NATURAL PRODUCT
COMMUNICATIONS

An International Journal for Communications
and Reviews Covering All Aspects
of Natural Products Research

BIODIVERSITYE
‘\\

BIOSYNTHESIS



Intended for healthcare professionals

Editorial Board

& Hide Al
Editor-in-Chief ~
Dr. Pawan K. Agrawal Natural Product, Inc

Honorary Editor

|

Professor Gerald Blunden University of Portsmouth, UK

Editors

|

Professor Vladimir I. Kalinin G.B. Elyakov Pacific Institute of Bioorganic Chemistry, Russia
Professor Phan Van Kiem Vietnam Academy of Science and Technology (VAST), Vietnam
Professor Carmen Martin-Cordero University of Seville, Spain
Professor Manfred G. Reinecke Texas Christian University, USA
Professor Sergio Rosselli Universita Degli Studi di Palermo, Italy
Professor Tadaaki Satou International University of Health and Welfare, Japan
Professor William N. Setzer University of Alabama in Huntsville, USA
Professor Ping-Jyun Sung National Museum of Marine Biology and Aquarium
Professor Yasuhiro Tezuka Hokuriku University, Japan
Professor David E. Thurston King's College London, UK

Coordinating Editor

|

Chandan Agrawal Natural Product, Inc

Advisory Editorial Board

|

Professor Giovanni Appendino Universita del Pimonte Orientale, Italy
Professor Yoshinori Asakawa Tokushima Bunri University, Japan
Professor Vassya Bankova Bulgarian Academy of Science, Bulgaria


https://journals.sagepub.com/home/npx

Professor Anna R. Bilia
Professor Maurizio Bruno
Professor Geoffrey Cordell
Professor Fatih Demirci
Professor Francesco Epifano
Professor Antonio Evidente
Professor Ana Cristina Figueiredo
Professor Mary J. Garon
Professor Cristina Gracia-Viguera
Dr. Christopher Gray

Professor Dominique Guillaume
Professor Hisahiro Hagiwara
Professor Judith Hohmann
Professor Tsukasa Iwashina
Professor Niel A. Koorbanally
Professor George A. Kraus
Professor Chiaki Kuroda
Professor M. A. Lacaille-Dubois
Professor Shoei-Sheng Lee
Professor Yoshihiro Mimaki
Professor Robert W. Owen
Professor M. Soledade C. Pedras
Professor Luc Pieters

Professor Phila Raharivelomanana
Professor Jesus M. Rodilla
Professor Stefano Serra

Dr. Bikram Singh

Professor Alexios-Leandros Skaltsounis

Professor John L. Sorensen

Professor Marina Stefova

Professor Valentin Stonik

Professor Félix Tomi

Professor Karin Valant-Vetschera

Professor Johannes van Staden

Dr. Alessandro Venditti

Assoc. Professor Yasunori Yaoita

University of Florence, Italy

University of Palermo, Italy

Natural Products Inc.

Anadolu University, Turkey

D'Annunzio University of Chieti-Pescara, Rovigo, Italy
University of Naples "Federico 11", Napoli, Italy
Universidade de Lisboa, Portugal

The University of Queensland, Australia

CEBAS-CSIC, Spain

University of New Brunswick, Canada

Université de Reims-Champagne-Ardenne, France

Niigata University, Japan

University of Szeged, Hungary

National Museum of Nature and Science, Japan

University of KwaZulu-Natal, South Africa

lowa State University, USA

Rikkyo University, Japan

Université de Bourgogne, France

National Taiwan University

Tokyo University of Pharmacy and Life Sciences (TUPL), Japan
German Cancer Research Centre, Germany

University of Saskatchewan, Canada

University of Antwerp, Belgium

Université de la Polynésie Frangaise, French Polynesia
Universidade da Beira Interior, Covilha, Portugal
C.N.R.-Istituto di Chimica del Riconoscimento Molecolare, Italy
CSIR-Institute of Himalayan Bioresource, India

University of Athens, Greece

University of Manitoba, Canada

Saints Cyril and Methodius University of Skopje, Macedonia
G.B. Elyakov Pacific Institute of Bioorganic Chemistry, Russia
Université de Corse-CNRS, France

