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1. Summary

Pulplng project aims at the development of a high-quality pumpkin pulp product enriched and
preserved by added-value compounds obtained from pumpkin by-products, fostering an
integrative and sustainable strategy. Obtaining extracts with high preservative capacity from
pumpkin by-products, more specifically the seeds, peel and fibers, is the main goal of the WP2 —
“Sustainable recovery of compounds with preserving capacity from pumpkin by-products”. This
report regards the deliverable D 2.7 — “One publication in a PROAJ regarding the identification
and optimization results” of the WP2. Two publications are presented regarding i) the recovery
of high value-added compounds from food industry byproducts (ANNEX D2.7A, published in
Antioxidants), and ii) the identification of bioactive compounds from pumpkin byproducts and
related bioactivity (antioxidant and antimicrobial) (ANNEX D2.7B, submitted to Molecules). A
third publication is under preparation with the results of the extraction optimization and will be

submitted in the next months.

2. Prospection

A publication regarding the extraction optimization results is under preparation and will be
submitted before February 2023, according to the date proposed in the requested extension of the

project.
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Abstract: With the increasing demand for convenient and ready-to-eat foods, the use of antioxidants
and preservative additives in foodstuff formulation is essential. In addition to their technological
functions in food, bio-based additives confer beneficial properties for human health for having
antioxidant capacity and acting as antimicrobial, antitumor, and anti-inflammatory agents, among
others. The replacement of preservatives and other additives from synthetic origin, usually related to
adverse effects on human health, faces some challenges such as availability and cost. An opportunity
to obtain these compounds lies in the food industry itself, as a great variety of food waste has
been identified as an excellent source of high value-added compounds. Large amounts of seeds,
fibrous strands, peel, bagasse, among other parts of fruits and vegetables are lost or wasted during
industrial processing, despite being rich sources of bioactive compounds. From a circular economy
perspective, this work reviewed the main advances on the recovery of value-added compounds from
food industry bioresidues for food application. Bioactive compounds, mainly phenolic compounds,
have been largely obtained, mostly from seeds and peels, and have been successfully incorporated
into foods. Additionally, alternative and eco-friendly extraction techniques, as ultrasound and

microwave, have showed advantages in extracting antioxidant and preservatives compounds.

Keywords: bioresidues; value-added compounds; antioxidant molecules; green extraction methods;
food applications

1. Introduction

According to a survey carried out between 2010 and 2011, it is estimated that about
one-third of the food produced for human consumption in the world is lost or wasted,
which represents ~1.3 billion tons per year [1]. The interest in estimating these values is not
new; in 2007, Mahro & Timm [2] carried out a study about the possibilities of using food
processing residues as a biomass resource and concluded that, despite the well-established
state of food industry, reliable data on the amounts of the generated waste along the distinct
processing stages were difficult to obtain.

More recently, this topic has been gaining interest and, in 2018, Corrado & Sala [3]
published a review of existing studies on the generation of food waste on a global and
European scale. Through this study, variations in food waste were estimated from 194 to
389 kg per person per year worldwide and from 158 to 298 kg per person per year in
the EU. Among the reported works, the project FUSIONS (Food Use for Social Innova-
tion by Optimising Waste Prevention Strategies) stands out, with the estimation of food
waste generated at an European level [4]. This project was carried out between 2012 and
2016 through the 7th Framework Program of the European Community, and represented
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a milestone in the accounting of food waste, with the generation of a manual on food
waste quantification [5].

The interest in estimating these values is in line with the concern for the reduction of
food waste generated worldwide. In the EU, as summarized on the EUbusiness portal [6],
the Waste Framework Directive (Directive 2006/12/EC) has been revised through the
Directive 2008/98/EC, to encourage the reuse and the recycling of waste materials and
to simplify existing legislation, establishing measures to protect the environment and
human health. Another action was through the United Nations Sustainable Development
Goal 12.3 [7], where member states have pledged to halve per capita global food waste, in retail
and consumer levels, by reducing food waste along production and supply chains by 2030.

Achieving reduced food waste and losses has been the focus of several recent studies,
which involves identifying the dynamics of bioresidues generation and developing mecha-
nisms to avoid this generation, as also managing unavoidable losses through strategies
such as reuse. In fact, a great variety of bioresidues has proven to be a valuable source for
the recovery of high value-added compounds, mainly with antioxidant capacity [8-15].

In this context, this review aims to explore the potential of using these bioresidues
and by-products, through the concept of a circular economy, for the extraction of bioactive
compounds. It also addresses the application of green and environmentally-friendly
extraction methods and the incorporation of the recovered compounds into foodstuff.

Characterization

In addition to governmental interests in decreasing the volume of generated waste,
views of characterization and ways of using these residues have also been gaining traction
in the scientific circles [8,10,13,16]. The food waste data, discussed by Stenmarck et al. [4],
were divided into the following sectors: primary production, processing, wholesale and
logistics combined with retail and market, food services, and household; according to food
waste quantification manual [5]. Through the results obtained, it is possible to verify that
the biggest impact on the generation of waste comes from household and processing in
the food manufacturing, in more detail 53% and 19%, respectively, considering food and
inedible parts of food. The beginning of the food supply chain (primary production and
processing) resulted in an estimated loss of approximately 26 million tons of food wasted
in 2012 by the EU-28 [4]. Some cases of food waste are reported by the author Tristram
Stuart in his famous book entitled “Waste: discovering the global waste scandal” [16], with
the outstanding example of bread processing, which generates the waste of 4 slices from
each loaf, the crust, and the first slice at either end, amounting to 13,000 slices of fresh
bread wasted every day. However, the most impactful pictures are related to the waste
generated at the harvest level, where thousands of fruits and vegetables are discarded for
not meeting the sales standard, in terms of size and overall appearance.

FAO data [1] reports that in low-income countries, the generation of food waste is
bigger during the initial and intermediate stages of the food supply chain. In industrialized
countries, on the other hand, more than 40% of food losses occur at retail and consumer
levels, despite also occurring at the beginning of the food supply chain in significant quan-
tities. Analyzing data, it is also verified that, in Europe, more than 50% of the production
of roots and tubers and ~46% of the production of fruits and vegetables are lost or wasted,
considering the edible parts of food products produced for human consumption. The sub-
Saharan Africa region has the lowest production volume of fruit and vegetable group, along
with North America and Oceania, compared to other five groups of regions in the world
(Europe, Industrialized Asia, North Africa, West and Central Asia, South and Southeast
Asia, and Latin America), and ~20% of the amount is lost during industrial processing.

In another study [17], it was found that, due to cumulative losses, the proportion of
global agricultural dry biomass consumed as food is only 6% and 24.8% of the harvested
biomass, i.e., only a small fraction of agricultural production is consumed as food. While
losses during processing are also considerable (15-59% of processed crops), they widely
vary between dry matter, energy, protein, and wet mass.
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This brief information reveals a huge lack in the use of food. The potential of waste
in commercial exploitation and circular use will be discussed below, focusing on by-
products generated at industrial levels. Table 1 summarizes recent works in terms of the
characterization of the main components of nutritional and/or commercial value that can

be recovered from food industry biowaste and explored for different purposes.

