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Abstract: This study aims to provide an overview of different extraction methods to obtain chloro-
genic acid (CA) and caffeine (Caf) from spent coffee grounds (SCG). This overview shows that the
quantity extracted is highly dependent on the type of SCG, so experiments using the same SCG are
needed to compare different methods. Three easy and simple extraction methods will be tested at a
laboratory scale and environmentally compared. All three experiments were of 1 min duration: first,
using supramolecular solvent; second, with water and vortex; and third, with water assisted by ultra-
sound. Water extraction assisted by ultrasound at room temperature yielded the greatest quantity
of chlorogenic acid and caffeine, with 1.15 mg CA /g and 0.972 mg Caf/g, respectively. Extraction
using supra-solvent leads to a lower content of CA in the supra-phase since it has more affinity for
the water-based inferior phase. An environmental assessment using life cycle assessment has been
carried out to compare water and supra extraction methods for the manufacture of two different
commercial products: a face cream and an eye contour serum. Results show that the type of solvent
and the amount of active substance extracted have a great influence on the environmental results.
The results presented here are important for companies willing to obtain these active substances at an
industrial scale.

Keywords: life cycle assessment; supra solvents method; water extraction; spent coffee grounds
circularity

1. Introduction

Food waste is one of the important issues facing the world [1]. The impacts and the
real value of food waste have not been fully understood. Most researchers have agreed
that food waste is linked to economic, environmental, and social problems [2]. In 2020,
20% of global food production was wasted [3], and it is estimated that 8% to 10% of global
greenhouse gas emissions are attributed to food waste [4]. Therefore, there is an urgent
need for sustainable methods to reduce food waste [5-7].

Spent coffee grounds (SCG) are among the most common organic waste generated all
around the world. Coffee is the most widely consumed product in the world after water; it
is also ranked the second-traded commodity worldwide after petroleum [8]. According to
the International Coffee Organization, the world coffee consumption for the year 2020/2021
reached around 166 million bags of 60 kg, of which Europe accounts for almost a third,
generating a great number of residues every year [9]. The process of making coffee involves
the formation of various by-products, including the coffee husk, pulp, silverskin, and spent
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coffee grounds (SCG). Spent coffee grounds (SCG), for example, are produced in large
amounts during the process of instant coffee preparation (at home, in restaurants, bars, and
other businesses in the food industry) and mostly discharged into the environment [10]
or burned [8,11]. It has been calculated that one ton of green coffee beans converted into
coffee beverages produces 650 kg of discarded coffee grounds [11].

Nonetheless, there has been a surging interest in recycling these residues in recent
years, particularly in the last years when the number of papers published on the theme
“waste coffee grounds” has increased because they include various components that could
be useful in the food, cosmetics, and pharmaceutical industries, such as caffeine, carbohy-
drates, lipids, and phenolic acids such as chlorogenic acid (CA) [12-14].

Chlorogenic acid and caffeine have received considerable attention due to their inter-
esting properties. CA’s health benefits for humans are being supported by an increasing
body of scientific evidence. CA appears to work as a protective agent, in particular, pre-
venting or lowering oxidative stress of cell structures and functions while also boosting
health. CA has also been studied for its potential to improve blood pressure and glucose
regulation [13,15,16]. Caffeine, which is the most important alkaloid of the coffee species,
presents various biological activities, such as stimulation of the central nervous system, my-
ocardial stimulation, and peripheral vasoconstriction. Some studies suggest that caffeine is
effective in reducing weight through thermogenesis and fat oxidation, effective in reducing
the effects of ultraviolet radiation and damage induced by free radicals on the skin, and
also as an adjunct to the treatment of hair loss [17].

Chlorogenic acid, an important part of the phenolic compounds, and caffeine are
present in spent coffee grounds [14]. Thus this residue has been suggested as a sustainable
alternative to obtain these substances.

Some methods have been tested at a laboratory scale for their recovery using different
solvents and techniques, such as liquid-solid extraction [18-20], Soxhlet extraction [21,22],
autohydrolysis [23], ultrasound [21,24-26], microwave-assisted extraction [27,28], sub-
critical water extraction [29], pressurized liquid [12], hydrothermal treatment [8], and
supramolecular solvent extraction [30].

Supramolecular solvents (SUPRAS) have been reported as an efficient alternative
method to organic solvents, effective in solubilizing a variety of solutes, and a readily
available method, making it a very attractive process for extraction applications. SUPRAS
are nanostructured liquids generated from aqueous or hydro-organic colloidal dispersions
of amphiphilic substances through spontaneous processes of self-assembly and coacerva-
tion [31].

Our final aim is to contribute to the promotion of circularity for the processing of
spent coffee grounds (SCG) by providing comparable information on different extraction
methods. The purpose of this study is to compare, for the first time, supramolecular
solvent extraction with conventional methods to extract chlorogenic acid and caffeine.
The comparison will include both extraction yields and environmental performance. In
addition, an overview of the different reported extraction methods will be provided.

2. Literature Review

Different methods to obtain chlorogenic acids and caffeine from spent coffee grounds
can be found in the literature (Tables 1 and 2).

Chlorogenic acid is one of the phenolic compounds most commonly quantified in
the literature studies. According to Andrade et al. [15], chlorogenic acid was the phenolic
component found in higher concentrations in the extracts of coffee grounds. Gallic acid,
p-hydroxybenzoic acid, protocatechuic acid, vanillic acid, and tannic acid were also found,
but in lower amounts. Chlorogenic acids include three main groups: caffeoylquinic acids
(CQAs: 3-CQA, 4-CQA, and 5-CQA), dicaffeoylquinic acids (diCQAs: 3,4-diCQA, 3,5-
diCQA, and 4,5-diCQA), and feruloylquinic acids (FQAs: 3- FQA, 4- FQA, and 5-FQA) [32].

