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Abstract: Eucalyptus globulus leaves contain various types of phenolic metabolites related to their
antioxidant effects such as acids, catechin, flavonoids, and others. To optimize its antioxidative
phenolic contents, E. globulus was extracted under various solvent conditions using 0, 10, 30, 50, 70,
90, and 100% ethanol. The 50% ethanol extract possessed the highest content of total phenolics with
497.7 mg GAE (gallic acid equivalent)/g extract. In contrast, the highest content of total flavonoids
was evaluated in the 100% ethanol extract, having 169.3 mg QE (quercetin equivalent)/g extract. The
antioxidant activity of various extraction conditions was assessed against the radical scavenging
effect of DPPH (SCsp = 188.2~5841.7 ug/mL) and ABTS (SCsg = 14.2~171.3 pug/mL). The major
check for chemical composition of E. globulus leaves was identified as including salicylic acid 3-D-glucuronide
updates (1), chlorogenic acid (2), epicatechin (3), 2”-O-galloylhyperin (4), isoquercitrin (5), isorhapontin (6),

Citation: Park, J.Y; Kim, J.Y; Son, quercitrin (7), and quercetin-3-O-glucuronide (8) using LC-Q-TOF/MS analysis. Among them, the
Y.G.; Kang, S.D.; Lee, SW.; Kim, K.D.;

) o identified metabolites were clarified and their contents in the extracts were calculated via quantitative
Kim, J.Y. Characterization of

. . analysis using HPLC at 254 nm. The flavonoids (4, 5, 7, and 8) were determined to have an influence
Chemical Composition and

Antioxidant Activity of Eucalyptus on the TPC, TFC, and antioxidant activity of E. globulus leaves. The results suggested that optimizing

globulus Leaves under Different the extraction conditions can result in appropriate chemical composition and antioxidant activity.
Extraction Conditions. Appl. Sci.
2023, 13,9984. https://doi.org/ Keywords: Eucalyptus globulus leaves; chemical composition; quantitative analysis; radical scavenging

10.3390/app13179984 effects; optimization extract conditions

Academic Editor: Monica Gallo

Received: 19 August 2023

Revised: 1 September 2023 1. Introduction
Accepted: 2 September 2023

Eucalyptus globulus, commonly known as southern blue gum or blue gum, is a species
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of evergreen tree in the family Myrtaceae. E. globulus is widely distributed in regions with a

Mediterranean climate, such as Australia, North America, and Europe, for various com-
mercial usages [1,2]. The leaves of E. globulus are used to obtain an essential oil that can
reduce respiratory symptoms associated with coughs, colds, and congestion; it also helps
relieve muscle and joint pain when applied topically [3,4]. The essential oil obtained from
This article is an open access article  the leaves contains several volatile compounds including terpenoids like cineole, pinene
distributed under the terms and limonene, and aromadendrene [5,6]. As well as these volatile compounds, it contains
conditions of the Creative Commons  various phenolics including chlorogenic acid, gallic acid, ferulic acid, ellagic acid, catechins,
Attribution (CC BY) license (https://  flavonoids, and others [7,8]. Some studies have found that Eucalyptus phenolics possess

creativecommons.org/licenses /by / antioxidant, anti-inflammatory, and antimicrobial properties. Furthermore, Eucalyptus
40/). phenolics have neuroprotective effects and could be effective in preventing or delaying the
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onset of Alzheimer’s disease [9,10]. Overall, Eucalyptus phenolics possess various bioactiv-
ities and have potential applications in several industries, including as pharmaceuticals,
cosmetics, and food [11,12].

In the body’s normal cellular metabolism, the production of reactive oxygen species
(ROS) and other molecules can lead to oxidative stress [13,14]. However, the human body
has several mechanisms to counteract oxidative stress and prevent damage to cells and
tissues. There are several enzymatic pathways involving the reaction of superoxide anion
(O2°*7) to produce water and oxygen, including the superoxide dismutase (SOD) enzyme,
catalase, and glutathione peroxidase [15,16], but the imbalance between the accumulation
of ROS and the ability of a biological system to detoxify reactive intermediates leads to dam-
aged proteins, nucleic acids, and lipids, and causes numerous diseases including cancer,
insulin resistance, diabetes mellitus, cardiovascular diseases, atherosclerosis, Alzheimer’s,
and Parkinson’s [17,18]. To prevent these oxidative procedures, antioxidants play an essen-
tial role in neutralizing the oxidative stress and damage caused by free radicals in human
health by protecting cells and tissues [19,20]. Some of the representative antioxidants are
known as phenolics, types of phytochemicals that consist of a cyclic benzene ring with a
hydroxyl group attached to it in the chemical structure [21,22]. The benzene ring has a
unique structure stabilized by resonance of the delocalized pi electrons in the structure.
Due to these properties, phenolics play an important role in antioxidant effects by donating
their electrons [23-25]. Phenolics have an appropriate polarity to be extracted using organic
solvents available for nutraceuticals, functional foods, and cosmetics [26,27].

