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Abstract: Apitherapy has become the focus of attention as a form of folk and preventive medicine for
treating certain conditions and diseases as well as promoting overall health and well-being. In apitherapy,
honey is the therapeutic agent used for dressing surgical wounds, burns or skin ulcers, as well as for
dyspepsia, peptic ulcer, etc., because of its antioxidant activity. Therefore, it is important to determine
the antioxidants in honey by analytical techniques. In the present study, the antioxidant activities of honeys
from different floral sources were investigated by electron spin resonance (1,1-diphenyl-2-picrylhydrazyl
(DPPH) and H2O2/NaOH/DMSO scavenging systems), liquid chromatography with coulometric array
detection (LC-ED), and liquid chromatography with electrospray mass spectrometry (LC-MS). The
antioxidant activities of some unifloral honeys (acacia, Chinese milk vetch, buckwheat and manuka) were
evaluated using the radical scavenging systems. It was shown that DPPH radical scavenging activity was
significantly different among the honeys, with buckwheat and manuka honeys having significantly higher
scavenging activity than acacia honey. In addition, only manuka honey had specific scavenging activity for
superoxide anion radicals. The compound responsible for this activity in manuka honey was identified by
LC-ED and LC-MS. Careful examination of the LC-ED chromatographic patterns of manuka and other
honey samples revealed a distinct peak in the chromatogram of manuka honey to be methyl syringate
(MSYR). The radical scavenging activity of MSYR was specific for superoxide anion radicals, similar to
the case of manuka honey.
 2005 Society of Chemical Industry
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INTRODUCTION
Recently, apitherapy has become the focus of attention
as a form of folk and preventive medicine for treating
certain conditions and diseases as well as promoting
overall health and well-being. In apitherapy, honey
is the therapeutic agent used for dressing surgical
wounds, burns or skin ulcers, as well as for dyspepsia,
peptic ulcer, etc., because of its antibacterial activity.1

Honey rapidly reduces inflammation, swelling and
pain caused by many diseases. Furthermore, it was
found that some honeys have antibacterial activity
due to the presence of hydrogen peroxide. The
antibacterial effects of various honeys were found

to be due to both the physical property of osmosis
and the generation of hydrogen peroxide by glucose
oxidase. Many studies have been conducted on the
‘non-peroxide’ antibacterial activity of some honeys.2,3

In addition, honey is a rich source of phenolic
compounds.4–6 Phenolic compounds such as aromatic
acids and flavonoids are widely distributed in foods
of plant origin and are regarded as having effective
antioxidant and radical scavenging activities.7,8 Foods
containing phenolic compounds are used not only as
nourishment but also in the prevention of cancer,
cardiovascular diseases and diabetes. Such chronic
diseases are thought to be caused by oxidative stress,

∗ Correspondence to: Hiroyuki Nakazawa, Department of Analytical Chemistry, Faculty of Pharmaceutical Sciences, Hoshi University,
2-4-41 Ebara, Shinagawa-ku, Tokyo 142-8501, Japan
E-mail: nakazawa@hoshi.ac.jp
(Received 21 January 2003; revised version received 29 March 2004; accepted 6 August 2004)
Published online 26 January 2005

 2005 Society of Chemical Industry. J Sci Food Agric 0022–5142/2005/$30.00 872



Identification of specific superoxide anion radical scavenger

which is defined by the imbalance between free radical
production and the antioxidant defense system.9

Several studies have focused on the beneficial effects
of natural antioxidants.10–12 The phenolic compounds
in honey have been shown to suppress oxidative
degradative reaction.13,14 However, studies on the
antioxidant activity of honey are few and far between.
It is therefore important to determine the antioxidant
in honey by physical and analytical techniques.

In the present study, by means of electron spin
resonance (ESR), we evaluated the antioxidant
activities of honeys from different floral sources
with 1,1-diphenyl-2-picrylhydrazyl (DPPH) radical
and free radical (methyl, hydroxyl and superoxide
anions) scavenging systems. We also determined the
antioxidant in the honeys by liquid chromatography
with coulometric array detection (LC-ED) and liquid
chromatography with electrospray mass spectrometry
(LCMS).