Table 1. Biocompounds found in bioresidues from food industry.

By-Product(s)/

Industrialization Process A . Biocompounds References
Bioresidue(s)
Processed potatoes Peel Polyp hengls, an’gox@ants, prot'e ns, [8,9]
polysaccharides, vitamins, and minerals
. . . Pomace and seeds— Antioxidants compounds and
Depulping of jugara fruit about 74% unconventional starch [10]
. . Peel, seeds, and the .
Pumpkin processing flesh between seeds Phenolic compounds and carotenes [11]
e . . Dietary fiber and bioactive compounds with
Kiwi fruit processing Skin and bagasse antioxidant activity [12]
Blackthorn fruit processing Epicarp Anthocyanins [13]
P . Seeds, slurry, and pulp Antioxidant compounds, polyphenols and
Acal fruit processing residue—about 80 to 95% flavonoids, cellulose, hemicellulose, and lignin [14]
. . . Rinds and bagasse—about Tocophero.ls and tOCOtI‘lEl:lOlS, fatty acids,
Passion fruit processing 40 to 60°% carotenoid, and phenolic compounds [18]
¢ (mostly piceatannol)
Bagasse (grape skins and Organic matter, phytochemicals, and compounds
Wine production seeds), stalks, and 8 ef, phy . CT P [15]
sludge—about 30% with nutraceutical properties
Shell liquid, testa, cashew . .
. Bioactive compounds, polymers, and potent
Cashew nut processing apple, and cashew apple . losi ial [19]
bagasse lignocellulosic materia
. . Peel, fiber, and seeds— Phytochemicals, mainly polyphenols, fatty acids,
Tamarind processing about 50 to 70% and polysaccharides [201
Sugar cane industry Sugarcane bagasse Cellulose, hemicellulose, and lignin [21]
Cereal grinding Cereal bran Minerals, phenohc. ac1ds, amino acids, [22]
and vitamins
Oligosaccharides, for example
Beer production Spent grain arabino-xylooligosaccharides [23,24]
(prebiotic nutraceutical)
Peels or mixture of peels,
Tomato processing seeds, and a small amount Carotenoids, mainly lycopene [25]
of pulp
Vanilla extract processing Bagasse of the pod Water- and ethanol-insoluble aromatic compounds [26]
. . . Seeds, peels, and leaves— Phenolic compounds, carotenoids, proteins,
Tropical fruit processing up to 60% vitamins, or dietary fibers 271
Proteins, peptides, amino acids, lipids
. . Waste from canning (omega-3 polyunsaturated fatty acids, PUFAs),
Sardine processing facility—about 20 to 75% enzymes (pepsin, trypsin), vitamins (A, D, E) [28]
and biopolymer
. . . Antioxidant compounds, tocopherols,
Jabuticaba processing Epicarp anthocyanins, and ellagitannins [29]
Melon croa prossessing Epicarp Anthocyanins and tocopherols [30]

PUFA: polyunsaturated fatty acids.
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It is possible to highlight the fruit and vegetable group as the food raw materials that
generate bioresidues with greater potential and interest for scientific study and commercial
exploitation. This is because residues from fruit and vegetable processing are rich in organic
matter, phytochemicals, and compounds with nutraceutical properties [31]. However, in
general, diverse food residues are important sources of value-added compounds, with
considerable levels of phenolic compounds, dietary fibers, polysaccharides, vitamins,
carotenoids, pigments, oils, and others [32], justifying their recovery [33,34].

The works performed by Buratto et al. [14] and Cadiz-Gurrea et al. [27] are recent
examples of that, as summarized in Table 1. In the first study, it was found that about
5-15% of the weight of acai fruit is edible, being almost 80% of the weight of the total fruit
composed of seeds and lost during processing. In the extract of these seeds, significant
amounts of polyphenols and total flavonoids were identified, among other compounds,
with high ORAC (oxygen radical absorbance capacity) value. In the second study, a
value of ~60% for the generation of by-products from the processing of tropical fruits was
accounted, where the bioresidues, composed mostly by peels and seeds, revealed to be rich
in photochemical compounds.

2. Value-Added Compounds

The bioactive compounds (e.g., antioxidants, polyphenols, tocopherols, carotenoids,
and vitamins) naturally present in food are important for human nutrition [35,36]. Found
in cereals, fruits, vegetables, grains, and several other foods and its subproducts, these
compounds are secondary plant metabolites [37,38] that can cause a significant impact in
human and animal body functionality, with pharmacological or toxicological effects [39].
The primary metabolites are responsible for the growth and development of the plant,
e.g., proteins, lipids, and carbohydrates [36,40]. On the other hand, and despite being
considered as by-products of metabolic and biosynthetic pathways of those molecules,
bioactive compounds exert significant functionality in plants. They exert, for example,
protective support, acting as free radical scavengers; they are able to act as signalers,
appealing to pollinating insects or seed dispersers; and can also provide defense, repelling
insects, parasites or competing plants, among other diverse functions, through the many
varieties of compounds [33,38].

When these bioactive compounds are incorporated into the diet, by food or medicinal
bases, they can provide benefits to human health, developing positive effects on body func-
tionality. Studies have linked the consumption of foods rich in bioactive compounds with
a reduction in the risk of developing chronic diseases such as cancer, diabetes, obesity, and
cardiovascular diseases [33,35]. The beneficial health effects exhibited by these compounds
are due to their ability to modulate metabolic processes, such as antioxidant activity, en-
zyme inhibition or induction, inhibition of receptor activities, and induction and inhibition
of gene expression [36]. In fact, the antioxidant activity is often highlighted among their
functions [41-43], once they protect the body’s cells against oxidative damage, reducing
the oxidative stress and preventing cancer, arteriosclerosis, and aging processes. These
properties have been reported as highly suitable for preservative, fortifier, and stabilizer
additives development [36].

Many different illnesses, such as cancer, cardiovascular and pulmonary diseases,
neurological disorders, diabetes, arthritis, ageing process, and other neurological and
endocrinological disorders, result from oxidative stress (OS). In turn, the OS is the re-
sult of an imbalance between the free radicals and the antioxidants on the metabolism,
originated from environmental causes, inflammation processes, exposure to radiation,
drugs, and others unfavorable conditions [39]. In this case, when the antioxidant defense
enzymes are overwhelmed, the nutrients with antioxidant capacity, found in natural food,
are important to help the body combating these free radicals. Thus, when significant
amounts of bioactive compounds are part of the diet regularly, they are capable of exerting
antioxidant activities [39,44].
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There are several therapeutic properties and mechanisms of modulation of metabolic
processes reported in the literature. In a recent review [45], the antiviral capacity of
bioactive compounds focused on the COVID-19 management was highlighted. A two-
way strategy to combat SARS Cov-2 infection using bioactive compounds as blockers has
been reported: blocking S protein of the virus and blocking ACE2 receptor of the cell.
In addition to nutraceutical properties, as previously measured, bioactive compounds
are also known for their functional properties (antioxidant activity, solubility, absorption,
coloring, stabilization, flavor, preserving, etc.). Natural pigments such as anthocyanins,
carotenoids, and betalains are proposed as natural colorant additives in foods, being also
linked to other benefits, such as antioxidant effects [46]. Carotenoids, e.g., lycopene, are
also used in cosmetic products, due to its photo-protection capacity, protecting the skin
from the sun [47]. In another study, Rodriguez-Garcia et al. [48] proposed the essential
oil obtained from oregano as antimicrobial and antioxidant food additive. In the food
industry, there is a growing interest in isolating these compounds from natural sources
for further application in processed food, as alternatives to the use of synthetic additives
(preservatives, nutritional additives, flavoring agents, coloring agents, texturizing agents,
or miscellaneous additives).