In only a few studies, researchers have evaluated the content of chlorogenic acids
as 5-O-Caffeoylquinic acid (abbreviated as CA) or total chlorogenic acids as tCA (those
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including the different isomers). Most of them have extensively reported the total phenolic
compounds as gallic acid equivalents (GAE). The total phenolic content can be measured
using the Folin—Ciocalteu method, and results are expressed as gallic acid equivalents
(GAE).

The Folin—Ciocalteu method, developed by Singleton et al. [33], was first employed to
determine “wine tannin” level, then gained widespread acceptance and is being used on a
variety of plant materials and foods [34]. The principle of the method relies on the reduction
of the Folin—Ciocalteu reagent in the presence of an antioxidant. Thus, the reductive capacity
increases with the concentration of the phenolic compounds [35]. Calibration curves using
various chemical standards should be used when calculating the total phenolic content.
The most commonly used standard is gallic acid, which has been widely used in a variety
of fruits, vegetables, red wines, and plant extracts, including berries, herbs, cereals, tree
materials, plant sprouts, seeds, and spent coffee grounds [18,19,23,34].

Table 1 presents studies conducted by different authors, which focus on extracting
caffeine and chlorogenic acid through different methods. However, the results are difficult
to compare because the coffee sample, the solvent/solid ratio, and the way to measure
the results are different. Nevertheless, some conclusions from the literature review will be
noted. Results are usually quantified in three different ways: gallic acid equivalents (GAE),
which measure the total phenolic compounds; chlorogenic acid (CA); and caffeine, which
specifically quantifies those analytes.

The most common solvent used in the literature was ethanol in different proportions,
with high variation in the solvent/SCG ratio (from 5 to 83 mL/g). The recovery rate
of the total phenolic compounds ranged from 17 to 273 mg GAE/g, with an extraction
time varying from 5 min to 6 h (Table 1), except for the supramolecular method, which
only takes 1 min. The highest content was obtained by the Soxhlet method using ethanol
(273.34 mg GAE/g). Water also successfully accomplished the extraction of high amounts
of phenolic compounds; around 86.23 mg GAE/g was extracted with subcritical water
extraction (SWE), also known as pressurized hot water extraction. SWE has emerged
as a viable method for extracting bioactive and nutritional components because it has
several advantages, including reduced organic solvent use, excellent extraction efficiency,
and an environmentally friendly technology [29]. Autohydrolysis, pressurized liquid,
and hydrothermal pretreatment have also been demonstrated to be effective methods for
recovering phenolic compounds from spent coffee grounds [12,23].

Chlorogenic acid can be measured as CA (using 5-O-Caffeoylquinic acid as standard)
or as total chlorogenic acid (tCA) when all the peaks corresponding to the different isomers
of chlorogenic acid are integrated. Results found in the literature (expressed as mg of
analyte per gram of dry SCG) have a wide range of variation, from 0.02 mg CA/g to
5.97 mg tCA /g (Tables 1 and 2).

Caffeine (1, 3, 7-trimethylxanthine) is also the most desired compound to isolate from
spent coffee grounds. The maximum contents reported in the literature ranged from 3.32 to
11.50 mg Caf/g in mixtures of Arabica and Robusta varieties (Tables 1 and 2). The recovery
rate may vary in function of the type of coffee variety, as said before. According to Campos-
Vega et al. [36], the caffeine content in Robusta is almost twice (1.4-2.9%) compared with
Arabica (0.9-1.6%) or a Robusta mix (60 Arabica/40 Robusta) (1.7%).

Several studies [12,18,23,29,37] (see Table 1) have tried to optimize condition param-
eters (time, temperature, and solvent ratio) for the same extraction method and solvent
using statistical tools, such as response surface methodology or chemometrics in general.

Only a few studies, those represented in Table 2, have compared extraction methods
and solvents using the same spent coffee ground.

Andrade et al. [15] have tested CO, supercritical fluid extraction (SFE CO,), which is
known as a decaffeination process to extract caffeine. The results are expressed in terms
of concentration (mg per g of extract). Using this method, Andrade et al. [15] achieved an
extraction rate of 41.3 mg/g of extract at 333.15 K and 300 bar. Regarding low-pressure meth-
ods, ultrasound gave a higher concentration (38.2 mg/g extracts) than Soxhlet (25.9 mg/g
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Extraction

extracts) (Table 2). The solvent dichloromethane recovered the most caffeine (38.2 mg/g
extracts), followed by ethanol (25.7 mg/g extracts), and then hexane (0.734 mg/g extracts)
with ultrasound extraction [15] (Table 2). According to Shalmashi et al. [38], caffeine’s
solubility decreases in the following order: chloroform, dichloromethane, acetone, ethyl
acetate, water, methanol, ethanol, and carbon tetrachloride. Hence, the polarity of the
solvent has a significant impact on the extraction level of caffeine.

Table 1. Extraction methods and conditions reported in the literature.

