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Abstract

A byproduct of the honey processing called Klanceng honey beehive waste is said to still contain secondary metabolites that are
beneficial to health. The objective of this research was to assess the photoprotective properties of an ethanol extract, n-hexane
fraction, and ethyl acetate fraction obtained from the waste of an Indonesian Klanceng honey beehive that originated in Magelang.
The DPPH free radical technique was applied to quantify antioxidant properties, and the Mansur equation’s SPF value was used to
calculate photoprotective activity. The analysis of the data revealed that the IC50 values for the ethanol extract, n-hexane fraction,
and ethyl acetate fraction were, respectively, 470.2935+0.9249, 207.1869+ 2.6510, and 216.4892+0.8349. The ethanol extract,
n-hexane fraction, and ethyl acetate fraction of the samples had SPF values of 3.872, 3.529, and 9.358, respectively. The ethyl
acetate fraction, as opposed to the ethanol extract and the n-hexane fraction, has greater potential as a photoprotective agent as a

result.
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1. INTRODUCTION

The human skin serves as a protective border between the in-
ternal and exterior environments, guarding against radiation,
toxic substances, mechanical trauma, and microbial invasion.
It has been abundantly obvious in recent years that the skin
plays a significant role in the immune system. Environmental
factors like ultraviolet (UV) radiation, oxidative sterss, haz-
ardous and allergic substances, and mechanical damage, as well
as intrinsic factors like genetic propensity, immunological and
hormonal prestige, and stress, have an impact on the condition
and function of the skin. The consequent abnormalities in the
skin result in photoaging, inflammation, decreased immune
responses, an imbalance of epidermal homeostasis, and other
skin problems (Fernandez Garcia, 2014).

Photo-oxidative reactions caused by UV radiation expo-
sure cause biomolecular damage, affecting the authenticity of
skin cells and causing skin problems. Damage to these photo-
oxidative contributes to the pathological process and is respon-
sible for the oncet of many skin disorders. Continuous sun
exposure and other environmental factors can result in the
induction of oxidative stress, which has a high reactivity with
genetic material, peptides, and fatty acids and frequently causes

antioxidant significant damage (Vijayakumar et al., 2020). Pho-
toprotective agents shield the skin from the damage conse-
quences of ultraviolet natural daylight (Latha et al., 2013).
Plant-derived phytochemical compounds have the potential
to prevent molecular damage by capturing and attempting to
destroy ROS raised by biological mechanisms, smog, inhaling,
and medicines. Polyphenols are the most important natural
product class in dermatology due to their absorption spectrum,
which efficiently filters UV radiation, reducing the possibility
of radiation penetrating deep into the skin layer (Vijayakumar
et al., 2020).

Bee products are regarded as a source of natural antioxi-
dant potential proficient in combating the effects of oxidative
stress, which underlies the pathogenesis of several diseases
(Kocot et al., 2018). Beehive also contains various phenolic
and flavonoid compounds that can be used as antioxidants
(Pérez-Pérez et al., 2013). Beehives provide protection for
bee colonies from microbial species, mushrooms, infectious
agents, and carnivores, as well as a location for honey pro-
duction, bee pollen, and bee growth and development. The
condition of beehives has a significant bearing on the quality of
honey (Pérez-Pérez et al., 2018). The content of compounds in
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honey beehives serves as a protector and determinant of honey
quality, including flavonoids, which are natural phenol com-
pounds, and beeswax. The Trigona bee group is a non-rigid bee
group that lives socially in a colony that usually tries to live in
trunks, wood, bamboo, and soil. One bee colony has only one
queen, hundreds of male bees, and thousands of worker bees;
one species of Trigona sp. is T. Itama, which produces more raw
propolis (Hrncir et al., 2016). The content of propolis in the
beehive has many benefits, such as drugs and cosmetics (Wagh,
2018). Honey is a sticky substance made by stingless bees.
Honey is well-known throughout the world for its excellent
nutritional constituents that are advantageous to human health,
and propolis is commonly referred to as "bee glue," which is
a collective term for the resinous substance gathered by bees
from diverse types of plants (Puspawati et al., 2019).

In Muntilan District, Magelang, Indonesia, many Klanceng
honey bees, or Trigona sp., are cultivated. According to local
honey breeders, taking Klanceng honey is extorting honey from
the hive, which gives honey and Waste. It is estimated that
honey beehive waste still contains phytochemicals that can be
used to improve one’s health.

