


Chief Editor
EDITOR-IN-CHIEF
Soytong, Kasem
Association of Agricultural Technology in Southeast Asia (AATSEA), 2064 Sinthorn
On-onuch, Ladkrabang Road, Bangkok 10520, Thailand
e-mail : ijat.aatsea@gmail.com
ASSOCIATE-EDITOR-IN- HIEF
Lin, Fucheng
Institute of Biotechnology, College of Agriculture and Biotechnology, Zhejiang
University, Yuhangtang Road 866, Hangzhou 310058, P.R.China
e-mail : fuchenglin@zju.edu.cn
ASSISTANTS TO EDITOR-IN-CHIEF
Dar,DG.Joselito
Pathways International Travel and IELTS Review Center, Science City of Munoz, Nueva
Ecija Philippines
Tongon, Rujira
Association of Agricultural Technology in Southeast Asia (AATSEA), Ladkrabang Road,
Bangkok 10520, Thailand
Song, Jiaojiao
King Mongkut’s Institute of Technology Ladkrabang, Thailand
Jantub, Akkharat
Association of Agricultural Technology in Southeast Asia (AATSEA), Ladkrabang Road,
Bangkok 10520, Thailand

Editorial Board

Ali Mohamed, Farag Nagia Badayos, Rod
National Research Centre, Egypt University of the Philippines, Philippines

Bhat, Rajeev Chachar, Qamaruddin S.
Estonian University of Life Agriculture University, Pakistan
Sciences, UK

Chen, Yisung Chkhubianishvili, Cisia

MingDao University, Taiwan Kanchaveli Institute of Plant Protection,
Georgia

Chukeatirote, Ekachai Danesh, Younes. R.

Mae Fah Loung University, Urmia University, Iran

Thailand



Desjardin, Dennis E.
San Francisco State University,
USA

Haggag, Wafaa. M.
National Research Centre, Giza,

Egypt.

Jamsawat, Verapol

Rajamangala  University  of
Technology Tawan-OK,
Thailand

Juokslahti, Tapio

Helsinki University, Finland

Kanokmedhakul, Somdej
Khon Kaen University, Thailand

Kean, Sophea
Ministry of
Cambodia

Agriculture,

Konuma, Hiroyuki

Association for the Promotion of
Self-reliance in Asia (GIAPSA),
Japan

Liu, Xiaohong
Zhejiang University, China

McKenzie, Eric

Landcare Research Institute,
New Zealand

Moreki, John C.

Botswana College of

Agriculture, Botswana

Goltapeh, E. Mohammadi
Tarbiat Modares University, Iran

Hyde, Kevin D.
Mae Fah Loung University, Thailand

Jeeraphum, Thatree

Association of Agricultural Technology in
Southeast Asia (AATSEA), 2064 Sinthorn
Ladkrabang Road, Bangkok

On-onuch,
10520, Thailand

Kanokmedhakul, Kwanjai
Khon Kaen University, Thailand

Karunarathra, Samantha. C.
Chinese Academy of Sciences, China

Kim, Jincheol
Chonnam University, South Korea

Korpela, Timo
Turku University, Finland

McGovern, Robert
Chiang Mai University, Thailand

Mendoza, Teodoro C.
University of the Philippines, Philippines

Najafi, Solmaz
Van Yuzuncu Yil University, Turkey



Okigbo, Raphael
Nnamdi Azikiwe University,
Nigeria

Pham, N. D. Hoang
Biotechnology Center, Vietnam

Setyowati, Nanik
University of
Bengkulu, Indonesia

Bengkulu,

Sundaram, Lalitha
Periyar University, Tamil Nadu,
India

Suzuki, Akira
Agricultural High Tech Park of
HCMC, Vietnam

Thangaduri, Devarajan
Karnatak University, Karnataka,
India

Thanuku, Samuel Sampath Kumar Patro
Agricultural Research  Station, Andhra
Pradesh, India

Poungsuk, Pakkapong
King Mongkut’s Institute of Technology
Ladkrabang, Thailand

Sridhar, Kandikere R.
Mangalore university, India

Suphalucksana, Wichai

Association of Agricultural Technology in
Southeast Asia (AATSEA), 2064 Sinthorn
On-onuch, Ladkrabang Road, Bangkok
10520, Thailand

Taylor, Paul
University of Melbourne, Australia

Zhao, Ruilin
Chinese Academy of Sciences, China



Contents

Ali, N., Gondal, M. R., Rizvi, S. A., Naseem, W., [jaz, S., Ashraf, M. S.,
Khan, M. N. and Zafar, M. - Screening of various Alfalfa (Medicago sativa
L.) genotypes in relation to environmental temperature.

