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ABSTRACT: The chemical composition of essential oils isolated from aerial parts of Triphasia trifolia (Burm. f.) P. Wilson was
analyzed using hydrodistillation by GC−MS. The main constituents found were β-pinene (64.36%), (+)-sabinene (8.75%),
hexadecanoic acid (6.03%), α-limonene (4.24%) and p-cymene (2.73%). The essential oil from T. trifolia shows high antioxidant
potential (94.53%), an effect that is comparable with ascorbic acid (96.40%), used as standard. In addition, these oils had high
repellent effects on the insect Tribolium castaneum Herbst (99% ± 1) at 0.2 μL/cm2 after 2 h of exposure.
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■ INTRODUCTION
Triphasia trifolia (Burm. f.) P. Wilson is commonly known as
“limoncito”, lemon red and sweet lemon. It belongs to the
Rutaceae family and is a shrub about 2 m high. The leaves are
trifoliate with a length setting of 2 to 4 cm; its flowers are white
with oblong petals 1.2−1.6 cm long, its fruits are red at
maturity, with thin skin and mucilaginous pulp.1 Infusions of
the leaves of this plant have been used to treat parasitic
diseases,2 respiratory disorders, influenza and intestinal pain.3,4

Rasgoti et al.5 reported the antibacterial activity of the plant.
The study of essential oils as basic raw materials for

pharmaceuticals and food has become one of the most
important areas of research and development for many
countries; initially considered as waste material from the
metabolism of plants, their importance has been recognized
only recently.6 Moreover, an important area in the field of
natural products is the determination of biological activity of
the plants and their extracts. Many of the chemical compounds
present in vegetables are sources of antioxidants, which the
pharmacology and food industries can use to neutralize the
action of the radicals that have been linked to various diseases
and rancidity in foods.7,8

In living systems, there are many redox reactions essential for
life; however, oxidation can also be a source of disease, when
the balance between oxidants and antioxidants is lost, which is
known as oxidative stress and can cause damage to
biomolecules like lipids, proteins, DNA, and others.8−10 Due
to the growing opposition to the employment of synthetic
antioxidants in food, researchers have looked for natural
products with antioxidant activity, which will allow replacement
of synthetic antioxidants or, at least, diminishing of the
necessary quantity of them to preserve the food.11,12 The
discovery of certain antioxidant substances in plant species, in
which their presence was ignored, would increase the value of
the plant species and might turn them into viable sources to
obtain the above-mentioned.13,14

Several types of essential oils may be useful in keeping bugs
away and preventing bites and stings.15,16 These natural insect
repellents can serve as an alternative to synthetic-chemical-

based repellents, which may have toxic effects on human health
and on the environment. Resistance and toxicity problems of
the synthetic insecticides have resulted in the necessity of
finding more effective and healthier alternatives. Thus, essential
oils are the most tested products presently.17−19 Different
biological activities of plant derivatives have been demonstrated
for the control of stored grain pests.20−22

Studies have shown that many essential oils have marked
antioxidant and repellent activities;23−25 for these reasons many
branches of industry (cosmetics, agrochemicals, toiletries, food
products, etc.) have been interested in them. It is very difficult
to attribute the antioxidant or repellent effect of an essential oil
to one or a few active principles, because an essential oil always
contains a mixture of different chemical compounds. In
addition to the major compounds, also, minor compounds
may make a significant contribution to the oil’s activity. For
these reasons, it is indispensable to detect and to identify the
minority compounds too; still if they are in very low
concentrations, the analytical technology most used for this
purpose is gas chromatography coupled to a mass spectrometer
(GC−MS).26,27

The aim of the present work is to determine, by gas
chromatography−mass spectrometry (GC−MS), the volatile
chemical composition of essential oil of Triphasia trifolia
(Burm. f.) P. Wilson grown in Bolivar, Colombia, and describe
the components' repellent and antioxidant activities.

■ MATERIALS AND METHODS
Plant Material. Triphasia trifolia (Burm. f.) P. Wilson was collected

in different areas of the Department of Bolivar, Colombia. The species
was identified by Dr. R. J. Francisco at the Institute of Biology,
University of Antioquia, Medellin, Colombia, and a voucher specimen
(HUA 167360) deposited at the Herbarium of the University of
Antioquia (HUA).
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Extraction of the Essential Oils. Essential oil was obtained by
Hydrodistillation (HD) method. It was realized that employment a
Clevenger distillation equipment with Dean−Stark reservoir, following
the procedure described by Stashenko et al.28 HD was performed in a
5 L round flask with 500 g of plant material and 3 L of water, using an
electric heater (boiling water) for 2 h; then, the essential oil was
separated from water by decantation. For GC analysis, 30 μL of
essential oil was added to 1.0 mL of dichloromethane. Injection
volume: 1 μL. Split 1:30.
Chromatographic Analysis. Essential oils were analyzed on a gas