The content of compounds in beehives functions as pro-
tectors and determinants of honey quality, including phenolic
compounds and flavonoids. Honey has lower antioxidant ac-
tivity than propolis, which is due to the variety of phenolic
compounds present in the extract (Mouhoubi Tafinine et al.,
2016). Notably, regardless of its composition, propolis ex-
tract always contains protective effects. In both animal and
cell culture studies, aqueous extracts of propolis have been
shown to possess antioxidant capacity (Kocot et al., 2018). Sev-
eral studies have stated that propolis contains bioflavonoids
(Sabir, 2005). The phytochemical content of Lisotrigona ca-
ciae propolis extract shows the presence of several compounds
of flavonoids, xanthones, alkyl resorcinol, triterpenes, other
phenol compounds, fatty acids, esters, and sugar (Georgieva
et al., 2019). Phenolic compounds and flavonoids have antiox-
idant activity Sukweenadhi et al. (2020), antibacterial activity
Yuan et al. (2021), and anti-inflammatory activity Candiracci
etal. (2012), so it is thought that waste from a honey beehive
in Muntilan, Magelang, may have these properties. Based on
this description, the purpose of the research is to assess the
photoprotective and antioxidant potential of an ethanol extract,
n-hexane fraction, and ethyl acetate from honey beehive waste
(Trigona sp.) that originated in Magelang, Indonesia.

2. EXPERIMENTAL SECTION

2.1 Materials

The substances used in this study were 96% ethanol (Brat-
aco), ethanol p.a. (Merck), Shinoda Reagent (Merck), FeClg
(Merck), n-hexane (Brataco), ethyl acetate (Merck), HCI 2N,
Mayer Reagent (Merck), Bourchard Reagent (Merck), Dra-
gendrofl Reagent (Merck), NagCOg (Merck), Folin-Ciocalteu
(Merck), gallic acid (Sigma), Quercetin (Sigma), DPPH (Sigma),
Ascorbic Acid (Merck), Anhydride acetate (Merck), Na acetate
(Merck). The tools used in this study were a set of glass devices
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commonly used in laboratories, bransonic brand ultrasonic
batch, UV-Vis Shimadzhu 1840 spectrophotometer, a vacuum
evaporator, IR-ATR Agilent 630 spectrophotometer.

2.2 Methods
2.2.1 Sample
The sample used was the waste of honey beehive Trigona sp.
from Muntilan District, Magelang Regency, Central Java Province,
Indonesia. Samples were sorted to separate rotten materials
and impurities. The sample was reduced in size using a knife.

2.2.2 Extraction and Fractination

A total of 100 g of samples were macerated in the sonicator
for 1 hour with 96% ethanol and allowed to stand for 24 hours
with a sample and solvent ratio of 1:10. The extract was fil-
tered and separated into filtrates and residues. The residue was
remacerated in the same manner. Maceration was performed
three times. In a vacuum evaporator set to 50°C, the filtrate
was evaporated until a thick extract was obtained. Ten grams
of thick extract were fractinated in hexane, ethyl acetate, and
ethanol. Using an evaporator, the fractionation results were
evaporated to obtain a concentrated n-hexane fraction, an ethyl
acetate fraction, and an ethanol extract.

2.2.3 Phytochemical Screening

The chemical content of the sample was confirmed using color
reagents. Flavonoid, tannin, saponin, and terpenoid tests were
all performed. A shinoda reaction was used for the flavonoid
test, which included extract and filtate plus HCl 2 N, mag-
nesium powder, and amyl alcohol. If the amyl alcohol layer
is red, the flavonoid sample is positive (Nurhasnawati et al.,
2019). The tannin test was performed with a FeClg solution
that yielded a positive blackish-green color. The alkaloid test
was performed using three methods: the dragendroff reagent,
the Mayer, and the Bouchard tests (Nurhasnawati et al., 2019).
The saponin test was performed by first adding distilled water
to the sample and managing it, then adding HCI 2 N and shak-
ing it to determine the presence of stable foam-positive saponin
(Nurhasnawati et al., 2019). The terpenoid test was performed
by dissolving a number of samples in ether, which was then
evaporated and anhydride acetic acid added. The existence of
terpenoids was indicated by the presence of a red or green color
in this test (Nurhasnawati et al., 2019). An ATR-FTIR spec-
trophotometer was used to identify the functional groups of
ethanol extract, n-hexane fractions, and ethyl acetate fractions.
The sample was placed on the prism, and the % transmittance
on the wave number 4000-400 cm ™! was measured (Liu et al.,

2006).

