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Abstract

Antioxidant compounds and the antioxidative activities of new Israeli citrus fruit sweetie [(Oroblanco, pummelo-grapefruit
hybrid (Citrus grandisx C. paradisi)] were compared with the better-known white grapefruit. Total and free phenols were determined
with the Folin—Ciocalteu reagent, phenolic acids (free, esters and glycosides) by HPLC analysis and anthocyanins spectro-
photometrically. The antioxidant activities were estimated with two scavenging radicals: 2, 2'-azinobis (3-ethylbenzothiazoline-6-
sulfonate)- (ABTS) and nitric oxide (NO). Free radical scavenging properties of sweetie and grapefruit were evaluated by B-carotene
bleaching (B-carotene). The results of kinetic reactions showed that both fruits differed in their capacities to quench these radicals
and sweetie showed more antioxidative activity than grapefruit. Trans-hydroxycinnamic acids (caffeic, p-coumaric, ferulic, and
sinapic) were more abundant in grapefruits than in sweeties. High correlation was observed between antioxidative activities
and phenols (R?>=0.94). Both fruits have high concentrations of natural antioxidants with high antioxidative activities. Phenol con-
tent and the antioxidative potential are significantly higher in sweetie than in grapefruit. The higher antioxidant capacity of sweetie
could make these new kinds of citrus fruits preferable for diets. In summary, the studied citrus fruit has high total phenolics and high
antioxidant activities in vitro. Consumption of this fruit may contribute to an adequate intake of antioxidant phytochemicals.
© 2003 Elsevier Ltd. All rights reserved.
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1. Introduction oxidants (Vinson et al., 2002; Wang, Cao, & Prior,

1997). Recent studies are underline the importance of

It is well known that eating fruits and vegetables
lowers the risk of chronic diseases, such as heart disease
and cancer. The question of what are the active ingre-
dients is still unresolved. The initial hypothesis was that
antioxidant vitamins were responsible. However, more
recently the polyphenols have been investigated since
they have been found to be beneficial as strong anti-
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specific flavonoids as bioactive components of the diet
in both in vivo and in vitro models. Thus, it is important to
have a clear idea of the major phenolic families involved
(Heller & Forkmann, 1988; Proteggente et al., 2002). It was
shown that citrus fruits play a special role in decreasing
the risk of ischemic stroke (Joshipura et al., 1999). This
positive influence was attributed to some natural anti-
oxidant phytonutrients (Paganga, Miller & Rice-Evans,
1999; Proteggente et al., 2002). Flavonols, flavanols,
anthocyanins, and phenylpropanoids might act as anti-
oxidants or as agents of other mechanisms contributing
to cardioprotective action (Vinson et al., 2002; Wang et
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al., 1997). There are reports of the total antioxidant
capacity of citrus fruits (Chen & Ho, 1997; Paganga et
al., 1999; Wang et al., 1997). The antioxidant activities
of sweet oranges, lemons and red grapefruits, in both
fresh fruits and their extracts, were estimated (Sawa-
mura, Kuriyma, & Li, 1988). Cinnamate conjugates and
other polyphenols in citrus fruits (Bocco, Cuvelier,
Richard, & Berset, 1998; Peleg, Naim, Rouseff, &
Zehavi, 1991; Rapisarda et al., 1999) were widely stud-
ied. We have determined the antioxidant capacity of
different fruits by total radical-trapping antioxidative
potential (TRAP; Gorinstein et al., 2001, 2002). It was
shown that the major source of antioxidant capacity of
most citrus and other fruits is not vitamin C or dietary
fibres, but their antioxidant compounds (Gorinstein et
al., 2001, 2002).

In recent years Isracl has produced and exported a
new kind of citrus fruit, with the trade name Jaffa
sweetie [(Oroblanco, pummelo-grapefruit hybrid (Citrus
grandisx C. paradisi)]. On this new type of citrus fruit no
investigations have been performed. Therefore, the aim
of this study was to compare the contents of poly-
phenols, some phenolic acids, anthocyanins and anti-
oxidative activities in sweeties with those of the better
known white grapefruit using specific methods such as
2, 2'-azinobis (3-ethylbenzothiazoline-6-sulfonate) (ABTS)
and nitric oxide (NO). Free radical scavenging proper-
ties of sweetie and grapefruit were evaluated by a
B-carotene bleaching (B-carotene) kinetic reaction. As
far as we know, there are no such previous investi-
gations of these fruits.

2. Materials and methods
2.1. Chemicals

2, 2/- azinobis (3-cthylbenzothiazoline-6- sulfonate)-
(ABTYS); 6-hydroxy-2, 5, 7, 8-tetramethyl-2-carboxylic
acid (Trolox); metmyoglobin; Greiss reagent; sodium
nitroprusside; B-carotene; standard phenolic acids: gallic,
protocatechuic, p-hydroxybenzoic, vanillic, caffeic,
p-coumaric, salicylic, ferulic, anisic and sinapic; buty-
lated hydroxyanisole (BHA), naringin and Folin—Cio-
calteu reagent were purchased from Sigma Chemical
Co. (St. Louis, MO).