This study focused on the phenolic metabolites of E. globulus leaves optimized via
solvent extraction using water and ethanol ratios. Total phenolic and flavonoid contents
of extracts were assessed using the equivalents of gallic acid and quercetin, respectively.
The radical scavenging effect of E. globulus leaves was also evaluated using DPPH and
ABTS. Furthermore, the phenolics were identified using LC-Q-TOF/MS to select the most
effective metabolite in the extract for the application of quantitative analysis to the different
solvent extractions.

2. Materials and Methods
2.1. Plant Material and Chemicals

E. globulus leaves were collected from the local farm (Haman-gun, Republic of Korea).
Gallic acid, quercetin, dimethyl sulfoxide, and Folin-Ciocalteu’s phenol reagent were
purchased from Sigma Aldrich (St. Louis, MO, USA). Sodium carbonate, sodium nitrite,
and aluminum nitrate were purchased from Daejung chemicals (Daejeon, Republic of
Korea). For the quantitative analysis, identified authentic samples such as salicylic acid f3-
D-O-glucuronide (Toronto research chemicals Lnc., Toronto, ON, Canada), chlorogenic acid
(ALFA AESAR, Ward Hill, MA, USA), epicatechin, quercitrin (Sigma Aldrich), quercetin-
3-O-glucuronide, and 2/-O-galloylhyperin (Wuhan ChemFaces Biochemical Co., Ltd.,
Wuhan, China) were used. HPLC-grade water, ethanol, and acetonitrile from Fisher (Fisher
Scientific Korea Ltd., Waltham, MA, USA) were used. All standards were extra-pure
analytical grade.

2.2. Preparation of E. globulus Extracts

The collected E. globulus leaves (500 g) were dried in the shade for a week to remove
moisture, then ground to obtain 42 g of powder. One gram of each sample was mixed with
0, 10, 30, 50, 70, 90, and 100% ethanol (10 mL) and sonicated for 3 h at room temperature.
All extracts (1 mL) were directly filtered using a 0.2 um syringe filter for HPLC and LC-Q-
TOF/MS analysis. Except for the analyzed sample, all samples were evaporated and diluted
with DMSO at a concentration of 20,000 pg/mL for TPC, TFC, and radical scavenging effect
measurement. All the extractions were repeated five times.
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2.3. Total Phenolic Content (TPC)

A TPC assay of each extract was carried out using the Folin-Ciocalteu method with
gallic acid equivalent [28]. Gallic acid for the standard curve was prepared with DMSO at
a concentration of 1000 pg/mL diluted two-fold stepwise until 31.25 ug/mL. An amount
of 10 puL of each extract or gallic acid, 70 uL distilled water, and 20 pL of Folin-Ciocalteu’s
phenol reagent were mixed and placed in the dark for 5 min. After the reaction, 100 uL of
sodium carbonate (20%, w/v) was added and the mixture was incubated for 30 min. The
reaction mixture for TPC was measured at 730 nm. The TPC was indicated as mg of gallic
acid equivalents per 100 g of sample (mg GAE/100 g).

2.4. Total Flavonoid Content

A TFC assay was performed by slightly modifying the aluminum chloride colorimetric
method [29]. Quercetin, as a calibration standard of TFC, was diluted with DMSO at a
concentration of 50 pg/mL to prepare 40, 30, 20, and 10 pug/mL. Briefly, 120 uL of each
extract or quercetin was mixed with 40 pL sodium nitrate (5%, w/v) and reacted for 6
min. A total of 10 uL of aluminum nitrate (10%, w/v) and 65 uL of distilled water were
added. The mixture was incubated in the dark for 15 min and measured at 412 nm. The
TFC was expressed as mg of quercetin equivalents per 100 g of sample (mg QE/100 g). All
absorbance was measured using an iD3 spectrophotometer (Molecular devices, Sanjose,
CA, USA).