2.2.4 Total Phenolic Content (TPC) Using Visible Spec-
trophotometry

This method based on Mathur and Vijayvergia (2017) with

little modification. The TPC test was performed by pipetting a

1 mL sample (500 — 900 mg/L) solution and 4 mL of Folin-

Ciocalteu (F-C) reagent. This mixture was kept for 4 minutes
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before adding 0.4 mL of 7% NagCOg solution and incubating
for 120 minutes with distilled water up to 10 ml.. The mix-
ture is measured at its maximum wavelength of 775 nm. The

standard solution used was gallic acid with a concentration of
60-100 mg/L in the 10 range.

2.2.5 Total Flavonoid Content (TFC) Using a Visible Spec-
trophotometry
This test was carried out by the colorimetric method using
AlCl3 based on Tristantini and Amalia (2019) with modifica-
tion. As many as 1 mL of samples plus 0.1 mL of 10% AlClg
solution and 0.1 mL of 1 M sodium acetate solution was ad-
hered with aquadest to a volume of up to 10 mL and incubated
for 30 minutes. The mixture is measured at a maximum wave-

length of 436.5 nm.

2.2.6 Antioxidant Activity Test Using DPPH (2,2- Diphenyl-
1-Picrylhydrazyl)
With minor modifications, this antioxidant test method is based
on Sukweenadhi et al. (2020). Allowing 8 mL of DPPH solu-
tion 0.4 mM plus 1 mL of samples to stand for 30 minutes. The
wavelength of the solution was 517 nm. Ascorbic acid was used
as a positive control, and DPPH in ethanol was used as a blank.
Using equation 1, the absorbance obtained from the instrument

was used to calculate the percentage inhibition(Syarifah et al.,
2021).

A[)lank _Asample

Abl ank

2.2.7 SPF Test Using UV Spectrophotometry

The SPF value is calculated using a modified method based
on Sabir (2005). UV spectrophotometry is used to measure
absorbance at 290-320 nm in the 5 nm range for samples with
concentrations ranging from 100 to 500 ppm (in ethanol sol-

vents). The absorbance is calculated using the Mansur equation
(2) to yield the SPF value.

%inhibition =

(M

320
SPF = CF x ZEE(/I)XIXA(A) )
290

Where, CF = correction factor (10), EE (1) = erythmogenic
effect of radiation with wavelength A, Abs (1) = spectrophoto-
metric absorbance values at wavelength A. Table 1 shows the
values of the EE (1) x I constants (Khan, 2018).

3. RESULT AND DISCUSSION

Remaceration is used to extract Klanceng honey beehive waste
for 1 hour at room temperature, aided by ultrasonic waves. In
secondary metabolite extraction, the sonification method is an
ecofriendly extraction method that is used to remedy the flaws
of the maceration method. Sonication methods can be com-
pleted in much less than an hour, and the impact of damage
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throughout the phase is negligible or can be lessened (Puspawati
etal., 2019). Ultrasonic radiation with a frequency greater than
20 kHz makes it easier to extract compounds both natural in-
gredient and inorganic from porous support utilizing liquid
solvents. The sound wave of sonicator creates cavity bubbles
close the sample tissue, which disintegrate cell walls and release
cell contents, including secondary metabolites (Khoddami et al.,
2013). The use of an ultrasonic wave to aid extraction rises
compound solubility in the solvent, resulting in a reduction in
the volume of solvent required (Alara et al., 2021). The mac-
eration results are evaporated in a vacuum rotary evaporator
to produce a concentrated brown color extract with a honey
aroma, yielding a 36.09 + 1.69% yield. The use of a vacuum
evaporator can lower the temperature of the solvent because
the pressure in the flasks decreases, making the solvent more
volatile.

Concentrated extracts are fractionated using n-hexane sol-
vents to obtain nonpolar fractions; the residues are then frac-
tionated with ethyl acetate solvents to obtain semipolar frac-
tions. Water fractions are ethyl acetate fractionation residues.
Each fraction is evaporator to obtain a thick fraction of each
fraction of the n-hexane fraction; the ethyl acetate fraction and
the water fraction are 49.52 £8.58%, 87.54 £3.40%, and 2.15
* 0.26%, respectively.