EXPERIMENTAL
Chemicals
DPPH was purchased from Sigma Aldrich (St
Louis, MO, USA). 5,5-Dimethyl-1-pyrroline-N-oxide
(DMPO) was purchased from Labotec Co (Tokyo,
Japan). Distilled water was purified with a Milli-Q
gradient A 10 Elix system with an EDS polisher
(Millipore, Bedford, MA, USA). Dimethyl sulphoxide
(DMSO), methanol, sodium hydroxide (NaOH) and
hydrogen peroxide (H2O2) were purchased from
Wako Pure Chemical Industries Ltd (Osaka, Japan).
Folin–Ciocalteu reagent was purchased from Kanto
Chemical Industries Ltd (Tokyo, Japan). Gallic
acid and methyl 3,5-dimethoxy-4-hydroxybenzoate
(MSYR) were purchased from Acros Organics (New
Jersey, USA).

Honey samples
Honey samples were purchased at supermarkets in
Tokyo and Kanagawa Prefecture, Japan. The honey
samples originated in four floral sources, namely,
acacia, Chinese milk vetch, buckwheat and manuka,
and the number of honey samples was four for each
floral source (Table 1).

Control solution for honey
Honey is composed of almost 80% glucose–fructose
(1:1; w/w).15,16 Therefore, a control solution of 80%
glucose–fructose (1:1; w/w) was used as blank, and the
effects of the reducing sugars on the results obtained
using the Folin–Ciocalteu method were determined.
Free radicals were found to be generated in alkaline
solution by reducing agents.15–18

Evaluation of total phenolic content in honeys
Total phenolic content in honey samples was evaluated
using the Folin–Ciocalteu method.15 By determining
quantitatively well-known phenolic compounds per
gram of gallic acid, we were able to determine the

Table 1. List of honey samples used in the present study

Floral source Place of origin Year purchased

Acacia 1 Japan 2001
Acacia 2 Hungary 2001
Acacia 3 China 2001
Acacia 4 China 2000
Chinese milk vetch 1 Japan 2001
Chinese milk vetch 2 China 2001
Chinese milk vetch 3 China 2000
Chinese milk vetch 4 China 2000
Buckwheat 1 Japan 2001
Buckwheat 2 Japan 2001
Buckwheat 3 China 2001
Buckwheat 4 France 2001
Manuka 1 New Zealand 2002
Manuka 2 New Zealand 2001
Manuka 3 New Zealand 2001
Manuka 4 New Zealand 2001

constant for use in calculating the total phenolic
content in honey.18

ESR apparatus and instrument conditions
ESR experiments were performed using a JES-RE-1X
system from Jeol Co (Tokyo, Japan). This spectrom-
eter has the function of normalizing all spectra for
accurate calculation using manganese oxide (MnO)
as the internal standard. The following ESR condi-
tions were used: magnetic field, 336.5 ± 5 mT; power,
8.0 mW; modulation frequency, 100 kHz; frequency,
9.425 GHz; modulation amplitude, 0.063 mT; gain,
200; and time constant, 0.03 s. All measurements were
performed at room temperature. The intensity of the
ESR signal indicates the scavenging efficiency of the
added samples.

DPPH radical scavenging activity
DPPH is one of the most stable free radicals and is
frequently used in the evaluation of radical scavengers
in natural foods.8 Free radical scavenging activity was
tested using a methanolic solution of 300 µmol l−1

DPPH. DPPH and honey samples were mixed in a
test tube for 30 min. Then, the mixture was transferred
to a flat quartz cell and the ESR spectrum of the DPPH
spin adducts was measured.