Ayswarya, S., Radhakrishnan, M., Manigundan, K., Gopikrishnan, V. and
Soytong, K. - Antioxidant activity of 2,4-di-tert-butylphenol isolated from
plant growth promoting endophytic Streptomyces KCA-1.

Barchia, M. F., Sulistyo, B., Diantoni, Y., Bertham, Y. H. and Miswarti, M. -
Plant nutrient uptake and rice growth on marginal peat soil as affected by
dolomite and NPK compound.

Chozin, M., Sumardi, S., Sudjatmiko, S., Candra, D. and Sasmita, R. -
Salinity stress tolerance of advanced swamp rice breeding lines.

Haggag, W. M. and Shalab, Sh. E. M. - Microorganisms in biocontrol of plant
pathogens: toxic effects on experimental rate.

Hutabarat, F., Sudjatmiko, S. and Pujiwati, H. - Combination effect of NPK
and plant growth promoting rhizobacteria on edamame soybean growth and
yield.

Jacob, J. K. S, Fernandez-Grospe, R. A. B., Campos, R. P. C., Abucay, Jr. J.
B. and Guillermo-Salvador, M. A. - Exploring medicinal plant associated
fungal endophytes.

Jintanasirinurak, S., Somala, N., Manichart, N., Dimak, J. and Laosinwattana,
C. - Stability and pre-emergence herbicidal potential of citronella
(Cymbopogon nardus) essential oil-based nanoemulsion during storage.

Junlek, P., Yinglap, O., Napasintuwong, O. and Poungsuk, P. - The
development of a training curriculum program on rice production for
stakeholders.

Lagasca, A. C., Beltran, MA. G., Valdez, MT. SJ., Franquera, E. N., Reyno,
E. A. and Briones, R. C. - Hatchability of duck eggs as affected by types of
incubators under varying relative humidity.

Maoba, S., Ogbuewu, 1. P., Oguttu, J. W. and Mbajiorgu, C. A. - Serum
biochemical values of indigenous Boschveld chickens in response to baker's
yeast (Saccharomyces cerevisiae) supplementation.

2329-2342

2343-2352

2353-2368

2369-2380

2381-2398

2399-2410

2411-2422

2423-2434

2435-2446

2447-2458

2459-2468



Nakiyemba, A., Arayo, 1., Kennedy, W., Joseph, K., Branda, L. J., Nandi, M.
N., Phillipson, M. and Dayoub, M. - Women and climate change impacts in
Uganda: A review article.

Nuansoi, W., Pumsawi, T. and Maduea, S. - Optimization of Lingzhi
cultivation in a closed smart mushroom cultivation house using control
system via online application.

Nurbaya, S., Sudiarta, I P., Wirya, G. N. A. S. and Selangga, D. G. W. -
Morphological and molecular identification of mealybugs on mangosteen
fruits in registered packaging houses on the Bali Island.

Pertiwi, T. K., Hidayat, S. H. and Winasa I. W. - The potential of Pentalonia
nigronervosa Coq. and Pentalonia caladii van der Goot as vectors of Banana
bunchy top virus.

Petsut, N., Petsut, J. and Kulabtong, S. - Species diversity and population
structure of fishes in the Khanom Estuary, Nakhon Si Thammarat Province,
Southern of Thailand.

Pirompud, P., Sivapirunthep, P. and Chaosap, C. - Factors influencing dead
on arrival and condemnation of broilers during catching, transport, lairage and
slaughter.

Putra, G. M. D., Sutiarso, L., Nugroho, A. P., Ngadisih and Chaer, M. S. I. -
Stomatal response of red chili (Capsicum annuum L.) due to water stress.

Rahman, N., Hermawan, B., Reflis, Sulistyo, B., Marlin and Barchia, M. F. -
Land suitability evaluation of shallot (4//ium ascalonicum L.) at irrigated
marginal lowland in Bengkulu, Indonesia.

Rathnayake, R. M. H. W. and Ranasinghe, J. G. S. - Comparative evaluation
of the nutritional compositions of different Sri Lankan rice varieties on
glycaemic regulation.

Rini, A. A., Aisyah, S. 1., Priosoeryanto, B. P. and Nurcholis, W. - Growth
and productivity of Java cardamom (Amomum compactum soland ex. Maton)
to shade and nitrogen supply.

Ruaypom, K., Buarabut, B. and Yartjaroen, R. - Semi-automatic rambutan
boring machine.