In general, numerous studies have been reporting that a great variety of food wastes
are rich sources of bioactive compounds, with great potential for recovery and application
in food, cosmetic, and pharmaceutical industries [38]. Vitamin Dy, e.g., was recovered from
the biological surplus remaining from the mushroom cultivation industry [49]; phenolic
acids and flavonoids were obtained from tomato crop remains (pruning and end-of-cycle
plant materials) [50], and organic acids, phenolic compounds, and high concentrations
of anthocyanins were extracted from Sicana odorifera fruit epicarp [30]. The recovery of
value-added compounds from bioresidues and their applicability in food will be further
discussed in topic 4.

There are approximately more than 200,000 chemicals isolated and identified, consid-
ering primary and secondary metabolites, from higher plants worldwide [51]—such as
proteins and amino acids, phenolic compounds, and other molecules with antioxidant activ-
ity, vitamins, dietary fiber and functional polysaccharides, minerals, fatty acids, enzymes,
aromatic compounds, etc.—that can have added value by recovery from undervalued
sources in agriculture and industry [52,53]. Note that the recovery of these compounds
from natural sources is normally affected by some factors as the matrix properties of the
plant materials and the extraction method conditions (e.g., solvent, temperature, pressure,
and time) [54,55].

Bioactive compounds can be classified considering their solubility, polarity, and distri-
bution in nature [39]. They are also commonly classified based on the biosynthetic route,
the structural features, the basis of clinical function related to their pharmacological effect,
and the botanical approach considering their families [38]. This classification results in a
vast and heterogeneous number of classes of these compounds, e.g., phenolic compounds,
carotenoids, tocopherols, alkaloids, and vitamins [37]. More details are presented through
the diagram in Figure 1.

Phenolic compounds are one of the most widely found groups of secondary metabo-
lites in plants [56]. They have a great structural diversity that, based on the number of
constitutive carbon atoms conjugated with the structure of the basic phenolic skeleton,
result in different subclasses: flavonoids, phenolic acids, stilbenes, lignans, tannins, and
oxidized polyphenols [39,57]. These compounds are final products of the shikimate and
acetate pathways, and their structure comprises aromatic hydroxylated compounds, hav-
ing one or more aromatic rings with one or more hydroxyl groups. They can range from
relatively simple phenolic molecules to highly polymerized compounds, most commonly
being conjugated to mono- and polysaccharides, associated with one or more phenolic
groups, and can also be linked to methyl esters and esters [51,57].
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Figure 1. Simplified diagram of the synthesis pathways of secondary metabolites in plants and their groups of compounds. The

different formation routes originate compounds with different characteristics and functionalities. Adapted from [37,38,40].

Among the more than 8000 known phenolic compounds, approximately 6000 consti-
tute the group of flavonoids [51,56]. Flavonoid compounds are often stored in the plant
linked to one or more sugars, being this form more stable than the free flavonoid [51]. These
compounds generally have a yellow to red color and, when added to food products, they
contribute to the color and flavor of food, in addition to being able to prevent oxidation of
fats and protect vitamins and enzymes [43,51]. Anthocyanins, on the other hand, present
red, blue, and purple colors, with a structure consisting of two aromatic rings linked by
a three carbon heterocyclic ring that contains oxygen [46], while tannins, or tannic acids,
exert antimicrobial action and are responsible for the astringency of many fruits, containing
in its structure a large number of hydroxyl or other functional groups [51].

In turn, alkaloids and glycol sides are the categories, pointed by Vuong [38], which
are currently attracting increasing attention for research regarding their recovery from
industrial food bioresidues, once these natural nitrogen-containing organic compounds
present great biological activities. For example, steroidal alkaloids were extracted from
potato peel waste [58]; alkaloids were obtained from cocoa bean shell [59]; glycosides were
extracted from pineapple waste [60], and quercetin glycosides from onion solid waste [61].
These groups of compounds, and others molecules, e.g., terpenoids and coumarins, were
studied for their potential to protect against liver fibrosis [62]. The terpenoids are generally
insoluble in water and based on five carbon units [37]. Carotenoids are an example of
terpenoid compounds (tetraterpenes) widely explored from plant material.

3. Green Extraction Methods

The extraction of bioactive compounds from natural sources is an extensive topic
of discussion. On the one hand, the seek to increase yield, optimize the parameters of
extraction processes, and minimize the influences that affect the extraction and degradation
of target compounds, in addition to reducing costs and process times. On the other hand,
the challenge remains of obtaining the best results through methods that do not impact the
environment nor the consumers’ health, reducing energy costs and using safe solvents.

The term green method is used to classify extraction methods that have certain ad-
vantages over conventional ones. While conventional methods generally require long
extraction times to obtain greater performance and involve large amounts of solvent, which
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are sometimes toxic, alternative methods are more sustainable, using green solvents and
more ecological techniques with high extraction yield and compounds preservation.

3.1. Extraction Solvents

Green solvents, in general, have non-toxic characteristics, are biodegradable, and
obtained from renewable sources. In the databook of green solvents [63], it is possible to
find more than 300 green solvents, with detailed information about usage considerations,
physical properties, health and safety issues, potential substitutes, and for which products
the solvent is recommended.

Among the green solvents, water is a great option with greenness characteristic as non-
toxicity to health and the environment, safety, bioavailability, and price. In addition, it is
possible to tune the properties of water by changing the temperature: at high temperatures,
coupled to high pressure to keep the water in a liquid state (subcritical condition), the
dielectric constant is decreased and the penetration of water into the sample matrix is
favored, along with the decrease of the surface tension and viscosity, and the improvement
of the analyte diffusion and mass-transfer kinetics [64]. Another well-known solvent
is ethanol, a cheap and renewable solvent, produced by the fermentation of biological
material, recognized as non-toxic, although flammable, but a final purification step is
required in some processes. The equilibrium constant of this alcohol is strongly influenced
by temperature, as the extractability of the material increases with temperature [65]. It has
been presenting great selectivity to extract oil [65] and has been employed in many researches
on the extraction of phenolic compounds, in hydroalcoholic solutions (see Table 2).

Recently, the large application of organic solvents such as benzene, toluene, xylene,
methanol, and ethanol in many laboratories and industrial chemical processes has gen-
erated an environmental concern due to its high volatility, which contributes to global
climatic changes, air pollution, and human health-related issues [66]. With this, new alter-
natives, such as supercritical fluids (SCFs), eutectic solvents (ESs), fluorous solvents, and
ionic liquids (ILs), have been widely proposed [66-68].

