@ESEARCH ARTICLE ScienceAsia 49 (2023): 515-522

doi: 10.2306/scienceasial513-1874.2023.039

Green extraction technique to separate bioactive compounds
from coffee husk waste using natural deep eutectic solvent
based on choline chloride-proline

Askal Maimulyanti®*, Anton Restu Prihadi®, Inda Mapiliandari?

@ Department of Analytical Chemistry, AKA Bogor Polytechnic, Bogor 16154 Indonesia
® Department of Quality Assurance of Food Industry, AKA Bogor Polytechnic, Bogor 16154 Indonesia

*Corresponding author, e-mail: askal m@yahoo.com
Received 19 Dec 2022, Accepted 5 Apr 2023
Available online 11 Jun 2023

ABSTRACT: The focus of developing analytical methods in sample preparation is directed at green chemistry. This has
led to the recent development of a green solvent that uses natural deep eutectic solvent (NADES) in the extraction
process. Therefore, this study presents the application of choline chloride and proline-based NADES in analytical
chemistry as a green solvent, resulting in an extraction yield of 2.8%. The extracted compounds were analyzed
using liquid chromatography-mass spectrometry (LC-MS), which identified 17 compounds with m/z values. The main
compounds with retention time were caffeic acid (6.675 min), chlorogenic acid (6.056 min), 4,5-dicaffeoylquinic acid
(9.628 min), (+/—)12(13)-dihydoxyoctadec-9-enoic acid (DIHOME) (17.231 min), D-(-)-quinic acid (6.051 min), and
neochlorogenic acid (4.713 min). The use of NADES as a green solvent offers an attractive alternative method for

extracting active compounds from the coffee husk, with potential applications in pharmaceuticals.
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INTRODUCTION

In order to adopt an environmentally friendly ap-
proach, it is essential to develop analytical methods
that incorporate sustainable and profitable strategies
for sample preparation. This includes careful con-
sideration of environmental impacts, particularly the
reduction of solvents in the extraction process. The
first step in evaluating the chemical composition of a
plant is to extract its bioactive compounds [1]. How-
ever, conventional organic solvents, such as ethanol,
methanol, ethyl acetate, and hexane, which are com-
monly used in extraction processes for their dissolution
ability are not ideal for the environment [2]. Due to
their toxicity, explosiveness, and low biodegradability,
the use of these solvents must be limited, as they do
not comply with the principles of green solvents [3].
Fortunately, green technology offers a solution by find-
ing new solvents that can replace conventional organic
solvents with high volatility and easy evaporation.
In this case, a green solvent has been developed to
serve as an environmentally friendly replacement for
organic solvents, especially in the extraction of bioac-
tive compounds. Various studies have been conducted
to support green chemistry by developing green sol-
vents. One method involves developing ionic liquid
solvents, although they have low biodegradability and
biocompatibility [4]. Another alternative is the devel-
opment of green solvents using a eutectic solvent or
a natural deep eutectic solvent (NADES), which have
broad applications in various products. The extraction
based on NADES is a reliable separation method with
wide potential applications in the chemical analysis of

natural products [5]. A eutectic solvent is a mixture of
two or more components in a liquid form with a specific
composition obtained by lowering the melting point
of the liquid at room temperature. The NADES can
be formed by complexing a hydrogen bond acceptor
(HBA) with a hydrogen bond donor (HBD) [6]. The
most common NADES are based on choline chloride
(ChCl) compounds, citric acid, succinic acid, car-
boxylic acids, urea, and glycerol. NADES has sim-
ilarities with ionic liquids but is easier to produce,
non-toxic, purified naturally, has a high viscosity, and
decomposes naturally [7]. Furthermore, NADES with
microextraction technique can be used in analytical
chemistry for homogeneous liquid extraction. After
the extraction process, the analyte will be quantified
using the analytical instrument. This technique has
been applied to extract pesticide residues in fruits
and vegetables, followed by GC-FID determination.
NADES-based headspace solid-phase microextraction
was followed with GC-FID for the determination of
bioactive terpenoids. The analytical instrument can
be used to quantify the analyte obtained from the
extraction using NADES, such as HPLC for aromatic
hydrocarbon [7], GC-MS for volatile compounds [8],
and spectrophotometric for methanol [9].