2469-2476

2477-2496

2497-2508

2509-2522

2523-2534

2535-2544

2545-2558

2559-2572

2573-2584

2585-2596

2597-2606



Setyowati, N., Hutapea, J. V. and Muktamar, Z. - Mexican sunflower
(Tithonia diversifolia) compost as substitution of synthetic fertilizers for
sweet corn in Ultisols.

Sotheara, K., Wipa, H., Ashara, P. and Wanwisa, P. - Nitrogen use efficiency
of rice inoculated with free-living nitrogen-fixing bacteria.

Sreshthaputra, S., Prapatigul, P. and Phayakka, N. - Efficiency and
effectiveness of high impact social responsibility projects, Chiang Mai
University, Thailand.

Susila, I. W., Sumiartha, I. K., Supartha, I. W., Yudha, I. K. W., Utama, I. W.
E. K and Wiradana, P. A. - Association of Hymenoptera Parasitoid with Fruit
Flies (Bactrocera dorsalis Complex) Attacking Guava Fruits (Syzygium
aqueum) in Gianyar, Bali Province, Indonesia.

Taratima, W., Panglilad, K., Trunjaruen, A. and Maneerattanarungroj, P. -
Seed and embryogenic callus cryopreservation of Thai rice (Oryza sativa L.)
‘Hom Mali Daeng’.

Thongpradub, W., Sudwadkaew, S. and Narkthewan P. - Characterization of
collagenolytic enzyme from the hepatopancreas of blue crab.

Tripama, B., Soeparjono, S., Dewanti, P., Nugraha, A. S. and Siswoyo, T. A. -
The Changes of Flavonol Glycosides and Antioxidant Properties During
Flowering Stages of Cloves (Syzygium aromaticum (L.) Mar.

Wittayapraparat A., Ruamrungsri, S., Bundithya, W. and Tiyayon, C. -
Morphology and Reproductive Biology of Daiswa polyphylla (Smith) Raf.

2607-2616

2617-2632

2633-2644

2645-2662

2663-2674

2675-2688

2689-2702

2703-2718



International Journal of Agricultural Technology 2022Vol. 18(6):2689-2702
Available online http://www.ijat-aatsea.com
ISSN 2630-0192 (Online)

The flavonol glycoside- and antioxidant alterations during the
flowering stages of cloves (Syzygium aromaticum (L.) Merr

Tripama, B.}, Soeparjono, S.!, Dewanti, P.}, Nugraha, A. S.>3 and Siswoyo,
T.A>

YFaculty of Agriculture, University of Jember, Jember 68121, East Java, Indonesia; “Drug
Utilisation and Discovery Research Group, Faculty of Pharmacy, University of Jember, Jember
68121, East Java, Indonesia; *Graduate Program of Biotechnology and the Center of Excellence
on Crop Industrial Biotechnology (PUI-PT BioTlIn), University of Jember, Jember 68121, East
Java Indonesia.

Tripama, B., Soeparjono, S., Dewanti, P., Nugraha, A. S. and Siswoyo, T. A. (2022). The
Changes of Flavonol Glycosides and Antioxidant Properties During Flowering Stages of
Cloves (Syzygium aromaticum (L.) Mar. International Journal of Agricultural Technology
18(6):2689-2702.

Abstract The flavonol glycosides belong to a large group of flavonoids diverse in chemical
structures and properties. In plants, these compounds are usually in O-glycosides with common
quercetin or myricetin aglycon. Quercetin is generally the most abundant and prominent
component. Flavonols and flavone glycosides were common cloves chemotypes with potential
natural antioxidants. The changes and antioxidant capacities of flavonol glycosides during the
flowering stages of clove (FS-1 to FS-4) were investigated. ldentifications of flavonol
glycosides constituent, total phenolic, flavonoids, and antioxidant capacities were evaluated the
extracts generated in every stage of clove flowers formation. The experiment showed various
concentrations of flavonols (quercetin, quercetin-3-O-glycoside, myricetin, myricetin-3-O-
glycoside) and flavones (luteolin-7-O-glycoside, apigenin-7-O-glycoside), as the highest
concentration of quercetin-3-O-glycoside was found during the bloom stage (FS-4) at 110.27
ug/g. The blooming stage also had a significantly higher in-vitro antioxidant capacity than FS-
1, FS-2, and FS-3. Antioxidant activity was based on 1,1-diphenyl-2-picrylhydrazyl (DPPH),
hydroxyl radical (OHe*), and superoxide radical (*O,) scavenging. It is suggested as the best
stage in harvesting the cloves for the natural antioxidant source.

