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Abstract The ABTS+-radical-cation scavenging activity,

DPPH radical scavenging activity, ferric reducing/antioxidant

power, and nitrite scavenging activity of the methanol

extract from Hericium erinaceum and its subfractions were

assessed. Among the methanol extract subfractions tested,

the chloroform subfraction exhibited the strongest antioxidant

activity in the most experiments, except for the ferric

reducing/antioxidant power. The Trolox equivalent antioxidant

capacity (TEAC) of the chloroform subfraction was 378.89

µmol/g of sample. This subfraction also scavenged 35.80%

of DPPH radicals at 500 µg/mL. The highest ferric reducing/

antioxidant power was found in the n-hexane subfraction

(174.82 µmol FeSO4·7H2O/g). The chloroform, n-hexane,

and n-butanol subfractions had high total phenolic compound

content, with ferulic acid equivalents of 35.18, 19.08, and

11.23 mg/g, respectively. Flavonoids were found mostly in

the chloroform subfraction, and the 4 phenolic compounds

were identified in the same fraction as 4-hydroxybenzoic

acid, syringic acid, 4-coumaric acid, and ferulic acid by

electrospray ionization (ESI) LC-MS/MS analysis.

Keywords: mushroom, Hericium erinaceum, antioxidant

activity, phenolic acid, electrospray ionization (ESI) LC-

MS/MS

Introduction

Hericium erinaceum is a traditional edible mushroom that

has been used as an herbal medicine in east Asia. The

mushroom is called ‘yamabushitake’ in Japan and ‘houtou’

in China and is consumed in both countries. H. erinaceum

can be found growing on old or dead broadleaf trees, and

it has been successfully cultivated indoors on conifer

sawdust. Various biological functions of H. erinaceum

have been investigated in recent reports including its

antimicrobial effect (1), anti-tumor activity (2), immuno-

modulatory effects (3), hypolipidemic effects, and

promotion the nerve growth factor (NGF) synthesis (4).

This mushroom has biologically active polysaccharides

that have potent antitumor activity with immunomodulating

properties. A number of bioactive molecules, including

antitumor substances, have been identified in H. erinaceum.

Galactoxyloglucan, xylan, and glucoxylan are antitumor

and immunostimulating polysaccharides that have been

extracted from H. erinaceum (5). Polysaccharides exert

their antitumor effects primarily by activating various

immune system responses in the host including complement

system activation, macrophage-dependent immune system

responses, and upregulation of interferon expression. These

polysaccharides have various chemical compositions and

belong primarily to the β-glucan group (6). H. erinaceum

has not only been reported to have a hypoglycemic effect,

but it is also able to reduce the rates of serum triglyceride

and total cholesterol elevation when administered. The

treatment of diabetes often involves medication to control

blood glucose levels, although some of these medications

have undesirable side-effects. Thus, H. erinaceum with
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hypoglycemic effects can be safely used in the management

of diabetes (7).

Mushrooms can be used in traditional medicines

worldwide due to their high levels of various phenolic

compounds that are widely recognized as excellent

antioxidants (8). Generally the antioxidant activities of

several edible mushrooms have been found to be correlated

with their total phenolic and flavonoid contents (9).

Phenolic compounds have been associated with the

inhibition of atherosclerosis and cancer (10,11), and their

bioactivity may be related to their ability to chelate metals,

inhibit lipoxygenase, and scavenge free radicals (12).

Novel prenylated phenolics, asiaticusin A and B from an

edible mushroom, Boletinus asiaticus (13), and 2 p-

terphenyls from Paxillus panuoides were found to inhibit

lipid peroxidation (14).

Several undesirable features of synthetic antioxidants

used in the food industry have been discovered, including

adverse side effects. This situation prompted some researchers

to seek antioxidants from a natural source. So far, there

have been few investigations of antioxidants derived from

edible mushrooms that are cultivated artificially. These

mushrooms have only recently become available on the

market, and their health benefits, especially their antioxidant

properties, have become the subject of intense research

interest.

In the present study, the antioxidant properties of H.

erinaceum were investigated and the major phenolic acid

in this organism was identified. The antioxidant activities

of various subfractions of the methanol extract from H.

erinaceum were measured, and the profiles of major

phenolic components in the subfractions were examined

using electrospray ionization (ESI) LC-MS/MS.