The coffee husk is a byproduct of coffee produc-
tion [10], that contains active compounds like antioxi-
dants, caffeine, and dietary fiber, making it a potential
source for the food and pharmaceutical industries [11].
Several methods have been used to extract the active
compounds from the coffee husk, such as extraction
using methanol, water [10], water bath, ultrasound,
ethanol [12], microwave-assisted extraction [13], and
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supercritical fluid extraction [14]. The extraction
method used plays a crucial role in determining the
efficiency of the sample preparation. Subsequently,
extraction using conventional procedures such as mac-
eration, Soxhlet extraction, and reflux are widely
used but require a longer time. To extract the ac-
tive compounds from coffee husk using the principles
of green chemistry and a shorter extraction time, a
NADES solvent was developed. No previous studies
have reported the use of NADES for separating active
compounds from the coffee husk. Therefore, this study
aimed to utilize NADES as an environmentally friendly
solvent to extract active compounds from the coffee
husk, and the components were analyzed using liquid
chromatography-mass spectrometry (LS-MS).

MATERIALS AND METHODS
Material and chemicals

The sample of the coffee husk (Robusta) used was
purchased from Sumedang, Indonesia, and was dried
at 100°C for 24 h, ground until 20 mesh. The sample
was stored in a plastic container. The chemicals were
choline chloride, proline, formic acid, acetonitrile, and
formic acid were pa grade from Merck, Germany, and
PTFE membrane (Sigma-Aldrich, USA).

NADES preparation

NADES was prepared with a ratio between the hy-
drogen bond acceptor (HBA) and the hydrogen bond
donor (HBD). In this study, HBA was derived from
choline chloride and HBD from proline with a mol ratio
(1:2). Furthermore, NADES was prepared by heating
90°C with constant stirring for 120 min until a clear
solution was formed [15]. The mixture was cooled at
room temperature and used as a solvent.

Extraction of active compounds using NADES

The extraction of active compounds from coffee husk
using NADES was carried out by mixing 0.5 g sample
with 10 ml NADES, stirred at 150 rpm at room temper-
ature. The mixture was filtered, and the supernatant
was analyzed using LC-MS.

Analysis of components using LC-MS

Analysis of the extract from coffee husk was carried
out using LC-MS, Vanquish Tandem Q Exactive Plus
Orbitrap HRMS ThermoScientific, USA. The extract
was filtered with a 0.2 pym PTFE membrane. The con-
dition of the instrument was adjusted using a column
accucore™ C18, 100 x 2.1 mm, 1.5 pm (ThermoScien-
tific). The eluent used H,O + 0.1% formic acid (A) and
acetonitrile + 0.1% formic acid (B). The flow rate was
0.2 ml/min. Gradient elution techniques were 0-1 min
(5% B), 1-25 min (5-95% B), 25-28 min (95% B), and
28-30 min (5% B). The column temperature was 30 °C,
and the injection volume was 2.0 pl. The mass was
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Fig. 1 Structure of HBA and HBD.

in the range of 100-1500 m/z, the ionization mode is
negative, and the database tolerance was 5 ppm.

RESULTS AND DISCUSSION

Isolation and identification of lactic acid bacteria
(LAB)

The green extraction using NADES based on choline
chloride and proline in mol ratio 1:2 with the addition
of water 20% extracted the active compounds from
a coffee husk. The extraction was 2.8%, and the
structure of HBA and HBD are shown in Fig. 1. The
analysis component from extract using LC-MS is shown
in Fig. 2.

Fig. 2 shows that the peak of the chromatogram
identifies the active compounds in coffee husk extract,
and 17 compounds were detected. The main com-
pounds were shown at the retention time of 6.65 min,
which refers to caffeic acid. The other compounds
detected were chlorogenic acid (6.02 min) and 4,5-
dicafferolquinone acid (9.68 min). The first step in the
chemical analysis of the plant is sample preparation,
as the chemical composition needs to be extracted for
further separation and characterization. Subsequently,
the metabolite may differ in their quantities, polari-
ties, and stabilities [3]. Several factors influence the
extraction process, including the ratio of solvent to
material, particle size, temperature, and pressure [1].
The extraction influences the physical properties of
NADES, such as polarity and viscosity. Extraction op-
timization is strongly influenced by viscosity, polarity,
and temperature. NADES can also dissolve bioactive
and biomolecular compounds and is good to use as an
alternative solvent in the extraction process because
it is a safe solvent with liquid properties at room
temperature, adjustable viscosity, and sustainability.
Furthermore, NADES can dissolve polar and nonpolar
compounds. The component identified in the extract
is shown in Table 1.