chromatograph, GC 7890 A (Agilent Technologies, Palo Alto, CA),
coupled to a Network mass selective detector (MSD) Agilent
Technologies 5975 inert GC−MS system (electron impact ionization,
EI, 70 eV), equipped with an injection port split/splitless (230 °C,
split ratio 30:1). For the separation of the mixtures we used a capillary
column HP-5MS (30 m × 0.25 mm i.d. × 0.25 μm df), stationary
phase 5% phenyl-poly(methylsiloxane); and a DB-WAX (J&W
Scientific) (60 m × 0.25 mm i.d. × 0.25 μm df), coated with
poly(ethyleneglycol). The initial oven temperature was 50 °C for 2
min and then continued at the rate of 5 °C min−1 to 250 °C and 5 min
at that temperature. The carrier gas used was helium with inlet
pressure head of the column of 12.667 psi at a rate of 1.172 mL min−1

at 50 °C. The various compounds were identified by comparison of
their Kovat́s retention indices, determined utilizing a linear scale on
the HP-5 and DB-WAX column, and of the mass spectra of each GC
component with those of standard substances, Wiley library data of the
GC−MS system, and literature data.29

Antioxidant Activity. The antioxidant activity was evaluated as a
measure of the ability to scavenge radicals, by reacting DPPH• (1,1-
diphenyl-2-picrylhydrazyl) radicals (Sigma, USA), with potential
antioxidants (essential oil) and ascorbic acid (standard substance)
(Merck, Germany). The procedure developed is described below:30

Two milliliters of a 3.6 × 10−5 M ethanolic solution of DPPH was
added to 50 μL of an ethanolic solution of the antioxidant. The
decrease in absorbance at 517 nm was recorded in a UV−vis
spectrophotometer for 16 min. Antioxidant activity is expressed as
percentage inhibition, which corresponds to the amount of radical
DPPH• offset by essential oils, (inhibition percentage of DPPH•

radical, %I DPPH•), according to the following equation:
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The antioxidant activity was measured at 0,1, 0.5, 1.0, 1.5, 2.0, and 2.5
mg/mL of T. trifolia extracts.

Insect Rearing. The insect colonies were reared at 27 ± 1 °C, 75
± 5% RH, and dark conditions. Whole oat (Avena sativa) was
employed to rear Tribolium castaneum Herbst.

Bioassay Method. Repellent activity was assessed by using assays
on Petri dishes. The repellent effect of the essential oil against T.
castaneum was tested using the area preference method following the
procedure described by Tapondjoua et al.19 Test areas consisted of
filter paper disks (Whatman No. 1) (7 cm diameter, surface 38.5 cm2)
cut in half (19.25 cm2). On one half were equal volumes of different
concentrations of essential oil dissolved in acetone (0.00002, 0.0002,
0.002, 0.02, and 0.2 μL cm2), and on the other was acetone only as
control. These halves were attached again, and a fixed number of
insects (20) were released on the center of the paper. The treatments
were replicated 4 times, and the numbers of insects present on the
control (Nc) and treated (Nt) areas of the disks were recorded after 2
h.

Percentage repellency (PR) values were computed as follows:

= − + ×N N N NPR (%) [( / )] 100c t c t

Statistical Analysis. Means and standard errors (SE) of the
samples were calculated. Each treatment was carried out with three
replicates. Mean differences were determined by using Fisher’s
protected LSD test at the 5% level of significance. All statistical
analyses were performed using Minitab version 15.

■ RESULTS AND DISCUSSION

Volatile Chemical Composition. The yield of essential oil
from Colombian Triphasia trifolia (Burm.) P. Wilson was
0.055% (w/w). Figure 1 presents a typical chromatographic
profile of essential oil from T. trifolia obtained by HD method.
Peak identification and relative amounts of the various
compounds present in the volatile fraction appear in Table 1.
It shows the main constituents found; they were β-pinene
(64.36%), (+)-sabinene (8.75%), hexadecanoic acid (6.03%), α
-limonene (4.24%), p-cymene (2.73%) and α-pinene (2,38%).
While studies realized in Brazil reported as majority

compounds sabinene and pinene in the essential oils from
leaves, stems and fruits of Triphasia trifolia,4,31 Pino et al.32

Figure 1. Typical chromatographic profile of the essential oil from Triphasia trifolia (Burm. f.) P. Wilson. HP-5MS column (30 m × 0.25 mm i.d. ×
0.25 μm df), mass selective detector. (See identification of peak numbers in Table 1.)

