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The Cytotoxic Effect of Two Chemotypes of Essential
Oils from the Fruits of Angelica archangelica L.
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Abstract. Background: The aim of this work was to study
the constituents and cytotoxicity of the essential oils from the
fruits of Angelica archangelica growing in Iceland. Materials
and Methods: Three samples of essential oils were prepared
by steam distillation. Their composition was established with
GC/MS. The effects of the oils were examined in PANC-1
human pancreas cancer cells and Crl mouse breast cancer
cells in concentrations ranging from 10-400 ug/ml, measuring
the reduction of the tetrazolium salt 3-(4,5-dimethylthiazol-
2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulphophenyl)-2H-
tetrazolium (MTS) by mitochondrial enzymes. Results: Two
types of essential oils were found, differing mainly in the
absence or presence of -phellandrene. The EDs of the oils
ranged from 48.6 ug/ml to 108.3 ug/ml for PANC-1 and
48.0 ug/ml to 91.8 ug/ml for Crl cells. Conclusion: The
cytotoxic activity of the essential oils was independent of the
quantity of their main components.

Angelica archangelica has been long and widely used in folk
medicine, and is one of the most respected medicinal herbs
in northern countries, where it was cultivated during the
Middle Ages, and exported to other parts of Europe. The
most characteristic secondary metabolites of its fruits are
essential oils and furanocoumarins.

Monoterpene hydrocarbons are the main constituents of
the essential oils from the fruit of 4. archangelica (1, 2).
B-Phellandrene is usually considered to be the main
compound of the essential oils of A. archangelica fruit and
root (3). The essential oils of A. archangelica fruit growing
in Iceland have not been previously studied. The essential
oil of A. archangelica root of Icelandic origin has, however,
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been studied, showing that the Icelandic roots differ from
Finnish roots by their low B-phellandrene content (4).

Cytotoxicity has been reported for many essential oils
(5-8). Some monoterpenes, particularly limonene and
perillyl alcohol, have been extensively studied in connection
with cancer, and have been shown to be cytotoxic against
various tumour cell lines (9, 10). The monoterpenes have
been reported to affect the cells in various ways — for
example perillyl alcohol, as well as geraniol and farnesol,
induce apoptosis (11), but it has also been shown to cause
cytostasis (12).

In this study, we demonstrate two chemotypes of A.
archangelica L. with significantly different essential oil
composition and cytotoxicity.

Materials and Methods

Essential oils. Fruit samples A and B were collected in Reykjavik,
from separate locations. Each sample was collected from one plant.
There was no apparent morphological difference between the
plants or their fruits. Fruit sample C was collected outside
Reykjavik, and was a pooled sample from about 50 individual
plants. When collected, the fruits had typically reached their full
size, but had not yet dried. The fruits were dried at room
temperature. The essential oils were isolated by steam distillation,
by passing steam through the fruits (70 g), condensing and
collecting in a special trap. After 5 hours, the oils were separated
from the water-phase. For cytotoxicity assays, stock solutions of the
oils were made, approximately 1% in 60% aqueous ethanol, and
stored under nitrogen at room temperature in the dark.

GC/MS. Essential oils were diluted 10,000-fold in n-hexane prior
to analysis. Mass spectrometric identification was performed on
an HP 6890 GC coupled to an HP 5973 quadrupole mass selective
detector operated at 70 eV, using a scan rate of 1100 amu/s,
electron multiplier voltage of 1600 V and ion source temperature
of 250°C. The GC/MS was controlled by the program HP
ChemStation B.02.05. The fractions were analyzed on fused silica
column DB-225 30 m x 0.25 i.d. The oven temperature was
programmed from 40°C isothermal 3 min, 40-80°C, rate 5°C/min,
80-210°C, rate 10°C/min, and finally isothermal at 210°C 4.5 min,
with an injection temperature of 250°C. Helium was used as the
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Table 1. Content of essential oils and the most prominent compounds in
the fruit samples.

Fruit sample Oil content (%) most prominent compound

A 0.17 a-pinene
C 0.32 B-phellandrene
D 0.51 B-phellandrene

carrier gas (flow-rate 1 ml/min). Identification of the constituents
was based on the retention time and on computer matching
against the spectra library Wiley275. The relative quantity of
compounds was estimated by integrating the total ion content of
the individual peaks.

Cancer cells. The human pancreas cancer cell line PANC-1 and the
mouse breast cancer cell line Crl (American Type Culture
Collection, Rockville, MD, USA) were cultured in RPMI-1640
medium with 10% foetal calf serum, 50 1.U. ml-! penicillin, 50 pg
ml-! streptomycin, 0.01 M HEPES-buffer and 0.2 M L-glutamine
(all from Gibco, Paisley, UK). The cultures were incubated at 37°C
in 95% humidity and 5% CO,. The cultures were passed once a
week by trypsinization using a 1:30 dilution of standard Gibco
trypsin-EDTA solution.