Table 1 shows that 17 compounds m/z and molec-
ular structures were detected by LC-MS. The main
components are caffeic acid, chlorogenic acid, 4,5-
dicaffeoylquinic acid, (+/—)12(13)-DiHOME, D-(-)-
quinic acid, and neochlorogenic acid. The NADES
application can be developed from the extraction ef-
fectiveness, which depends on the solubility proper-
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Fig. 2 LC-MS Chromatogram of extract from coffee husk using NADES.
Table 1 The active compounds in coffee husk extract using NADES.
No Compound Formula Mole.cular Betentlgn Group
weight time (min)
1 Caffeine C,HgO, 180.04 6.675 Alkaloid
2 Chlorogenic acid C,6H1504 354.09 6.056 Polyphenolic
3 4,5-Dicaffeoylquinic acid C,sH,,04, 516.13 9.628 Phenolic
4 (+/-)12(13)-DiHOME (formal dihydroxylation) CigHy,0, 314.25 17.231 Organic acid
5 (152)-9,12,13-Trihydroxy-15-octadecenoic acid Ci5H3,04 330.24 13.110 Organic acid
6 D-(-)-Quinic acid C,H,,0q 192.06 6.051 Phenolic
7 Neochlorogenic acid Ci6H1504 354.09 4.713 Phenolic
8 5-carboxyvanillic acid C,Hg O 212.03 6.568 Organic acid
9 3,4-dihydroxyphenylpyruvic acid CyHgOq 196.04 7.050 Organic acid
10 4-(2-{4-[ (2E)-3-(4-Chlorophenyl)-2-propen-1-yl] C,,H,;CIN, O, 384.16 13.954 Organic acid
-1-piperazinyl}ethyl)benzoic acid
11 4-Hydroxybenzoic acid C,HO, 138.03 5.427 Organic acid
12 Picrasin G C,HgO, 392.18 9.305 Terpenoid
13 Ninhydrin C,H,O, 178.02 6.248 Amine
14 10,16-Dihydroxyhexadecanoic acid Ci6H3,0, 288.23 13.613 Organic acid
15 N-Acetyl-L-glutamic acid C,H;;NOg 189.06 1.529 Organic acid
16 6-Hydroxy-5-methyl-4,11-dioxoundecanoic acid C,,H,,0q 244.13 10.528 Organic acid
17 Gentisic acid C,H,0, 154.03 3.860 Organic acid
ties. Analytical separation methods have advanced accept protons and electrons, forming hydrogen bonds

in various fields with the NADES application. Mean-
while, NADES was developed as a solvent in extraction
techniques for natural compounds. The development
of the separation technique can be used as an intel-
ligent solvent with certain modifications to obtain an
optimal separation process. NADES can donate or

and increasing solubility. In addition, it can extract
phenolic compounds using lactic acid, glucose, choline
chloride, fructose, and glucose, commonly found in
living cells. Therefore, NADES has the potential to
extract bioactive compounds that can be applied in
the food industry. NADES has been applied to extract
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phenol compounds [16], flavonoids, alkaloids, and
saponins [17]. Phenolic separation with NADES and
extraction uses microwaves from olive leaves [2] and
flavonoids from Lycium barbarum L [18]. The green
separation processes using this aqueous solvent can
extract many bioactive compounds, and the develop-
ment of a new green solvent is one of the critical is-
sues to make chemical processes more environmentally
friendly [18]. The application of NADES for the extrac-
tion of natural products is still limited to the efficiency
of the extraction. Bioactive compounds have shown
several benefits, such as antioxidant, antimicrobial,
anti-inflammatory, antifungal, and anti-allergic [1].
Mass spectrometry from the main compounds is ex-
plained below.

Fig. 3 shows the mass spectrum of caffeic acid,
which includes the molecular weight of the com-
pounds. Caffeic acid uses a molecular weight (m/z)
of 180.0423. Caffeine (1,3,7-tri methylxanthine) is a
psychoactive drug commonly found naturally in coffee,
tea, and chocolate [19]. It is an alkaloid derived
from plants that can increase sympathetic stimulation
sensitivity to the adenosine system [20]. The consump-
tion of caffeine will increase energy availability, reduce
fatigue, improve physical performance and increase
brain concentration [21]. Bioactive and antioxidant
activity has been reported in the coffee husk of Arabian
and Robusta beans using conventional and microwave-
assisted extraction. The experiment showed that the
caffeine was extracted at 100 °C for 5 min [13].