Materials and Methods

Materials and chemical reagents The fruit bodies of H.

erinaceum were purchased from an open market in Seoul,

Korea. Twelve phenolic standards (4-hydroxybenzoic acid,

chlorogenic acid, vanillic acid, syringic acid, 4-coumaric

acid, ferulic acid, sinapic acid, caffeic acid, gallic acid,

gentisic acid, protocatechuic acid, and α-resorcylic acid),

DPPH, Folin-Ciocalteu phenol, quercetin, and other chemicals

were purchased from Sigma-Aldrich (St. Louis, MO, USA).

Preparation of subfractions by systemic extraction

Freeze-dried mushrooms were ground into a powder using

a food mixer (20 mesh), and 100 g of powder was extracted

with 2 L of 80% methanol for 48 h at room temperature

with shaking. After filtration through No. 4 Whatman filter

paper, an equal volume of n-hexane was added to the

filtrate, and the 80% methanol and n-hexane mixture

would give upper and lower phase separation. An equal

volume of chloroform was added to the lower phase, and

the chloroform layer was separated from the partitioned

solution. The same liquid-liquid partitioning procedure was

used to obtain ethyl acetate, n-butanol, and the final

aqueous subfraction. Five subfractions were evaporated

separately with an evaporator (Eyela; Rikakikai Co., Tokyo,

Japan) to dryness at 40oC under reduced pressure, and the

yields were calculated (Table 1).

Determination of total phenolic and total flavonoid

contents The total phenolic contents were measured

using a modified version of Gutfinger’s method (15). A

small aliquot (0.1 mL) of sample extract was mixed with

0.05 mL of distilled water and 0.05 mL of Folin-Ciocalteu’s

reagent. After the addition of 0.2 mL Na2CO3 (10% aqueous

solution) to the mixture, the mixture stood for 25 min at

room temperature and subsequently centrifuged at 3,000×g

for 20 min. The absorbance was then measured at 725 nm

using a UV-visible spectrophotometer (Uvikon 933; Kontron

Instruments Ltd., Milan, Italy) in order to determine the

content of the phenolic compounds in each extract. Ferulic

acid was used as a control to quantify the phenolic content

in the sample (expressed in equivalent mg/g).

The flavonoid contents of the extracts were determined

by the method described by Moreno et al. (16), with minor

modifications. The extracts were dissolved in 80%

methanol, and 0.1 mL of the sample was mixed with 0.1

mL of 10% aluminum nitrate, 0.1 mL of 1 µM potassium

acetate, and 4.7 mL of 80% ethanol. After incubation for

40 min at room temperature, the absorbance of the solution

was measured at 415 nm using a UV-visible spectro-

photometer (Uvikon 933; Kontron Instruments Ltd.).

Quercetin was used as a control flavonoid to calculate the

standard curve. The antioxidant compounds were analyzed

in triplicate, and the results are presented as mean±

standard deviation (SD) values.

Determination of ABTS+-radical-cation scavenging

activity The ABTS+ scavenging activity was measured

using the method described by Re et al. (17), with minor

modifications. The ABTS+ reagent (7 mM ABTS with

2.45 mM K2S2O8) was mixed with 10 µL of sample in

methanol, and Trolox was prepared in a concentration

range of 0.5-2 mM as the standard in order to generate a

dose-response curve of the percent inhibition at different

concentrations. The antioxidant activity of the samples was

expressed as the Trolox equivalent antioxidant capacity

(TEAC), which represents the mM concentration of Trolox

having the same activity as 1 mg of sample. After the

mixture was kept in a dark at room temperature for 12 min

to allow for complete free-radical generation, the absorbance

was measured at 734 nm using a spectrophotometer. The
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percent inhibition of the samples was calculated as (1−

Asample/Acontrol)×100, where, Asample and Acontrol represent

the absorbance at 734 nm in the presence and absence of

the sample, respectively.