Assessment of cytotoxicity. The cells were trypsinized, counted and
placed in 96-well plates at 104 cells per well. The test compound was
added at the start, having been dissolved and serially diluted in 60%
(v/v) ethanol. The ethanol concentration in each culture, including
the controls, was 3% (v/v). In each test, the highest concentration of
test sample was 300-400 pg/ml, which was then diluted three-fold at
each step, the third dilution thus being 11-15 ug/ml, depending on the
stock solution in question. Survival and proliferation of the cancer
cells was assessed 24 h later with the CellTiter 96TM AQ, ¢ ,0us NOD-
Radioactive Cell Proliferation Assay (SDS, Falkenberg, Sweden), as
described by the manufacturer. The 490-nm absorbance of formazan
was followed for 3 h after the addition of MTS/PMS (3-(4,5-
dimethylthiazol-2-yl)-5-(3-carboxymethoxyphenyl)-2-(4-sulpho-phen-
yl)-2H-tetrazolium/phenazine methosulphate). Cytotoxicity was
observed as the reduced change in absorbance in cultures containing
sample at 490 nm as compared with control cultures.

Results

Oil quantity and composition. Due to the relatively small
quantity of fruits steam-distilled, the quantity of distilled
oil could not be established with high accuracy. However,
it was clear that the oil content of the fruit sample
containing most oil was about three times higher than that
of the sample of the lowest oil content, ranging from 0.17-
0.51%, as shown in Table I. The composition of the oils
was different, falling into two categories characterized by
the presence or absence of B-phellandrene. In B and C,
B-phellandrene was the prevalent compound, whereas it
was absent in A.
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Table II. Relative amount of known compounds in oils A, B and C (%).

Rt Compound A B C
5.493 a-pinene* 41.4 28.9 14.4
7.462 B-pinene* 1.7 12 0.7
7.781 sabinene 2.1 0.3 2.4
8.274 myrcene 0 0 2.1
8.48 a-phellandrene 0 1.7 3.4
9.13 limonene 0.5 1.2 1.7
9.743 B-phellandrene 0 37.8 55.2
15.698 bicycloelemene 32 0.8 0.8
15.831 a-copaene 0.6 0.3 0.3
17.256 y-elemene 2.4 0.2 0.9
18.135 a-zingiberene 3.6 0.4 0.6
18.566 AR-curcumene 0.9 0 0.2
18.748 B-sesquiphellandrene 0.7 0 0.1
18.828 bicyclogermacrene 10.1 3.0 3.0
19.68 germacrene B 1.3 0.1 0.6
21.808 (+) spathulenol 1.6 0.3 0.7
Sum 70.2 76.1 87.1

*identification confirmed with authentic standard
Rt = retention time

The composition of the oils is shown in Table II.
Compounds that accounted for less than 0.5% in all oils,
and those that could not be identified with reasonable
certainty, were neglected.

Cytotoxicity. The cytotoxicity of the oils on the two cancer
cell lines is shown in Figures 1 and 2. The EDs values are
given in Table III.

The cell lines reacted to the oils in a similar manner. Oils
A and C had most activity on both cell lines, A being more
active on the Crl cells, whereas C had more cytotoxic effect
on the PANC-1 cells. Oil B, with a composition similar to
that of oil C, had less effect on both cell lines.

Discussion

Although each oil sample was unique, the chemotypes fell
into two major categories, depending on the presence or
absence of f-phellandrene. Preliminary studies, in which 20
plants from two locations in Reykjavik were screened for
absence of f-phellandrene, indicated that 10-30% of
A. archangelica plants in those locations are devoid of
B-phellandrene (results not shown). p-phellandrene is
usually one of the major compounds in A. archangelica
essential oils, both in the fruit as well as in the root. Sample
A was chosen for its lack of B-phellandrene. The fact that
Icelandic A. archangelica roots seem to contain much less
B-phellandrene than their Finnish counterparts (4) could
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Figure 1. The dose-dependent cytotoxic effect on Crl by the essential oil
samples A, B and C. Cytotoxicity was measured as the reduced change in
absorbance in cultures containing sample at 490 nm as compared with
control cultures. Each point represents the average from three or four
separate measurements, each done in triplicate, and the standard deviation
of the mean.

indicate that Icelandic A. archangelica is unusual in this
respect. It is worth mentioning that one study has reported
low B-phellandrene in Scandinavian A. archangelica roots
(13).