Chlorogenic acid was detected at a retention time
of 6.06 with a molecular weight (m/z) of 354.0951.
Additionally, chlorogenic acid (CGA) is a biologically
important dietary polyphenol with important and ther-
apeutic functions, such as antioxidant, antibacterial,
cardioprotective, anti-inflammatory, and antipyretic
activities. CGA can play a role in the regulation of lipid
and glucose metabolism, it can help in the treatment of
many disorders such as heart disease, obesity, and dia-
betes [22]. CGA is a group of polyphenolic compounds
that are esters between trans-cinnamic acid (caffeic,
ferulic, and coumaric acid) and quinic acid. There
are 3 subclasses of CGA, namely caffeoylquinic (CQA),
ferulol quinic (FQA), and dicaffeoylquinic (diCQA)
acid. The main CGA in coffee is 5-O-caffeoylquinic,
and its isomers are 3- and 4-CGA [21].

The 4,5-dicaffeoylquinic acid (4,5 DCQA) was
detected at a retention time of 9.63 with a molec-
ular weight (m/z) of 516.1268. This DCQA is a
plant-derived compound that can be isolated and has
pharmacological properties such as antioxidant, an-
tibacterial, and antihistamine and has anti-HIV activ-
ity indicated by the amount of quinic acid triester.
Inhibition of HIV-1 catalyzes the integration of ac-
etate and showed a strong antioxidant activity IC, of
4.26 pg/ml [24]. It has properties against DU-145
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prostate cancer cells with a 50% inhibitor concentra-
tion of 5 M [25].

The (+/—)12(13)-DiHOME was detected at a re-
tention time of 17.23 min with a molecular weight
(m/z) of 315,2457. The compound 12,13-dihydroxy-
9Z-octadecenoic acid (+/—12(13)-DiHOME) can act
as a stimulator of brown adipose tissue activity
and lower triglyceride levels to treat metabolic dis-
orders [26]. Improved circulation (+/—12(13)-
DiHOME) in humans can affect lipid metabolism and
fatty acid absorption of skeletal muscle [27]. In ad-
dition, it can also contribute to metabolite oxidized
linoleic acid in inflammatory pain [28]. (+/—)12(13)-
DiHOME can promote an asthma-like immunopheno-
type in the lung [29].

D-(-) quinic acid was detected at a retention time
of 6.05 with a molecular weight (m/z) of 192.0634.
Quinic acid is cyclitol, a cyclic polyol, a crystalline acid
from coffee beans that can be synthesized by hydrolysis
of chlorogenic acid. D-(-) quinic acid has antioxidant
and anti-inflammatory properties [30]. The active
compounds are obtained from natural matrices by ex-
traction processes using organic solvents such as hex-
ane, methanol, acetone, chloroform, and petroleum
ether. The use of organic solvents shows toxicity and
flammability. Therefore, they are very harmful to the
environment and health [31-33].

Neochlorogenic acid was detected at a reten-
tion time of 4.71 min with a molecular weight
(m/z) of 354.0951. Neochlorogenic acid (3-O-
caffeoylquinic acid), an isomer of chlorogenic acid
(5-O-caffeoylquinic acid), was formed by ester bonds
between caffeic acid and D-(-) quinic acid. This acid
is found in some food as prunes, coffee beans, cher-
ries, and rosemary leaves [34]. These compounds
have antioxidant, antifungal, anti-inflammatory, and
anticancer activities. Various analysis methods were
identified based on the determination of phenolic com-
pounds. The main extraction techniques reported are
liquid-liquid, solid-phase, and maceration. Recently,
NADES has been developed to replace this solvent. The
extraction of active compounds in coffee husk using
NADES was influenced by the extraction time, ratio of
sample to volume, and temperature [35]. NADES was
developed to extract active compounds from natural
samples.

CONCLUSION

In this study, the green solvent was used as NADES
based on choline chloride-proline with a molar ratio
(1:2) and was able to separate the active compounds
from the coffee husk. The compounds reported are
alkaloid, polyphenolic, phenolic acid, organic acid, and
amine. The interaction of hydrogen bonds and pheno-
lic compounds is responsible for their extraction ability.
The extraction capability using NADES can separate
metabolites from materials that have the potential
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Fig. 5 Mass spectrometry from 4,5-dicaffeoylquinic acid.
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Fig. 8 Mass spectrometry from neochlorogenic acid.
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as active substances in pharmaceuticals.

NADES is

formed from safe components and can be applied to
the extraction of natural and environmentally friendly
materials, which can be developed for the pharmaceu-
tical industry.
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