The secondary metabolite content of the sample was ascer-
tained using phytochemical screening (Gurning et al., 2021).
Phytochemical analysis reveals that alkaloid compounds, flav-
onoids, tannins, and terpenoids are present in ethanol ex-
tract, n-hexane fractions, and ethyl acetate fractions (Table
2). The FTIR spectrophotometer results of the ethanol ex-
tract, n-hexane fraction, and the ethyl acetate fraction show the
same spectrum pattern (Figure 1). The three samples have the
same spectrum pattern based on the IR spectrum results. The
n-hexane fraction exhibits a lower ~-OH absorption at wave
number 8300 cm™! than the ethanol extract and ethyl acetate
fraction. The presence of -OH functional groups in a sample
identifies the existence of phenol or alcohol groups (Revathi
and Rigley, 2019). The aliphatic CH- alkyl group in the sam-
ple was demonstrated by wave number 2800-2900 cm™!. The
availability of -C=C- aromatic groups was indicated by the wave
number 1700 cm~!, while the presence of carbonyl groups
C=0 was noted by the wave number 1850-1500 cm™!. The
absorption of the C-OH group from alcohol was implied by
the wave number at 1025 cm™! (Stuart, 2004). According to
this analysis, the samples contained polyphenolic compounds.

Plants produce polyphenols in reaction to external and
physiological pressures including pathogenic and insect attacks,
UV exposure, and wounds (Khoddami et al., 2018). The ba-
sic structure of polyphenols is the benzene ring with hydroxy
groups. The phenolic level of the sample is determined by
measuring the absorbance at a wavelength of 775 nm using the
Folin-Ciocalteu method. The standard used is 60-100 ppm
galic acid with a 10 ppm range. The galic acid standard linear
regression equation is y = 0.0082x - 0.281, R? = 0.9970. The

total amount of phenolic is given in milligrams of galic acid
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Table 1. The Result of Phytochemical Screening
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compound group  Etanol extract

Ethyl Acetate Fraction

n-hexane Fraction

Alkaloids + + +
Flavonoids + + +
Saponin - - -
Tannin + + +
terpenoid + + +
100 25.0000
extract
——— ethyl acetate fraction extract
80 —— hexane fraction 5
-OH . 20.0000 ® hexane fraction
. g“ M ethyl acetate fraction
i~ % 15.0000
E] -CH aliphatic =11}
El =
H S
g% = 10.0000
o
Eﬂ
20 =
5.0000 .
0
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wavenumber (1/cm) 0.4 0.6 0.8
concentration (%b/v)
Figure 1. ATR-FTIR Spectrum of Sample
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Figure 2. Total Phenolic Content of Sample

per 100 g of sample. Galic acid is used as a standard because
its availability and stability (Wabaidur et al., 2020)

According to Figure 2 and Table 3, the total phenolic con-
tent of the ethanol extract, as well as the n-hexane and ethyl
acetate fractions, increases with increasing sample concentra-
tion. This image shows that the ethyl acetate fraction has a
higher total phenolic level than the ethanol extract and the
n-hexane fraction.

The total flavonoid content (Figure 3) was defined utilising
visible spectrophotometry and AlClg as a reagent. The con-
struction of a complex among AlClg compounds and quercetin
compounds is the essence of calculating amount of flavonoid
using colorimetry method (Meilawati et al., 2021). The total

© 2023 The Authors.

Figure 3. Total Flavonoids Contents of Sample

quantity of flavonoid was described in milligram equivalent of
quercetin/100 g sample. Measurement of quercetin resulted
in a linear regression equation y=0.0072x+0.0038, r=0.9998.

The antioxidant activity of the ethanol extract, the n-hexane
fraction, and the ethyl acetate fraction was tested using the
DPPH radical. This method was chosen because DPPH is a
stable free radical so it is easy to do. This test was executed by
visible spectrophotometry at a wavelength of 517 nm with an
operating time of 30 minutes (Gurning et al., 2021; Sembiring
et al., 2018). The decrease in DPPH concentration was pro-
portional to the increase in antioxidant concentration. 1C50
is the effective concentration that induces a 50% reduction in
the previous DPPH concentration (Molole et al., 2022). The
1C50 value for the ascorbic acid standard used in this study
was 8.875 ppm, indicating very strong antioxidant activity.
Ascorbic acid easily and frequently catches superoxide anion
species such as superoxide and hydroperoxyl radicals, oxidants,
ozone, peroxynitrite, nitrogen dioxide, nitrous oxide radicals,
and hypochlorous acid, thereby preventing oxidative stress to
other substrates (Birangane et al., 2011).