2.1.1. Sample preparation

Jaffa sweeties (oroblanco) and Jaffa white grapefruits
were harvested in the period December 2000—-April 2001
in Israel. The fruits were cleaned with tap water and
dried. The edible portion was weighed, chopped, and
homogenized under liquid nitrogen in a high-speed
blender (Hamilton Beach Silex professional model) for 1
min. Then a weighed portion (50-100 g) was lyophilized
for 48 h (Virtis model 10-324) and the dry weight was

determined. The sample was ground to pass through a
0.5-mm sieve and stored at —20 °C until analyzed.

2.2. Phenolic acid analysis

Phenolic acids were extracted as described earlier
(Cvikrova, Hrubcova, Meravy, & Pospisil, 1988). Free
(F1), ester-bound (F», released after alkaline hydrolysis)
and glycoside-bound (F3, released after acid hydrolysis)
phenolic acids were obtained from a methanol extract of
tissue ground in liquid nitrogen.

2.3. Extraction of the free phenolic compounds

Two grammes of sample were homogenized in liquid
nitrogen in a blender IKA A10. The slurry was extrac-
ted three times with 30 ml of 80% methanol, with boil-
ing for 30 min. The methanol extract was filtered
through Whatman No.1 filter paper and washed three
times with 40 ml of diethylether, then evaporated to
dryness under vacuum at 40 °C. The residue was dis-
solved in 4 ml of dimethylformamide (DMF) and fil-
tered on a 0.45 pm filter (Gelman GHP) for the
identification and quantification of the free phenolic
compounds. The aqueous phase, after extraction with
diethylether, was divided into two parts.

2.4. Extraction of methanol-soluble phenolic esters

The aqueous phase was hydrolyzed with 200 ml of 2
N NaOH for 4 h under nitrogen at room temperature,
acidified with 6 N HCI at pH 2 and then extracted three
times with 200 ml of diethylether. The organic phase
was evaporated to dryness under vacuum at 40 °C, and
the residue was dissolved in 4 ml of DMF, filtered on a
0.45 1m filter (Gelman GHP) and used for the identifi-
cation and quantification of the soluble phenolic esters.

2.5. Extraction of methanol-soluble phenolic glycosides

The aqueous phase was hydrolyzed with 200 ml of 1
N HCI for 1 h at 100 °C at pH 2, extracted with di-
ethylether, evaporated, dissolved, filtered, as with pre-
vious samples, and used for the analysis.

Phenolic acids were analyzed by HPLC using a Pye
Unicam PU 4002-Video Liquid Chromatograph with a
Spherisorb 5 ODS column (250x4.6 mm), using two
solvents: A—5 mM citric acid+5 mM sodium di-
hydrogen orthophosphate+0.3 mM caprylic acid
(adjusted to pH 2.0 by phosphoric acid) and B—80%
(v/v) methanol. Elution conditions were as follows: flow
rate 0.5 ml min~—!, linear gradient from 10 to 35% B for 70
min, then from 35 to 50% B for 15 min, from 50 to 100%
B for 5 min and finally for 5 min 100% B and 5 min from
100 to 10% B. The column eluate was monitored at 260
and 300 nm using a Multichannel detector PU 4021.
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2.6. Extraction of total anthocyanins

Fifty-gram samples of each fruit were added to 50 ml of
acetonitrile containing 4% acetic acid and homogenized in
a blender for 2 min. After the recovery of the homogenate,
25 ml of acetonitrile containing 4% acetic acid were used
to wash the blender and pooled with the first homogenate.
The pooled homogenate was left at room temperature with
shaking every 3 min for at least 30 min and then cen-
trifuged at 13000 g for 15 min at 4 °C. The pellet, following
centrifugation, was washed with 50 ml of acetonitrile con-
taining 4% acetic acid and centrifuged; the resulting
supernatants were combined with the initial extract.

Anthocyanins were estimated by a pH differential
method (Cheng and Breen, 1991). Absorbance was
measured in a Beckman spectrophotometer at 510 and
at 700 nm in buffers at pH 1.0 and 4.5, using
A=[(As510—A700) pr1.0—(As10—A700) pra.s] With a molar
extinction coefficient of cyanidin-3-glucoside of 29,600.
Results were expressed as microgrammes of cyanidin-3-
glucoside equivalents per gramme of fresh weight (FW).