The challenge of choosing the solvent involves considerations such as: being suitable
for the method and efficient for the target compound and its matrix, economically viable,
safe for health, and environmentally friendly. Some methods can help predict solvent per-
formance through its physicochemical and thermodynamic properties. Mokashi et al. [69]
used a mathematical model equation to estimate the extraction efficiency of various sol-
vents for the recovery of pyruvic acid. The model relates Hansen Solubility Parameters
(HSPs) with distribution coefficient, where HSPs is an equation of solubility parameters
with different types of energy including polar, diffusivity, and hydrogen bonding inter-
actions. In another work [67], a review of computational methods for screening green
solvents is presented. The quantum chemistry (QC) methods based on continuum sol-
vation models (CSM), used for solvent selection and design, and methods based on the
Conductor-like Screening Model (COSMO) are discussed, which guides solvent selection
from thermodynamic performance indicators.

3.2. Extraction Methods
3.2.1. Principles

The solid-liquid extraction process has been used for many decades, from home use
to prepare tonics to a popular way of obtaining essential oils and bioactive compounds.
The process consists of extracting the target compound by mixing the solid raw material
with a solvent for a certain time. Thereafter, the solid-liquid phases are separated and
the extract is purified. This technique is the principle of traditional extractions and many
new enhanced extraction methods [70,71]. Figure 2 shows a simplified scheme of the main
extraction methods employed in natural matrices.
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Figure 2. Simplified scheme of the extraction techniques employed to obtain target compounds from natural matrices.

The dynamic of extraction is influenced by parameters such as the choice of the solvent,
pH of the medium, solid-liquid ratio, process temperature, and contact area between the
solid and the solvent. In turn, these variables affect the energy consumption, the quantity
of solvent used and its recovery capacity, the extraction yield, and other factors, which
are increasingly studied through the optimization of parameters and comparison between
techniques for different target compounds and their matrix [13,70].

3.2.2. Main Methods Explored in the Literature

Maceration (ME) consists of mixing the plant material with an appropriate solvent
in a vessel and staying in contact for a certain (and usually long) time [72]. This process
can be assisted by heating and/or stirring, e.g., thermostatic water bath, electro-magnetic
stirring, and bain-marie with agitation. Generally, the solid matrix is ground to increase
the surface area. It involves isolation and purification steps, usually by filtration and
solvent evaporation [38].

Advantages and limitations: it is a simple and low-cost method, but requires long
times of extraction and high quantities of solvent [73].

Soxhlet (SE) was originally developed for the extraction of lipids from a solid material,
but it has also been adapted for bioactive compounds from various natural sources. In the
Soxhlet equipment, the plant material is placed in a thimble of the apparatus and accoupled
in a distillation flask containing the solvent, where the sample is washed by the solvent
through intermittent reflux. When the solvent heats and condenses to an overflow level,
a siphon system arrangement drains out the solution (solvent plus extracted solute) into
the flask. There, the solution is heated until the solvent vaporizes and the process runs
repeatedly for exhaustive extraction [74,75].

Advantages and limitations: it is a simple technique that demands less quantity
of solvent, when compared to maceration, due to solvent recirculation. However, the
extraction time is long and heat-labile compounds can be affected [73].

Ultrasound-assisted extraction (UAE) is based on the dispersion of sound waves in
the liquid medium (solvent) that contains the sample to be extracted. Upon the waves
reaching sufficient intensity of successive compression and distension in the medium,
cavitation bubbles are formed. These bubbles, when collapsing, cause the rupture of cellular
structures, facilitating the penetration of the solvent and increasing the mass transfer [76].

Advantages and limitations: it is an inexpensive and simple method, capable of
improving extraction yield and faster kinetics [71], in addition to less consumption of
energy, solvent, and extraction time. Nevertheless, the heat generated can affect heat-labile
compounds and the reproducibility can be reduced by the aging of the instrument [76].
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Microwave-assisted extraction (MAE) is a method that uses microwave radiation,
i.e., non-ionizing electromagnetic waves (300 MHz to 300 GHz). Through this technique,
an electric field is generated by the simultaneous effects of ionic conduction and dipolar
rotation. The larger the dielectric constant of the solvent, the higher the heating and dipolar
rotation. Through this mechanism, pressure is generated inside the plant cell and its
consequent rupture, exposing the cell and then facilitating solvent penetration [77].

Advantages and limitations: it is a low-cost equipment, which requires reduced
extraction time and quantity of solvent, with improved extraction yield. It also allows
processing without using solvent. On the other hand, the heat generated can affect heat-
labile compounds and it loses efficiency in scaling up [71,76].

Supercritical fluid extraction (SFE) has as principle the use of the solvent fluid in
its supercritical state. For this, the temperature and pressure parameters of the process
are controlled to achieve the conditions in which the fluid is between the gas and liquid
states, presenting similar liquid density and gas viscosity [38]. Carbon dioxide (CO,) is
an attractive solvent largely used in this method [78]. The supercritical solvent flows
through the raw material, placed in an extractor vessel, transports the dissolved solute to
the separator, and then can be regenerated and returned to the process [38].

Advantages and limitations: high selectivity for non-polar compounds, non-degradation
of heat sensitive compounds, and non-residues of toxic solvents. However, it demands
high costs and complex operation and training [76,78].

Pressurized liquid extraction (PLE) uses pressurized solvents at high temperatures and
pressures, but without reaching the critical point values. Through this mechanism, it is possible
to ensure rapid extraction rate, by decreasing the dielectric constant of the solvent [74].

Advantages and limitations: the use of pressure allows a faster extraction, with less sol-
vents and higher yields, but, the high temperatures can damage thermolabile compounds [38].

Enzyme-assisted extraction (EAE) utilizes enzymes, as cellulase, xylanase, and pecti-
nase, for example, capable to degrade the cell wall structure, facilitating the extraction of
many bioactive compounds, to which the access is often hindered because they are linked
to the constituents of the cell wall [79].

Advantages and limitations: it presents high selectivity and improves yield, however,
the enzymes are expensive and demand rigorous control of medium pH and temperature
for optimal enzyme action [76].

3.3. Extraction Parameters

Despite the summarized contextualization of the principles of the most common
extraction methods, there is a great deal of processes and combinations of these in the
literature. Table 2 presents some recent extraction studies and the used parameters, as well
as the conditions optimized and/or highlighted by the authors.

There are several factors that can influence the success and yield of the extraction.
Parameters as solvent type, liquid—-solid ratio (LSR), particle size, temperature, time of
exposure, power, and pressure, are commonly studied. To outline the best conditions of
the extraction procedure for different plant materials and target compounds, optimiza-
tion studies are very important. For this, the most relevant independent parameters are
evaluated, in a predetermined range of values, combined (or not) with the comparison of
different extraction methods.

For instance, anthocyanin-rich extracts were obtained in optimization and com-
parison studies of heat- and ultrasound-assisted extraction techniques, using different
fruits as sources: Arbutus unedo L. fruits [80], Prunus spinosa L. fruit epicarp [13], and
Ficus carica L. fruit peel [81]. These works followed the same evaluation structure, however,
the alternative UAE method proved to be more efficient for F. carica and P. spinosa, while
for A. unedo the conventional method (heat-assisted extraction) was the most effective in
the evaluated responses. These results demonstrate the influence of the matrix on the
method’s performance. In another study [74], the conventional method (Soxhlet) also stood
out when compared to the emerging technology pressurized liquid extraction (PLE), for
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the extraction of phenolic compounds and mannitol from olive leaves. However, although
the Soxhlet extraction revealed a better performance in most of the analyzed variables,
the authors highlighted shorter extraction times (5 min versus 4 h), and lower solvents
consumption and energy costs as advantages achieved by PLE method, which is important
to be considered in industrial scale application.