Methyl, hydroxyl and superoxide anion radical
(·CH3, ·OH and O2

−) scavenging activity
Methyl, hydroxyl and superoxide anion radicals
(·CH3, ·OH and O2

−) were generated in an
H2O2 –NaOH–DMSO system.19 DMSO (130 µl),
25 mmol l−1 NaOH (130 µl), sample (100 µl), DMPO
(10 µl) and H2O2 (130 µl) were mixed in a test tube,
and then the mixture was quickly transferred to a flat
quartz cell. The ESR spectra of the DMPO–CH3,
DMPO–OH and DMPO–OOH spin adducts were
measured.
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Sample preparation for liquid chromatography
Solid-phase extraction (SPE) was used for precon-
ditioning prior to liquid chromatography. A GL-Pak
PLS-2 cartridge (270 mg/6 ml, GL Sciences, Tokyo,
Japan) was used. The solid-phase material, polystyrene
divinyl benzene polymer, has a higher recovery rate
for hydrophilic compounds than conventional C18

cartridges. Because major phenolic compounds are
hydrophilic, we used this cartridge for precondition-
ing. Ten grams of a honey sample were dissolved
in 50 ml of distilled water. The sample solution was
transferred into an SPE cartridge preconditioned with
5 ml of methanol and 5 ml of distilled water. Then,
washing with 10 ml of water was carried out, followed
by elution with 5 ml of methanol. The solutions were
evaporated to dryness under a stream of nitrogen at
40 ◦C. The samples were adjusted by adding 10 ml of
methanol, and the obtained samples were subjected to
LC systems.

LC-ED apparatus and conditions
The LC system consisted of pumps, an autosampler
(model 542), a column oven, a multichannel elec-
trochemical detector containing cells from Coul Array
model 6210, and the database from Coul Array System
Win 32 volume 1.0 (ESA, Chelmsford, MA, USA).
The analytical column was a Discovery RP Amide
C16 (4.6 × 150 mm, 5 µm) from Supelco Co (Belle-
fonte, PA, USA), and column temperature was set at
40 ◦C throughout the analysis. The cell potentials of
the seven electrodes consisted of an increasing array
(Ch1 –Ch7; from 50 to 600 mV). The injection vol-
ume was 5 µl for all the analysed samples. A gradient
created with 0.5% acetic acid in water (mobile phase
A) and 0.5% acetic acid in methanol (mobile phase B)
was applied at a flow rate of 0.5 ml min−1: 0–30 min
at 20% solution B, and 30–60 min at 20–100% B.

Identification of phenolic compound by LC-mass
spectrometry
The liquid chromatography–electrospray mass spec-
trometry (LC-MS) system for the determination of
standards and samples was an Agilent 1100 MSD-SL
system (Agilent Technologies, Palo Alto, CA, USA).
Each fraction was collected for 2 min by LC-UV
(wavelength 225 nm) under the same conditions as
those for LC-ED. A 5 µl aliquot of the fraction was
injected into the LC and separation was carried out
in the gradient mode using 0.5% acetic acid in water
(mobile phase A) and 0.5% acetic acid in methanol
(mobile phase B). The isocratic mode was 0–20 min at
30% solution B with a flow rate of 0.2 ml min−1. The
analytical column was Senshu Pak (2.0 × 150 mm)
of Senshu Scientific Co (Tokyo, Japan), and column
temperature was set at 40 ◦C throughout the analy-
sis. The working conditions for electrospray ionization
MS were as follows: the drying nitrogen gas temper-
ature was set at 350 ◦C. The gas was introduced into
the capillary region at a flow rate of 12 l min−1, and
the capillary was held at a potential of 3500 V relative

to the counter electrode in the negative ion mode.
The fragmentor voltage was fixed at 140 V during one
chromatographic run. The scan between m/z 150 and
250 was monitored.