The sunscreen activity of the sample was carried out by UV
spectrophotometry. This measurement is made at a wavelength
of 290-320 nm. The SPF value is estimated based on the
Mansur equation. Table 8 and Figure 5 illustrate that the
greater the sample concentration, the higher the SPF value.
The SPF value of the ethyl acetate fraction is greater than that of
the extract and greater than that of the n-hexane fraction. The

Page 140 of 143



Purwaningsih et. al.

Table 2. Total Phenolic Content (TFC) of Sample

Concentration (mg/L)  Ethanol Extract

Ethyl Acetate Fraction

n-hexane Fraction

500 0.6227+0.0004
600 0.6641+0.0006
700 0.7640%0.0006
800 0.8788+0.0012
900 0.9042+0.0007

0.7685+0.0014
0.8307+0.0004
0.9803+0.0005
1.0877+0.0007
1.2389+0.0015

0.5683+0.0000
0.5723+0.0022
0.6466+0.0013
0.8109+0.0007
0.8304£0.0006

Science and Technology Indonesia, 8 (2023) 137-143

Table 3. SPF Value of Sample

Concentration of ~ Extract Protection n-hexane Fraction Protection Ethyl Acetate Fraction Protection
Sample (ppm) SPF Value  Category SPF value Category SPF Value Category
100 1.424 Low 1.991 Low 5.010 Low
200 1.870 Low 2.466 Low 6.535 Low
300 2.700 Low 3.389 Low 6.898 Low
400 3.872 Low 3.529 Low 9.358 Low
500 5.832 Low 4.464 Low 11.898 Low
90.00 14.000
80.00 extract extract
70.00 = ethyl acemle‘ fraction 12.000 —@— ethyl acetate fraction
® hexane fraction 10.000 —@— hexane fraction
= 60.00 .
£ 50.00 £ 8000
% 40.00 & 6.000
= 30.00 “
4.000
20.00 /—/
10.00 2.000
0.00 0.000
100 200 300 400 500 0 200 400 600

concentration of sample (mg/L)

concentration sample (mg/L)

Figure 4. Antioxidants Test of the Sample Using DPPH

concentration of 500 ppm of the extract, n-hexane fraction,
and ethyl acetate fraction was able to provide low protection
against UV B rays, but in this concentration, ethyl acetate had
a higher SPF value than the extract and n-hexane fraction.
According to Geoffrey et al. (2019), protection from UV rays
is graded based on the SPF value: low (SPF 2-15), medium
(SPF 15-30), high (SPF 30-50), and highest (SPF>50). Honey
and propolis contain active compounds involve polyphenol,
flavonoids, carotenoids, and avitamin C (Mouhoubi Tafinine
etal., 2016). As a result, it can be assumed that reusing this
honey beehive waste reduces the total phenolic and flavonoid
content, thereby affecting its SPF activity.

4. CONCLUSION

The honey beehive Trigona sp. from Muntilan District has weak
or inactive antioxidant activity and a low SPF value, and thus
has no development potential.

© 2023 The Authors.

Figure 5. SPF Value of Sample

5. ACKNOWLEDGMENT

The author thanks the LPPM Pharmaceutical College of Se-
marang for giving the financial support required to complete
to complete this study effectively.

REFERENCES

Alara, O. R., N. H. Abdurahman, and C. 1. Ukaegbu (2021).
Extraction of Phenolic Compounds: A Review. Current
Research in Food Science, 4; 200-214

Birangane, R., D. Chole, and K. S. P. Reddy (2011). A Review
of Antioxidants. Journal of Indian Academy of Oral Medicine
and Radiology, 23(5); 351

Candiracci, M., E. Piatti, M. Dominguez Barragan, D. Gar-
cia Antras, B. Morgado, D. Ruano, J. F. Gutierrez, ]. Parrado,
and A. Castano (2012). Anti-inflammatory Activity of A
Honey Flavonoid Extract on Lipopolysaccharide-activated

Page 141 of 143



Purwaningsih et. al.