2.7. Extraction and hydrolysis of phenols

A 50 mg aliquot of lyophilized sample was accurately
weighed in a screw-capped tube. For free phenols, 5 ml
of 80% methanol/water and the sample were vortexed
for 1 min and heated at 90 °C for 3 h with vortexing
every 30 min. After cooling, the samples were diluted to
10 ml with methanol and centrifuged for 5 min at 5000
rpm with a bench top centrifuge to remove solids. Total
phenols were extracted with 5 ml of 1.2 M HCI in
80%methanol/water and treated as above (Vinson, Su,
Zubik, & Bose, 2001).

Phenols were measured in samples of each fruit at 750
nm, using the Folin—Ciocalteu reagent diluted 5-fold
before use. Measurements at 750 nm, after reaction for
10 min by the method of Slinkard and Singleton (1997),
were done and gallic acid was used as a standard. Total
phenols were expressed as pmol gallic acid equivalents
per gramme of fresh weight.

2.8. Total antioxidative potential determination

2.8.1. Total antioxidant status (TAA Test)

The TAA was estimated using the ferrylmyoglobin/
ABTS method (Paganga, Miller, & Rice-Evans, 1999).
This technique measures the relative ability of anti-
oxidant substances to scavenge the 2,2'-azinobis
(3-ethylbenzothiazoline-6-sulfonate)  radical cation
(ABTS*"), compared with standard amounts of the
synthetic antioxidant Trolox, the water-soluble vitamin
E analogue. The radical cation ABTS®, generated in the
aqueous phase from ABTS through the peroxidation
action of metmyoglobin, is a blue/green chromogen
with characteristic absorption at 734 nm. Results are

expressed as umol Trolox equivalents (TE) per gramme
of fresh weight.

2.8.2. Scavenging activity against nitric oxide (NO Test)

Nitric oxide interacts with oxygen to produce stable
products, nitrite and nitrate. Scavengers of nitric oxide
compete with oxygen, leading to a reduced production
of nitrite. The concentration of nitrite in aqueous solu-
tion was assayed spectrophotometrically using the
Greiss reagent, which reacts with nitrite to give a stable
product absorbing at 542 nm (Marcocci, Packer, Droy-
Lefaix, Sekaki, & Garde’s-Albert, 1994; Saija et al.,
1999).

Sodium nitroprusside solution was prepared immedi-
ately before the experiment, by dissolving 10 mM
sodium nitroprusside in 20 mM phosphate buffer, pH
7.4, previously purged with argon. The samples were
diluted in 20 mM phosphate buffer, pH 7.4, to obtain
optimal concentrations. At the beginning of the experi-
ment, 0.5 ml of the sample (at various concentrations)
was diluted with 0.5 ml of sodium nitroprusside solution
and incubated at 25 °C for 150 min. At the end of the
incubation, 1 ml of Greiss reagent was added to each
sample, and the absorbance was read at 542 nm. The
nitrite concentration was calculated by referring to the
absorbance of standard solutions of potassium nitrite.
Results were expressed as percentage nitrite production
with respect to control values (sample: 0 pl). The slope
of the plot of percentage nitrite production vs. sample
volume was calculated by first-order exponential
regression analysis, and the antioxidant efficiency (AE)
was arbitrarily assumed as (—slope)x 100.

2.9. Kinetic reaction

2.9.1. B-carotene linoleate model system

Emulsion (4 ml) containing B-carotene, linoleic acid
and Tween-40 (polyoxyethylene sorbitan mono-
palmitate), was added to 0.2 ml of citrus extracts
(Jayaprakasha & Jaganmohan, 2000; Singh, Chi-
damdara, Jayaprakasha, 2002). The absorbance at 470
nm was taken at zero time (#=0) and continued until
the colour of B-carotene disappeared (r= 180 min) at
intervals of 15 min. The antioxidant activity (AA) of the
extracts was evaluated as a percentage of bleaching of
B-carotene: AA =100 [1—(4¢g—A4,)/ (A°9—A°;)], where A
and A4°, and At and A°t are the absorbance values
measured at zero time and 180 min of the incubation for
test sample and control, respectively. Trolox, BHA,
naringin and phenolic acids were used as standards in
these methods. The kinetics were done over 180 min.

2.10. Statistical analysis

To verify the statistical significance of all parameters,
the values of means and £SD were calculated. Where
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appropriate, the data were tested by 2-way ANOVA.
P values of less than 0.05 were adopted as statisti-
cally significant. All following data are means of five
measurements.

