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ESSENTIAL OIL CONTENT AND COMPOSITION
OF ANISEED

ABSTRACT: The field experiments were carried out during 2011 and 2012 in three
localities in Vojvodina (Serbia) with the application of six different fertilizer regimes aimed
at determining the content and composition of the aniseed essential oil. It was found that the
average essential oil content of aniseed, obtained by hydrodistillation, was 3.72%. The
weather conditions during the year and the locality had a statistically significant effect on
the essential oil content, while different source of fertilizers was not statistically significant
for the essential oil content and its composition. Essential oil composition was determined
using GC—MS technique, and a total of 15 compounds were identified. It was found that the
major component was trans-anethole, 94.78% on the average, and the coefficient of variation
was 2%. The second most abundant component was y-himachalene with 2.53% (CV 28%).
All other components were present in less than 1%.

KEYWORDS: fertilization, location, Pimpinella anisum L., trans-anethole, weather
conditions

INTRODUCTION

Aniseed (Pimpinella anisum L.) belongs to the Apiaceae family. This family
i1s well known for its distinctive flavors, which come from essential oils and
are a mix of volatile fragrant compounds that make the essence of the plant.
In aniseed there is around 1.5-5.0% of essential oil, and the main component
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of the aniseed essential oil is trans-anethole that gives sweet herbaceous odor
and taste to this plant [Ullah and Honermeier 2013].

It is known from the literature that aniseed has an effect on the digestive
system by increasing secretion of the salivary glands, reducing the acidity of
gastric juice. It also has a laxative effect. Apart from this, it has been found
that anise has a positive effect on the liver function. Anise has an effect on the
nervous system as antiepileptics and analgesics. It also possesses anti-inflam-
matory and anticancer activity. The effect of anise on the respiratory system
is particularly important for the treatment of bronchial asthma. Anise is
known for its estrogenic action, thereby its application helps the reduction of
bleeding duration and menstrual pains and the reduction of hot flashes in
postmenopausal women. Numerous studies have found that anise has an impact
on microorganisms that cause many diseases. Aniseed has a wide range of effects
on many bacteria, fungi, viruses and amoebas [Shojaii and Fard 2012].

The content and the composition of essential oils of aniseed are affected by
ecological conditions, growing techniques and fruit maturity level [Ozel 2009].
In case of coriander, which also belongs to Apiaceae family, it was concluded
that dependence among temperature, radiance during fruit development and
water supply of crops influence essential oil contents and its composition [Gil
et al., 2002]. The investigation of the composition of essential oil from anise
fruits cultivated in different countries show that some significant differences
in concentration of some compounds in oil are present [Orav ef al., 2008]. But
in different countries, apart from different climatic and soil characteristics,
different ecotypes are cultivated, so differences in essential oil content and
composition are huge. Different populations grown in one country also show
great variations of chemical compounds in essential oil [Arslan et al., 2004;
Ipek et al., 2004; Naher et al., 2012].

For crops such as cereals, pulses, fodder crops, and vegetables, fertilization
represents one of the most studied aspects of agronomic techniques, but there
are less information about medicinal and aromatic plants [Carrubba 2009].
There are a few papers written about the application of different fertilizers in
aniseed crop [Jevdovi¢ and Maleti¢ 2006; Darzi et al., 2012; Nabizadeh et al.,
2012; Jevdovic et al., 2012]. However, there are no information about the
influence of fertilizers on chemical composition of essential oil.

The aim of this study was to determine the influence of weather condi-
tions, locations and fertilizers on the composition of anise essential oil. In order
to determine this, the field experiments were carried out during 2011 and 2012 in
three localities in Serbia with the application of six different fertilizer regimes.