Journal of Agricultural and Food Chemistry Article

dx.doi.org/10.1021/jf300461k | J. Agric. Food Chem. 2012, 60, 6364−63686365



found germacrene B (16.3%) as principal compound in the
Cuban essential oil of T. trifolia.
It is well-known that the chemical composition of a

substance may vary with harvest time, geographical location,
the technique used for extraction, the plant part used and small
genetic changes, including local conditions.33

Evaluation of the Antioxidant Activity of the Essential
Oils. The antioxidant activity of T. trif lolia essential oil has
been evaluated by DPPH radical-scavenging test, commonly
used for their ease, speed, and sensitivity. The presence of an
antioxidant leads to the disappearance of these radical
chromogens. The DPPH radical is scavenged by antioxidants
through the donation of hydrogen, which forms the reduced
compound, DPPH−H. The color changes from purple to
yellow after reduction, which can be quantified by a decrease in
the absorbance at 517 nm.34

Figure 2 shows that radical DPPH• was neutralized by the
essential oil from Triphasia trifolia (Burm. f.) P. Wilson, and the
maximum inhibition percent of DPPH• was 92.4% (2.0 mg/
mL); a comparison was made with ascorbic acid (substance
used as a reference antioxidant), where the percentage of
inhibition against DPPH• radical was 96.4%.
In recent years, increasing attention has been paid by

consumers to the health and nutritional benefits of plant parts.
Antioxidant properties of essential oils from many plants have
also been of great interest to the food processing industry, since
their possible use as natural additives has emerged from a
growing tendency to replace synthetic antioxidants with natural
ones. The data also suggest that this essential oil may be a
candidate for flavoring with functional properties in food or
cosmetic products, with particular relevance for supplements in
which free radicals are closely implicated. However, the efficacy
and safety of this oil need to be further investigated if it is to be
used as a natural agent.35−37

Repellent Activity. Essential oil from Triphasia trifolia
(Burm. f.) showed significant pest repellent activity. In Table 2,

positive values represent repellency, and negative show
attractant activity. The oil was repellent against Tribolium
castaneum, highly significant at 0.2 μL/cm2 concentration when
the repellency was 99%. Thus, T. trifolia essential oil has
potential for use with at least some stored-product insects as a
repellent.
A study by Ukeh and Umoetok20 revealed that five

monoterpenoids, (R)-linalool, 1,8-cineole, (S)-2-heptyl acetate,
(S)-2-heptanol and citral, which are natural components of the
essential oils of Aframomum melegueta (K. Schum) and Zingiber
of f icinale (Roscoe), were tested at the ratios in which they
occur naturally for repellent activity against Tribolium
castaneum (Herbst).
Some monoterpenes such as α-pinene, cineole, eugenol,

limonene, terpinolene, citronellol, citronellal, camphor and
thymol are common constituents of a number of essential oils

Table 1. Chemical Composition of the Essential Oil from
Triphasia trifolia (Burm. f.) P. Wilson Obtained by
Hydrodistillation

peaka compound
IKb

HP-5
IKb DB-
Wax

rel peak areac

(%)

1 α-thujene 911 1030 0.73 ± 0.022
2 α-pinene 917 1038 2.38 ± 0.037
3 camphene 961 1075 0.19 ± 0.001
4 (+)-sabinene 964 1132 8.75 ± 0.046
5 β-pinene 981 1126 64.36 ± 0.714
6 myrcene 988 1154 0.77 ± 0.001
7 p-cymene 1020 1272 2.73 ± 0.004
8 α-limonene 1038 1206 4.24 ± 0.005
9 γ-terpinene 1064 1257 0.59 ± 0.032
10 terpinolene 1090 1295 1.04 ± 0.006
11 isoterpinolene 1097 1340 2.32 ± 0.090
12 (+)-p-menth-1-en-4-ol

(-terpinen-4-ol)
1206 1638 0.79 ± 0.028

13 decanal 1207 1485 0.86 ± 0.321
14 trans-caryophyllene 1481 1630 1.40 ± 0.028
15 β-bisabolene 1506 1744 1.56 ± 0.042
16 caryophyllene oxide 1578 1990 0.81 ± 0.028
17 hexadecanoic acid 1964 2860 6.03 ± 0.075
18 octadecenoic acid 2140 0.45 ± 0.233

aPeak number in Figure 1. bExperimentally determined Kovat́s indices
on the HP-5 and DB-Wax column. cAverages of five independent
extractions CI = x ̅ ± ts/√ n (n = 5, 95% confidence).

Figure 2. Antioxidant activity of T. trifolia essential oil measured by
the DPPH• method compared with ascorbic acid.

Table 2. Percentage Repellency (PR) after Two Exposure
Times for Essential Oils of Triphasia trifolia against
Tribolium castaneum

repellency, %

concentration
(μL/cm2) 2 h 4 h

0.00002 3 ± 9 1 ± 6
0.0002 14 ± 11 11 ± 12
0.002 46 ± 5 42 ± 6
0.02 69 ± 8 64 ± 8
0.2 99 ± 1**a 93 ± 5**
RD50 0.0028 (0.006−0.0014) 0.0043 (0.009−0.0021)
a**, statistically significant difference between the number of
organisms in treated and untreated areas, using the paired t test (P
< 0.001).
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described in the literature, as presenting mosquito repellent
activity,38−41 although repellent properties of several essential
oils regularly appear to be associated with the presence of
monoterpenoids and sesquiterpenes.19,20,42,43

In conclusion, the antioxidant and repellent activities in vitro
exhibited by the essential oil from Triphasia trifolia (Burm. f.)
P. Wilson were high, making this aromatic plant a promising
source of natural antioxidants and repellents.
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