3. Results

It was found that phenolic acids were present in both
fruits in the following fractions: F, free phenolic acids,
F»>, methanol-soluble ester-bound phenolic acids (solu-
ble phenolic esters) and F3, methanol-soluble glycoside-
bound phenolic acids (soluble phenolic glycosides). The
contents of gallic, protocatechuic, p-hydroxybenzoic,
vanillic, caffeic, p-coumaric, salicylic, ferulic, anisic and
sinapic acids, in both grapefruits and sweeties, in pulp
and peel, were comparable (Tables 1 and 2). Ferulic acid
is the major component, followed by p-coumaric, sina-
pic, and caffeic acid. Total concentration (nmol/g) was
higher in pulp (362) and peel (1513) of grapefruits than
in sweeties (272 and 1277, respectively) for four of the
hydroxycinnamic acids (caffeic, p-coumaric, ferulic and
sinapic). The sum of fraction F; for four hydroxy-
cinnamic acids was lower in sweetie that in grapefruit
and lower than in the F, fraction. Grapefruits and sweet-
ies contained esters and glycosides of trans-hydroxy-
cinnamic acids, which are prevalently derivatives of

Table 1

ferulic acid (Bocco et al., 1998; Peleg et al., 1991). The
highest contents of ferulic and the lowest of caffeic acids
were in peels of sweeties and grapefruits (Tables 1 and
2). The contents of sinapic acid are almost equal in the
two fruits. The ratio between the concentrations of
ferulic and sinapic acids and that of caffeic and p-cou-
maric acids, which was for pulp about 1.62 and 1.57 and
for peel 5.8 and 5.0, for sweeties and grapefruits,
respectively, may be a simple parameter for differ-
entiating these two fruits.

Total polyphenols (umol g FW) in peeled sweeties and
grapefruits were 9.24+0.9 and 7.0£0.9 and, in peels of
sweeties and grapefruits, 13.94+1.1 and 8.4%£0.9,
respectively. Free polyphenols (umol/g FW) in peeled
sweeties and grapefruits were 1.2£0.1 and 0.8+0.1 and,
in peels of sweeties and grapefruits, 2.0+£0.2 and
1.540.2, respectively. Total anthocyanins (ug/g FW) in
peeled sweeties and grapefruits were 0.8+£0.1 and
0.54+0.1 and in peels of sweeties and grapefruits
1.6+0.3 and 1.1£0.1, respectively. TAA (uM TE/g
FW) in pecled sweeties and grapefruits were 6.95+0.5
and 5.21£0.9 and, in peels of sweeties and grapefruits,
8.52£0.7 and 6.31 £0.5, respectively.

NO (AEx10%) in peeled sweeties and grapefruits were
15.4 and 11.6 and, in peels of sweeties and grapefruits, 19.3
and 14.5, respectively. The total and free phenol contents,
anthocyanins and antioxidative activities, determined by

Contents of individual phenolic acids (nmol/g FW) in fractions of free (F,), ester-(F;) and glycoside-(F3) bound methanol-soluble phenolic acids in

the pulps of sweeties and grapefruits

GA PA  pHBA VA CaA  pCA  SA FA AA  SiA YPhA ¥ total
Sweetie F, - 023 020 0.15  trs 01 - 031 018 - .18 376
F, - - 5.97 143 - 26.5 - 117 039 3341 198
Fy 197 - 573 12.2 7.61 556 450 72.0 - 9.58 177
Grapefruit  F, 036 097  0.33 0.14 0.1 025 - 084 028 - 329 428
F, 0.70 225  8.04 14.8 - 38.2 - 185 105 2647 276
Fy - - 6.81 11.7 12.7 888 193 89.4 - - 149

Data are means (M) of five measurements. Abbreviations: GA, gallic acid; PA, protocatechuic acid; pHBA, p-hydroxybenzoic acid; VA, vanillic
acid; CaA, caffeic acid; pCA, p-coumaric acid; SA, salicylic acid; FA, ferulic acid; AA, anisic acid; SiA, sinapic acid; FW, fresh weight.

Table 2

Contents of individual phenolic acids (nmol/g FW) in fractions of free (F;), ester-(F,) and glycoside-(F3) bound methanol-soluble phenolic acids in

the peels of sweeties and grapefruits

GA PA pHBA VA CaA  pCA SA  FA AA  SiA TPhA ¥ total
Sweetie F, 008 026 021 0.14 008 077 - 266 - 2.65 6.85 1433
F» 1.66 109 13.6 258 - 447 - 432 - 174 1105
F; 961 - 21.2 18.1 9.25 30.60 542 146 - 324 321
Grapefruit ~ F; - 0.63 032 030 - 061 - 155 003 - 343 1705
F, 102 450 176 4.1 - 520 - 555 - 131 1272
F, 1729 - 243 319 9.08 592 474 198 459 3814 42952

Data are means (M) of five measurements. Abbreviations: GA, gallic acid; PA, protocatechuic acid; pHBA, p-hydroxybenzoic acid; VA, vanillic
acid; CaA, caffeic acid; pCA, p-coumaric acid; SA, salicylic acid; FA, ferulic acid; AA, anisic acid; SiA, sinapic acid; FW, fresh weight.
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ABTS and nitric oxide in both pulps and peels of sweeties,
were significantly higher than in grapefruits.