Ferric reducing/antioxidant power (FRAP) assay The

FRAP assay was performed according to the method

reported by Bakar et al. (18). Briefly, 300 mM acetate

buffer (pH 3.6), 10 mM 2,4,6-tripyridyl-s-triazine (TPTZ)

solution, and 20 mM FeCl3·6H2O were mixed at a 10:1:1

ratio, and the mixture was heated to 37oC in a water bath

to generate the FRAP working solution. One-hundred µL

of sample, 300 µL of distilled water, and 3 mL of FRAP

reagent were mixed in a test tube, incubated at 37oC for 90

min, and then the absorbance was measured at 593 nm.

Distilled water was used as a blank. FeSO4·7H2O was used

as the standard at concentrations between 100 and 1,000

µM.

DPPH radical scavenging activity The DPPH radical

scavenging activity was measured according to the method

described by Chung et al. (19), with slight modifications.

Briefly, 100 µL of sample extracts resolved in methanol at

various concentrations (2.5, 5, 10, and 15 mg/mL) were

mixed with 400 µL of Tris-HCl buffer (100 mM, pH 7.4)

and 500 µL of DPPH solution (100 µM DPPH in methanol).

The mixture was shaken vigorously, and then left to stand

for 30 min in the dark. The absorbance was measured at

517 nm. The DPPH radical scavenging activity (%) was

calculated as a percentage according to (1−Asample/Acontrol)

×100, where, Asample and Acontrol represent the absorbance in

the presence and absence of the sample, respectively. All of

the extracts were analyzed in triplicate.

Nitrite scavenging activity The nitrite scavenging activity

was determined using the method reported by Kang et al.

(20). The pH of 1 mL of sample mixed with 1 mL of 1 mM

NaNO2 was adjusted to 1.2 with 0.1 N HCl in a test tube,

and the final volume was adjusted to 10 mL with distilled

water. The mixture was incubated at 37oC for 1 h, and

1 mL of the mixture was mixed with 5 mL of 2% acetic

acid and 0.4 mL of Griess reagent. After the mixture was

kept at room temperature for 15 min, the absorbance was

measured at 520 nm. The blank was distilled water instead

of Griess reagent. Ascorbic acid was used as the positive

control.

Identification and quantification of phenolic acids by

ESI LC-MS/MS analysis Antioxidant compounds were

extracted according to the method reported by Krygier et

al. (21), with minor modifications. Each subfraction was

prepared as described in the method sections for the

preparation of subfractions by systemic extraction. Dried

subfractions were dissolved in 80% methanol, and then

concentrated to 1/5 by evaporation under vacuum at 40oC

(Eyela; Rikakikai Co.). The pH was adjusted to 2 with HCl

solution (6 N), and the cloudy precipitate was removed by

centrifugation, which contained fatty acids. The supernatant

was collected and analyzed for the identification of

phenolic compounds by ESI LC-MS/MS analysis.

The major phenolic components in the extracts were

identified using an ESI mass spectrometry system (LTQ

Velos; Thermo Scientific, Waltham, MA, USA) in negative

mode, 12 phenolic standards including 4-hydroxybenzoic

acid, chlorogenic acid, vanillic acid, syringic acid, 4-

coumaric acid, ferulic acid, sinapic acid, caffeic acid, gallic

acid, gentisic acid, protocatechuic acid, and α-resorcylic

acid. Sample (10 µL) was injected into an HPLC system

and separated using a reverse-phase C18 column (100×2.0

mm, i.d., 3 µm, UK-C18; Union, Imtakt, Japan). The

mobile phase consisted of 0.1% aqueous formic acid

(solvent A), and acetonitrile solution containing 0.1%

formic acid (solvent B). The non-linear gradient elution

was as follows: 5% B at 0 min, 30% B at 12 min, 30% B

at 30 min, 50% B at 32 min, 95% B at 34 min, 95% B at

36 min, 5% B at 38 min, and 5% B at 40 min. The flow

rate was 200 µL/min and the injection volume was 10 µL.

The capillary temperature was 250oC, and the capillary

voltages were adjusted to −10 V for the negative mode.

The level of phenolic acid was determined by ESI-MS/MS

analysis using same ESI MS system (LTQ Velos; Thermo

Scientific) in negative mode by comparison peak area of

daughter ions of samples with those of standards using

calibration curve.