University of Vienna, Austria

University of KwaZulu-Natal, South Africa

Universita di Roma “La Sapienza”, Roma, Italy

Tohoku Medical and Pharmaceutical University, Japan



Intended for healthcare professionals

Natural Product Communications

Table of Contents
Volume 6 Issue 3, March 2011

Article

@ Cytotoxic Bibenzyls, and Germacrane- and Pinguisane-type Sesquiterpenoids from Indonesian, Tahitian
and Japanese Liverworts

Ismiarni Komala, Takuya Ito, Fumihiro Nagashima, Yasuyuki Yagi, Yoshinori Asakawa

First Published March 1, 2011

Abstract
> Preview

@6

0 Total Synthesis of the Bicyclic Marine Sesquiterpenoid Drechslerine B

Hisahiro Hagiwara, Masakazu Fukushima, Kimihiko Kinugawa, Takuya Matsui, Takashi Hoshi, Toshio Suzuki

First Published March 1, 2011

Abstract
> Preview

@6

0 Chemosystematics of Porella (Marchantiophyta, Porellaceae)

Agnieszka Ludwiczuk, S. Rob Gradstein, Fumihiro Nagashima, Yoshinori Asakawa

First Published March 1, 2011

Abstract
> Preview

@6

0 Melidianolic Acid A and B, New Antimalarial Acyclic Diterpenes from Aphanamixis grandifolia

Adil Astulla, Yusuke Hirasawa, Abdul Rahman, Idha Kusumawati, Wiwied Ekasari, Aty Widyawaruyanti, Noor Cholies Zaini, Hiroshi
Morita

First Published March 1, 2011

Abstract
> Preview

@6


https://journals.sagepub.com/home/npx
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600301
https://journals.sagepub.com/doi/abs/10.1177/1934578X1100600301
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600301
https://journals.sagepub.com/servlet/linkout?type=rightslink&url=startPage%3D1%26pageCount%3D7%26author%3DIsmiarni%2BKomala%252C%2BTakuya%2BIto%252C%2BFumihiro%2BNagashima%252C%2Bet%2Bal%26orderBeanReset%3Dtrue%26imprint%3DSAGE%2BPublications%2BInc%26volumeNum%3D6%26issueNum%3D3%26contentID%3D10.1177%252F1934578X1100600301%26title%3DCytotoxic%2BBibenzyls%252C%2Band%2BGermacrane-%2Band%2BPinguisane-type%2BSesquiterpenoids%2Bfrom%2BIndonesian%252C%2BTahitian%2Band%2BJapanese%2BLiverworts%26numPages%3D7%26pa%3D%26oa%3Dn%26issn%3D1934-578X%26publisherName%3Dsage%26publication%3Dj901%26rpt%3Dn%26endPage%3D7%26publicationDate%3D03%252F01%252F2011
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600302
https://journals.sagepub.com/doi/abs/10.1177/1934578X1100600302
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600302
https://journals.sagepub.com/servlet/linkout?type=rightslink&url=startPage%3D1%26pageCount%3D3%26author%3DHisahiro%2BHagiwara%252C%2BMasakazu%2BFukushima%252C%2BKimihiko%2BKinugawa%252C%2Bet%2Bal%26orderBeanReset%3Dtrue%26imprint%3DSAGE%2BPublications%2BInc%26volumeNum%3D6%26issueNum%3D3%26contentID%3D10.1177%252F1934578X1100600302%26title%3DTotal%2BSynthesis%2Bof%2Bthe%2BBicyclic%2BMarine%2BSesquiterpenoid%2BDrechslerine%2BB%26numPages%3D3%26pa%3D%26oa%3Dn%26issn%3D1934-578X%26publisherName%3Dsage%26publication%3Dj901%26rpt%3Dn%26endPage%3D3%26publicationDate%3D03%252F01%252F2011
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600303
https://journals.sagepub.com/doi/abs/10.1177/1934578X1100600303
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600303
https://journals.sagepub.com/servlet/linkout?type=rightslink&url=startPage%3D1%26pageCount%3D7%26author%3DAgnieszka%2BLudwiczuk%252C%2BS.%2BRob%2BGradstein%252C%2BFumihiro%2BNagashima%252C%2Bet%2Bal%26orderBeanReset%3Dtrue%26imprint%3DSAGE%2BPublications%2BInc%26volumeNum%3D6%26issueNum%3D3%26contentID%3D10.1177%252F1934578X1100600303%26title%3DChemosystematics%2Bof%2BPorella%2B%2528Marchantiophyta%252C%2BPorellaceae%2529%26numPages%3D7%26pa%3D%26oa%3Dn%26issn%3D1934-578X%26publisherName%3Dsage%26publication%3Dj901%26rpt%3Dn%26endPage%3D7%26publicationDate%3D03%252F01%252F2011
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600304
https://journals.sagepub.com/doi/abs/10.1177/1934578X1100600304
https://journals.sagepub.com/doi/pdf/10.1177/1934578X1100600304
https://journals.sagepub.com/servlet/linkout?type=rightslink&url=startPage%3D1%26pageCount%3D4%26author%3DAdil%2BAstulla%252C%2BYusuke%2BHirasawa%252C%2BAbdul%2BRahman%252C%2Bet%2Bal%26orderBeanReset%3Dtrue%26imprint%3DSAGE%2BPublications%2BInc%26volumeNum%3D6%26issueNum%3D3%26contentID%3D10.1177%252F1934578X1100600304%26title%3DMelidianolic%2BAcid%2BA%2Band%2BB%252C%2BNew%2BAntimalarial%2BAcyclic%2BDiterpenes%2Bfrom%2BAphanamixis%2Bgrandifolia%26numPages%3D4%26pa%3D%26oa%3Dn%26issn%3D1934-578X%26publisherName%3Dsage%26publication%3Dj901%26rpt%3Dn%26endPage%3D4%26publicationDate%3D03%252F01%252F2011
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
https://journals.sagepub.com/toc/npxa/6/3
User
Highlight