The antioxidant activities of sweetie and grapefruit
extracts, standard antioxidants and some phenolic acids
at 0.2 mg/ml concentration, as measured by the bleach-
ing of B-carotene, are presented in Fig. 1, A and B.
Sweetie extracts prepared from pulp and peel exhibited
slightly varying degrees of antioxidative activities. The
sweetie peel extract (Fig. 1B) showed the highest anti-
oxidant activity (90%), followed by grapefruit peel
(84%) and sweetie pulp (61%). BHA (94.4%) and tro-
lox (80.0%) were found to give the maximum anti-
oxidant activities. The antioxidant activity of sweetie
pulp (61.0%) was between those of naringin (44.7%)
and trolox in the extract of total phenols (Fig. 1B).
Extract of free phenols from sweetie pulp showed 30.0%
activity and the kinetic curve was between p-coumaric
(16.0%) and caffeic (37.9%) acids (Fig. 1A), The deter-
mined activity depended on the method of extraction of

free (Fig. 1A) and total phenols. All extracts of free
phenols showed lower activities than the total ones
(Fig. 1B). Sweetie extracts from pulp and peels showed
stronger inhibition than the extracts from grapefruit.

The best correlation (R?=0.94) was between total
phenols and the total antioxidant activity (Fig. 2A).
Good correlation levels were also observed for antho-
cyanins: R>=0.8068 and R*>=0.8612, as determined by
TAA and NO test, respectively (Table 3). However,
hydroxycinnamic acids in free form showed a relatively
lower correlation than for polyphenols and antho-
cyanins: R>=0.5498 and R>=0.5849, as determined by
TAA and NO test, respectively (Fig. 2B). There was no
significant difference between the quality of the free and
total phenols in the fruits (Table 3), although the total
polyphenol activity was higher (R?>=0.9421 and
R>=0.9436) than that of the free phenols (R*=0.8212
and R?>=0.8746), as determined by TAA and NO test,
respectively (Table 3).

A 14 —¢SP
- GP

£ —£-SwW
c 0.8 —%—GJ
o ——NA
5 —e—BHA
= 0.6 - —A-CA
© ———p-CA
by = FA
c 0.4 —&-C
g —--T
202
< i T E VR - R —

o T T T T — T T T T T T 1

0 15 30 45 60 75 90 105 120 135 150 165 180
Time, min

B

Absorbance at 470 mn

30 45 60

75 90

Time, min

106 120 135 150 165 180

Fig. 1. Reaction kinetics: A, four citrus extracts with 50%Met from: sweetie peel (SP), sweetie pulp (SW), grapefruit peel (GP), grapefruit pulp (GJ);
naringin (NA); butylated hydroxyanisole (BHA); p-coumaric (p-Ca), ferulic (FA) and caffeic (CA) acids; and trolox (T) with B-carotene bleaching.
B, four citrus extracts with 50%Met/HCI from sweetie peel (SP), sweetie pulp (SW), grapefruit peel (GP), grapefruit pulp (GJ); naringin (NA);
butylated hydroxyanisole (BHA); p-coumaric (p-Ca), ferulic (FA) and caffeic (CA) acids; and trolox (T) with B-carotene bleaching. The S-carotene
concentration was 0.004 mg/ml and the samples were at 0.2 mg/ml in the reaction mixtures. Citrus extracts were obtained with 50% methanol/

water/1.2 M HCl in Fig. 1B and with 50% methanol/water in Fig. 1A.
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A
10 - +25
y = 1.0486x + 5.0992
5 81 R? = 0.9436 T 20
g -
S 61 +15 3
£ 2
e = 0.456x + 2.3512 <
< 4 y=oo +10 5
b R? = 0.9421 z
£
2 15
0 | ; ; 0
0 5 10 15 20
Total polyphenols (nmol/g)
B
10 y = 0.4887x + 5.6569 o T25
R?=0.5498 %
S 8- 1420
= =
S 61 +15 3
£ w
S 4 y = 1.1848x + 12.484 140 &
! R? = 0.5849 )
-
2 - +5
0 ; ; | ; 0
0 1 2 3 4 5 6

Hydroxycinnamic acids (nmol/g)

Fig. 2. A and B. Relationship, calculated by linear regression analysis
for the studied sweeties and grapefruit, between: A, x total poly-
phenols (umol/g; X) to TAA test (uM TE/g; Y;) and total polyphenols
(umol/g; X) to NO test [(AE x103), Y5]. B, O hydroxycinnamic acids
(nmol/g, X) to TAA test (umol TE/g; Y;) and A hydroxycinnamic
acids (nmol/g, X) to NO test [(AE (x10%), Y,]. Abbreviations: TAA,
total antioxidant activity; TE, Trolox equivalent, NO, scavenging
activity against nitric oxide; AE, antioxidant efficiency.