Keywords: Antioxidant, Flavonols, Flavones, Flower Cloves, Glycosides
Introduction

Broadly known as clove, Syzygium aromaticum (L.) Merr. is a Myrtaceae
family species that has been one of the most ancient and valuable herbs in the
world. This plant has been used for culinary, pharmaceutical, and aromatherapy
purposes. Several scientific studies have discovered cloves to contain active

“Corresponding Author:Siswoyo, T. A; Email: triagus.faperta@unej.ac.id; siswoyo.triagus@gmail.com



compounds with pharmacological properties, including anesthetic and
analgesic, antimicrobial, antioxidant, anti-inflammatory, anticonvulsant, anti-
cancer, and antimutagenic effects (Miyazawa and Hisama, 2001; Harborne and
Williams, 2000; Hamad et al., 2017). These medicinal plants provide a
potential source for antioxidant compounds such as flavonoids (Neveu et al.,
2010). Flavonoids are the largest group of natural antioxidants in which this
polyphenol is present in most land-based plants. Arrays of biological activities
of flavonoids have been reported in flavanols from several different sources,
such as in the process of inhibiting the reactive radical formation and
scavenging several species from several different radical types, enhancement
antioxidant enzyme activity, inhibiting platelet aggregation, increasing blood
circulation, reducing inflammation and growth inhibition, and accelerating the
cancer cell apoptosis (Cheng et al., 2007; Nichenametla et al., 2006; Bestwick
et al., 2007; Ramadhan et al., 2020; Fernandes et al., 2017).

Flavonols are the dominant group in flavonoids, especially in O-glycoside
form. The sugar moiety influence flavonols bioavailability as the diet in the
form of glycosidic is partially absorbed in the stomach compared to aglycone
form, which remains unabsorbed (Crespy et al.,, 2002). The speed and
absorption efficiency of flavonol glycosides depend on the species size and the
location of the sugar moieties (Chang et al., 2005). For example, the peak
concentration of quercetin in plasma is higher and achieved faster after intake
with some quantity of quercetin-3-O-glucoside than quercetin-3-O-rutinoside.
Quercetin is a specific flavonoid found in various fruits, vegetables, and other
industrial crops, including cloves which its antioxidant effects benefit human
health.

In previous reports, chemotype exploration of clove flowers was limited
to the mature flower age, without a detailed information regarding the
chemotypes changes in different flowering stages. In this study, each flowering
stage of clove flowers was studied for their glycosidic flavonol changes
quantitatively and evaluated their antioxidant activities.

Materials and methods
Materials

Clove flowers at various stages: the first stages of baby clove (FS-1),
second stages of young clove flower (FS-2), clove flower maturation (FS-3),
and fourth stages of flower clove bloom (FS-4) were collected from an

experimental farm at the University of Jember, East Java, Indonesia, in April,
2018 (Figure 1). Chemical reagents, 1,1-diphenyl-2-picrylhydrazyl (DPPH),
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trinitrobenzene sulfonic acid (TNBS), 2-deoxy-D-ribose, pyrogallol, 3,5-
dinitrosalicylic acid (DNS), ferric chloride solution (FeCl3), hydrogen peroxide
(H20,), tertiary butyl alcohol (TBA), folin-ciocalteu’s phenol reagent,
trichloroacetic acid (TCA) ethylenediaminetetraacetic acid (EDTA) were
procured from Sigma-Aldrich, Singapore.

N

¢ § C

FS-1 Fs-2 Fs-3 FS-4

o
3|

Figure 1. Clove flower in a different stage of maturation. FS-1 (4 months); FS-
2. (5.5 months); FS-3 (6.5 months) and FS- 4 (7.5 months)

Extraction of clove samples

Clove flower (5 g) was mashed with a mortar, and methanol (50% in
water, 15 ml) was added with a ratio of 1:3 (w/v). The mixture was left for 24
hours at room temperature, followed by centrifugation at 10,000 rpm for 10
min. The supernatant was collected and stored in a freezer (-20 °C) for further
analyses of total phenolic, total flavonoids, DPPH, anion superoxide, and
hydroxyl scavenging.

Total phenolic analysis

Total phenolic measurement was based on a standard method by
Ratnadewi et al. (2020). To a small amount of extract of clove flower (5 ul),
methanol (80 % in water, 45 ul), Na;COs (2 % in water, 1 ml), Folin Ciocalteu
(50 % in water, 50 pul) were added. The mixture was then homogenized using a
vortex before incubation at room temperature for 30 min. The absorbance value
was measured at A 750 nm, and quantification was carried out based on the
gallic acid standard, and the result was expressed in g GAE/g sample.