2.5. DPPH Radical Scavenging Activity

The DPPH radical scavenging activity assay was conducted as described in a previous
study [30]. Each extract condition was prepared from a stock solution ranging from 20,000
to 195.3 pug/mL by two-fold dilution. The DPPH radical solution was also prepared at
0.15 mM using ethanol immediately before the assay. Firstly, the E. globulus leaf extracts
by concentrations (10 pL) and DPPH radical solution (190 uL) were placed onto a 96-well
plate. The mixture was incubated for 30 min in the dark at room temperature. After the
reaction, the mixture was measured at 517 nm to monitor the DPPH radical scavenging
effects.

2.6. ABTS Radical Scavenging Activity

The ABTS radical scavenging activity was measured using the generated cation radical
decolorization method [31]. Each different extract of E. globulus leaves was prepared in the
same manner as for the DPPH assay (195.3~20,000 nug/mL). ABTS radical solution in water
(7.5 mM) and 2.5 mM potassium persulfate were mixed and reacted to generate ABTS
radicals for 18 h in the dark at 4 °C. The radical solution and the different extracts were
placed onto a 96-well plate and incubated for 10 min. The mixture was measured at 715 nm
to observe the decolorization of the ABTS radicals.

2.7. Qualitative Analysis of Metabolites Using Q-TOF/MS

E. globulus ethanol extracts (1 g/10 mL) were filtered using a 0.2 um syringe filter and
injected into a Poroshell 120 EC-C18 column (2.1 x 100 mm, 2.7 pm, Agilent, Santa Clara,
CA, USA). The LC-Q-TOF/MS was a Shimadzu NEXERA LC (Kyoto, Japan) connected to a
SCIEX X500R QTOF (Framingham, MA, USA). As the mobile phase, water containing 0.1%
acetic acid (A) and acetonitrile (B) was used at a flow rate of 1 mL/min. For the solvent
conditions, a gradient solvent system that constantly increased the proportion of mobile
phase B from 0% to 100% over 60 min was used. The MS conditions were set at a capillary
voltage of 5.5 kV and temperature of 450 °C in positive ionization mode. The collision
energy was 10 V and the desolvation gas flow was 800 L/h. The turbo spray ionization was
conducted under the following conditions: ion spray voltage, 5500 V; source temperature,
550 °C; curtain gas (Ny) flow, 30 psi. The MS/MS data was set in a range from 100 to 10,000
Da in the mode of IDA-dependent. The identification of each peak on the BPI gram was
performed using SCIEX OS V1.5 software.
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2.8. Quantitative Analysis of Representative Metabolites Using HPLC

An HPLC (Agilent Technologies 1260 infinity, Santa Clara, CA, USA) was equipped
with an autosampler, binary pump, and diode array detector for quantitative analysis. E.
globulus extract was subjected to an analytical column (XBridge C18, 4.6 x 150 mm, 5 pm,
Waters, Milford, MA, USA). The mobile phase procedures for the gradient solvent system
using solvent A (water containing 0.1% acetic acid) and solvent B (acetonitrile) were carried
out as follows: 0-5 min, 0% B; 620 min, 20% B; 20-40 min, 50% B; 40—-60 min, 100% B
with a flow rate of 1 mL/min. The detector wavelength was recorded at 254 nm. For
the quantitative analysis of the principal metabolites (salicylic acid 3-D-O-glucuronide,
chlorogenic acid, epicatechin, 2/-O-galloylhyperin, isoquercitrin, isorhapontin, quercitrin,
and quercetin-3-O-glucuronide), a calibration curve (R? > 0.998) was derived from the
concentrations (0-100 pg/mL) of all the individual standards by comparing the peak areas
in the E. globulus extracts.

2.9. Statistical Analysis

All experiments were repeated thrice and data was analyzed using Sigma Plot (Version
10.0). Values were recognized to be significant when the p-value was less than 0.05.

3. Results and Discussion
3.1. Total Phenolic and Flavonoid Contents

In phytochemicals, phenolic compounds have the most antioxidative potential for
oxidative reaction quenching by donating their electrons to the radicals [32-34]. TPC is
determined by measuring the absorbance of the sample compared with gallic acid, which
is commonly used as a standard compound typically [35].