Table 3

Correlation coeflicients of linear regression between the concentrations
of individual antioxidant constituents and the antioxidant activity of
tested fruits

Antioxidant components Correlation coefficient (R?)

TAA, NO test
uM TE/g (AEx10%)
Total phenols (pol/g) 0.94 0.94
Free phenols (pol/g) 0.82 0.87
Total anthocyanins (ng/g) 0.81 0.86
Free hydroxycinnamic acid (nmol/g) 0.55 0.58
Glucoside hydroxycinnamic acid (nmol/g) 0.46 0.52

4. Discussion

Phytochemicals, especially phenolics, in fruits and
vegetables are suggested to be the major bioactive com-
pounds for health benefits. However, the phenolic con-
tents and their antioxidant activities in fruits and
vegetables were underestimated in the literature, because
bound phenolics were not included. This study was
designed to investigate the profiles of total phenolics,
including both soluble free and bound forms in sweetie

and grapefruit, by applying solvent extraction and
hydrolysis. Our results are in accordance with the data
of Sun et al. (2002) on free and total phenolics and their
antioxidative values.

The contents of phenolic acids in peels were sig-
nificantly higher than in pulp of sweeties and grapefruit.
These results are in accordance with others who indicate
that peels are an important source of phenolic com-
pounds (Bocco et al., 1998).

The role of hydroxycinnamic acid compounds as
antioxidants and free radical scavengers has been pointed
out (Chen & Ho, 1997). Our results are in accordance
with others concerning the distribution of -caffeic,
p-coumaric, ferulic, and sinapic acids and the pre-
dominance of ferulic acid over the other hydroxy-
cinnamic acids (Bocco et al., 1998; Fernandez de Simon
et al., 1992; Peleg et al., 1991; Rapisarda et al., 1999).
Hydroxycinnamic acids were highly correlated with
each other and also with anthocyanins. Such corre-
lations were expected because hydroxycinnamic acids
are the precursors of the anthocyanins.

Recent studies represent the results of the measure of
the total radical-trapping antioxidative potential
(TRAP) of different fruits (Gorinstein et al., 2001; 2002)
based on peroxidation, induced by the water-soluble
radical initiator 2, 2’-azobis (2-amidinopropane) hydro-
chloride (ABAP). The peroxyl radicals, produced at a
constant rate by thermal decomposition of ABAP, were
monitored by luminol-enhanced chemiluminescence
(CL). The results of these studies, using a peroxyl radi-
cal generator (ABAP), indicated that the antioxidant
capacities of citrus and traditional fruits covered a con-
siderable range and were slightly lower than the results
of the present investigation. Apple pulps and peels have
relatively high antioxidant capacities in comparison
with pears and peaches and are preferable for disease-
preventing diets (Gorinstein et al., 2002). It is not sur-
prising that some variation of antioxidant activities was
obtained in the present report; antioxidant activity of
investigated samples depends upon which free radical or
oxidant is used in the assay. It could be that such a
method is not specific for methanol extracts of phenols
(Gorinstein et al., 2002). It can also be explained by the
use of a different variety of grapefruits. Each method
for determination of antioxidants is based on the reac-
tivity of different scavenging radicals (Gardner et al.,
2000) and dependent, not only on this factor, but also on
the pH of the testing system (Cano et al., 1998; Cervellati,
Renzulli, Guerra, & Speroni, 2002). The most widely
used chromogen compounds to measure the antioxidant
activity of biological material are the ABTS(+ ) and the
DPPH radicals. Even in these methods interferences
were found at different wavelengths, caused by plant-
derived materials of the studied samples (Arnao,
2000). Our results are in accordance with others that
antioxidative potentials involve contributions from
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polyphenols. The NO, TAA and B-carotene values for
each extract were similar and well correlated with the
total phenolic contents. These data are supported by
others (Proteggente et al., 2002) on the basis of the
comparison of different methods, as well as on the
results of the citrus investigated. It was shown that the
total phenolic content correlates highly with the anti-
oxidant activity of sweeties and grapefruit and is in
accordance with others (Henn and Stehle, 1998).