User
Highlight

User
Highlight


W) Check for updates

NPC g Natural Product Communications

Melidianolic Acid A and B, New Antimalarial Acyclic

2011
Vol. 6

No. 3
323 -326
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Two new acyclic diterpenes, melidianolic acids A (1) and B (2), have been isolated from the bark of Aphanamixis grandifolia. Their
structures were elucidated on the basis of spectroscopic and chemical methods. Melidianolic acids A (1) and B (2) showed antimalarial
activity against Plasmodium falciparum 3D7 with ICsy of 6.1 and 7.3 pg/mL, respectively.

Keywords: Aphanamixis grandifolia, melidianolic acids A and B, acyclic diterpene, antimalarial activity, Plasmodium falciparum 3D7.

The Meliaceae is a flowering plant of mostly trees, and
shrub and a few herbaceous plants, native to tropical and
subtropical regions. Most species, comprising about 50
genera and 550 species, are verger, but some are deciduous
[1]. Meliaceae is of particular interest because of the
presence of abundance and structural diversity of the
highly oxygenated tetranortriterpenoids, limonoids, with a
range of biological activities such as insecticidal, insect
antifeedant,  antibacterial,  antifungal, antimalarial,
anticancer, and antiviral activities [1]. Some plants
belonging to Meliaceae have traditionally been employed
as fish or dart arrow poisons, and afforded a several toxic
components [2,3].

Aphanamixis grandifolia is a timber tree occurring in
Java, Indonesia, and produces poisonous fruits. The
peel and seeds of A. grandifolia were known to contain
sesquiterpenes [4] and limonoids [5-7], which have
inhibited the growth of the P388 cell line [7]. Our
continuing search for biogenetically interesting compounds
from A. grandifolia led to isolation of two new acyclic
diterpenes, melidianolic acids A (1) and B (2). This paper
describes the isolation and structure elucidation of 1 and 2
as well as antimalarial activity against Plasmodium
falciparum 3D7.