Total flavonoid analysis

The flavonoid content with AICl; was determined using a standard
protocol by Ratnadewi et al. (2020), with several modifications. The clove
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flower extract (10 pl) was mixed with methanol (40 ul), aquadest (400 ul), and
NaNO, (5% in water, 30 ul), until homogenous before incubation at room
temperature (27 °C) for 5 min. AICI; (10% in water, 30 pl) was added to the
mixture, followed by incubation at room temperature for 6 min. Then, the
mixture was added with NaOH (1 N, 200 pl) and aquadest (240 pl). The
absorbance was recorded at A 415 nm, and quercetin quantification was carried
out based on the quercetin standard, as the result was expressed in pg QE/g
sample.

HPLC analysis

The analysis of flavonoids was carried out using a Thermo Accela 1250
U-HPLC system (Thermo Fisher Scientific, San Jose, CA, USA) equipped with
a quarter solvent pump, column oven, auto-sampler, and UV detector. A 1 ul
aliquot of each sample solution was injected and analyzed on a Hypersil Gold
(50mm x 2.1mm x 1.9 um) column, ThermoFisher Scientific, USA. The
separation was conducted at 30 T (column temperature) using a gradient
elution method with 0.1% formic acid in acetonitrile (solvent A) and 0.1 %
formic acid in distilled water (solvent B). The solvent gradient in volumetric
ratios was set for: 0.0-1.0 min at 80 % B; 1.0-2.0 min at 20 % B; 2.0-3.0 min
at 20 % B; 3.0-3.5 min at 80 % B. The flow rate was set at 300 jA/min, and the
effluents were monitored from A 200 to 600 nm, while a selected chromatogram
was collected at A 275 and 330 nm.

MS/MS analysis

Flavonoids were identified using a Thermo Accela 1250 U-HPLC system
with a UV detector coupled to a TSQ Quantum Access MAX mass spectrometer
(Thermo Fisher Scientific). The electrospray ionization (ESI) was applied in the
negative ion mode (NI) for the MS analysis. The operation conditions of mass
analysis were set at: capillary temperature, 300 <C; vaporizer temperature, 250
<C; sheath gas (argon) pressure, 40 psi; auxiliary gas (argon) pressure, 10 psi;
spray voltage, 2.5 kV. The mass spectra were recorded in the mass range from
m/z 150 to 1500. The MS/MS spectra were obtained using the Data-Dependent
mode, and the collision energy was set as follows: collision energy (CE), 10 V;
collision energy grad (CE grad), 0.035 V/m.

Antioxidant activity

The clove flower extract in each stage was determined the antioxidant
activity based on their scavenging capability against 1,1-diphenyl-2-
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picrylhydrazyl (DPPH), superoxide, and hydroxyl radicals. The antioxidant
activity against DPPH was determined according to Galvez et al. (2005) and
Nugraha et al. (2021). Briefly, a portion of extract (100 p) was mixed with
methanol (100 i) and DPPH (0.5 mM, 800 ). The mixture was incubated for
20 min at 27 <C. The reduction absorbance was recorded at A 517 nm. The
following formula determined the percentage of DPPH radical reduction:
Radical Scavenging Activity (%)= (A0 - As)/A0 x 100 %, with A0 was the
Blank Absorbance and As is the Sample Absorbance.

Superoxide anion scavenging was analyzed by Tang et al. (2010) and
Supriyadi et al. (2019). The analysis of superoxide anion scavenging activity
was conducted by mixing the clove flower extract (200 ul) with Tris-HCI buffer
(50 mM, pH 8.2, 1.7 ml), pyrogallol (10 mM in 10 mM HCI, 100 pl) followed
by incubation at room temperature for 10 min. The reaction slope was
determined from pyrogallol autoxidation at 4 min, in which the absorbance was
recorded at A 320 nm. The reduction percentage of superoxide anion radicals
using generic clove organ extract was compared to ascorbic acid scavenging
(0.1 pg/ul).

Hydroxyl radical scavenging activity was analyzed based on Siswoyo et
al. (2017). The flower clove extract (150 pl) mixed with 2-deoxy-D-ribose (28
mM in 20 mM phosphate buffer (pH 7.4), 50 ul) was added to clove generative
supernatants, EDTA (1 mM in water, 100 pl), FeClz (10 mM in water, 100 pl),
H,0; (1 mM in water, 50 pul) and ascorbic acid (I mM, 50 pl) in a microtube,
followed by incubated for 1 hour at 37 °C. The TBA (1 % in water, 500 pl) and
TCA (2.8 % in water, 500 ul) were added to the mixture and homogenized
using a vortex, before incubation for 30 mins at 80°C to produce a pink color.
The absorbance was measured at A 532 nm, and the percentage of hydroxyl
radical inhibition was compared against the ascorbic acid inhibition at 0.1 pg/pl
concentration.