N18 Microglial Cells. Journal of Agricultural and Food Chem-
istry, 60(50); 12304-12311

Fernandez Garcia, E. (2014). Skin Protection Against UV Light
by Dietary Antioxidants. Food & function, 5(9); 1994-2003

Geoffrey, K., A. Mwangi, and S. Maru (2019). Sunscreen
Products: Rationale For Use, Formulation Development
and Regulatory Considerations. Saudi Pharmaceutical Journal,
27(7); 1009-1018

Georgieva, K., M. Popova, L. Dimitrova, B. Trusheva, L.. N.
Thanh, D. T. L. Phuong, N. T. P. Lien, H. Najdenski, and
V. Bankova (2019). Phytochemical Analysis of Viethamese
Propolis Produced by the Stingless Bee Lisotrigona Cacciae.
PloS one, 14(4); 0216074

Gurning, K., S. Lumbangaol, R. F. Situmorang, and S. Silaban
(2021). Determination of Phenolic Contents and Antioxi-
dant Activity Test of Ethanol Extract of Sirih Merah (Piper
Crocatum Ruiz & Pav.) Leaves Using The Dpph Method.
Jurnal Pendidikan Kimia, 18(2); 137-142

Hrncir, M., S. Jarau, and F. G. Barth (2016). Stingless Bees
(Meliponini): Senses and Behavior. Journal of Comparative
Physiology A Neuroethology, Sensory, Neural, and Behavioral
Physiology, 202(9); 597-601

Khan, M. A. (2018). Sun Protection Factor Determination
Studies of some Sunscreen Formulations Used in Cosmetics
for Their Selection. Journal of Drug Delivery and Therapeutics,
8(5-s); 149-151

Khoddami, A., M. A. Wilkes, and T. H. Roberts (2013). Tech-
niques for Analysis of Plant Phenolic Compounds. Molecules,
18(2); 2328-2375

Kocot, J., M. Kielczykowska, D. Luchowska Kocot, J. Kurzepa,
and 1. Musik (2018). Antioxidant Potential of Propolis, Bee
Pollen, and Royal Jelly: Possible Medical Application. Oz-
idative Medicine and Cellular Longevity, 2018

Latha, M., J. Martis, V. Shobha, R. S. Shinde, S. Bangera,
B. Krishnankutty, S. Bellary, S. Varughese, P. Rao, and B. N.
Kumar (2013). Sunscreening Agents: A Review. The Journal
of Clinical and Aesthetic Dermatology, 6(1); 16

Liu, H. x., S. q. Sun, G. h. Lv, and K. K. Chan (2006). Study
on Angelica and Its Different Extracts by Fourier Transform
Infrared Spectroscopy and Two-dimensional Correlation
Ir Spectroscopy. Spectrochimica Acta Part A: Molecular and
Biomolecular Spectroscopy, 64(2); 321-326

Mathur, R. and R. Vijayvergia (2017). Determination of Total
Flavonoid and Phenol Content In Mimusops Elengi Linn.
International Journal of Pharmaceutical Sciences and Research,
8(12); 5282-5285

Meilawati, L., T. Ernawati, R. T. Dewi, M. Megawati, and
S. Sukirno (2021). Study of Total Phenolic, Total Flavonoid,
Scopoletin Contents and Antioxidant Activity of Extract of
Ripened Noni Juice. Jurnal Kimia Terapan Indonesia, 23(2);
55-62

Molole, G. J., A. Gure, and N. Abdissa (2022). Determination
of Total Phenolic Content and Antioxidant Activity of Com-
miphora mollis (Oliv.) Engl. Resin. BMC Chemistry,, 16(1);
1-11

© 2023 The Authors.

Science and Technology Indonesia, 8 (2023) 137-143

Mouhoubi Tafinine, Z., S. Ouchemoukh, and A. Tamendjari
(2016). Antioxydant Activity of Some Algerian Honey and
Propolis. Industrial Crops and Products, 88; 85—90

Nurhasnawati, H., R. Sundu, S. Sapri, R. Supriningrum,
H. Kuspradini, and E. T. Arung (2019). Antioxidant Activity,
Total Phenolic and Flavonoid Content of Several Indigenous
Species of Ferns In East Kalimantan, Indonesia. Biodiversitas
Journal of Biological Diversity, 20(2); 576-580

Pérez-Pérez, E., E. Sudrez, M. Peia Vera, A. Gonzilez, and
P. Vit (2013). Antioxidant Activity and Microorganisms
In Nest Products of Tetragonisca Angustula Latreille, 1811
From Mérida, Venezuela. Stingless Bees Process Honey and
Pollen In Cerumen Pots. Facultad De Farmacia Y Bioandlisis,
Universidad De Los Andes; 1-8