Ratio

Type Solvent Time Temperature Solvent/Solid Results Ref.
Hydrothermal . °
Water 20 min 120 °C 20mL/g 32.92mg GAE/g [8]
pretreatment
Pressurized o . o _ 2291 mg GAE/g
liquid Ethanol 25-75% 5-20 min 195 °C 9.66 mg Caf/g [12]
Solid/liquid ~ Ethanol 70% 2h 50 °C 40mL/g 17.09 mg GAE/g [18]
(Espresso)
Solid /liquid Ethanol 70% 2h 50 °C 40mL/g 19.98 mg GAE/g [18]
(Capsules)
Solid /liquid Ethanol 60% 30 min 60 °C 50mL/g 28.26 mg GAE/g [19]
Soxhlet Ethanol 50% - Ambient 5mL/g 273.34 mg GAE/g [22]
Autohydrolysis Water 50 min 200 °C 15mL/g 40.36 mg GAE/g [23]
Solid /liquid Ethanol 60% 8h 25°C 20mL/g 0.54mg CA/g [24]
Soxhlet Ethanol 60% 6h - 25mL/g 0.63mg CA/g [24]
Ultrasound Ethanol 60% 1h 50 °C 20mL/g 093mgCA/g [24]
. o 33.84 mg GAE/g
Ultrasound Ethanol 34 min 40 °C 17mL/g 143 mg CA/g [25]
S“i’v‘:tl:rcal Water 55 min 177 °C 71mL/g 86.23 mg GAE/g [29]
Subcritical . o
Water 30 min 170 °C 50mL/g 141 mgCA/g [29]
water
1-hexanol 24%
Suprarlnolecular Ethanol 30% 1 min Ambient 57mL/g 34~332 f:;g (éif//g [30]
solvent Water 46% i 8 &
1 o . o 0.02mg CA/g
Solid /liquid Ethanol 25% 15 min 60 °C 83 mL/g (Marcilla coffee) [37]
Solid /liquid Ethanol 25% 15 min 60 °C 83mL/g 08 mg CA/g [37]

(Arabica coffee)

CA: Chlorogenic acid (measured from one single chromatographic peak, the one of the standard 5-O-
Caffeoylquinic acid); GAE: gallic acid equivalent (measuring the total phenolic compounds); and Caf: caffeine
(measured using the standard 1,3,7-trimethylxantine). The color is used to easily identify the results/methods
described in the same reference and distinguish from the others. The extraction types belong to the same reference
(and probably same SCG) when marked with the same color.

Vandeponseele et al. [11] extracted higher content of caffeine (4.32 mg Caf/g) using an
efficient combination of ethanol (40%) with water than pure water (3.63 mg Caf/g).

Regarding chlorogenic acid, some investigations have compared ultrasound with high
hydrostatic pressure on the extraction of phenolics (measured as chlorogenic acid, CA). The
greatest recovery rate of chlorogenic acid was achieved using ultrasound, which gave a
slightly greater yield than high hydrostatic pressure [39] (Table 2).

Concerning the influence of the solvent, Panusa et al. [19] have detected small differ-
ences between the use of pure water (5.67 mg tCA/g) and ethanol 60% (5.97 mg tCA/g) in
SCGs collected from bars, as well as in coffee capsules (2.15 mg tCA /g for pure water) and
(2.26 mg tCA /g for ethanol 60%), which also revealed that SCGs from bars are twice as rich
in chlorogenic acid as capsules residue (see Table 2).



Foods 2023, 12,779

50f19

Table 2. Comparison of the extraction methods and solvents for the extraction of caffeine and
chlorogenic acid using the same SCG.

Extraction . Ratio Solvent/
Methods Solvent Time Temperature Solid Results Ref.
Ethanol 40% 4.32 mg Caf/g
Solid/liquid Water 100% 15 min 20°C 25mL/g 3.63 mg Caf/g [11]
Ethanol 100% 0.26 mg Caf/g
Hexane 0.734 mg Caf/g extract
Ultrasot.md Dichloromethane 2h Ambient T 30mL/g 38.2 mg Caf/g extract
extraction
Ethanol 25.7 mg Caf/g extract
Hexane 3.27 mg Caf/g extract [15]
Soxhlet Dichloromethane 6h Ambient T 30mL/g 25.9 mg Caf/g extract
Ethanol 11.8 mg Caf/g extract
CO, 430h (3232)?;)1‘;13 - 27.2 mg Caf/g extract
SFE CO,
333.15K
CO, 430h (300 bar) - 41.3 mg Caf/g extract
SEE CO, + CO; + ethanol 430 h 333.15K - 23.4 mg Caf/g extract
ethanol
5.67 mg tCA/g
Solid /liquid Water 100% 30 min 60 °C 50mL/g 11.23 mg Caf/g [19]
(Arabica 80%, Robusta 20%)
5.97 mg tCA/g
Ethanol 60% 11.50 mg Caf/g
(Arabica 80%, Robusta 20%)
Ultrasound 0.085mg CA/g
High Methanol 80% 15 min 25°C 10mL/g [39]
hydrostatic 0.081 mg CA/g
pressure

CA: Chlorogenic acid (measured from one single chromatographic peak, the one of the standard 5-O-
Caffeoylquinic acid); tCA: total chlorogenic acid (measured integrating all the peaks corresponding to the
different chlorogenic acid isomers); and Caf: caffeine (measured using the standard 1,3,7-trimethylxantine).). The
color is used to easily identify the results/methods described in the same reference and distinguish from the
others. The extraction types belong to the same reference (and probably same SCG) when marked with the same
color.

Thus, the recovery rate of CA and caffeine extracted depends a great deal on the
composition of SCGs, which is affected by the type of coffee bean, the roasting condition,
and the coffee-making process [40-44].

Many studies have reported that the caffeine/CA ratio directly increases with the
roasting intensity of the coffee bean [43]. In addition, it depends on the extraction method
and conditions used (solvent type, solid/solvent ratio, temperature, pressure, and extrac-
tion time) [30]. This is why it is important to determine the most convenient solvent and
extraction method for caffeine and CA extraction using the same sample of SCG.

3. Materials and Methods

In this section, the materials and methods for the three experimental extraction meth-
ods tested will be presented.