In the free phenol extract, the activity was a sum of
the phenols and any vitamin C present (Vinson et al.,
2001). Ascorbic acid is generally a minor component
compared with the free phenols of fruits (Rapisarda et
al.,, 1999). The contribution to quality is small: phe-
nolics of fruits are more active antioxidants than ascor-
bate (Paganga et al., 1999; Vinson et al., 2001). Some
authors claim that loss of total antioxidants in irra-
diated orange juice appeared to result from loss of
ascorbic acid (Fan & Thayer, 2002). Vitamin C was
found to account for 65-100% of the antioxidant
potential of beverages derived from citrus. Although
phenolics appear to be major contributors to the anti-
oxidant potential of the non-citrus juices, their identity
and bio-availability requires further investigation
(Gardner et al., 2000). The correlation of the total phe-
nolic content and the total antioxidant potential was
very high (R>=0.94 ). These data are in accordance with
others, who have shown that high total polyphenol
contents increase antioxidant activity (Henn & Stehle,
1998; Proteggente et al., 2002; Rapisarda et al., 1999)
and there is a linear correlation between phenolic con-
tent and antioxidant activity.

In contrast to our previous investigations (Gorinstein
et al., 2001,2002), in this report we used two different
methods: the TAA and NO tests, as well as kinetic
reaction with B-carotene. All tests have shown that
sweeties have a higher level of antioxidant activity than
grapefruits. As already reported, antioxidant activity of
sweeties was determined for the first time in this study
and therefore, no data are available to compare with
our results.

In summary, the antioxidative activities of grapefruits
and sweeties were measured using three assays with
different reactive species. The antioxidant activity
against peroxyl radicals of sweeties was higher than
that of grapefruits. The studied fruits contain a group
of natural antioxidants that have a high antioxidant
activity.

5. Conclusion

The total phenol content and the antioxidative activ-
ity are higher in sweeties than in grapefruits. The higher
antioxidative activity of sweeties could make this new
type of citrus fruit a preferable choice for diets.

References

Arnao, M. B. (2000). Some methodological problems in the determi-
nation of antioxidant activity using chromogen radicals: a practical
case. Trends in Food Science and Technology, 11, 419-421.

Bocco, A., Cuvelier, M. E., Richard, H., & Berset, C. (1998).
Antioxidant activity and phenolic composition of citrus peel and
seed extracts. Journal of Agricultural and Food Chemistry, 4, 2123~
2129.

Cano, A., Hernandez-Ruiz, J., Garcia-Canovas, F., Acosta, M., &
Arnao, M. B. (1998). An end-point method for estimation of the
total antioxidant activity in plant material. Phytochemical Analysis,
9, 196-202.

Cervellati, R., Renzulli, C., Guerra, M. C., & Speroni, E. (2002).
Evaluation of antioxidant activity of some natural polyphenolic
compounds using the Briggs—Rauscher reaction method. Journal of
Agricultural and Food Chemistry, 50, 7504-7509.

Chen, J., & Ho, J. (1997). Antioxidant activities of caffeic acid and its
related hydroxycinnamic acid compounds. Journal of Agricultural
and Food Chemistry, 45, 2374-2378.

Cheng, G. W., & Breen, P. J. (1991). Activity of phenylalanine
ammonia-lyase (PAL) and concentrations of anthocyanins and
phenolics in developing strawberry fruit. Journal of American
Society of the Horticultural Science, 116, 865-869.

Cvikrova, M., Hrubcova, M., Meravy, L., & Pospisil, F. (1988). Changes
in the content of phenolic substances during the growth of Nicotiana
tabacum cell suspension culture. Biologic Plants, 30, 185-192.

Fan, X. T., & Thayer, D. W. (2002). Nutritional quality of irradiated
orange juice. Journal of Food Processing and Preservation, 26, 195—
211.

Fernandez de Simon, B., Perez-llzarbe, J., Hernandez, T., Gomez-
Cordovez, C., & Estrella, 1. (1992). Importance of phenolic com-
pounds for the characterization of fruit juices. Journal of Agri-
cultural and Food Chemistry, 40, 1531-1535.

Gardner, P. T., White, T. A. C., McPhail, D. B., & Duthie, G. G.
(2000). The relative contributions of vitamin C, carotenoids and
phenolics to the antioxidant potential of fruit juices. Food Chem-
istry, 68, 471-474.

Gorinstein, S., Martin-Belloso, O., Park, Y. S., Haruenkit, R., Lojek,
A., Ciz, M., Caspi, A., Libman, 1., & Trakhtenberg, S. (2001).
Comparison of some biochemical characteristics of different citrus
fruits. Food Chemistry, 74, 309-315.

Gorinstein, S., Martin-Belloso, O., Lojek, A., Ciz, M., Soliva-
Fortuny, R., Park, Y. S., Caspi, A., Libman, 1., & Trakhtenberg, S.
(2002). Comparative content of some phytochemicals in Spanish
apples, peaches and pears. Journal of the Science of Food and
Agriculture, 82, 1166-1170.

Henn, T., & Stehle, P (1998). Total phenolics and antioxidant activity
of commercial wines, teas and fruit juices. Ernahrungs-Umschau, 45,
308-315.

Heller, W. & Forkmann, G. (1988). Biosynthesis. In J. B. Harborne,
Ed., The Flavonoids. Advances in Researches (pp. 399-425), London:
Chapman and Hall.