MATERIAL AND METHOD

The field experiments were carried out during 2011 and 2012 in three
localities in the Province of Vojvodina: MoSorin, Ostoji¢evo and Veliki Radinci.
The field experiments were set up as a randomized block design with four
replications. An experimental plot size was 5 m?. Sowing of aniseed was carried
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out at optimum time for agroecological conditions of Serbia (during April)
with a hand seeder. Seeds were sown at row spacing of 0.35 m respecting the
density of 200 plants per square meter. Weeds were controlled by hoeing and
weeding when needed. The harvest was performed by hand at a full ripening
stage.

The influence of six treatments: Slavol, Bactofil B-10, Royal Ofert, ver-
micompost, NPK (15:15:15), and control (without fertilization) were examined.
Slavol and Bactofil B-10 are microbiological fertilizers containing products of
bacterial fermentation, natural vitamins, enzymes and growth stimulators.
Royal Ofert is a specific poultry manure inoculated with domestic fly larvae,
dehydrated and pelleted, whereas vermicompost is cattle manure modified
with Lumbricus terrestris.

The requested quantities of fertilizers, excluding Slavol, were applied by
incorporation to the 5 cm layer of soil before the sowing of seeds. Slavol was
applied two times during vegetation period — first time when plants had 3—4
leaves, and second time after 7 days. The dosage of application of these ferti-
lizers is as follows: Slavol (7 1/ha by watering), Bactofil B-10 (1.5 I/ha), Royal
Ofert granules (3 t/ha), vermicompost (5 t/ha), and chemical ferilizer NPK
(400 kg/ha in formulation 15:15:15, i.e. 60 kg per hectare N, P,Os and K,0O).

Climate in the region of Vojvodina is moderate continental with some
continental tendencies. Both experimental years, in the period of active grow-
ing season, were warmer in relation to long-term average values and thus
were moderately (2011) to severely dry (2012). Chernozem was a type of soil
present in all three locations, with neutral reaction to the soil solution and
moderate humus content (2.2-2.7%).

Essential oil was obtained from crushed mature fruits by hydrodistillation
using Clevenger-type apparatus. The content of essential oil in anise fruits
was 3.91% on the average. The chemical composition of essential oil was ana-
lyzed using GC/MS (gas chromatography- mass spectrometry) technique.
GC-MS analysis was performed using an Agilent 6890 gas chromatograph in
conjunction with an Agilent 5973 Network mass selective detector (MSD) in
positive ion electron impact (EI) mode. The separation was achieved using
Agilent 19091S-433 HP-SMS fused with silica capillary column, 30m % 0.25 mm,
i.e. 0.25 pm film thickness. The GC oven temperature was programmed from
60 °C to 285 °C at a rate of 4.3 °C/min. Helium was used as carrier gas; inlet
pressure was 25 kPa; linear velocity was Iml/min at 210 °C. Injector tempera-
ture was 250 °C and the injection mode was splitless. MS scan conditions:
source temperature — 200 °C; interface temperature — 250 °C; energy — 70 eV;
mass scan range was 40350 amu. Identification of components was done on
the basis of retention index and by comparison with reference spectra (Wiley
and NIST databases).

All the data were subjected to statistical analysis (one way ANOVA) using
STATISTICA software. Differences between the treatments were performed
by LSD range test at 0.05 level. Coefficient of variation (CV) was calculated
as standard deviation/mean x 100.
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RESULTS

In this study, the average content of essential oil in aniseed obtained by
hydrodistillation was 3.91%. It has been found that essential oil content in
aniseed depends on weather conditions and locality, while the application of
different kinds of fertilizers does not have a significant effect on essential oil
content. In the dry year (2012), a significantly lower essential oil amount was
noted, and plants grown in Ostojic¢evo locality contained less essential oil than
plants from other two localities.

A total of 15 compounds were identified from aniseed essential oil. It
was found that the major component is trans-anethole, 94.78% on the average,
and coefficient of variation was 2%. This component of aniseed essential oil
was influenced only by weather conditions, while the effect of different lo-
calities and applied fertilizers was not statistically significant. As it can be
seen from Table 1, in the year with average weather conditions (2011), there
was less trans-anethole in essential oil when compared with dry year (2012).