Statistical analysis

Data are presented as mean =standard deviation. The analysis of variance
was applied to testify the significant difference between the mean values. If
there was a significant different effect, the Duncan’s Multiple Range Test
(DMRT) was further applied at the 0.05 confident level using the SPSS
software.
Results

Total phenolic and flavonoids
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The results of the phenolic and flavonoid contents are summarized in
Table 1. The total number of phenolic and flavonoid compounds was expressed
as micrograms gallic acid equivalent (GAE) per gram of dry weight. The
concentrations of phenolic compounds increased along with flowering stages,
namely the first stage (FS-1) (45.95 ug GAE/g), second stage (FS-2) (69.20 ug
GAE/qg), clover flower maturity (FS-3) (76.10 ug GAE/g), and fourth stage (FS-
4) (79.97 ug GAE/g). This was shown on the color changes in from green to
yellowish-red. Furthermore, the concentration increase of flavonoid
constituents tends to increase from the F-1 to F-3 and decrease at FS-4. The
flavonoid compounds in FS-2 (8.09 pug QE/g), FS-3 (9.24 ug QE/g), and FS-4
(8.99 ng QE/g) increased significantly compared to FS-1 (4.82 ug QE/g) (Table
1).

Table 1. Total phenolic and flavonoid content on each flowering stage

Ratio

Flowering Phenolic Flavonoid Flavonoid/Phenolic
Stages (Mg GAE/Q) (g QE/g) (%)
FS-1 45.95 +9.50c 4.82 +£0.50b 10.64 +£1.07a
FS-2 69.20 =1.17b 8.09 +1.49% 11.68 +2.21a
FS-3 76.10 +=3.59ab 9.24 +1.25a 12.18 +1.89%
FS-4 79.97 +10.11a 8.99 +0.87a 11.24 +1.43a

Note: The mean value followed by the same letter in the same column shows a significant
different (p < 0.05).

The flavonoid/phenolic ratio parameters increased from the FS-1 (10.64
%), FS-2 (11.68 %), to FS-3 (12.18 %), but the decreased ratio occurred in the
FS-4 (11.24 %). All clove flower stages were not significantly different. The
phenolic compounds increased along with the clove flower stage. The highest
concentration was found in the fourth stage (79.97 ug GAE/g) (Table 1). In
comparison, the highest concentration of flavonoid parameters was found in the
third stage as clove flower maturity stage (9.24 g QE/g). Although there was
the most significant concentration difference in each stage, it can be referred
that the concentration of the two compounds tends to increase with the
increasing flowering stage. Both phenolic and flavonoid compounds are widely
distributed in fruit, vegetable, and cereal crops, primarily on flowers.

HPLC-MS/MS
The analysis results using HPLC-MS/MS showed varying concentrations.
The six components were identified as bioactive compounds of flavonol

glycoside in four flowering stages, namely quercetin, quercetin-3-O-glycoside,
myricetin, myricetin-3-O-glycoside, luteolin-7-O-glycoside, and apigenin-7-O-
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glycoside, as shown in Figure 2. Quercetin compound increased from the FS-1
(0.42 ng/g), FS-2 (2.17 pg/g), FS-3 (2.25 pg/g) to the FS-4 (3.03 pg/g). The
increased quercetin in the FS-2 and FS-3 did not differ significantly, but
showing a significant different in the FS-4 (Table 3). Increased concentration
with an increasing trend in each stage of clove flower also occurred in the
quercetin-3-O-glycoside, where the highest concentration was found in the FS-
4 (110.27 pg/g).

558 6.68 8.12

213 6.13 664 7.08 787 898

Figure 2. The MS profile of clove flower related to flavonol constituents. A.
FS-1 (at 4 months); B. F-4 (at 7.5 months). RT. 3.28 min= Luteolin-7-O-
glycoside; RT. 5.13 min = Myricetin; RT. 3.03 min = Myricetin-3-O-glycoside;
RT. 6.64 min = Apigenin-7-O-glycoside; RT. 4.20 min = Quercetin; Rt. 4.25
min = Quercetin-3-O-glycoside

