoptosis. Oncogene (2003) 22: 5897-906.

Chan SYV, Hilchie AL, Brown MG, Anderson R and 
Hoskin DW. Apoptosis induced by intracellular ceramide 
accumulation in MDA-MB-435 breast carcinoma cells is 
dependent on the generation of reactive oxygen species. Exp. 
Mol. Pathol. (2007) 82: 1-11.
Li L, Zeng J, Gao Y and He D. Targeting silibinin in the 
antiproliferative pathway. Expert. Opin. Investig. Drugs 
(2010) 19: 243-55.
Marchesini N and Hannun YA. Acid and neutral 
sphingomyelinases: roles and mechanisms of regulation. 
Biochem. Cell Biol. (2004) 82: 27-44.
Babenko NA and Shakhova EG. Effects of flavonoids on 
sphingolipid turnover in the toxin-damaged liver and liver 
cells. Lipids Health Dis. (2008) 7: 1.
Bleicher RJ and Cabot MC. Glucosyl ceramide 
synthase and apoptosis. Biochim. Biophys. Acta (2002) 
1585: 172-8.
Agarwal C, Wadhwa R, Deep G, Biedermann D, 
Gažák R, Křen V and Agarwal R. Anti-cancer efficacy 
of silybin derivatives - a structure-activity relationship. 
PLoS One (2013) 8: 60074.
Agarwal R, Agarwal C, Ichikawa H, Singh RP and 
Aggarwal BB. Anticancer potential of silymarin: from 
bench to bed side. Anticancer Res. (2006) 26: 4457-98.
Gažák R, Valentová K, Fuksová K, Marhol P, Kuzma 
M, Medina MA, Oborná I, Ulrichová J and Křen V. 
Synthesis and antiangiogenic activity of new silybin 
galloyl esters. J. Med. Chem. (2011) 54: 7397-407.

(41)

(42)

(43)

(44)

(45)

(46)

(47)

(48)

(49)

(50)

(51)

(52)

(53)

(54)

(55)

(56)

This article is available online at http://www.ijpr.ir



or
 http:// ijpr.sbmu.ac.ir

Tell us if we are wrong? 
Visit http://www.ijpr.ir