RESULTS
DPPH radical scavenging activity
Based on the results of measurement of total phenolic
content in various honeys, buckwheat and manuka
honeys were focused on from the standpoint of
radical scavenging activity. Figure 1 shows the DPPH
radical scavenging activities of manuka, buckwheat,
acacia and Chinese milk vetch honeys. As an index
of potency, the IC50 value (the concentration in
micrograms of honey per milliliter of DPPH solution
at which honey sample caused 50% inhibition)
was determined by graphical interpolation of each
cumulative concentration-dependent response curve
(CCRC), constructed and expressed as mean value
for buckwheat (n = 4), manuka (n = 4), Chinese milk
vetch (n = 4) and acacia (n = 3). The DPPH radical
scavenging activity is expressed as 1/IC50 in Fig 2.
The DPPH radical scavenging activities of manuka
and buckwheat honeys were significantly different
from that of acacia (p < 0.01). In addition, a high
correlation between 1/IC50 value and total phenolic
content was observed (R2 = 0.9717, n = 15, data not
shown).

Free radical generation in H2O2 –NaOH–DMSO
system
The ability of the honeys to reduce methyl, hydroxyl
and superoxide anion radicals (·CH3, ·OH and O2

−)
was measured by this system. The ESR spectrum of the
control solution is shown in Fig 3. The mechanism of
the radical-generating reaction is speculated as follows.
Superoxide anion and hydroxyl radicals are generated
from the degradation of H2O2, and the ·OH generates
·CH3 from DMSO. Therefore, this system can be used
for evaluating the antioxidant activity of those three
free radicals at the same time.

Methyl, hydroxyl, and superoxide anion radical
scavenging activity
Manuka and buckwheat honeys showed strong
scavenging activity for ·CH3, ·OH and O2

− in the
CCRCs (data not shown). The IC50 value of each
honey was determined by graphical interpolation of
each CCRC constructed and expressed as mean value.
Buckwheat honey showed the highest scavenging
activity for hydroxyl radical. Other honeys showed
lower activity, although their tendencies were the
same as that of buckwheat. In contrast, manuka honey
showed the highest scavenging activity for superoxide
anion radical (Fig 4). Therefore, we conducted further
investigations to identify the compound responsible for
these results.
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Figure 1. DPPH radical scavenging activities of honeys from various
floral sources (n = 4). (A) Buckwheat and manuka honeys; (B) acacia
and Chinese milk vetch honeys.

LC-ED chromatographic patterns of unifloral
honeys
The ED is highly selective and sensitive for detecting
oxidative–reductive compounds. Most phenolic com-
pounds exhibit oxidative–reductive behaviour. The
antioxidant activity of honey is due to the presence of
phenolic compounds. Therefore, the honey samples
were analysed by LC-ED to identify the compounds
responsible for the high radical scavenging activity.
With the exception of manuka honey, the honey
samples exhibited similar chromatographic patterns
(Fig 5). In addition, the chromatogram of buckwheat
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Figure 2. 1/IC50 of DPPH radical scavenging activity of honeys.
∗∗p < 0.01, indicates significant difference from acacia value.
Buckwheat, manuka and Chinese milk vetch, n = 4; acacia, n = 3.

honey indicated that it had the highest content of
polar compounds under the LC-ED conditions used
in this study. Note that the chromatogram of manuka
honey exhibited a single peak with a retention time of
approximately 22 min (Fig 5 (D)).

Identification of specific phenolic compound in
manuka honey
The fraction (eluted for 1 min) containing the specific
phenolic compound in manuka honey was collected
by LC-UV and subjected to LC-ED. One peak was
detected by LC-ED, its retention time being 22 min.
Then this fraction was subjected to LC-MS. The mass
spectrum of manuka honey shown in Fig 6 (A) was
identical to that of methyl syringate (MSYR) from
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Figure 4. 1/IC50 of buckwheat and manuka honeys in
H2O2/NaOH/DMSO system (�, buckwheat; �, manuka).
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Figure 3. ESR spectrum of trapped free radicals (·CH3, ·OH and O2
−) with DMPO.
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Figure 5. LC-ED chromatograms of honeys from (A) acacia; (B) Chinese milk vetch; (C) buckwheat; and (D) manuka.
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Figure 6. Mass spectra of (A) specific phenolic compound in manuka honey and (B) MSYR.
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the literature.3,5 The electrospray mass spectrum of
MSYR showed signals at m/z 211 (molecular ion: (M
(MSYR molecular weight 212)-H)−) as well as 196
and 181 (fragment ion, demethylation) in the negative
ion mode (Fig 6 (B)).