Statistical analysis All experiments were performed in

triplicate, and the values are expressed as means±standard

deviations (SD). All of the data were analyzed with one-

way analysis of variance (ANOVA) to compare the

antioxidant activity of each sample (p<0.05).

Results and Discussion

Total phenolic and flavonoid contents Extraction yields

of all of the subfractions from the freeze-dried mushrooms

are shown in Table 1. The total extract yield was about

22% in all of the methanol extract subfractions. The n-

butanol and water subfractions showed high yields of 10.81

and 7.92%, respectively, followed by the ethyl acetate

subfraction with a yield of 2.75%. This implies that most

of the soluble components in the mushroom were highly

polar. Previous reports suggested that the biological

activity of several mushrooms was mainly attributable to

polysaccharides, especially the high molecular weight

glucans and polysaccharide protein complexes exhibiting
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anticancer properties (22), as well as polyphenols and

flavonoids, which are responsible for the anticytotoxic and

antioxidant activities (23).

The methanol extract including the n-hexane and

chloroform subfractions contained larger amounts of total

phenolics, which might be related to the antioxidant

activities of these hydrophobic subfractions. The total

phenolic and flavonoid contents were evaluated, as shown

in Table 1. Hydrophobic subfractions such as n-hexane and

chloroform exhibited high levels of phenolic compounds at

19.08 (extract) and 35.18 mg/g (extract), respectively. The

n-butanol subfraction contained a phenolic content of 11.23

mg/g (extract) and a flavonoid content of 0.38 mg/g (extract).

The level of flavonoids in the chloroform subfraction was

1.46 mg/g (extract). The lowest phenolic and flavonoid

contents were observed in the water subfraction at 4.36

(extract) and 0.07 mg/g (extract), respectively. Gursoy et

al. (24) reported that a methanol extract from Morchella

rotunda contained a total phenolic content of 16.98 mg/g

(extract) and a flavonoid content of 0.59 mg/g (extract).

They also reported that the total phenolic and flavonoid

contents in M. deliciosa were 12.36 (extract) and 0.15 mg/

g (extract), respectively.

FRAP and ABTS+ radical scavenging activity The

ability of the subfractions to chelate ferrous ions are

expressed as µmol of FeSO4·7H2O/g (extract). In some

cases, food may deteriorate with lipid peroxidation which

induced by metal ions. Ferrous ions are the most effective

pro-oxidants, and are commonly found in food systems

(25). FRAP refers to the antioxidant effect exerted by the

donation of a hydrogen atom and subsequent breakage of

the free radical chain. The n-hexane subfraction showed

the highest FRAP of 174.82 FeSO4·7H2O/g (extract), and

the n-butanol subfraction exhibited a 111.12 µmol FeSO4·

7H2O/g (extract) FRAP. Other antioxidant activity, the

chloroform subfraction exhibited the lowest FRAP with

10.66µmol FeSO4·7H2O/g (extract) among tested subfractions.

Gursoy et al. (24) reported that methanolic extracts of M.

rotunda mushroom showed similar reducing power

concentration dependently. At 4.5 mg/mL concentration,

the reducing power was higher than 0.50 for the all

extracts. The mushroom (Morchella conica) exhibited an

absorbance value of 1.055 at 700 nm. Reducing power of

butylated hydroxyltoluene (BHT), butylated hydroxyl

anisole (BHA), and quercetin at 0.02 mg/mL were 0.163,

0.321, and 0.459, respectively.

In the ABTS+ radical scavenging activity expressed by

TEAC value, the higher value means stronger antioxidant

activity. The ABTS+ is generated by reaction of ABTS

with potassium persulfate and the radical was decolorized

when it reacted with hydrogen-donating antioxidant. In our

experiment, the chloroform subfraction of the methanol

extract from H. erinaceum showed the highest ABTS+

radical scavenging activity of 378.89 mg/g (extract), and

the water subfraction showed the lowest at 45.54 µmol

Trolox/g (extract). The n-hexane and n-butanol subfractions

exhibited 111.12 (extract) and 126.32 µmol Trolox/g

(extract), respectively. The methanol extract of M. conica

exhibited high radical scavenging activity (78.66%) at

40 µg/mL and similar activity was observed in the

methanol extracts of M. esculenta var. umbrina and

Table 1. Extraction yields, total phenolic, and flavonoid contents, ABTS+ radical scavenging activity, and ferric reducing/
antioxidant powder of various subfractions of the methanol extract from H. erinaceum