Puspawati, G. A. K. D., Y. Marsono, S. Supriyadi, and R. Ar-
munanto (2019). Comparison of Sonication With Macera-
tion on Antioxidant Potency of Anthocyanin and Karotenoid
of Tamarillo (Solanum Betaceaum Cav.). Agritech, 38(3);
304-312

Revathi, S. S. C. M. R., M. and C. M. Rigley (2019). Fourier
Transform Infrared Spectroscopic Analysis Of Ethanolic
Leaf Extract Of Alternanthera Sessilis (L..) And Trigonella
Foenum-Graecum (L.). Indian Journal Of Applied Research,
9(2); 45-46

Sabir, A. (2005). Aktivitas Antibakteri Flavonoid Propolis Trig-
ona Sp Terhadap Bakteri Streptococcus Mutans (in Vitro)(in
Vitro Antibacterial Activity Of Flavonoids Trigona Sp Propo-
lis Against Streptococcus Mutans). Dental Journal (Majalah
Kedokteran Gigi), 38(3); 135—141. (In Indonesia)

Sembiring, E. N., B. Elya, and R. Sauriasari (2018). Phy-
tochemical Screening, Total Flavonoid and Total Phenolic
Content and Antioxidant Activity of Different Parts of Cae-
salpinia Bonduc (I.) Roxb. Pharmacognosy Journal, 10(1)

Stuart, B. H. (2004). Infrared spectroscopy: fundamentals and
applications. John Wiley & Sons

Sukweenadhi, J., F. Setiawan, O. Yunita, K. Kartini, and
C. Avanti (2020). Antioxidant Activity Screening of Seven
Indonesian Herbal Extract. Biodiversitas, 21(5); 2062-2067

Syarifah, S., E. Elfita, H. Widjajanti, A. Setiawan, and A. R.
Kurniawati (2021). Diversity of Endophytic Fungi From
The Root Bark Of Syzygium Zeylanicum, and The Antibac-
terial Activity of Fungal Extracts, and Secondary Metabolite.
Biodiversitas Journal of Biological Diversity, 22(10)

Tristantini, D. and R. Amalia (2019). Quercetin Concentra-
tion and Total Flavonoid Content of Anti-atherosclerotic
Herbs Using Aluminum Chloride Colorimetric Assay. AIP,
2193(1); 030012

Vijayakumar, R., S. S. Abd Gani, U. H. Zaidan, M. 1. E. Halmi,
T. Karunakaran, and M. R. Hamdan (2020). Exploring the
Potential Use of Hylocereus Polyrhizus Peels As A Source
of Cosmeceutical Sunscreen Agent For Its Antioxidant and
Photoprotective Properties. Evidence Based Complementary
and Alternative Medicine, 2020; 1-12

Wabaidur, S. M., M. S. Obbed, Z. A. Alothman, N. A. Al-
faris, A. Y. Badjah Hadj Ahmed, M. R. Siddiqui, . Z. Al-

Page 142 of 143



Purwaningsih et. al.

tamimi, and T. S. Aldayel (2020). Total Phenolic Acids and
Flavonoid Contents Determination in Yemeni Honey of Var-
ious Floral Sources: Folin-ciocalteu and Spectrophotometric
Approach. Food Science and Technology, 40; 647-652
Wagh, V. D. (2013). Propolis: A Wonder Bees Product and

Its Pharmacological Potentials. Advances in Pharmacological

© 2023 The Authors.

Science and Technology Indonesia, 8 (2023) 137-143

Sciences, 2013; 1-13
Yuan, G., Y. Guan, H. Yi, S. Lai, Y. Sun, and S. Cao (2021).
Antibacterial Activity and Mechanism of Plant Flavonoids To

Gram-positive Bacteria Predicted From Their Lipophilici-
ties. Scientific Reports, 11(1); 1-15

Page 143 of 143



	INTRODUCTION
	EXPERIMENTAL SECTION
	Materials
	Methods
	Sample
	Extraction and Fractination
	Phytochemical Screening
	Total Phenolic Content (TPC) Using Visible Spectrophotometry
	Total Flavonoid Content (TFC) Using a Visible Spectrophotometry
	Antioxidant Activity Test Using DPPH (2,2- Diphenyl-1-Picrylhydrazyl)
	SPF Test Using UV Spectrophotometry


	RESULT AND DISCUSSION
	CONCLUSION
	ACKNOWLEDGMENT