3.1. Chemicals and Reagents

1-hexanol (98%), ethanol (99.9%), and glacial acetic acid (99.8%) were purchased from
Scharlab (Barcelona, Spain). Methanol (99.9%) was supplied by ITW reagents (Barcelona,
Spain). Caffeine (1,3,7-trimethylxantine, HPLC grade) and 5-chlorogenic acid (5-O-Caffeoylq
uinic acid, 5-CA, 98%) were supplied by Sigma-Aldrich (St. Louis, MO, USA).
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All chemicals were analytical reagent grade. Ultrapure water was prepared using a
Milli-Q System equipped with a 0.22 um filter purchased from Merck Millipore (Burlington,
MA, USA).

3.2. Equipment

Quantification of caffeine and 5-CA was carried out using a high-performance liquid
chromatograph (HPLC) coupled to a Waters 2996 UV Detector (Milford, MA, USA). The
stationary phase was an Ultra C8 column (5 um particle size, 150 mm length, 4.6 mm i.d.)
from Scharlab (Barcelona, Spain). All data were processed using the Empower Solutions
Software (Orlando, FL, USA).

A Velp Scientifica F202A0176 vortex shaker (Monza et de la Brianza, Italy), a ].P. Selecta
7002575 centrifuge, and a 3000865 ultrasound bath (Barcelona, Spain) were used for sample
preparation.

3.3. Spent Coffee Grounds

Spent coffee grounds were provided by two restaurants (SCG1 and SCG2) located in
the municipality of Igualada in the province of Barcelona, Spain. Both samples were derived
from mixtures of Arabica and Robusta coffee varieties. The roasted coffee beans were from
different producers (SCG1, “Novell gourmet Responsable”, and SCG2, “Cafes MamaSame”,
with SCG1 being less roasted than SCG2). Both SCGs were obtained after the preparation
of coffee using an espresso machine. The mixtures were manually homogenized, naturally
dried, and stored in capsules at room temperature for further extractions. Experiments
were performed in triplicate.

3.4. Extraction with Supra Solvents

The so-called supra solvents are a mixture of water with two additional solvents. In
the present case, 1-hexanol, ethanol, and water were used. In the first step, a colloidal
suspension of ethanol and 1-hexanol was formed. In the second step (coacervation), water
was added, giving rise to a separation phenomenon of liquid phases: the superior (supra)
and the inferior phases [31].

The extraction experiments were carried out according to the principle of the SUPRAS
method mentioned above. A sample of 0.7 g of dry SCG was mixed with ethanol (1.2 mL),
1-hexanol (0.96 mL), and water until a total volume of 4 mL was obtained. The whole
solution was vortex-shaken for 1 min at 3000 rpm and then centrifuged for 30 min at
4200 rpm. The volume of SUPRAS produced was calculated from the cylindrical volume
formula 7ir’h, where r is the radius of the tube and h is the height of the supra phase of the
extract. The height was measured using a digital caliper. The resulting supra solution was
filtrated with a syringe filter (0.45 pm) before HPLC analysis. Experiments were performed
in triplicate.

3.5. Extraction with Water

The extraction method with water was performed by adding 0.7 g of SCG to 4 mL of
ultrapure water. The tube with the mixture was vortex-shaken at 3000 rpm or immersed in
an ultrasound bath (50/60 Hz, 195 W) for 1 min, then centrifuged for 30 min at 4200 rpm
and filtrated with a syringe filter (0.45 um) before HPLC analysis. Experiments were
performed in triplicate.

3.6. Analysis of Caffeine and Chlorogenic Acid by HPLC-UV

The mobile phase was prepared with ultrapure water and methanol, which were
both acidified with 0.1% (v/v) of HPLC-grade acetic acid, and under a constant flow of
0.6 mL/min. The elution gradient started with 18% methanol and 82% ultrapure water
and ended with 30% methanol and 70% ultrapure water for 15 min. The sample injection
volume was 20 pL at 36 °C, and the detection was performed with a UV /Visible diode at a
wavelength of 278 nm (for both chlorogenic acid and caffeine detection). Quantitative anal-
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ysis was conducted by external calibration using standard solutions of 5-O-Caffeoylquinic
acid and caffeine prepared in ultrapure water in concentration ranges from 1 mg/L to
200 mg/L and 100 mg/L to 600 mg/L, respectively.

4. Experimental Results and Discussion

All the results are expressed as the arithmetic mean of three replicates and their
coefficients of variation. The coefficient of variation is the standard deviation divided
by the arithmetic mean. The standard deviation measures the dispersion of the three
values obtained with respect to the mean (higher dispersion of values and higher standard
deviation).

4.1. Extraction with Supra Solvents Using Vortex

The capacity of SUPRAS to extract caffeine (Caf) and chlorogenic acid (CA) was
previously reported in the literature, using 1-hexanol as an amphiphile and ethanol:water
as a hydro-organic media [30]. The ratio of 1-hexanol/ethanol (24/30, v/v) has been
reported to give the best results. Therefore, all the experiments were performed using this
ratio.

The chromatogram of the extract obtained (see Figure 1) revealed different chlorogenic
acid isomers (peaks 1, 2 and 3) at retention times close to one of the standards (5-O-
Caffeoylquinic acid, 5-CA). Spiking experiments with the chlorogenic acid standard (5-
CA, 98%) were carried out to determine the peaks corresponding to the standard. The
spiking consisted of replacing water with a certain volume of the chlorogenic acid standard
solution. The comparison of the chromatograms with and without spiking showed that the
chlorogenic acid standard has isomerized (due to its interaction with SCG) and increased
the three peaks of the spiked sample instead of appearing as one single peak. The area of
the first peak (peak 1) increased by 75%, while the second and third peaks (peaks 2 and 3)
had a relative rise of roughly 29% and 31%, respectively. Therefore, all peaks were included
in the measurement of CA content.