The myricetin content increased in the FS-1 (0.20 pg/g), FS-2 (1.02
ng/g), FS-3 (1.16 pg/g), to FS-4 (1.34 ng/g). The increased concentration in the
FS-1 and FS-2 was not significantly different from the FS-2 and FS-3. A
significant increase in myricetin concentration occurred in the FS-4.
Furthermore, the myricetin-3-0-glucoside compound increased significantly in
the FS-1 (21.98 pg/g), the FS-2 (28.97 pg/g), and the FS-3 (41.37 pg/g).
However, an increase in the FS-4 (71.09 pg/g) was not significantly different
from the FS-3 (Figure 3).
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Figure 4. The changes in the content of flavones in each flowering stage of
cloves. A. Luteolin-7-O-glycoside; B. Apigenin-7-O-glycoside. Bars that
display different letters are shown as significantly different (p < 0.05)
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The luteolin-7-O-glucoside compound has a fluctuating decrease and
increases from the FS-1 (18.85 pg/g), FS-2 (12.56 pg/g), FS-3 (13.11 ug/g) to
FS-4 (28.29 ng/g). A significant decrease occurred from the FS-1 to the FS-2,
then there was an increase in concentration in the FS-3, but a significant
increase occurred only in the FS-4. The content of apigenin-7-O-glucoside in
all stages of clove flower decreases with the increase of the FS-1 (0.42 pg/g),
the FS-2 (0.26 pg/g), the FS-3 (0.23 pg/g), and FS-4 (0.08 ng/g). The
significant decrease in apigenin-7-O-glucoside concentration occurred in the
first and FS-2, but the subsequent decrease was not significant. The lowest
decrease in apigenin-7-O-glucoside occurs significantly in the FS-4 (Figure 4).

Free radical scavenging activity assay

Percentages of DPPH antioxidants, hydroxyl, and superoxide scavenging
activity in each flowering stage of clove are presented in Table 2. The
percentage of DPPH decreased from FS-1 to FS-4, which was then increased at
FS-4 with an inhibition value of 72.60 %. In addition, hydroxyl scavenging
showed a linear pattern within flowering stages in which FS-1, FS-2, FS-3, and
FS-4 percentage of inhibition as 28.37, 29.60, 30.90, and 31.60%, respectively.
Statistical analysis indicated that these value differences were significant.
Fluctuate data was also shown in superoxide scavenging activity in which FS-1,
FS-2, FS-3, and FS-4 have a percentage of inhibition value of 23.08, 21.17,
26.43, and 17.83%, respectively. The further statistical test showed no
significant differences among all flowering stages of clove.

Table 2. Antioxidant activity, DPPH, hydroxyl, and superoxide on each
flowering stage of cloves

Flowering DPPH Hydroxyl Superoxide
Stages (%) (%) (%)
FS-1 61.74 +1.65¢c 28.37 +0.75¢ 23.08 +8.71a
FS-2 67.95 +2.77b 29.60 +0.45bc 21.17 +£0.91a
FS-3 68.83 +0.16b 30.90 +1.34ab 22.43 +2.83a
FS-4 72.60 +2.46a 31.60 +1.41a 19.83 +0.60a

Note: the average followed by the same letter in the same column shows significantly different
(p < 0.05).

Discussion
Plants synthesize and gather various secondary metabolites, which have

been proven to possess antioxidant capacity (Quideau et al., 2011; Kasote et al.,
2015). These biologically active compounds belong to different chemical
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groups, such as phenols, flavonoids, anthocyanins, diterpenes, and isoflavones
(Saxena et al., 2013). Both phenolic and flavonoid compounds are widely
distributed in fruit, vegetable, and cereal crops, primarily in flowers (Li et al.,
2015; Kaisoon et al., 2011). Our study on the flowering stage showed that
phenolic compounds increased with the clove flowering stage. The highest
concentration was found in the fourth stage of the clove flower bloom (79.97
ug GAE/g) (Table 1). In comparison, the highest concentration of flavonoid
parameters was found in the third stage, namely the optimum clove flower
maturity (9.24 QE/g). Although there was a significant concentration difference
in each stage, it can be referred that the concentration of the two compounds
tends to increase with the increasing flowering stage. In accordance with our
findings, several researchers reported an increased concentration of flavonoid
content in different plants, such as Nigella sativa (Zribi et al., 2014), Aquilaria
beccariana (Anwar et al., 2017), Ziziphora clinopodioides (Ding et al., 2014)
and Celosia argentea L (Adegbaju et al., 2020) during their flowering stage. As
the plant prepares for flowering, more flavonoids are likely synthesized.
Moreover, the biosynthesis of flavonoids during the flowering stage can also
become a defensive mechanism against pests that may attack the flowers and a
potential pollinator attractant (Petrussa et al., 2013). The specific pattern of the
formation of flavonoids in each plant species is determined by a complicated
system with a genetically controlled way, regulating the synthesis and
distribution in plant organisms (Koztowska and Wegierek, 2017). Thus, in
addition to intrinsic factors, the content of flavonoids in plants is strongly
influenced by extrinsic factors, such as variations in type and growth of plants,
season, climate, level of maturity, and processing (Ewald et al., 1999; Stewart
et al., 2000; Vuorinen et al., 2000).