Radical scavenging activity of MSYR
Next, we evaluated the radical scavenging activity
of MSYR using the H2O2 –NaOH–DMSO system.
MSYR showed specific scavenging activity for super-
oxide anion radicals (Fig 7).

DISCUSSION
Apitherapy involves the therapeutic use of honeybee
products, including honey, pollen, propolis, royal jelly
and bee venom. A recent study has indicated that
pure honey is widely available in most communities,
although the biological mechanism underlying its use
in preventive medicine remains unknown and requires
further investigation.20

Buckwheat honey is known to contain a large
amount of phenolics14,18 and therefore has high radical
scavenging activity. In the present study, we found that
buckwheat honey has the highest scavenging activity
for DPPH and hydroxyl radicals. In the human body,
hydroxyl radicals directly attack DNA and proteins,
etc., thereby causing cell injury due to oxidative stress.9

The radical scavenging activity of buckwheat honey is
due to the large amount of phenolic compounds in
it. LC-ED chromatograms revealed that the redox-
active compounds including phenolics (retention time
2–12 min) in all the honey samples investigated
exhibited peak responses, with those from buckwheat
honey having the highest intensity. Therefore, these
compounds were found to be related to the hydroxyl
radical scavenging activity of the honeys, based on the
present results. We should take note, however, that the
estimation of only the DPPH radical scavenging may
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Figure 7. Radical scavenging activity of MSYR.

be insufficient to accurately determine the antioxidant
effect of honey.

On the other hand, the LC-ED chromatogram
and the radical scavenging effect of manuka honey
were different from those honey samples (Figs 4
and 5), and indicated the ability of manuka honey
to specifically scavenge superoxide anion radicals.
Thus, this particular activity of manuka honey
was investigated by LC-ED, which has extremely
high sensitivity and unequalled selectivity for the
analysis of electro-active compounds.21,22 The LC-
ED chromatogram of manuka honey exhibited a
characteristic peak at the retention time of 22 min
(Fig 5). This peak was identified to be that of
MSYR based on LC-MS data and the literature.3,5

By determining the specific antioxidant activity of
MSYR in manuka honey, we found that it specifically
scavenges superoxide anion radicals (Fig 7).

Manuka honey is known to have exceptionally high
antibacterial activity2,3,5,23 and has been used for the
prevention of secondary infection in surgical wounds
since ancient times in New Zealand. In addition,
manuka honey has high antibacterial activity against
Helicobacter pylori, which causes stomach and duodenal
cancers.24 In the present study, we proved that
manuka honey can specifically scavenge superoxide
anion radicals, due to the presence of MSYR. For
these reasons, manuka honey can be used not only
as a health food, but also in medicine because of its
superoxide anion radical scavenging activity.

REFERENCES
1 Molan PC, A brief review of the use of honey as a clinical

dressing. Prim Intent 6:148–158 (1998).
2 Allen KL, Molan PC and Reid GM, A survey of the antibacterial

activity of some New Zealand honeys. J Pharm Pharmac
43:817–822 (1991).

3 Russel KM, Molan PC, Wilkins AL and Holland PT, Identi-
fication of some antibacterial constituents of New Zealand
manuka honey. J Agric Food Chem 38:10–13 (1990).

4 Andrad P, Ferreres F and Amaral MT, Analysis of honey phe-
nolic acids by HPLC, its application to honey botanical char-
acterization. J Liq Chromatogr Relat Technol 20:2281–2288
(1997).

5 Weston RJ, Brocklebank LK and Lu Y, Identification and
quantitative levels of antibacterial components of some New
Zealand honeys. Food Chem 70:427–435 (2000).

6 Tomas-Barberan FA, Martos I, Ferreres F, Radovic BS and
Anklam E, HPLC flavonoid profiles as markers for the
botanical origin of European unifloral honeys. J Sci Food
Agric 81:485–496 (2001).