Neither the extraction of chlorogenic acid nor that of caffeine is selective (see Figure 1),
which means that the extract obtained will have other components transferred from the
coffee grounds.

Caffeine

AU

Chlorogenic acid

. } -
7
i

Minutes
Figure 1. HPLC chromatogram of the supra extract for spent coffee grounds 1 (SCG1) subjected to

the supramolecular method.

The results obtained are presented in Figure 2. Results are expressed as mg of bioactive
substance (chlorogenic acid and caffeine) per g of dry SCG.
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mg/g dry SCG

0.8

0.6

0.8846
mSCG1 mSCG2
0.349
0.1166
- 0.042
Chlorogenic acid mass (mg/g) Caffeine mass (mg/g)

Figure 2. Chlorogenic acid and caffeine extracted with the supramolecular method (average of three
replicates).

The experimental measurements have shown that SCG1 is richer in chlorogenic
acid and caffeine than SCG2. Chlorogenic acid and caffeine obtained for SCG1 were
0.116 mg CA/g and 0.884 mg Caf/g, respectively.

Torres-Valenzuela et al. [30] have reported higher extraction values of chlorogenic
acids and caffeine (4.3 mg CA/g and 3.32 mg Caf/g) using the same extraction method of
SCG obtained from drip filter brewing of a Colombian 100% Arabica variety. The reasons
for these differences may be mainly attributed to the type of coffee variety and coffee
preparation method. As said before, coffee variety, genetic characteristics, agricultural
processes, storage conditions, brewing time, and roasting degree can affect the content of
CA and caffeine in SCG and their recovery rate [11,41,45,46].

In addition, a series of experiments were carried out to measure the affinity of the supra
phase for chlorogenic acid compared to the inferior phase. The experiments were performed
in triplicate without the use of coffee grounds but with the addition of approximately 1 mL
of a 100 mg/L chlorogenic acid solution. The results demonstrate that only 34% of the total
added chlorogenic acid was recovered in the supra phase, and 66% remained in the lower
phase (inferior phase). This proved that the phase with the highest affinity for chlorogenic
acid is the inferior phase.

Therefore, a quantification of the contents at the inferior phase (infra) was also mea-
sured to be able to compare the extraction content in both phases.

As can be seen in Figure 3, a significant amount of chlorogenic acid is still present
at the inferior phase, while for caffeine, the main quantity is found at the supra phase
(although around 28% still remained at the inferior phase).

14 - # Supra phase
1.2 - .
#%Inferior phase
o 14
%
g 0.8 -
QD 06 7
en
€04 - b
0.2 - 4
O : H : S : /&2 .
mg CA/g, SCG1 mg Caf/g, SCG1 mg CA/g, SCG2 mg Caf/g, SCG2

Figure 3. Chlorogenic acid and caffeine mass at the superior and inferior phases (average of three
replicates) with the supramolecular solvent method.
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In terms of concentration, the supramolecular method extracted 48.7 mg/L of chloro-
genic acid and 370 mg/L of caffeine at the superior phase from SCG1, while 277 mg/L
of chlorogenic acid and 355 mg/L of caffeine concentrations were found at the inferior
phase. Concentration results are important to know when direct use of the extract (without
subsequent evaporation of the solvent) is possible for further industrial applications.

4.2. Extraction with Water Using Vortex

The influence of the solvent on the extraction results for chlorogenic acid and caffeine
has been investigated using ultrapure water. Water is much cheaper and far more widely
accessible than other solvents, such as dichloromethane and ethanol.

A comparison of spiked and non-spiked water extractions was also carried out. The
objective of these experiments was to ensure which of the chlorogenic acid peaks corre-
sponds to that of the standard. In the extractions with water, the first peak is practically

negligible, while the others (peaks 2 and 3) present significant results in relation to the area
(see Figure 4).

S Caffeine

1.40
1.20

1.00 3 &
Chlorogenic acid

AU

0.80

Peak 2

1.00 2.00 3.00 4.00 5.00 6.00 7.00 8.00 £.00 1000 11.00 1200 1300 14.00 1500
Minutes
Figure 4. HPLC chromatogram of the water extract for spent coffee grounds 1 (SCG1) subjected to
the water extraction method.

The effect of spiking promotes a simultaneous increase in both peaks of chlorogenic
acid. The second peak of the spiked sample increased by a factor of 1.6, whereas the third
peak increased by a factor of 1.2.

Therefore, to determine the amount of chlorogenic acid extracted in the coffee grounds
samples, the sum of the two peak areas (peaks 2 and 3) has been used.

Results also revealed that SCG1 is richer in chlorogenic acid and caffeine than SCG2
(see Figure 5). Chlorogenic acid and caffeine obtained for SCG1 were 0.827 mg CA/g and
0.766 mg Caf/g, respectively.

mSCGl mSCG2

[a=y
)

0.827
0.766

o
(o]
1

0.361

mg/g dry SCG
o
[e)]

o
>
1

0.282

o
N
1

mg CA/g mg Caf/g

Figure 5. Extraction rate of chlorogenic acid mass and caffeine mass (average of three replicates) with
the water extraction method.
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In terms of concentration in the extract obtained, water recovered 223 mg/L of chloro-
genic acid and 207 mg/L of caffeine from SCG1.

4.3. Ultrasound-Assisted Water Extraction

Ultrasound-assisted water extraction at different temperatures (room temperature and
50 °C) was evaluated on chlorogenic acid and caffeine extraction.