The identified flavonoid compounds increased along with an increasing
flowering stage (Figure 3 and 4). In this study, the highest concentration of
each flowering stage was found in quercetin-3-O-glucoside compounds,
followed by myricetin-3-O-glycoside, myricetin, quercetin, apigenin-7-O-
glucoside, and luteolin-7-O-glycoside. Furthermore, Sarangowa et al. (2014)
reported that quercetin 3-O-glucoside and kaempferol 3-O-glucoside were the
main flavonols in the petals of five R. gallica cultivars and three R. damascene
cultivars. Quercetin O-glycosides are quercetin derivatives with at least one O-
glycosidic bond that are widely distributed in plants. Each phase of M.
malabathricum L. flowering is characterized by different levels of quercetin.
The research results showed that the highest level of quercetin derivatives was
found in the blooming flowers (F-4). This condition corresponded to Isnaini et
al. (2018) and Schmitzer et al. (2009), who reported that that the highest
quercetin level in M. malabathricum L. and rose flower hybrid was found in the
blooming flowers.

Quercetin is a flavanol found in fruits and vegetables as a food
component proven beneficial for health (Kaur and Kapoor, 2001). Many
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biochemical activities were reported that the compound was one of the most
potent antioxidants among polyphenols. Quercetin has also been shown to have
antiviral, antibacterial, anticarcinogenic, and anti-inflammatory effects (Rauf et
al., 2018). Quercetin inhibits the oxidation and cytotoxicity of low-density
lipoprotein in vitro and reduces the coronary heart disease or cancer (Yoshida et
al., 1990; De Whaley et al., 1990). The in vitro oxidation model shows
quercetin, myricetin, and routines to be more potent antioxidants than
traditional vitamins (Vinson et al., 1995). Flavonols and flavones have
antioxidants and free radical activity in food and significant sparing vitamin C
activity, with myricetin as one of the most active compound (Middleton and
Kandaswami, 1992).

The most studied chemical properties of phenolic compounds (phenolic
and flavonoid) were their antioxidant activities. Several active phytochemicals
of phenolic compounds have been discovered in S. aromaticum L, such as
quercetin, luteolin, caffeic acid, kaempferol, and catechin (Adefegha et al.,
2016). Several flavonoids have been successfully identified from S.
aromaticum L, including rutin and quercetin, which are well known to have
significant antioxidants. In the present study, the antioxidant potential of S.
aromaticum L was investigated through 2,2-diphenyl-1-picrylhydrazil (DPPH),
hydroxyl scavenging, and superoxide scavenging activity assays. Protective
antioxidant by plant products properties such as S. aromaticum may contribute
as therapeutic drugs for free radical-induced pathologies. The antioxidant
properties of phenolic compounds are associated with their ability to transfer
hydrogen or electrons, chelation of metal ions, and oxidation activity inhibition
(Rice-Evans et al., 1997; Kasote et al., 2015). Also, phenolic compounds act as
an antioxidant, preventing free radical peroxidation and injury to cell
membranes. Typically, many metabolic alterations occur during the flower-bud
formation and opening and secondary metabolites due to well-defined
sequences, such as cell division, cellular differentiation, membrane
permeability, and cell elongation (Sood and Nagar, 2003). In the present study,
the radical scavenging capacity (DPPH, hydroxyl, and superoxide) showed that
antioxidant activity in the first stage of baby clove was significantly different
from the fourth stage of clove flower bloom. Thus, clove flowers in the first and
fourth blooming stages can be utilized as a source of antioxidants. The
absorption and metabolism of phenolic compounds such as quercetin and its
derivatives attract much attention to the health aspect's value. The total intake
of flavonoids from food sources is estimated from several hundred milligrams
to one gram per day (Formica and Regelson, 1995; Hertog et al., 1993).
Quercetin derivatives, especially glycosides, represent a large portion of the
food content. Quercetin is a derivative with many metabolic conversions and
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occurs in body tissues, mainly in glucuronate, sulphated-, and methylated-forms
(Graf et al., 2006; Scalbert et al., 2002; Williams et al., 2004). This study
concludes that the highest quercetin-3-O-glycosides can be harvested in the
clove flower blooming stage. The quercetin-3-O-glycosides have the potential
as a source of natural antioxidants for various uses in the future.
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