7 Takahama U, Flavonoid. Protein Nucl Acid Enzyme 33:
2994–2999 (1998).

8 Burda S and Oleszek W, Antioxidant and antiradical activities
of flavonoids. J Agric Food Chem 49:2774–2779 (2001).

9 Fujita N, Formation and removal of reactive oxygen species,
lipid peroxides and free radicals, and their biological effects.
Yakugaku Zasshi 122:203–218 (2002).

10 McPhail DB, Gardner PT, Duthie GG, Steele GM and Reid K,
Assessment of the antioxidant potential of scotch whiskeys
by electron spin resonance spectroscopy: relationship to
hydroxyl-containing aromatic components. J Agric Food Chem
47:1937–1941 (1999).

11 Baderschneider B and Winterhalter P, Isolation and characteri-
zation of novel benzoates, cinnamates, flavonoids, and lignans

J Sci Food Agric 85:872–878 (2005) 877



K Inoue et al

from Riesling wine and screening for antioxidant activity. J
Agric Food Chem 49:2788–2798 (2001).

12 Noda Y, Kaneyuki T, Mori A and Packer L, Antioxidant
activities of pomegranate fruit extract and its anthocyanidins:
Delphinidin, cyanidin, and pelargonidin. J Agric Food Chem
50:166–171 (2002).

13 Chen L, Mehta A, Berenbaum M, Zangerl AR and Enge-
seth NJ, Honeys from different floral sources as inhibitors
of enzymatic browning in fruit and vegetable homogenates. J
Agric Food Chem 48:4997–5000 (2000).

14 McKibben J and Engeseth NJ, Honey as a protective agent
against lipid oxidation in ground turkey. J Agric Food Chem
50:592–595 (2002).

15 Singleton VL and Rossi JA, Colorimetry of total phenolics with
phosphomolybdic-phosphotungstic acid reagents. Am J Enol
Vitic 16:144–158 (1965).

16 Slinkard K and Singleton VL, Total phenol analysis: automation
and comparison with manual methods. Am J Enol Vitic
28:49–55 (1977).

17 Kubo H, Saito M, Mochii Y, Toriba A, Nishikawa T, Ino-
mata T, Yoshimura Y and Nakazawa H, Chemiluminescence
of reducing agents based on the luminol reaction. Bunseki
Kagaku 47:599–603 (1998).

18 Gheldof N and Engeseth NJ, Antioxidant capacity of honeys
from various floral sources based on the determination of

oxygen radical absorbance capacity and inhibition of in vitro
lipoprotein oxidation in human serum samples. J Agric Food
Chem 50:3050–3055 (2002).

19 Yoshimura Y, Inomata T, Nakazawa H, Kubo H, Yamaguchi F
and Ariga T, Evaluation of free radical scavenging activities of
antioxidants with an H2O2/NaOH/DMSO system by electron
spin resonance. J Agric Food Chem 47:2653–4656 (1999).

20 Zumula A and Lulat A, Honey—a remedy discovered. J R Soc
Med 82:384–485 (1989).

21 Long H, Zhu Y, Huang T, Coury LA and Kissinger PT.
Identification and determination of polyphenols in tea by
liquid chromatography with multichannel electrochemical
detection. J Liq Chromatogr Relat Technol 24:105–1114
(2001).

22 Saito A, Sugisawa A and Umegaki K, Comparison of photomet-
ric, electrochemical and post-column fluorescence detection
for the determination of flavonoids by HPLC. Shokuhin
Eiseigaku Zasshi 42:174–178 (2001).

23 Cooper RA, Molan PC, Krishnamoorthy L and Harding KG.
Manuka honey used to heal a recalcitrant surgical wound. Eur
J Clin Microbiol Infect Dis 20:758–759 (2001).

24 Somal NA, Coley KE, Molan PC and Hancock BM, Suscep-
tibility of Helicobacter pylori to the antibacterial activity of
manuka honey. J R Soc Med 87:9–13 (1994).

878 J Sci Food Agric 85:872–878 (2005)