The experiments did not show a variation in chlorogenic acid and caffeine extracted at
50 °C compared to room temperature for both spent coffee grounds. A slight positive effect
was detected on SCG2 because the chlorogenic acid and caffeine masses were increased
by about 11% and 12%, respectively, whereas for SCG1, a slight decrease was observed
(about 11-14%). The best results were obtained at room temperature (1.15 mg CA /g and
0.972 mg Caf/g) (see Figure 6).

(=]
9]

14 7 1.147 mSCG1
12 1.024 0573 mSCG2
o 1
8 0.8307
0.8
2
bS]
on 0.6 -
)
0.3717
€ o4 | 0.3447 I foe 0.2952
0 - I I I

mg CA/g, room T mg CA/g, T=50°C mg Caf/g, room T mg Caf/g, T =50 °C

Figure 6. Extraction rate of chlorogenic acid mass (average of three replicates) using the ultrasound
method at ambient temperature and at 50 °C.

The effect of temperature on chlorogenic acid and caffeine is also discussed in the
literature. Vandeponseele et al. [11] reported a small increase (+12%) of the caffeine mass
(mg/g SCG) between 20 and 80 °C when using a mixture of HyO/EtOH (60/40 v/v) as
extraction solvent, while Butiuk et al. [47] have found that a temperature between 30 and
80 °C did not affect the extraction content of chlorogenic acid from yerba mate stems when
performed with water as the extraction solvent. However, when the temperature exceeds
80 °C, the amount of CA extracted decreases. Hence, we can infer that CA becomes unstable
above a temperature of 80 °C.

In terms of concentration, ultrasound at ambient temperature extracted the most
chlorogenic acid and caffeine from SCG1 with 332 mg/L and 282 mg/L, respectively,
whereas ultrasound at 50 °C obtained only 284 mg/L and 231 mg/L, respectively.

4.4. Longer Extraction Time

The influence of the extraction time between 1 min and 5 min on the caffeine and
chlorogenic acid results was investigated for two extraction methods: vortex-shaken with
water and using supra solvents.

The effect of the extraction time widely varies depending on the extraction method.
For SCG1, an increase in chlorogenic acid mass of 25.1% and caffeine mass of 23.6% between
1 min and 5 min was associated with the extraction with supra, while there was an increase
of 70% in the chlorogenic acid mass and 41.9% in the caffeine mass for the extraction with
water, as can be seen in Figure 7 for the chlorogenic acid results and Figure 8 for caffeine.
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Figure 7. Influence of time for supra and water extraction of chlorogenic acid from spent coffee
grounds.
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Figure 8. Influence of time for supra and water extraction of caffeine from spent coffee grounds.

For SCG2, the experiments revealed a very small increase in the chlorogenic acid (+0.3%
for supra solvents or +1.8% for water) and the caffeine mass (+5% or +6%, respectively)
between 1 min and 5 min.

According to Ballesteros-Gomez et al. [31], a few extraction minutes (5-10 min) are
sufficient for liquid samples, while a longer extraction time is needed in the case of solid
samples to accelerate and increase the mass transfer between the sample and the solvent.
Thus, longer extraction times can probably be used in the present case if the aim is to extract
as much chlorogenic acid and caffeine as possible.

4.5. Comparison of the Different Extraction Methods Tested

The results comparing the different methods to extract chlorogenic acid and caffeine
are presented in Figures 9 and 10, respectively.

G 14 mSCGl1 .

8 1.2 mSCG2 1.024

£

2 1 0.827

<

O 08

g 0.6

2 0.3616 0.3447 03717

g 04

2 0.1166

g 02 0.04224

S Supra solvents Water and vortex Water and ultrasound at Water and ultrasound
ambient T at 50 °C

Extraction methods

Figure 9. Chlorogenic acid mass extracted as a function of the different extraction methods.
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Figure 10. Caffeine mass extracted as a function of the different extraction methods.

A comparison of the results indicates significant differences between the bioactive sub-
stances extracted (chlorogenic acid and caffeine) and the type of coffee. On the other hand,
remarkable differences were also detected among all the extraction methods examined
(Figures 9 and 10).

SCG1 showed the highest extraction values, which may be attributed to the charac-
teristics of the coffee variety, the proportions in the coffee blend used, the manufacturing
process (roasting) and the coffee preparation method. As said before, Robusta has about
twice the caffeine content as Arabica and is slightly richer in chlorogenic acid [19]. In the
present case, SCG1 was less roasted than SCG2, and both are mixtures with unknown
proportions of Arabica and Robusta.

The comparison of methods that are discussed below refers just to SCGI1, the one
showing better results.

The method that led to the best results was the extraction with ultrasound at room
temperature, while extraction of supra solvents was, surprisingly, not the best. Nevertheless,
ultrasounds at room temperature present a higher coefficient of variation, which means
that the results of the triplicate have more dispersion (14% and 8.3% for chlorogenic acid
and caffeine, respectively).

For chlorogenic acid, water extraction assisted by ultrasound at room temperature
yielded the greatest amount with 1.15 mg CA/g, followed by ultrasound at 50 °C and then
extraction with water using a vortex. This best result was seven times higher than the one
obtained by supramolecular solvent extraction.

For caffeine, ultrasound at room temperature also demonstrated the best results with
0.972 mg Caf/g, followed by supramolecular solvent extraction (0.885 mg Caf/g).

Supramolecular solvent extraction did not succeed at extracting higher contents of
bioactive components, especially chlorogenic acid, in comparison with the conventional
methods. This can be attributed either to the distribution of analytes between supra and
infra phases or the thermodynamic difficulty in obtaining “supra” solvents (which require
self-assembly and coacervation processes that are spontaneous and sequential).