The bark of A. grandifolia, which were collected at Alas
Purwo, Indonesia, was extracted with MeOH, and then
partitioned between hexane, EtOAc, n-BuOH, and water.
The EtOAc extract was chromatographed over silica gel
eluted with hexane-EtOAc and then CHCl;-MeOH. The
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CHCI3-MeOH fraction was further separated by using an
ODS column and C;3 HPLC to give melidianolic acids A
(1, 22.8 mg) and B (2, 6.5 mg).

The ESIMS of melidianolic acid A (1) showed the
pseudomolecular ion peak at m/z 339 (M + H)" and
the molecular formula, C,)H3,0,4 was established by
HRESIMS (m/z 339.2524 (M + H)", A -1.1 mmu). IR
absorptions implied the presence of hydroxyl (3410 cm™)
and carbonyl (1695 cm™) functionalities. 'H and *C NMR
data were shown in Table 1. The *C NMR and HSQC
spectra revealed 20 carbon signals due to one carbonyl
carbon, three sp® quaternary carbons, three sp> methines,
one sp° quaternary carbon, one sp’ methine, six sp’
methylenes, and five methyl groups.

The gross structure of 1 was elucidated by analysis of 2D
NMR data including 'H-'H COSY, HSQC, and HMBC
spectra in Figure 1. "H-'H COSY spectrum of 1 revealed
three partial structures a (C-4 to C-6), b (C-8 to C-10), and
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Table 1: 'H and *C NMR Data for Melidianolic Acids A (1) and B (2) in CDCl; at 300 K*.

1 2
Position Oy (int.; mult.; J (Hz)) dc On [

1 170.3 177.1
2a 5.69 (1H, s) 116.0 2.14 (1H, m) 349
2b 2.31 (1H, m)

3 162.5 2.01 (1H, m) 25.1
4a 2.63 (1H, m) 33.2 1.25 (1H, m) 29.6
4b 2.73 (1H, m) 1.97 (1H, m)

5 2.19 (2H, m) 26.3 2.10 (2H, m) 25.8
6 5.12 (1H, t, 8.0) 123.6 5.09 (1H, t, 8.0) 124.5
7 1352 1352
8 2.01 (2H, m) 39.3 2.06 (2H, m) 39.3
9 2.09 (2H, m) 25.8 2.09 (2H, m) 25.8
10 5.16 (1H, t, 8.0) 124.8 5.16 (1H, t, 8.0) 124.7
11 134.6 1355
12a 2.06 (1H, m) 36.6 2.03 (1H, m) 36.9
12b 2.25 (1H, m) 2.28 (1H, m)

13a 1.41 (1H, m) 29.7 1.42 (1H, m) 29.3
13b 1.59 (1H, m) 1.61 (1H, m)

14 3.36 (1H, brd, 12.0) 78.1 3.37 (1H, brd, 12.0) 78.4
15 73.4 73.3
16 1.20 (3H, s) 26.3 1.22 (3H, s) 26.3
17 1.16 (3H, s) 23.2 1.17 (3H, s) 23.1
18 1.59 (3H, brs) 159 1.59 (3H, brs) 15.8
19 1.59 (3H, brs) 159 1.60 (3H, brs) 15.8
20 1.91 (3H, s) 253 0.97 (3H, d, 6.4) 19.5

— COSY
77N HMBC
Figure 1: Selected 2D NMR Correlations for Melidianolic Acid A (1).

¢ (C-12 to C-14). Connection of the partial structures a
and b through C-7 was unambiguously established by
HMBC correlations for H-6 and H3-19 to C-7 (8¢ 135.2)
and H;-19 to C-8 (8¢ 39.3). The partial structures b and ¢
were connected to C-11 on the basis of HMBC correlations
for H-10 and H;-18 to C-11 (d¢c 134.6) and C-12 (6¢ 36.6).
The isopropanol function was connected to C-14 on the
basis of HMBC cross-peaks for H;-17 and H;-16 to C-15
(0c 73.4) and H3-17 to C-14 (&¢ 78.1). The connectivity
between among C-2 and C-4 through C-3 were implied by
HMBC correlations for H-4 and H;-20 to C-2 (&¢ 116.0).
The presence of a conjugated carboxylic acid was
verified by a HMBC correlation for H-2 to C-1 (8¢ 170.3).
Methylation of 1 with trimethylsilyl diazomethane to
afford a methylated derivative supported the presence of a
carboxylic acid function. The geometry of the double
bonds was determined as 6F and 10E by comparison of the
'H and "°C chemical shifts with similar compounds [8-10].
Remaining geometry at C-2 was elucidated as Z by
the NOESY correlation of H3;-20/H-2. Thus, the gross
structure of melidianolic acid A was assigned to be 1.