Reduction of extraction time and energy consumption was also reported by Jesus et al. [82],
by using the microwave-assisted extraction method in comparison to the heat-assisted one.
In addition to these advantages, through the alternative method, the authors achieved
higher yields and concentrations of ellagic acid. The conventional maceration technique
was compared to the heat and ultrasound assisted extraction processes to obtain polyphe-
nols from Thymus serpyllum L. herb [83]. In this work, the UAE was the most efficient,
followed by the HAE (heat-assisted extraction) and, last, the ME. The authors discussed the
influence of the process time and, in the preliminary screening, the high time of exposure
caused a slight decline in the polyphenol content. On the other hand, in the results ob-
tained in the optimization study (running in low temperatures), time did not significantly
affect the extraction, with the relevant factors being the particle size, solid-to-solvent ratio,
solvent type, and extraction procedure.

Other studies reported enzymes being used as pretreatment for supercritical carbon
dioxide extraction of lycopene from tomato [84]. The use of plant cell wall glycosidases led
to a significant increase in the concentrations of lycopene and total lipids in the matrices,
when compared to the control. On the other hand, Jiang et al. [68] defended the use of
deep eutectic solvents (DESs) as an alternative to organic solvents for more efficient and
green extraction. DESs are a mixture of two or more hydrogen bond acceptor and donor,
bound together by strong intermolecular interactions, which are being proved as new
high-efficiency extraction solvents. In this study, the authors optimized an efficient DESs
extraction method to different types of bioactive alkaloids. Moreover, Babova et al. [85]
combined the supercritical (5C) and subcritical (SubC) CO, extraction methods in a multi-
stage process to improve the extraction of antioxidant compounds (anthocyanins, other
flavonoids, other phenolics, and proanthocyanidins) from bilberry (Vaccinium myrtillus L.).
This methodology proved to be efficient showing great performance of selectivity through
the stepwise extraction procedure. Other high-pressure methods (SFE and PLE) were
compared to low-pressure methods (SE and UAE) to obtain an ethanolic extract with high
antioxidant potential from black pepper [86]. The authors pointed out that each extrac-
tion procedure presented particular characteristics, but, in general, SE and UAE extracts
presented higher yields when compared to SFE method; PLE has shown good results to
the extraction of bioactive compounds; and SFE showed effectiveness for the recovery of
extracts rich in piperine, providing a high value-added and solvent-free extract.
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Table 2. Optimized green methods for the extraction of natural compounds.

Method Source Compound Solvent Extraction Conditions Reference
Eucalyptus globulus L. Phenolic compounds Ethanol LSR 20 L/Kg, 2 Hz, 50 °C, 87]
Maceration leaves (mostly flavonoids) 225 min, 56% ethanol
extraction (ME) Arbutus unedo L. Anthocvanins Ethanol (pH 4,0.05%  LSR 5-40 L/Kg, 8.33 Hz, 5 min, [80]
fruits y of hydrochloric acid) 90 °C, 80% ethanol
Lamiaceae (Origanum Phenolic compounds LSR15L/Kg,
landulosim liges £) (mostly Ethanol 850 W /2455 MHz, 42 °C,
& ’ gallocatechin) 2 min, 0% ethanol 771
Lamiaceae (Thymus Phenolic compounds LSR15L/Kg,
fontanesii Boiss. et (mostly rosmarinic Ethanol 850 W/2.455 x 10° Hz, 150 °C,
Reut.) acid) 9.5 min, 50% ethanol
Coriolus versicolor (L. .
ex Fr.) Quél. Phenolic compounds Ethanol LSR 10 L/Kg, 125 W, 3.8 min, [88]
. . 40% ethanol
Microwave-assisted mushroom
extraction (MAE) Phenolic compounds
Vine pruning residue  (mostly ellagic acid Ethanol LSR40L/ (I)(g, 120°C, 5 min, [82]
e 60% ethanol
and apigenin)
Phenolic compounds
. . LSR 50 L/Kg, 500 W, 35 °C,
Morus nigra L. fruits (mostly Ethanol 10 min, 35% ethanol [89]
anthocyanins)
Arbutus unedo L. . LSR 20 L/Kg, 400 W, 120 °C,
fruits Flavonoids Ethanol 1.5 min, 0% ethanol [72]
Goiji berry fruit Carbqhydrates and Water LSR 28 L/Kg, 283 W, 64.29 °C, [90]
phenolic compounds 39.7 min
LSR 30 Kg/L, 25 °C, 15 min,
Thymus serpyllum L. . 50% ethanol
herb Phenolic compounds Ethanol (750 W output with a [83]
2 x 10* Hz converter)
Prunus spia;)ia L. fruit Anthocyanins Ethanola(cpig) 3, citric LSR 2(31 ;4 é é(o/g, 3(})12 r\l/g,IS min, [13]
Ultrasound assisted piearp e
extraction (UAE) . , . LSR 6.66 L/Kg, 310 W, 21 min,
Ficus carica L. peel Anthocyanins Ethanol 100% wthanol [81]
Tarchonanthus . LSR 20.4 L/Kg, 38.8 °C, 50 min,
camphoratus L. leaves Parthenolide Ethanol 100% ethanol 1]
Aero-industrial Anthocyanins, other
ace%ola (Malpighia flavonoids, other Ethanol (pH 2, LSR 8.66 L/Kg, 50 kHz and
emareinata FlngC) phenolic compounds, hydrochloric acid 250 VA, 30 °C, 49.30 min, [92]
3 carotenoids, and 2 mol/L) 46.49% ethanol
residue L
ascorbic acid
Black mulberry, wall
germander, wild Phenolic compounds Water LSR 40 L/Kg, 160 °C, [93]
geranium, and (mostly gallic acid) 1 x 10° Pa, 3 Hz, 30 min
Subcritical fluid comfrey
extraction (SubFE) Phenolic antioxidants
(mostly LSR 10 L/Kg, 220 °C,
Chestnut shells caffeoylquinic acid Water 4 x 10° Pa, 30 min 541
isomers)
. . Carbon dioxide 70 °C, 8 x 10° Pa, 30 min,
Canola seeds Tocopherol-rich oil (COy) 167 % 10-5 L/s [78]
Supercritical fluid . Carbon dioxide 40°C, 3.5 x 107 Pa, 240 min,
extraction (SFE) Raspberry seeds oil (COy) 1.11 x 1074 Kg/s 951
. - . B 5 .
Apple seeds Fatty acids rich oil Carbon dioxide 40 °C, 4 x 10° Pa, 140 min, [96]

(mostly linoleic acid)

(COy)

278 x 107*L/s
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Table 2. Cont.