5. Environmental Comparison: Methodology and Results

The extraction methods to be compared will be the supramolecular solvent method
(of greater novelty) and the water (vortex-shaken) method (of easier industrial scaling).
The extraction yields obtained for chlorogenic acid (CA) were 0.827 mg CA/g SCG and
0.116 mg CA/g SCG using water and supramolecular extraction methods, respectively,
while for caffeine (Caf), yields were 0.766 mg Caf/g SCG and 0.885 mg Caf/g SCG, respec-
tively (see Section 4.5).

In order to perform an environmental comparison using the life cycle assessment (LCA)
methodology, we need to compare products/processes performing identical functions. In
the present study, the extraction methods were compared for the manufacture of the
same commercial product. Two different commercial products have been chosen for
comparison: one of them is a cosmetic face cream containing chlorogenic acid (CA) because



Foods 2023, 12,779

13 0of 19

the antioxidant property (from polyphenols) is the one required in the product, and the
other is an eye contour serum containing caffeine due to its anti-inflammatory property.

The LCA methodology, as specified by ISO 14,044 [48], was used for the environmental
comparison. The systems were modeled using the software Gabi v10.6.135, and the impact
categories used for the environmental assessment were the ones suggested by the EF 3.0
method. Thirteen impact categories were evaluated, and all of them were classified into
three types: damage to health, damage to ecosystems, and resource consumption.

5.1. Environmental Comparison for the Manufacture of a Face Cosmetic Cream
5.1.1. Chlorogenic Acid Recovery: Scope and Inventory Data

As said before, in cosmetic cream, the antioxidant property of chlorogenic acid (and
other polyphenols) is the property required.

Thus, the Functional Unit (FU) chosen for this comparison was “125 mg of chlorogenic
acid needed for 100 g of a face cosmetic cream”.

The amount of chlorogenic acid in the cream was obtained by the relation between CA
and the total phenolic compounds, as the cream manufacturing laboratory reported a 4%
content of total phenolic compounds in the cream. Thus, the proportion of chlorogenic acid
related to the total polyphenols in an SCG extract was estimated by Xu et al. [29], where the
authors reported that chlorogenic acid represents 3.12% of the total phenolic compounds
found in a specific SCG. A content of 125 mg of chlorogenic acid per 100 g of cream was
calculated using this percentage as the FU of the present study.

System boundaries of the LCA comparison, as well as the inventory data, are illus-
trated in Figure 11. The system boundaries of the study are from the extraction process
to the concentration of the extract just before its incorporation into the face cream. The
extraction process consists of the extraction of CA (and caffeine) from SCG, followed by
filtration to separate the extract from the solid. The concentration process involved the
complete evaporation of ethanol and 1-hexanol in System 2 or the partial evaporation of
water (taking into account the percentage of water, 70.7%, required in the composition of
the cream) in System 1. The evaporated 1-hexanol and ethanol were reused as inputs for
the extraction process. A reusing efficiency of 95% was estimated for this study, and the
other 5% of the spent solvents were treated in an incineration plant.

The stages studied were those that varied in the two systems and excluded the ones
that intervened in the same way (such as the energy used in the vortex shaker, centrifuge,
and filtration).

After extraction, the remaining wet SCG and the inferior phase (in System 2) were
treated in a composting plant and a wastewater treatment facility, respectively.

The inventory data was obtained through experiments on a laboratory scale where a
0.7 g sample of dry spent coffee grounds was mixed with 4 mL of solvent. The solvent is
water for System 1 and a mixture of 1.2 mL ethanol, 0.96 mL 1-hexanol, and 1.84 mL water
for System 2.

After the extraction and for both methods, 60% humidity for SCG was considered
(so the amount of wet SCG is 1.75 g from 0.7 g of dried SCG). The mass of the extract for
System 1 consisted of the remaining water calculated according to the mass balance, while
for System 2, the mass of the extract was calculated based on the volume of the supra phase
obtained (1.67 mL from 0.7 g dry SCG), assuming this phase contains all of the 1-hexanol
(0.96 mL) and part of the ethanol. The volume of ethanol is the total volume of the extract
minus the volume of 1-hexanol. Subsequently, the mass of the different solvents (water and
ethanol) in the inferior phase (going to wastewater treatment) was determined by applying
the mass balance.
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Figure 11. System boundaries of the LCA study to obtain a face cream.

According to the experiments carried out in the laboratory, 0.827 mg CA /g SCG and
0.116 mg CA /g SCG were obtained using water and supramolecular extraction methods,
respectively. These results were used to determine the different inputs and outputs to
obtain 125 mg CA/FU.

The thermal energy required for each system was theoretically calculated by taking
into account the energy required to heat the solvent until boiling point plus the energy
required to evaporate this solvent.

5.1.2. Chlorogenic Acid Recovery: Impact Assessment and Discussion of the Results

Results in Figure 12 reveal that water extraction is the eco-friendliest method to
obtain 125 mg of CA (the amount needed to produce 100 g of face cosmetic cream), with
lower impacts compared to the supramolecular extraction method. Impacts on System 1
are especially linked to the use of thermal energy in the concentration stage (except for
land use, LU, and water consumption, Water), while, for the supramolecular method, the
impacts are mainly attributed to the lower extraction yield of CA and to the production
of the solvents consumed in the extraction stage, since 1-hexanol and ethanol have higher
impacts than water.
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Figure 12. Environmental impacts of chlorogenic acid extraction using water and supra methods.
AP: acidification; CC: climate change; Ecotox—water: freshwater ecotoxicity; Eu—water: freshwater
eutrophication; Eu—marine: marine eutrophication; Eu—T: terrestrial eutrophication; HT —cancer:
human toxicity, cancer; LU: land use; OD: ozone depletion; POF: photochemical ozone formation;
RU—fossils: resource use, fossils; RU—mineral: resource use, mineral and metals; and Water: water
use.