Solvent Yield (%)1)
Total phenolics 

(mg FAE/g extract)
Total flavonoids
(mg QE/g extract)

TEAC
(µmol Trolox/g extract)

FRAP
(µmol FeSO4·7H2O/g 

extract)

n-Hexane 00.33±0.07a2) 19.08±1.06d 0.62±0.12b 0111.12±7.60bc 174.82±14.07c

Chloroform 0.48±0.26a 35.18±0.71e 1.46±0.24d 378.89±6.99d 10.66±1.03a

Ethyl acetate 02.75±2.00ab 06.37±0.32b 1.16±0.05c 098.70±9.90b ND

n-Butanol 10.81±3.43c0 11.23±0.32c 0.38±0.03b 126.32±4.94c 111.12±8.23b0

Water 07.92±1.47bc 04.36±0.29a 0.07±0.06a 045.54±3.08a 19.46±1.05a

1)Based on total dry mushroom weight; FAE, ferulic acid equivalents; QE, quercetin equivalents; TEAC, Trolox equivalent antioxidant
capacity; FRAP, ferric reducing/antioxidant power

2)Values are averages±SD of 5 different fractions analyzed in triplicate; Different superscripts within a column denote statistically significant
differences (p<0.05); ND, not detected

Fig. 1. Preparation of H. erinaceum subfractions by systemic
extraction.
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Morchella rotunda (24).

DPPH radical scavenging activity Free radicals generated

in biological systems via metabolic reactions can cause

chronic arterial, immune, neuronal, and ischemic heart

diseases. The DPPH radical is stable at 517 nm, and it was

used to study the radical scavenging activity of each sample

in this study. The DPPH radical scavenging activities of all

of the subfractions are shown in Fig. 2. The chloroform

subfraction exhibited the highest DPPH radical scavenging

activity among the tested subfractions, while the water

subfraction showed the lowest scavenging activity. The

DPPH radical scavenging activities exhibited by the n-

hexane, chloroform, ethyl acetate, n-butanol, and water

subfractions at 1.5 mg/mL were 45.91, 71.70, 61.97, 67.46,

and 16.83%, respectively. The DPPH radical scavenging

activities of all subfractions were increased in a concentration-

dependent manner. The half maximal scavenging concentration

(IC50) can be determined by constructing a dose-response

curve and examining the effect of different concentrations

of the sample on antioxidant activity. The IC50 values of

the n-hexane, chloroform, ethyl acetate, n-butanol, and

water subfractions were 1.6, 0.7, 1.2, 1.1, and 4.8 mg/mL,

respectively, indicating that the hydrophobic subfractions

exhibited stronger DPPH radical scavenging activities than

the hydrophilic subfractions. Gursoy et al. (24) reported

that the radical scavenging activities of methanol extracts

from M. rotunda, M. crassipes, M. esculenta var. umbrina,

M. deliciosa, M. lata, M. conica, and M. angusticeps at 2

mg/mL were 33.94, 34.82, 33.68, 19.24, 22.54, 43.27, and

22.90%, respectively. Barros et al. (26) reported that the

methanol extracts from Agaricus arvensis and Cantharellus

cibarius exhibited IC50 values of 15.85 and 19.65 mg/mL,

respectively. On the other hand, the methanol extracts from

Hypholoma fasciculare and Leucopaxillus giganteus exhibited

IC50 values of 1.13 and 1.44 mg/mL, respectively. The

chloroform subfraction of H. erinaceum showed relatively

good antioxidant activity compared to the extracts described

in these previous reports.

Nitrite scavenging activity Nitroamines are produced

by nitrites and secondary or tertiary amine reactions can be

carcinogenic. The consumption of nitrites contained in

food can result in the formation of nitrosamines that can

attack bodily tissues and result in adverse effects. Many

substances such as phenolic compounds, organic acids, and

vitamins have been reported to scavenge nitrites (27). The

nitrite scavenging activities of all of the subfractions from

the methanol extract of H. erinaceum are shown in Fig. 3.