Joshipura, K. J., Ascherio, A., Manson, J. E., Stampfer, M. J., Rimm,
E. B., Speizer, F. E., Hennekens, C. H., Spiegelman, D., & Willett,
W. C. (1999). Fruit and vegetable intake in relation to risk of
ischemic stroke. Journal of American Medical Association, 282,
1233-1239.

Jayaprakasha, G. K., & Jaganmohan Rao, L. (2000). Phenolic con-
stituents from lichen Parmotrema stuppeum (Nyl.). Hale and their
antioxidant activity. Zeitsch. Naturforsch, 55C, 1018-1022.

Marcocci, L., Packer, L., Droy-Lefaix, M. T., Sekaki, A., & Garde‘s-
Albert, M. (1994). Antioxidant action of Ginkgo biloba extract
EGb 761. Methods Enzymol., 234, 462-475.

Paganga, G., Miller, N., & Rice-Evans, C. A. (1999). The polyphenol
content of fruit and vegetables and their antioxidant activities. What
does a serving constitute. Free Radical Research, 30, 153—162.



510 S. Gorinstein et al. | Food Chemistry 84 (2004) 503-510

Peleg, H., Naim, M., Rouseff, R. L., & Zehavi, U. (1991). Distribution
of bound and free phenolic acids in oranges (Citrus sinensis) and
grapefruits (Citrus paradisi). Journal of the Science of Food and
Agriculture, 57, 417-426.

Proteggente, A. R., Pannala, A. S., Paganga, G., Van Buren, L.,
Wagner, E., Wiseman, S., Van De Put, F., Dacombe, C., & Rice-
Evans, C. A. (2002). The antioxidant activity of regularly consumed
fruit and vegetables reflects their phenolic and vitamin C composi-
tion. Free Radical Research, 36, 217-233.

Rapisarda, P., Tomaino, A., Lo Cascio, R., Bonina, F., De Pasquale,
A., & Saija, A. (1999). Antioxidant effectiveness as influenced by
phenolic content of fresh orange juices. Journal of Agricultural and
Food Chemistry, 47, 4718-4723.

Saija, A., Tamaino, A., Lo Cascio, R., Trombetta, D., Proteggente,
A., De Pasquale, A., Uccella, N., & Bonina, F. (1999). Ferulic and
caffeic acids as potential protective agents against photooxidative
skin damage. Journal of the Science of Food and Agriculture, 79,
476-430.

Sawamura, M., Kuriyama, T., & Li, Z. (1988). Rind spot, anti-
oxidative activity and tocopherols in the flavedo of citrus fruits.
Journal of the Horticultural Science, 63, 717-721.

Singh, R. P., Chidamdara, M., & Jayaprakasha, G. K. (2002). Studies
on the antioxidant activity of pomegranate (Punica granatum) peel
and seed extracts using in vitro models. Journal of Agricultural and
Food Chemistry, 50, 81-86.

Slinkard, K., & Singleton, V. L. (1997). Total phenol analysis: auto-
mation and comparison with manual methods. American Journal of
Enology and Viticulture, 28, 49-55.

Sun, J., Chu, Y. F., Wu, X. Z., & Liu, R. H (2002). H Antioxidant and
antiproliferative activities of common fruits. Journal of Agricultural
and Food Chemistry, 50, 7449-7454.

Vinson, J. A., Liang, X. Q., Proch, J., Hontz, B. A., Dancel, J., &
Sandone, N. (2002). Polyphenol antioxidants in citrus juices: In
vitro and in vivo studies relevant to heart disease. Flavonoids in cell
Sfunction advances in experimental medicine and biology, 505, 113—
122.

Vinson, J. A., Su, X., Zubik, L., & Bose, P. (2001). Phenol antioxidant
quantity and quality in foods: fruits. Journal of Agricultural and
Food Chemistry, 49, 5315-5321.

Wang, H., Cao, G., & Prior, R. L. (1997). Oxygen radical absorbing
capacity of anthocyanins. Journal of Agricultural and Food Chemistry,
45, 304-309.



	Characterization of antioxidant compounds in Jaffa sweeties and white grapefruits
	Introduction
	Materials and methods
	Chemicals
	Sample preparation

	Phenolic acid analysis
	Extraction of the free phenolic compounds
	Extraction of methanol-soluble phenolic esters
	Extraction of methanol-soluble phenolic glycosides
	Extraction of total anthocyanins
	Extraction and hydrolysis of phenols
	Total antioxidative potential determination
	Total antioxidant status (TAA Test)
	Scavenging activity against nitric oxide (NO Test)

	Kinetic reaction
	beta-carotene linoleate model system

	Statistical analysis

	Results
	Discussion
	Conclusion
	References