—_— COSY
7"\ HMBC
Figure 2: Selected 2D NMR Correlations for Melidianolic Acid B (2).

Melidianolic acid B {2 [oc]zDO -12 (¢ 1.0, MeOH)} showed

the pseudomolecular ion peak at m/z 341 (M + H)" in the
ESIMS, and the molecular formula, C,H3sO4 was
established by HRESIMS [m/z 341.2511, M + H)", A -1.1
mmu]. The molecular formula of melidianolic acid B (2)
was larger than that of 1 by H, unit. IR absorptions
implied the presence of hydroxyl (3400 cm™) and carbonyl
(1710 cm™) functionalities. 'H and *C NMR chemical
shifts of 2 were analogous to those of 1 with four methyl
groups at C-16, C-17, C-18, and C-19 although signals of
trisubstituted olefin carbons (8 5.69; &¢ 116.0 and 162.5)
at C-2 and C-3 of 1 were not observed for 2 (Table 1). The
gross structure of 2 was elucidated by 2D NMR (‘H-'H
COSY, HSQC, and HMBC) data (Figure 2). The presence
of a carboxylic group was verified by a HMBC correlation
for H,-2 to C-1 (8¢ 177.1), which was also supported by
methylation of 2 according to the same procedure as in 1.
The geometry of the double bonds was determined as
6F and 10E by comparison of the chemical shifts of the
'H and *C NMR spectra of similar compounds [8-10].
Thus 2 was elucidated to be melidianolic acid B, which
was 2,3-dihydro from of 1.
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Melidianolic acids A (1) and B (2) showed in vitro
antiplasmodial activity against P. falciparum 3D7 (ICs, 6.1
and 7.3 pg/mL, respectively), whereas both of them
showed no cytotoxicity (ICso > 100 pg/mL). An acyclic
diterpene, glaucaic acid, from Knema glauca
(Myristicaceae), did not show antimalarial activity against
P. falciparum [11]. Although recently acyclic triterpenes
from Ekebergia capensis (Meliaceae) showed in vitro and
in vivo antimalarial activities [12], it is the first report on
the presence of antimalarial acyclic diterpenes from
Meliaceae.

Experimental

General Experimental Procedures: Optical rotations were
measured on a JASCO DIP-1000 automatic digital
polarimeter. UV spectra were obtained on an Ultrospec
2100 pro spectrophotometer, and IR spectra were recorded
on a JASCO FT/IR-4100 spectrophotometer. 1D and 2D
NMR spectra were recorded on a Bruker AV 400
spectrometer, and chemical shifts were referenced to the
residual chloroform-d (8y 7.26 and &c 77.0). Standard
pulse sequences were employed for the 2D NMR
experiments. 'H-'H COSY spectrum was measured with
spectral widths of both dimensions of 4800 Hz, and 32
scans with two dummy scans were accumulated into 1K
data points for each of 256 ¢, increments. For HSQC
spectra in the phase sensitive mode and HMBC spectra, a
total of 256 increments of 1K data points were collected.
For HMBC spectra with Z-axis PFG, a 50 ms delay time
was used for long-range C—H coupling. Zero-filling to 1K
for F1 and multiplication with squared cosine-bell
windows shifted in both dimensions were performed prior
to 2D Fourier transformation. High-resolution ESI MS
were obtained on a LTQ Orbitrap XL (Thermo Scientific).