The nitrite scavenging activities of the subfractions exhibited

dose-dependent increases. The highest scavenging activity

was observed in the n-butanol subfraction, while the water

subfraction showed the lowest scavenging activity. The n-

butanol subfraction exhibited 56.33% scavenging activity

at a concentration of 0.64 mg/mL; however, the chloroform

subfraction exhibited only 7.64% scavenging activity at the

same concentration. The nitrite scavenging activities of the

n-hexane, chloroform, ethyl acetate, n-butanol, and water

subfractions at 32 mg/mL were 59.87, 96.70, 86.51, 99.47,

and 38.64%, respectively. The nitrite scavenging activity of

ascorbic acid, the positive control, was much stronger than

that of the subfractions from the methanol extract, at 10.25,

36.83, 53.56, and 98.98%, for concentrations of 0.064,

0.32, 0.64, and 3.2 mg/mL, respectively. The nitrite

scavenging activities of the subfractions from the methanol

extract of H. erinaceum were relatively high compared to

that of the ethanol extract from Gardenia jasminoides Ellis,

which scavenged 56.8% of the nitrite present at a

concentration of 2.0 mg/mL. The distilled water extract

from this fruit showed a scavenging activity of 68.5% (28).

Fig. 3. Nitrite scavenging activities of the various fractions of
the methanol extract from H. erinaceum.

Fig. 2. DPPH radical scavenging effects of the various
fractions of the methanol extract from H. erinaceum.



886 Li et al.

Fig. 4. Full mass spectrum of the chloroform extract (A) and MS/MS analysis of phenolic compounds in the same sample; 4-
hydroxybenzoic acid (B), 4-coumaric acid (C), ferulic acid (D), and syringic acid (E).

Fig. 5. Full mass spectrum of the ethyl acetate extract (A) and MS/MS analysis of phenolic compounds in the same sample; 4-
hydroxybenzoic acid (B), α-resorcylic acid (C), 4-coumaric acid (D), ferulic acid (E), and syringic acid (F).



Profiling of Phenolic Acids in Hericium erinaceum 887

Identification and quantification of phenolic acids by

ESI LC-MS/MS analysis Mushrooms accumulate a

variety of secondary metabolites, including phenolic

compounds, polyketides, terpenes, and steroids. Among

these secondary metabolites, phenolic compounds from

Ganoderma lucidum were reported to be correlated with

free radical scavenging activity, reducing power, and lipid

peroxidation (29). In the present study, major phenolic

acids in the chloroform subfraction exhibiting maximum

antioxidant activity were profiled by a comparison of their

ESI LC-MS/MS spectra to the standards (Fig. 4). Some

phenolic acids, such as 4-hydroxybenzoic acid, 4-coumaric

acid, ferulic acid, and syringic acid were identified in the

chloroform extract of H. erinaceum. In addition, α-resorcylic

acid could be identified in ethyl acetate subfraction with

other four phenolic acids as shown in Table 2. The levels

of ferulic acid, syringic acid, 4-hydroxybenzoic acid, and

4-coumaric acid in chloroform subfraction were 245.83,

189.58, 10.88, and 2.98 µg/g (extract), respectively. The

level of α-resorcylic acid in ethyl acetate subfraction was

8.73 µg/g (extract) and the contents of 4-hydroxybenzoic

acid was higher (24.73 µg/g extract) than in chloroform

subfraction. There was no difference in concentration of 4-

coumaric acid between chloroform and ethyl acetate

subfractions and lower levels of ferulic acid (169.82 µg/g

extract) and syringic acid (33.9 µg/g extract) was found in

ethyl acetate subfraction. No phenolic acids were detected

in other subfrations including n-hexane, n-butanol, and

water subfractions (Table 2).

Total levels of phenolic acid in fruiting body of H.

erinaceum could be calculated from these results as 0.73,

0.24, 0.069, 5.85, and 1.82 mg/g fruiting bodies for 4-

hydroxybenzoic acid, α-resorcylic acid, 4-coumaric acid,

ferulic acid, and syringic acid, respectively. Heleno et al.