As shown in Table 1, the highest and similar TPC values were exhibited in the 10,
30, 50, and 70% ethanol extracts with 422.0, 492.7, 497.7, and 448.5 GAE mg/g extract,
respectively. The next highest TPC was in the 90% ethanol extract with 384.5 GAE mg/g
extract. The 100% ethanol extract showed a TPC of 273.2 GAE mg/g extract. The lowest
TPC value was estimated in the 0% ethanol extract. The TPC values of the 0 to 100%
ethanol extraction conditions steadily increased until the 50% ethanol condition. Then, the
TPC values decreased, confirming the lowest TPC value in the 100% ethanol condition.
Among the extraction conditions of E. globulus leaves, the significantly polar (0% ethanol)
or non-polar (100% ethanol) extractions were confirmed to have relatively low TPC values
compared with the extractions using ethanol and water in comparable proportions (30, 50,
and 70% ethanol).

Table 1. TPC and TFC of different E. globulus leaf extract conditions.

Extract Conditions TPC TFC
(mg GAE/g Extract) (mg QE/g Extract)

0% ethanol 126.7 £ 852 325+512
10% ethanol 4220 +184°P 327 +482
30% ethanol 4927 +13.2° 404 +6.7"
50% ethanol 497.7 +155P 412 4+ 75P
70% ethanol 4485 +20.1P 66.5 + 6.5 be
90% ethanol 384.5 +104° 156.5 + 10.4
100% ethanol 2732 4+ 17.52b 169.3 +12.2¢

The different superscript letters indicate significant differences (p < 0.05).

Flavonoids generally belonging to phenolic compounds are secondary metabolites
well known for their related antioxidant abilities [21]. The TFC values differed from those
of the TPC of E. globulus leaf extraction conditions. The TFC values exhibited a higher
aspect as the ratio of relatively non-polar solvent to ethanol increased. The order of TFC
values according to the ethanol portions of 0, 10, 30, 50, 70, 90, and 100% was observed as
follows; 32.5, 32.7, 40.4, 41.2, 66.5, 156.5, and 169.3 mg QE/g extract, respectively. Between
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the 0 and 50% ethanol extraction conditions, TFC values ranged from 32.5 to 41.2 mg QE/g
extract, with similar values. The 70% ethanol extract showed a value of 66.5 mg QE/g
extract, about 1.5-fold higher than the 0, 10, 30, and 50% ethanol conditions. Moreover, the
highest TFC values were confirmed at 90% and 100% ethanol conditions with 156.5 and
169.3 mg QE/g extract. Overall, the results indicated that the optimum conditions for TPC
and TFC differed depending on the extract solvent; TPC optimum conditions were 10~70%
ethanol conditions (422.0~497.7 mg GAE/g extract), while TFC optimum conditions were
the 90 and 100% ethanol conditions (156.5 and 169.3 mg QE/g extract). The best extract
conditions showed at a moderate polarity for TPC and were non-polar for TFC.

3.2. DPPH and ABTS Radical Scavenging Effects

The DPPH and ABTS assays are commonly used to measure antioxidant capacity.
The main differences between the two assays are their reaction mechanisms and type of
radicals [36]. The radical reaction occurs as a single electron transfer (SET) to DPPH and a
proton-coupled electron transfer (PCET) to ABTS. The radical type is primarily DPPH in
solvents and ABTS in aqueous solutions known as sequential proton loss electron transfer
(SPLET) [37].