The second most abundant component of the essential oil is y-himachalene
with 2.53% and with coefficient of variation of 28%. The quantity of this
component of the essential oil, like in the previous case, was influenced only
by weather conditions. In contrast to the trans-anethole, the content of this
component was lower in the dry year.

All other components of aniseed essential oil were present in less than
1%, and their coefficients of variation were significantly greater. The impact
of weather conditions during the year was significant for almost all compo-
nents, except for trans-2-pseudoeugenyl metylbutirate, the presence of which
in the essential oil was not affected by any of the factors.

Compounds as S-bisabolene, epoxy-2-pseudoeugenyl metylbutirate and
p-farnesane were present only in the first experimental year, while cis-dihy-
drocarvone and f-elemene were present only in the second. These compounds
have coefficient of variation above 100, while in the case of f-farnesane
CV=201, which indicates that this is not a typical component of the aniseed
essential oil.

In addition to the weather conditions, locality had a statistically signifi-
cant impact on the presence of methylchavicol, a-zingiberene, a-himachalene,
[-bisabolene, cis-anethole, and epoxy-2-pseudoeugenyl metylbutirate.

DISCUSSION

Drought stress significantly affected the essential oil percentage [Aloghareh
et al., 2013]. Water deficit during stem elongation and umbel appearance reduced
oil production in aniseed [Zehtab-Salmasi et al., 2001]. Dry conditions during
the second experimental year caused significant decrease in essential oil con-
tent in our research, similarly to previous studies. Chemical fertilizers were
effective in increasing oil percentage compared with unfertilized treatment
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[Yassen et al., 2010]. The treatment with phosphate solubilizing microorgan-
isms had a positive effects on essential oil content [Zand ef al., 2013]. In our
experiments, application of different types of fertilizers increased essential oil
content of aniseed, but it was not statistically significant.

In a study conducted in Bangladesh [ Naher et al., 2012] it was concluded
that a slight variation of essential oil content and composition of anise depends
on several factors such as genotype, stage of maturity, cultivation practices,
soil composition and climate differences in various geographical locations.
However, there is no data on how weather conditions influence the quality of
anise essential oil, but it was known that high temperature and intensive inso-
lation had a strong positive effect on a-bisabolol content, the main component
of chamomile essential oil [Seidler-Lozykowska 2010]. This is similar to our
investigation, where the content of trans-anethole was higher (96.35%) in the
year with higher temperatures during vegetation period (2012).

In a study conducted in Turkey, trans-anethole ratio varied among lo-
calities from 95.57 to 97.24%, and the content of methyl chavicol varied be-
tween 1.89 and 3.18% [Tort and Honermeier 2005]. In this study, there was a
significantly smaller variation between localities in case of trans-anethole
(94.58-95.02%), but for methyl chavicol variations between 0.38 (locality
Ostojicevo) and 0.54 (localities Mosorin and Veliki Radinci) were registered.
Therefore, it can be concluded that in the case of methyl chavicol the influence
of locality was significant.

Apart from isomers trans-anethole and methyl chavicol, cis-anethole
was also present in aniseed, but in small proportion (0.06% in trial average).
Because cis-anethole has toxic properties, international laws limit the concen-
tration of this compound in isolated natural anethole to 0.2% [Orav et al., 2008].

Phenylpropanoids such as pseudoeugenyl 2-metylbutirate and epoxy-
pseudoeugenyl 2-metylbutirate are characteristic of the genus Pimpinella and
are phytochemical markers for it [Orav et al., 2008]. In this study, the pseudo-
eugenyl 2-metylbutirate was present in all samples, but epoxy-pseudoeugenyl
2-metylbutirate was not evident in the dry year (2012). Also, this component
was noted in traces in localities Veliki Radinci and Ostoji¢evo, and in locality
Mosorin it was present in the amount of 0.1%.