(30) reported that protocatechuic acid (2.02 mg/kg d.w.), 4-

hydroxybenzoic acid (6.55 mg/kg d.w.), and 4-coumaric

acid (1.17 mg/kg d.w.) were present in the wild Boletus

species. The profile and levels of phenolic acids of H.

erinaceum were quite different from the result by Heleno et

al. (30). Further study including identification of other

phenolic acids will be performed to explain the antioxidant

activity of this mushroom.

Acknowledgments This work was supported by the

Gyeonggi Regional Research Center (GRRC Chung-Ang

2010-B02) and the Rural Development Administration

(PJ9070212011), Republic of Korea.

References

1. Kim DM, Pyun CW, KO HG, Park WM. Isolation of antimicrobial
substances from Hericium erinaceum. Mycobiology 28: 33-38
(2000)

2. Mizuno T, Sation H, Nishitoba T, Kawagishi H. Antitumor active
substances from mushroom. Food Rev. Int. 11: 23-61 (1995)

3. Liu CP, Fang JN, Xiao XQ. Structural characterization and
biological activities of SC4, an acidic polysaccharide from Salvia
chinensis. Acta Pharm. Sin. 23: 162-166 (2002)

4. Lee EW, Shizuki K, Hosokawa S, Suzuki M, Suganuma H,
Inakuma T, Li J, Ohnishi-Kameyama M, Nagata T, Furukawa S,
Kawagishi H. Two novel diterpenoids, erinacines H and I from the
mycelia of Hericium erinaceum. Biosci. Biotech. Bioch. 64: 2402-
2405 (2000)

5. Wasser SP. Medicinal mushrooms as a source of antitumor and
immunomodulating polysaccharides. Appl. Microbiol. Biot. 60:
258-274 (2002)

6. Lee JS, Min KM, Cho JY, Hong EK. Study of macrophage
activation and structural characteristics of purified polysaccharides
from the fruiting body of Hericium erinaceus. J. Microbiol.
Biotechn. 19: 951-959 (2009)

7. Wang JC, Hu SH, Wang JT, Chen KS, Chia YC. Hypoglycemic
effect of extract of Hericium erinaceus. J. Sci. Food Agr. 85: 641-
646 (2005)

8. Ishikawa Y, Morimoto K, Hamasaki T. Flavoglucin, a metabolite of
Eurotium chevalieri, its antioxidation and synergism with
tocopherol. J. Am. Oil Chem. Soc. 61: 1864-1868 (1984)

9. Lo KM, Cheung PCK. Antioxidant activity of extracts from the
fruiting bodies of Agrocybe aegerita var. alba. Food Chem. 89: 533-
539 (2005)

10. Teissedre PL, Frankel EN, Waterhouse AL, Peleg H, Geman JB.
Inhibition of in vitro human LDL oxidation by phenolic antioxidants
from grapes and wines. J. Sci. Food Agr. 70: 55-61 (1996)

11. Williams GM, Iatropoulos MJ. Anticarcinogenic effects of synthetic
phenolic antioxidants. pp. 341-350. In: Oxidants, Antioxidants, and
Free Radicals. Taylor and Francis, New York, NY, USA (1997)

12. Decker EA. Phenolics: Prooxidants or antioxidants. Nutr. Res. 55:
396-407 (1997)

13. Wada T, Hayashi Y, Shibata H. Asiaticusin A and B, novel
prenylated phenolics from Boletinus asiaticus and B. paluster
(Boletaceae) fungi. Biosci. Biotech. Bioch. 60: 120-121 (1996)

14. Yun BS, Lee IK, Kim JP, Yoo ID. Two p-terphenyls from
mushroom Paxillus panuoides with free radical scavenging activity.
J. Microbiol. Biotechn. 10: 233-237 (2000)

15. Gutfinger T. Polyphenols in olive oils. J. Am. Oil Chem. Soc. 58:
966-968 (1981)

Table 2. Phenolic acids identified by a comparison of ESI LC-MS/MS spectra to the standards

Compound
CHCl3

1)

(µg/g extract)
EtOAC

(µg/g extract)
Dry weight
(µg/g extract)

Retention time
MS(m/z)
(M-H)

MS/MS
(m/z)