Thus, the antioxidant ability of E. globulus leaves under different ethanol conditions
was evaluated using their quenching potential against DPPH and ABTS radicals. As shown
in Table 2, the highest antioxidative condition against DPPH radicals was 30% ethanol with
188.2 pug/mL of SCsq value, followed by 10%, 50%, and 70% ethanol conditions having SCsg
values of 357.9, 505.3, and 509.3 ng/mL, respectively. Among the extraction conditions,
relatively extreme polar or non-polar conditions showed more than 1000 pg/mL of SCsq
value to exhibit little antioxidant ability. Specifically, these values were 5841.7 (0% ethanol),
1008.4 (90% ethanol), and 1304.7 ug/mL (100% ethanol). On the other hand, the ABTS
radical scavenging activity assay displayed generally better results than the DPPH assay.
It suggested that the antioxidant efficacy of E. globulus leaf extracts was via the PCET
scavenging mechanism. Like the DPPH assay, the best antioxidant efficacy was confirmed
under 30% and 50% ethanol extraction conditions with SCsg values of 14.2 and 18.0 pug/mL.
In the following order, the antioxidant capacities were observed having 23.1, 20.8, and 24.8
ug/mL of SCsy values under 10%, 70%, and 90% ethanol conditions, respectively. The 0%
and 100% ethanol extracts were found to be the least active with SCsq values of 171.3 and
34.9 ng/mL, respectively. Their lower potential confirmed the limit of radical scavenging
effects under these conditions. Through these results, it was confirmed that E. globulus
leaves exhibited more effective antioxidant ability when using a proper combination of
water and ethanol than when using only water or ethanol for extraction. The results
suggested that a combination of extract solvents was essential to maximize the antioxidant
potential relatively.

Table 2. Radical scavenging activity of different E. globulus leaf extract conditions against DPPH
and ABTS.

Radical Scavenging Activity (SCs, pg/mL)

Extract Conditions

DPPH ABTS

0% ethanol 5841.7 + 238.4 4 171.3 £ 10.2°
10% ethanol 357.9 + 28.03b 2314212
30% ethanol 188.2 42422 142 +092
50% ethanol 505.3 & 56.2 P 180+ 152
70% ethanol 509.3 &+ 57.1P 208+192
90% ethanol 1008.4 + 121.2°¢ 2484142
100% ethanol 1304.7 + 156.5 ¢ 3494512

The different superscript letters indicate significant differences (p < 0.05).
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3.3. Correlations between TPC, TFC, DPPH, and ABTS

The correlations between TPC, TFC, DPPH, and ABTS interacted with each other
according to the proposed results. As shown in Figure 1, higher correlations are observed
with R? values that are close to 1. According to the extraction conditions, the highest
correlation (R? = 0.9138) was found between the two radical scavenging effects (DPPH
and ABTS) (Figure 1a). On the other hand, the correlation (R? = 0.0102) was difficult to
find between the TPC and TFC (Figure 1b). As shown in Figure 1c—f, DPPH and ABTS
radical scavenging abilities showed a high correlation, with 0.8766 and 0.8299 R? values,
respectively, whereas there was no correlation with TPC (R? < 0.05).
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Figure 1. Correlations between TPC, TFC, and radical scavenging effects of different conditions of E.
globulus leaf extracts. (a) DPPH-ABTS, (b) TPC-TFC, (c) TPC-DPPH, (d) TFC-DPPH, (e) TPC-ABTS,
and (f) TFC-ABTS.

3.4. Characterization of Chemical Composition Using LC-Q-TOF/MS

From the above results, LC-Q-TOF/MS analysis was performed using the representa-
tive extraction condition of 30% ethanol. This condition provided the best overall phenolic
content and proved to be a reliable measure for antioxidative capacity. A total of eight
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predominant phytochemicals (1-8) were confirmed from the base peak chromatogram
(BPC) of the E. globulus leaves extracted using 30% ethanol (Figure 2a). As shown in Ta-
ble 3, the metabolites were identified by comparing the calculated error value between
the observed and theoretical mass (m/z) in each mass gram of peaks as follows: salicylic
acid B-D-O-glucuronide (1), chlorogenic acid (2), epicatechin (3), 2”-O-galloylhyperin (4),
isoquercitrin (5), isorhapontin (6), quercitrin (7), and quercetin-3-O-glucuronide (8).
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Figure 2. LC-Q-TOF/MS analysis of representative E. globulus leaf extracts. (a) Base peak chro-

matogram (BPC) of E. globulus leaf extracts using 30% ethanol. (b—i) Mass gram of individual peaks
1-8. Peak 1, salicylic acid 3-D-O-glucuronide (1); Peak 2, chlorogenic acid (2); Peak 3, epicatechin (3);
Peak 4, 2""-O-galloylhyperin (4); Peak 5, isoquercitrin (5); Peak 6, isorhapontin (6); Peak 7, quercitrin

(7); Peak 8, quercetin-3-O-glucuronide (8).
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Table 3. Characterization of major metabolites of E. globulus leaf extract.