The cell lines were similar in their response to the oils.
However, there was some difference in the reaction to oils
A and C, A affecting the mouse mammary cancer cells (Crl)
most, whereas oil C had the greatest effect on the human
pancreas cancer cells (PANC-1). Oils A and C, which
differed markedly in composition, were most active, with
ECs of 47-65 ug/ml. The activity of oil B was considerably
less, although the composition was similar to C, with regards
to the predominant compounds of the oils.

If the activity were due to a single component, it would
be expected to be found in similar amounts in oils A and C,
and at about half that amount in oil B. Comparing the
chromatograms, no such component, identified or
unidentified, could be found among those present in more
than 0.5% in any oil. The alternative explanation is that
more than one compounds act together, synergistically or
cumulatively. This possibility has been discussed in the
literature, where it was pointed out that different
components have been shown to affect cells in a different
manner (6). Furthermore, one cannot exclude that the
activity pertains to a component occurring at less than 0.5%.
However, its ECsy would thus be about 0.25 pg/ml or less,
which would make it an extremely active compound.
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Figure 2. The dose-dependent cytotoxic effect on PANC-1 by the essential
oil samples A, B and C. Cytotoxicity was measured as the reduced change
in absorbance in cultures containing sample at 490 nm as compared with
control cultures. Each point represents the average from three or four
separate measurements, each done in triplicate, and the standard deviation
of the mean.

Table III. Cytotoxic activity of essential oil samples. ECs in ug/mil.

PANC-1 Crl
A 58.4 47.7
B 108.3 91.8
C 48.6.0 63.6
Conclusion

At least two highly different chemotypes of A. archangelica
exist in Iceland. The cytotoxicity of the essential oils of both
chemotypes was similar.

References

1 Newall CA, Andersen LA and Phillipson JD: Herbal Medicines.
A Guide for Health Care Professionals, London: The
Pharmaceutical Press, 1996.

2 Holm Y, Vuorela P and Hiltunen R: Enantiomeric composition
of monoterpene hydrocarbons in n-hexane extracts of Angelica
archangelica L. roots and seeds. Flavour Frag J 12: 397-400, 1997.

3 Leung Al: Encyclopedia of Common Natural Ingredients Used in
Food Drugs and Cosmetics, NY: John Wiley & Sons Inc., 1980.

4 Ojala A, Huopalahti R, Nykdnen A and Kallio H: Variation of
Angelica archangelica subsp. Archangelica (Apiaceae) in
northern Fennoscandia 5. Variation in composition of essential
oil. Ann Bot Fennici 23: 325-332, 1986.

1879



ANTICANCER RESEARCH 25: 1877-1880 (2005)

Benoit Vical F, Valentin A, Mallie M, Bastide JM and Bessiere
JM: In vitro antimalarial activity and cytotoxicity of
Cochlospermum tinctorium and C. planchonii leaf extracts and
essential oils. Planta Med 4: 378-381, 1999.

Buhagiar JA, Podesta MT, Wilson AP, Micallef MJ and Ali S:
The induction of apoptosis in human melanoma, breast and
ovarian cancer cell lines using an essential oil extract from the
conifer Tetraclinis articulata. Anticancer Res 6B: 5435-5443, 1999.
Hayes AJ and Markovic B: Toxicity of Australian essential oil
Backhousia citriodora (Lemon myrtle). Part 1. Antimicrobial
activity and in vitro cytotoxicity. Food Chem Toxicol 4: 535-
543, 2002.

Schnitzler P, Schon K and Reichling J: Antiviral activity of
Australian tea tree oil and eucalyptus oil against herpes simplex
virus in cell culture. Pharmazie 4: 343-347, 2001.

Crowell PL: Prevention and therapy of cancer by dietary
monoterpenes. J Nutr 3: 775S-778S, 1999.

10 Bardon S, Picard K and Martel P: Monoterpenes inhibit cell

growth, cell cycle progression, and cyclin D1 gene expression in
human breast cancer cell lines. Nutr Cancer 32: 1-7, 1998.

1880

11 Burke YD, Ayoubi AS, Werner SR, McFarland BC, Heilman

DK and Ruggeri BA: Effects of the isoprenoids perillyl alcohol
and farnesol on apoptosis biomarkers in pancreatic cancer
chemoprevention. Anticancer Res 6A4: 3127-3134, 2002.

12 Shi W and Gould MN: Induction of cytostasis in mammary

carcinoma cells treated with the anticancer agent perillyl
alcohol. Carcinogenesis 7: 131-142, 2002.

13 Bernard C and Clair G: Essential oils of three Angelica L.

species growing in France. Part I. Root oils. J Essent Oil Res
9: 289-294, 1997.

Received February 25, 2005
Accepted March 21, 2005