4-Hydroxybenzoic acid 10.88 24.73 0.73 5.83 137 93

α-Resorcylic acid ND 8.73 0.24 3.71 153 109

4-Coumaric acid 2.98 2.00 0.069 8.87 163 119

Ferulic acid 245.83 169.82 5.85 9.77 193 178, 149, 134

Syringic acid 189.58 33.91 1.82 7.12 197 182, 153, 135

1)CHCl3, chloroform fraction; EtOAC, ethyl acetate fraction; Dry weight, (mg/kg d.w. of mushroom)=total (chloroform+ethyl acetate)



888 Li et al.

16. Moreno MIN, Isla MI, Sampietro AR, Vattuone MA. Comparison
of the free radical-scavenging activity of propolis from several
regions of Argentina. J. Ethnopharmacol. 71: 109-114 (2000)

17. Re R, Pellegrini N, Proteggente A, Pannala A, Yang M, Rice-Evans
C. Antioxidant activity applying an improved ABTS radical cation
decolorization assay. Free Radical Bio. Med. 26: 1231-1237 (1999)

18. Bakar MFA, Mohamed M, Rahmat A, Fry J. Phytochemicals and
antioxidant activity of different parts of bambangan (Mangifera
pajang) and tarap (Artocarpus odoratissimus). Food Chem. 113:
479-483 (2009)

19. Chung YC, Chen SJ, Hsu CK, Chang CT, Chou ST. Studies on the
antioxidative activity of Graptopetalum paraguayense E. Walther.
Food Chem. 91: 419-424 (2005)

20. Kang HJ, Chawla SP, Jo C, Kwon JH, Byun MW. Studies on the
development of functional powder from citrus peel. Bioresource
Technol. 97: 614-620 (2006)

21. Krygier K, Sosulski F, Hogge L. Free, esterified, and insoluble-
bound phenolic acids. 1. Extraction and purification procedure. J.
Agr. Food Chem. 30: 330-334 (1982)

22. Seljelid R. A water-soluble aminated β1-3D-glucan derivative
causes regression of solid tumors in mice. Bioscience Rep. 6: 845-
851 (1986)

23. Rice-Evans C, Miller N, Paganga G. Antioxidant properties of
phenolic compounds. Trends Plant Sci. 2: 152-159 (1997)

24. Gursoy N, Sarikurkcu C, Cengiz M, Solak MH. Antioxidant
activities, metal contents, total phenolics, and flavonoids of seven
Morchella species. Food Chem. Toxicol. 47: 2381-2388 (2009)

25. Yamaguchi T, Takamura H, Matoba T, Terao J. HPLC method for
evaluation of the free radical-scavenging activity of foods by using
1,1-dicrylhydrazyl. Biosci. Biotech. Bioch. 62: 1201-1204 (1998)

26. Barros L, Duenas M, Ferreira ICFR, Baptista P, Santos-Buelga C.
Phenolic acids determination by HPLC-DAD-ESI/MS in 16
different Portuguese wild mushrooms species. Food Chem. Toxicol.
47: 1076-1079 (2009)

27. Xie XM, Ding XW, Chen JQ. Research on the capability of the
extract of Rosa laevigata scavenging NO2

− out of body. Food Sci.
22: 30-33 (2001)

28. Debnath T, Park PJ, Nath NCD, Samad NB, Park HW, Lim BO.
Antioxidant activity of Gardenia jasminoides Ellis fruit extracts.
Food Chem. 128: 697-703 (2011)

29. Heleno SA, Barros L, Martins A, Queiroz MJRP, Santos-Buelga C,
Ferreira ICFR. Fruiting body, spores, and in vitro produced
mycelium of Ganoderma lucidum from northeast Portugal: A
comparative study of the antioxidant potential of phenolic and
polysaccharidic extracts. Food Res. Int. 46: 135-140 (2012)

30. Heleno SA, Barros L, Sousa MJ, Martins A, Santo-Buelga C,
Ferreira ICFR. Targeted metabolites analysis in wild Boletus
species. LWT-Food Sci. Technol. 44: 1343-1348 (2011)



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 15%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (Japan Standard v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile (Japan Prepress Defaults)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