RT Observed Theoretical Error ce s
No (min) Mass (11/2) Mass (11/2) (ppm) Formula Identification
1 1.7 315.0721 315.0716 +1.59 C13H1409 Salicylic acid 3-D-O-glucuronide
2 6.7 355.1014 355.1029 +4.22 C16H1809 Chlorogenic acid
3 7.8 291.0857 291.0869 —4.12 C15H1406 Epicatechin
4 17.0 617.1129 617.1143 —2.27 CogH4016 2""-O-Galloylhyperin
5 17.3 465.1021 465.1033 —2.58 Cy1Hy9O15 Isoquercitrin
6 19.3 421.1502 421.1499 +0.71 Cy1H409 Isorhapontin
7 20.2 449.1063 449.1084 —4.68 Cy1Hy9O1q Quercitrin
8 222 479.0796 479.0826 —6.26 Cy1H15013 Quercetin-3-O-glucuronide

The abundant metabolites in the E. globulus leaves were classified as phenolic acid,
quercetin, stilbene derivatives, and epicatechin. Peak 1 (Figure 2b, g = 1.7 min) showed a
molecular ion peak [M + H]* detected at m/z 315.0721, which was identified as salicylic acid
3-D-O-glucuronide (1) by comparison with the theoretical mass ([M + H]* = m/z 315.0716).
Peak 2 (Figure 2¢, fg = 6.7 min) was deduced as chlorogenic acid (2) by confirming its
molecular and fragment ion peaks at [M + H]* = m/z 355.1014 and 163.0385, respectively.
The fragment ion at m/z 163.0385 was typically observed as a caffeic acid moiety, which is
the result of a cleavage of the chemical bond with a quinic acid on its chemical structure.
Peak 3 (Figure 2d, tg = 7.8 min) was confirmed as a signal of epicatechin (3), which
possessed a molecular ion peak at [M + H]* = m/z 291.0057. Additionally, the epicatechin
(3) from peak 3 was determined via confirmation of the error value with —4.12 ppm and
the retention time of the authentic compound. Peak 4 (Figure 2e, tg = 17.0 min) was verified
as 2'"-O-gallloylhyperin (4) with a reasonable error value of -2.27 based on the observed
ion peak at [M + HJ* = m/z 617.1129 and its theoretical mass of m/z 617.1143. Peak 6
(Figure 2g, tg = 19.3 min) presented a molecular ion [M + H]" at m/z 421.1502. A fragment
ion at m/z 259.0964 was formed by the loss of a glucose moiety from its chemical structure.
The remaining peaks 5, 7, and 8 were characterized as quercetin derivatives by having
the fragment peak at m/z 303 assigned from quercetin. Specifically, peak 5 (Figure 2f,
tr = 17.3 min) showed a major ion peak at [M + H]* = m/z 465.1021 by relying on the
chemical formula of isoquercitrin (5) with Cp;Hp9O1,. Peak 7 (Figure 2h, tg = 20.2 min)
exhibited a molecular ion peak at [M + H]* = m/z 449.1063. The observed ion peak
corresponded to quercitrin (7) as quercetin rhamnoside by verifying the identical value
of the exact mass with m/z 449.1084. Peak 8 (Figure 2i, t{g = 22.2 min) was identified
as quercetin-3-O-glucuronide (8) via the practical comparison between the observed and
chemical masses at m/z 479.0796 and 479.0826, respectively. Based on these results, the eight
metabolites (1-8) were tentatively assigned as the abundant metabolites of E. globulus leaves.