In essential oils of anise from different European countries [Ullah ef al.,
2013] e, f and y-himachalene were noted in different concentrations depending
on the country origin, as well as a-zingiberene, f-bisabolene and S-elemene.
Cis—dihydrocarvone in this study was present with 0.26%. This component is
usually present in other plants from Apiaceae family like caraway [Raal et al.,
2012] and dill [Charles ef al., 1995; Kriiger and Hammer 1996]. However, it has
not been detected in aniseed essential oil obtained by hydrodistillation. Using
supercritical CO, extraction [Vilcu et al., 2003], there was obtained 0.16 to
0.24% of this component of anise essential oil, while other authors, using the
same method, did not detect this compound [ Yamini et al., 2008; Rodrigues
et al., 2003].
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CONCLUSION

Essential oil content of aniseed depends on weather conditions and locality,
while the application of different types of fertilizers does not have a significant
effect on essential oil content and compounds in the oil. Weather conditions
during the year had an influence on the content of all compounds in essential
oil excluding trans-pseudoisoeugenyl 2-methylbutirate. This compound was
not influenced by any factor, which asserts the fact that it is a phytochemical
marker for genus Pimpinella.
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CAZIPXKAJ 1 XEMUNICKU CACTAB ETAPCKOI' YJbA AHUCA

Munwuna I ATlI/IMOBI/ITl' Bene B. TEH_IEBI/IT13 Mapuna M. TOIgOCI/IJEBI/ITP,
Cuexana U. OJI:A‘IA2 Kespko K. I[OI[I/IJAHOBI/IB
' Vuusepsurer y HoBom Cany, Hayunu MHCTHTYT 3a mpexpaMOeHe TEXHOIOTHje
(FINS),

Bynesap mapa Jlazapa 1, 21000 HoBu Can, Cpbuja

% Vausepsutet y beorpany, ITossonpuspeanu hakyirer,
Hemamuna 6, 11080 3emyn, Cpouja
3 Vuusepsutet y beorpany, Xemujcku (axynTer,
Crynentcku Tpr 12—-16, 11000 Beorpan, Cpouja

PE3UME: V¥ pany cy npukazaHu pe3yiTaTH UCIUTUBAKA KOJUYUHE U XEMU]-
CKOT cacTaBa eTapcKor yJba aHuca rajeHor Tokom 2011. u 2012. roquHe Ha TpH JIOKATHU-
Teta y Bojsonuun (Cpbuja), npu npUMEeHH LECT pasnuunTHX BpeTa hyOpusa. YrepheHo
je na je npocevHa KOIMYMHA ETAPCKOT yJba y IJIOOBMMA aHMCA J00HjeHa METOI0M
JCCTHIIALIM]E BOACHOM 11apoM 3.72%. BpeMeHCKHU yCIOBU TOKOM FOAMHE U JIOKAJIUTET
MMajy CTATUCTHYKH 3HavajaH e(eKaT Ha cajJpikaj eTapCKOT yjba U HErOB XCMH]CKH
cacTaB, JOK IPUMEHA Pa3IMYUTUX BpcTa hyOpHuBa He yTHYE HA OBE mapaMmeTpe. Xe-
MHJCKH cacTaB eTapckor yiba onpeher je mpumenom GC—MS ananuse, npu yemy je
MACHTU(UKOBAHO YKYIIHO 15 KOMIIOHEHTH. YCTaHOBJBEHO € /1a je [NIaBHA KOMIIOHCHTA
trans-aneTod, ce nmpocedHo 94,78%, u xoedunujertom Bapujanuje 2%. [Ipyra Haj3a-
CTYNJbEHHUja KOMIIOHEHTA ouna j je y-xumaxaieH ca 2,53% (CV 28%). CBe ocraje KoMm-
TIOHEHTE Omiie cy mpucyTHe ca Mame ox 1%.

KJbYUHE PEYU: hyoOpewe, nokanutet, Pimpinella anisum L., trans-anerou,
YCJIOBH TOAMHE

75