5.2. Environmental Comparison for the Production of an Eye Contour Serum
5.2.1. Caffeine Recovery: Scope and Inventory Data

In the case of an eye contour serum, the anti-inflammatory property of the caffeine is
appreciated. Thus, the Functional Unit (FU) chosen for the comparison was “5 g of caffeine
needed for 100 g of an eye contour serum”, as the serum contains 5% of caffeine (content
specified in commercial products).

System boundaries of the LCA comparison, as well as the inventory data, are shown
in Figure 13. The system boundaries of the study are the same as before, from the extraction
process to the concentration of the extract, just before its incorporation into the serum. The
extraction process consists of the extraction of caffeine from SCG, followed by separation
to isolate the extract from the solid. The concentration process involves the complete
evaporation of ethanol and 1-hexanol in System 2 and partial evaporation of water (taking
into account the 70% content of water in the serum).

The same hypothesis as before was taken, where 95% of 1-hexanol and ethanol is
reused and 5% not reused is incinerated, wet SCG contains 60% humidity and is composted,
and finally, wastewater is treated in a wastewater treatment plant.

Inventory data were obtained in the same way explained in Section 5.1.1 using the
yield of caffeine recovery obtained in the laboratory (see Section 4.5): a total of 0.766 mg
Caf/g SCG and 0.885 mg Caf/g SCG for water and supramolecular extraction methods,
respectively.
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Figure 13. System boundaries of the LCA study to obtain an eye contour serum.

5.2.2. Caffeine Recovery: Impact Assessment and Discussion of the Results

Results in Figure 14 revealed that water extraction is still environmentally better to
obtain 5 g of caffeine (the amount needed to produce 100 g of eye serum), with generally
lower impacts compared with the supramolecular extraction method (except for climate
change, CC; land use, LU; fossil resources use, RU—fossils; and water use, Water).
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Figure 14. Environmental impacts of caffeine extraction using water and supra methods. AP: acidifi-
cation; CC: climate change; Ecotox—water: freshwater ecotoxicity; Eu—water: freshwater eutrophi-
cation; Eu—marine: marine eutrophication; Eu—T: terrestrial eutrophication; HT —cancer: human
toxicity, cancer; LU: land use; OD: ozone depletion; POF: photochemical ozone formation; RU—fossils:
resource use, fossils; RU—mineral: resource use, mineral and metals; and Water: water use.
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6. Conclusions and Recommendations

A review of the literature on chlorogenic acid and caffeine extraction methods from
spent coffee grounds (SCGs) was conducted. Results obtained by different studies are
difficult to compare due to the differences in coffee variety, roasting degree, and coffee
preparation method. Most authors have optimized a specific extraction method in terms
of time, temperature, and solvent/solid ratio. Authors usually do not compare different
extraction methods and solvents using the same SCG. In order to generate comparative
information, in the present paper, four different extraction methods were compared using
the shortest extraction time and lowest solvent/solid ratio (1 min and 5.7 mL/g) described
in the literature. Supramolecular solvent extraction (vortex-shaken) and water (vortex-
shaken) using ultrasound at two different temperatures were experimentally tested.

Two different SCGs were extracted: SCG1 (“Novell Gourmet Responsable”) and SCG2
(“MamaSame”). Results revealed significant differences between the two brands, which
are attributed to their origin, roasting degree, and coffee infusion preparation, with SCG1
(which is a lighter roast) being richer in chlorogenic acid and caffeine. Therefore, results are
discussed for SCG1.

Ultrasound at room temperature using water as a solvent was demonstrated to be
the most effective method to recover chlorogenic acid and caffeine with 1.15 mg CA/g
and 0.972 mg Caf/g, respectively. While the supramolecular solvent is more selective for
caffeine, obtaining a concentration of 370 mg Caf/L in the extract compared to 49 mg/L for
CA.

Additionally, the influence of the extraction time, between 1 min and 5 min, on the
extraction yield of chlorogenic acid and caffeine revealed that a longer extraction time
(5 min) helps to extract higher content of chlorogenic acid and caffeine (a +70% and +42%
increase, respectively).

When the supramolecular solvent method is environmentally compared with water
extraction (vortex-shaken) using LCA methodology, the results show that water extraction
is usually better for both chlorogenic acid and caffeine extraction. This is mainly due
to the impact of the production of solvents (ethanol and 1-hexanol) used in the supra
solvent method and to the lower amount of the analyte extracted (especially in the case
of chlorogenic acid). It is worth mentioning that lengthening the extraction time (from 1
to 5 min) increases the water extraction yield much more than the supramolecular yield,
and, in addition, water extraction would be easier to implement at an industrial scale. The
results show that when the water extraction yield is similar to the yield obtained with other
solvents, water will usually be the preferred solvent from an environmental perspective.
The supramolecular method will certainly be efficient to use and environmentally preferable
when extracting other types of analytes having less affinity for water.

The results presented here are intended to promote the circularity of SCG by obtaining
valuable substances, such as caffeine and chlorogenic acid. There is no standard method to
extract those analytes from SCG; therefore, a large number of alternatives are presented
in the literature. Surprisingly, water, which delivers better results than those new alterna-
tives, is not discussed in the literature, which, until now, has not presented comparative
studies of different extraction methods. Our proposal is that when a new extraction alter-
native is reported, comparative studies are needed to evaluate both extraction yields and
environmental performance in comparison with older methods.
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