Method

Source Compound Solvent Extraction Conditions Reference

Olive leaves

LSR 3 x 1072 Kg dw sample
Ethanol into 2.2 x 1072 L stainless steel [74]
cells, 190 °C, 5 min, 60% ethanol

Phenolic compounds
and mannitol

Pressurized liquid
extraction (PLE)

Condensed tannins,

anthocyanins, other LSR 60 L/Kg, 4.92 x 108 Pa,

melanosporum Vittad.

Pomegranate peels flavonoids, other Ethanol 20-38 °C, 30 min, 37% ethanol [57]
phenolic compounds
Truffles Tuber 5 x 1074 Kg, 1.67 x 107 Pa, 180
Sterols and f3-glucans Ethanol and water °C, 30 min, 100% ethanol or [98]

water

LSR: liquid-solid ratio.

4. Value-Added Compounds in the Development of Innovative Food Products

The recovery and valorization of compounds through green methodologies and from
bioresidues, adding value to what would be wasted, corroborates the principles of a
circular economy [99]. The circular economy is the concept related to the reduction, reuse,
and recycling of food losses and wastes along the food supply chain [100]. The use of
bioresidues to obtain value-added compounds is a management strategy for waste and
food loss, which can contribute to reducing its environmental impacts, minimizing the use
of virgin materials, in addition to promoting opportunities for savings, as innovation of
products and methods, competitiveness and productivity [100].

Innovation in the food industry through the use of biocompounds not only adds to
the circular economy sustainability concept but is also an opportunity to attend consumers’
expectations. In fact, consumers’ concern for safer and healthier foods is increasing, and
food industry is under pressure to offer healthy, convenient, and ready-to-eat foods, able
to meet daily nutritional needs, provide pleasure and satiety, and attend to consumers’
expectations and safety issues [101,102]. In this scenario, the replacement of synthetic
compounds, generally associated with toxicity and allergenic problems, with healthy
natural alternatives is increasingly evident [101]. Alongside, the enrichment of products
by using compounds with nutritional value is also a growing tendency. The use of agro-
industrial residues, rich in bioactive compounds, has been the focus of studies that propose
the use of these by-products in the formulation of functional foods [102]. As synthetized in
Table 3, value-added compounds were recovered from industrial processes wastewater,
from commercially unexplored fruits, and industrial processing by-products, and their
applicability was verified. Below, some relevant works available in the literature on the
valorization of these compounds and practical applications in foodstuff are discussed.

For example, potato peel wastes were valorized as a source of protein and dietary
fiber through their addition to cake [109]. The protein and soluble and insoluble fiber
contents of the potato peel powders were about 15%, 19%, and 10%, respectively. The cakes
enriched with 10% of potato peel flour achieved a percentage of protein improvement of
~17%. Regarding dietary fiber, the soluble fiber content increased from 3.3% in control
cake to almost 5% in enriched cakes, and the insoluble fiber content significantly increased
from 15.9% (control) to ~22% for cakes with potato peel flour. In addition to improving the
nutritional value, the authors reported technological effects: the incorporation of potato
peel powder at 5% increased the dough strength and elasticity-to-extensibility ratio.

Grape seeds and apple peels were also valorized as sources of natural antioxidants,
especially phenolic compounds, through the fortification of yogurts with these bioresidues
powders [110]. In this line, the authors also optimized the extraction conditions, using
green solvents, to obtain extracts with high phenolic compounds content from these by-
products. In another study, Chen et al. [111] discussed the applications of grape seed extract
in food industry as preservative. They proposed the use of the extract as raw material to
develop healthy foods as it improves the nutritional value and promotes benefits such
as enhancing the body immunity, prevent hyperlipidemia, hypertension, and diabetes;
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as natural antioxidant and preservative in food, due to its antioxidant and antimicrobial
activity; as food film/coating in food packaging, to improve certain functional properties;
and as substitute of nitrite and nitrate in meat products, and sulfur dioxide (SO;) and

animal protein in wine making.

Table 3. Value-added compounds recovery from food waste and its applicability.

Compound(s) of Interest Source(s) Benefit for Health Applicability Reference
Vitamin D, Surplus mushrooms Antitumoral Food industry [49]
Anthocyanins Fig peel z.;md l'Jlackthorn Arl.tlox1€iant a'nc'i ' Natural purple colorant in [41]
fruit epicarp antimicrobial activities pastry products
Dietary fiber Pumpkin seeds and rinds Nutritional value High fiber bakery product [103]
Phenolic compounds Peel of camu-camu fruit Antimicrobial potential Yogurt fortification [104]
Anthocyanins Strawberry tree fruit A.nt10x1dant.ar.1<.:l Natural colorant in wafers [42]
antifungal activities
Phenols Olive mill wastewater UVA and U\.]B filter UV booster in cosmetics [105]
potential
Sugar Coffee silverskin and spent NA Ethanol produFtlon by [106]
coffee grounds fermentation
Phenolic ac1ds,. - Natural colorant and
hydrolysable tannins, Pomegranate epicar Antioxidant and antioxidant in pastr [43]
flavonoids, and & picarp antibacterial activities pastry N
) products
anthocyanins
Phenolic and carotenoid Pumpkin peel Antioxidant activity Retard. car}ola oil [107]
compounds oxidation
Antioxidant,
Anthocyanins Jabuticaba epicarp antimicrobial, antitumor Natural colorant in [108]

and anti-inflammatory
activities

macarons

' Not Applicable.

Moreover, the ethanolic extracts of apple peels were fractionated and their use for
inhibition of fish oil oxidation was studied using the thiobarbituric acid reactive substances
(TBARS) assay [112]. The crude and fractionated extracts presented inhibitory effect on
fish oil oxidation, where the greatest antioxidant capacity was verified with the fractions
containing quercetin glycosides and epicatechin in combination with other polyphenols,
such as phloridzin and cyanidin-3-galactoside. The apple peel was also successfully used
as prebiotic in yoghurt [113]. Through this study, a probiotic yoghurt fortified with apple
peel polyphenol extract was obtained, which can act as natural high-quality antioxidant
and bioactive compound.

In another study [114], a green extraction method was used to obtain phenolic
compound-rich extracts from olive leaves. The extracts were obtained by solvent-free
MAE and presented high antioxidant activity, so they were proposed as having a great
potential as functional ingredients for food packaging. In fact, the developed biodegrad-
able films based on carrageenan containing olive leaf extract showed good barrier and
mechanical properties, and the total phenolic compounds and antioxidant activity of the
films significantly increased with increased concentrations of the olive leaf extract.

Promising antioxidant extracts were also obtained from the peel of eggplant.
Horincar et al. [115] used the green method of UAE to obtain a methanolic extract of this by-
product. Six anthocyanins were identified in the extract: delphinidin-3-rutinoside, delphinidin-3-
glucoside, cyanidin-3-rutinoside, delphinidin-3-rutinoside-5-glucoside, malvidin-3-rutinoside-
5-glucoside, and petunidin-3-rutinoside. In a subsequent study [116], the extract was
microencapsulated with whey protein and acacia gum, resulting in a purple colored pow-
der. The addition of the eggplant peel powder in a pastry cream allowed a significant
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increase of total phenolic content and antioxidant activity, which were rather stable over
72 h of storage under refrigeration conditions. The ethanolic extract of eggplant peel
was, then, proposed as supplement in beer [117], with the supplemented beer present-
ing high functional potential and good sensory characteristics, being stable without the
incorporation of artificial preservatives.