3.5. Quantitative Analysis of Identified Metabolites Using HPLC

From the LC-TOF/MS analysis, the identified major metabolites (1-8) from the extract
of E. globulus leaves were quantified to evaluate the optimized extraction ratio. As shown
in Figure 3, each peak was verified by retention time using an authentic sample. All
samples were evaluated as to LOD, LOQ), and linearity (RZ) by each standard curve with
appropriate concentrations (0~200 pg/mL) to confirm their contents in the extracts. As
shown in Figure 3 and Table 4, the phenolic contents per 1 g of dried E. globulus leaves were
assessed using HPLC at 254 nm. Among the eight metabolites, the most polar compound
(salicylic acid 3-D-O-glucuronide, 1) was distributed with 2.77~9.6 mg/g. Chlorogenic acid
(2) was contained in amounts ranging from 2.83 to 5.90 mg/g in most extracts except for
the 0% ethanol extract (0.98 mg/g). Compound 3 (epicatechin) showed the most difference
in content when extracted using different ethanol ratios. The content of epicatechin ranged
from 98.3 to 142.4 mg/g at a high ratio of ethanol (50~100%). Under the 0~30% ethanol
conditions, the contents observed were 0.24~14.64 mg/g.
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Figure 3. HPLC chromatogram of E. globulus leaves under different extract conditions using 0%, 10%,
30%, 50%, 70%, 90%, and 100% ethanol.
Table 4. Quantitative analysis of major metabolites from extracts using HPLC.
Phenolic Contents, (mg/g) ?
Compd.
0%?P 10% 30% 50% 70% 90% 100%
1 96+14 840+ 1.2 648 + 1.4 413 +0.9 3.70 + 0.5 341 +0.9 2.77 £ 0.6
2 0.98 + 0.05 2.83+ 0.5 293 +0.3 3.04 £0.2 5.90 + 0.6 351+0.3 326+ 04
3 0.24 4+ 0.02 11.3+1.2 14.64 =25 1424+ 44 98.3 +12.1 113 £ 16.4 12.56 = 1.9
4 0.19 £+ 0.01 229+25 20.50 = 0.9 21.24 + 3.0 21.72 +£39 19.70 + 1.2 21.55+29
5 526 + 0.4 828 +£2.9 9.64 +£1.7 9.90 £+ 0.5 14.87 £ 2.8 721 +0.8 972+ 1.1
6 0.24 4+ 0.03 0.40 £ 0.04 1.05+0.2 1.00 £+ 0.07 1.32+0.5 1.45 £ 0.05 0.94 £+ 0.06
7 0.63 +0.12 1.01 +0.2 212+0.8 1.15 4+ 0.04 113+ 0.1 1.47 4+ 0.04 1.57 +0.08
8 0.11 £ 0.05 0.20 + 0.06 0.32 £+ 0.05 0.53 + 0.08 0.52 £ 0.06 0.29 + 0.04 0.41 + 0.02

All the experiments were triplicates. @ The values are expressed as mg of each compound equivalents per g of dry
weight as mean (1 = 3). ® The percentage represents the ethanol ratio of E. globulus leaf extract solvent.

Among the flavonoid contents, 2”/-O-galloylhyperin (4) occupied the largest proportion
and showed contents of 19.7~22.90 mg/g in the presence of ethanol in the extraction
conditions. Isoquercitrin (5) had the highest content in the 70% ethanol condition with
14.8 mg/g, whereas other conditions were detected at similar levels with 5.26~9.90 mg/g.
Isorhapontin (6), quercitrin (7), and quercetin 3-O-glucuronide (8) were quantified at
relatively minor levels below 2 mg/g under all the extraction conditions. Overall, the
representative eight metabolite (1-8) contents were present at high levels in E. globulus leaf
extract when the ethanol conditions were more than 50%. However, the radical scavenging
effects mentioned above showed the most activity in the 30% ethanol condition. Therefore,
the results suggest that the flavonoids rather than the phenolics influenced the E. globulus
leaf extracts.
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4. Conclusions

This study investigated the TPC, TFC, radical scavenging effects, and quantitative
and qualitative analyses of metabolites to optimize the extraction conditions of E. globulus
leaves. The TPC of E. globulus leaf extract was highest in the 10~70% ethanol extracts. The
TFC showed a higher aspect as the ratio of relatively non-polar solvent to ethanol increased.
The most antioxidative condition against DPPH radicals was the 30% ethanol extract, while
the best antioxidant efficacy for ABTS radical scavenging activity was observed under 30%
and 50% ethanol extraction conditions. Moreover, LC-Q-TOF/MS analysis of the E. globulus
leaves extracted using 30% ethanol identified eight predominant phytochemicals, including
salicylic acid B-D-glucuronide (1), chlorogenic acid (2), epicatechin (3), 2”-O-galloylhyperin
(4), isoquercitrin (5), isorhapontin (6), quercitrin (7), and quercetin-3-O-glucuronide (8). The
most predominant metabolites were epicatechin, a phenolic, and 2”-O-galloylhyperin, a
flavonoid, in the 50% ethanol extract. Overall, the results suggest that the extract conditions
of E. globulus leaves play a significant role in determining the phytochemical composition
as well as the antioxidant potential.
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