Plant Material: Aphanamixis grandifolia (Meliaceae)
were collected at Alas Purwo, East Java, Indonesia in
2007. The botanical identification was made by Ms. Suri,
Purbodadi Botanical Garden, Indonesia. A voucher
specimen (no. AP070905) is deposited at the Herbarium of
Purbodadi Botanical Garden, Indonesia.

Extraction and Isolation: The bark of 4. grandifolia was
extracted with MeOH (10 L x 3). MeOH extracted (126.3
g) was partitioned between hexane, EtOAc, n-BuOH, and
water. The EtOAc soluble materials (16.7 g) were
subjected to a silica gel column (hexane/EtOAc, 1:0 —
5:5, and then CHCl;/MeOH 20:1 — 0:1). The fraction
eluted with CHCI;/MeOH (9:1) was applied to an ODS
column (10% MeOH—MeOH), in which a fraction eluted
with 80% MeOH was purified with an ODS HPLC (55%
CH;CN/0.1% TFA) to afford melidianolic acids A (1, 22.8
mg, 0.0016% yield) and B (2, 6.5 mg, 0.0004% yield).

Melidianolic Acid A (1)
colorless solid.
[0]: 18 (¢ 1.0, MeOH).

Natural Product Communications Vol. 6 (3) 2011 325

IR (neat): 3410, 2970, 1695, 1170 cm’.

'H and "*C NMR: Table 1.

ESIMS (pos.): m/z=1339 [M + H]".
HRESITOFMS: m/z [M + H] " calcd for CyH3504:
339.2535; found: 339.2524.

Melidianolic Acid B (2)

colorless solid.

[0]3:~12 (¢ 1.0, MeOH).

IR (neat): 3400, 2930, 2855, 1710 cm™.

'H and C NMR: Table 1.

ESIMS (pos.): m/z =363 [M + Na]".

HRESITOFMS: m/z [M + Na] " caled for CyH3604Na:
363.2511; found: 363.2504.

Antiplasmodial activity: Human malaria parasites were
cultured according to the method of Trager et al. [13] The
antimalarial activity of the isolated compounds was
determined by the procedure described by Budimulja et al.
[14] In brief, stock solutions of the samples were prepared
in DMSO (final DMSO concentrations of < 0.5%) and
were diluted to the required concentration with complete
medium (RPMI 1640 supplemented with 10% human
plasma, 25 mM HEPES and 25 mM NaHCO; ) until the
final concentrations of samples in culture plate wells were
10; 1; 0.1; 0.01; 0.001 pg/mL. The malarial parasite P.
falciparum 3D7 clone was propagated in a 24-well culture
plates. Growth of the parasite was monitored by making a
blood smear fixed with MeOH and stained with Geimsa
stain. The antimalarial activity of each compound was
expressed as an ICs, value, defined as the concentration of
the compound causing 50% inhibition of parasite growth
relative to an untreated control. The percentage of growth
inhibition was expressed according to following equation :
Growth inhibition % = 100- [(test parasitaemia/control
parasitemia) x 100. Chlorogine: ICs, 0.011 pM.

Cytotoxic Activity: A549 (human lung adenocarcinoma
epithelial cell line) was seeded onto 96-well microtiter
plates at 5 x 10° cells per well. Cells were preincubated
for 24 h at 37 °C in a humidified atmosphere of 5% CO,.
Different concentrations of each compound (10 pL) were
added to the cultures, and then the cells were incubated at
37 °C for 48 h. On the third day, 15 uL MTT solution (5
mg/mL) was added into each well of the cultured medium.
After further 2 hours of incubation, 100 puL of 10% SDS-
0.01 N HCI solution was added to each well and the
formazan crystals in each well were dissolved by stirring
with a pipette. The optical density measurements were
made using a micropipette reader (Benchmark Plus
microplate spectrometer, BIO-RAD) equipped with a two
wavelengths system (550 and 700 nm). In each
experiment, three replicate of wells were prepared for each
sample. The ratio of the living cells was determined based
on the difference of the absorbance between those of
samples and controls. These differences are expressed in
percentage and cytotoxic activity was indicated as an ICs
value. Taxol: ICsy 0.0014 uM.
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