Anthocyanin-rich extracts from blackthorn epicarp [13] and fig peel [81], obtained by
a green optimized extraction method (previously discussed in Section 3.3), were proposed
as alternative natural colorants. The extracts were incorporated in confectionery products,
more specifically “beijinhos” (a typical Brazilian pastry) and doughnut icing. The obtained
purple colorant extracts conferred attractive color to the products, improved the texture
properties, and significantly increased the antioxidant and antimicrobial activities. In fact,
anthocyanins are widely found in many fruits. As reviewed by Albuquerque et al. [118],
fruits and their bioresidues are an excellent source of natural compounds, including a
wide range of coloring, in addition to bioactive properties and with great potential to
be implemented in the food industry as alternative to the use of synthetic additives.
Moreover, the bioresidues from food industry of Morus nigra L. and Rubus fruticosus L., for
not presenting adequate size or properties to be marketed, were also studied as sources
of anthocyanins [119]. The juices from these fruits were used in the preparation of solid
colorants using the spray-drying technique, which resulted in colorants with a great
and stable coloring capacity over time and safe for application in the food industry. In
another study [120], an anthocyanin-rich extract was obtained from purple and red potatoes
and evaluated as natural colorant in a soft drink formulation in comparison with the
commercial colorant E163. The extracts showed suitable profiles in the sensory and shelf-
life assessments, with high color stability during a 30-day shelf-life. Despite their multiple
health benefits, some of these fruits are not used for consumption for not presenting the
suitable size or properties to be included in the market, constituting a food industry residue.

Furthermore, as alternative for the use of synthetic additives in food industry, sage
(Salvia officinalis L.) and basil (Ocimum basilicum L.) were exploited for their preservative
purposes [121]. For that, extracts were obtained and incorporated into yogurt. The results
were very satisfactory, with the extracts presenting antioxidant and antimicrobial activity,
without changing the physicochemical and nutritional characteristics of the yogurts and
the growth of lactic acid bacteria.

However, there is a wide range of sources to be explored and valued. In the liter-
ature, several biowastes were characterized and identified as having great potential for
the recovery of value-added compounds, which could be applied in the food industry.
Grape (Vitis vinifera L. var. Albarifio) and mulberry (Morus nigra L.) seed pomace was
characterized and the first presented high contents of organic acids and phenolic com-
pounds, mainly catechins, while the mulberry seeds revealed to be rich in tocopherols and
ellagic acid derivatives. The extracts containing these compounds showed antioxidant and
antimicrobial activity and no cytotoxicity on PLP2 cells (a primary culture of porcine liver
non-tumor cells), being their use proposed as natural preservative in the food industry. The
epicarp of the eggplant fruit (Solanum melongena L.) was highlighted by the authors [122]
as a potential natural source of coloring compounds for food application, once it is rich
in anthocyanins. Cereal by-products from the flour milling industry, more specifically
wheat germ, maize bran—-germ mixture, rye bran, and wheat bran, were reported [123] as
underexploited alternative sources of nutrients and bioactive compound, such as protein
and vitamin E.

5. Conclusions

Bioresidues from food industry have a great potential for the recovery of many value-
added compounds. In the inedible parts as seeds, peel, and bagasse, as well as edible but
rejected raw materials, many nutritional and bioactive compounds with high antioxidant
capacity have been identified. The valorization of by-products and bioresidues, and the
recovery of these compounds through green and environmentally friendly methods goes
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towards a circular economy. In the literature, several reports of the successful application of
compounds obtained from food waste can be increasingly found. However, the transition
to a circular food system with an efficient use of resources and food distribution is still
a long challenge. There is a huge quantity of residues and unexploited plants to be
characterized and valorized, and extraction processes to be optimized, leading to energy,
solvent, and time reduction, among other relevant parameters. Studies on the stability of the
recovered compounds, their stabilization through innovative techniques, and application
in different matrices, as well as the scale-up process from laboratory to industrial level
are also of great importance and increasingly needed. In general, this review aimed to
contribute with new perspectives on underexploited and wasted biomaterials, aiming at
the sustainability in industrial processes with the consequent increase in the use of natural
compounds compared to artificial ones, meeting the emerging expectations of consumers,
and promoting a circular food economy:.
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Abstract: Pumpkin fruits are widely appreciated and consumed worldwide. In addition to their
balanced nutritional profile (e.g., carbohydrates, protein, vitamins, and minerals), pumpkin species
also present bioactive compounds, such as polyphenols, flavonoids, fatty acids, tocopherols, and
others phytochemicals that confer them biological and pharmacological properties. However, the
seeds, peels, and fibrous strands resulting from pumpkin processing are still poorly explored by
food industry. The current study used those fruit components from the genotypes of pumpkin that
are economically significant in Portugal and Algeria to produce bioactive extracts. In order to sup-
port their usage as preservatives, the extracts' antioxidant and antimicrobial properties as well as
their phenolic content were assessed. All samples presented high antioxidant capacity, assessed
through two cell-based methods (OxHLIA and TBARS) and antimicrobial activity, tested against
two fungi and eight bacterial strains with relevance in food quality. Moreover, none of the tested
extracts showed hepatotoxicity in a primary culture of non-tumor porcine liver cells (PLP2). Signif-
icant diversification was recorded in the polyphenols profiled by HPLC-DAD-ESI/MS, with consid-
erable concentrations of (-)-epicatechin. The bioactive compounds identified in the pumpkin by-
products may validate their enormous potential as a source of bio-based preservatives that may
enhance consumers’ health and promote a circular economy.

Keywords: biologically active compounds; phenolic profile; antimicrobial activity; antioxidant ac-
tivity; pumpkin byproducts; bio-based food preservatives

1. Introduction

Natural matrices have been increasingly investigated as sources of bioactive mole-
cules, not only for their benefits for human health, but also for their technological func-
tionalities in food and cosmetic products [1-5]. Their wealth in such compounds has been
widely demonstrated along the last decades, as well as their bioactive properties. Never-
theless, with the current lifestyle of modern societies, vegetable-based meals are often
limited to practical solutions as ready-to-use foodstuff. With the increasing demand for
these products, a considerable byproducts amount is generated in food industry, where
distinct parts of plants, vegetables, and fruits are simply discarded along the process.

To promote the sustainability of these processes, recent studies have been focusing
the recovery of distinct byproducts for the extraction of high value-added compounds [6]
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[7]. As examples, a great profile of bioactive compounds was reported for the extracts of
sweet potato leaves, which were mainly composed of phenolic compounds with related
antioxidant, anti-mutagenic, antidiabetic, anticancer, and anti-inflammatory activity, as
well as heart and hepatoprotection properties [6]. In another study, antibacterial and an-
tioxidant activities were shown by betacyanin-rich extracts of red pitaya peels [7].

A common process in food industry is the production of pumpkin pulp formulations,
which generates high volumes of byproducts such as peels, seeds, and fibrous strands.
This fruit is worldwide appreciated for its pleasant taste and nutritional properties, being
a source of carbohydrates, protein, fat, vitamins, and minerals. Additionally, it also pre-
sents diuretic, antirheumatic, stimulant, anti-inflammatory, antidiabetic, antidepressant,
and antioxidant properties, among many other beneficial effects well-reported in the lit-
erature [8-12]. Despite distinct parts of the fruit can be consumed, the pulp is more appre-
ciated, while the byproducts are often discarded or underutilized. However, these fruit
parts can present important contents of value-added compounds like minerals, polyun-
saturated fatty acids, tocopherols, polyphenols, carotenoids, and phytosterols [11,13-16].
For instance, Cucurbita pepo species seed oil from Pakistan revealed high nutritional com-
ponents, including proteins, minerals, and unsaturated fatty acids, mainly linoleic and
oleic acids, in addition to effective inhibitory activity against the gram positive bacterium
Staphylococcus aureus [17]. In another study, Curcubita maxima seed oil compounds were
associated with high protection against oxidative stress, among which six phenolic com-
pounds were detected, with the prevalence of syringic acid, in addition to tocopherols and
sterols, especially 0-tocopherol and [-sisosterol, respectively [18]. Pumpkin skin and
seeds were also reported as presenting high contents of total phenolic compounds and a
strong antioxidant potential, evaluated through different chemical assays [19]. Moreover,
pumpkin rinds and seeds were applied to bakery products to increase their antioxidant
capacity and total phenolic concentration [20]. Given the chemical composition of these
byproducts and their important antioxidant and antimicrobial capacities, they could find
useful application in the development of natural food preservatives.

In order to scientifically demonstrate this potential, the current study evaluated the
byproducts (peels, fibrous strands, and seeds) from three Portuguese ('‘Butternut Squash’,
'‘Common Pumpkin', and 'Kabocha Squash') and three Algerian ('‘Butternut Squash’, 'Gold
Nugget Pumpkin’, and 'Musquée de Provence') genotypes of pumpkins. The HPC-
DADY/ESI-MS was used to investigate the hydroethanolic extracts' phenolic content, while
further bioactivities, namely the antioxidant, antibacterial, antifungal, and cytotoxic prop-
erties, were assessed in order to determine their potential to be used as natural food pre-
servatives.

2. Results
2.1. Antioxidant acitivity

The bioactive capacity of the pumpkin byproducts was assessed in order to evaluate
the preservative potential of their hydroethanolic extracts. The antioxidant capacity was
analyzed through two cell-based assays, which present the advantage of evaluating oxi-
dizable biological targets. The samples presented great antioxidant results, shown in Ta-
ble 1 and Table 2, in the two mechanisms evaluated: the inhibition of oxidative hemolysis
(OxHLIA) in sheep erythrocytes suspension and the inhibition of lipid peroxidation
(TBARS) in porcine brain homogenates.
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Table 1. Antioxidant activity of the byproducts of three pumpkin genotypes from Portugal, ob- 97

tained through cell-based assays. 98
Pumpkin geno- Part OxHLIA 60 min TBARS
type from Portugal ICs0l, pg/mL ICs0Y, pg/mL
Peel 88+3 ¢ 7461+315°b
Butternut Squash Seeds 59+6 d 1857 1
Fibrous strands 44+4 4 6887453 ¢
Peel 9043 ¢ 3921433 ¢
Common Pumpkin Seeds 43+3 d 756127 &
Fibrous strands 365+13 2 637568 d
Peel 209+10® 776531 2
Kabocha Squash Seeds 4612 d 164+8 h
Fibrous strands 9612 © 1568453 f
Trolox 21.840.2 ¢ 13945 h
1ICs0: Extract concentration that inhibits lipid peroxidation by 50%. ANOVA analysis—In each col- 99
umn, different letters mean significant differences (p < 0.05). 100

Regarding the Portuguese pumpkin genotype extracts (Table 1), the seeds presented 101
the best results in the TBARS assay, especially the ‘Kabocha Squash’ (ICso: 164+8 ug/mL) 102
and the ‘Butternut Squash’ (ICso: 185+7 ug/mL) genotypes. These results did not differ 103
significantly (p > 0.05) from the positive control Trolox, which represent great results for 104
anatural extract. In the OxHLIA assay, the results were quite similar between the samples. 105
The ICs0 values ranged from about 2 to 4.5 times higher than the control, except for the 106
‘Common Pumpkin’ fibrous strands and the ‘Kabocha Squash’ peel, which presented 107
higher (p < 0.05), but also good, results (365+13 pg/mL and 209+10 pg/mL, respectively). 108
In fact, samples from Portugal showed greater anti-hemolytic capacity than those from 109
Algeria (Table 2), which presented ICso values from 115+6 pug/mL to 58818 pg/mL. Inter- 110
estingly, despite not presenting anti-hemolytic properties, the seeds of ‘Gold Nugget 111
Pumpkin’ revealed the strongest lipid peroxidation inhibition capacity (91+4 ug/mL), 112
which can possibly be explained by the interference of other compounds, such as lipids, 113
that have a great influence in the OxHLIA assay. 114

Table 2. Antioxidant activity of the byproducts of three pumpkin genotypes from Algeria, obtained 115

through cell-based assays. 116
Pumpkin geno- Part OxHLIA 60 min TBARS
type from Algeria ICs0Y, pg/mL ICs0Y, pg/mL
Peel 588+18 a 4569+277 a
Butternut Squash Seeds 1156 f 573431 ¢
Fibrous strands 257+13 4 3508491 b
Peel 36248 be 31234136 ¢
Gold Nugget Seeds n.d.2 9144 £
Pumpkin Fibrous strands 56613 2 3659+199 b
] Peel 33544 « 2123+101 4
Musquee de Pro- Seeds 40034 b 549427 ¢
venee Fibrous strands 18842 ¢ 43854242 2
Trolox 21.840.28 139+5¢
11Cs0: Extract concentration that inhibits oxidative hemolysis by 50%. 2 Not detected. ANOVA anal- 117
ysis—In each column, different letters mean significant differences (p < 0.05). 118

These results are in agreement with the literature, where some authors also reported 119
the antioxidant capacity of different pumpkin parts, mostly the seeds, through different 120
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methods. Akomolafe et al. [17] evaluated the antioxidant potential of pumpkin (Cucurbita 121
pepo L.) seeds and reported that their methanolic extract caused a notable reduction in the 122
TBARS produced in albino rat’s testicular tissue. In another study [18], pumpkin seeds 123
and shells extracted with different solvents presented great capacity of DPPH radicals 124
scavenging. The most efficient solvent was the 70% ethanol and the shell samples pre- 125
sented the higher inhibition percentage, reaching up to 71.0+0.97% of DPPH radicals inhi- 126
bition. Furthermore, in a study assessing the incorporation of pumpkin seeds into chicken 127
burgers, the lipid stability during storage and the antioxidant properties were improved, 128
when compared to the raw burgers [19]. 129

2.2. Antimicrobial and antifungal activity 130

The microorganisms used in this assay are important food contaminants that can af- 131
fect the quality of foodstuff by deterioration and organoleptic damage and/or also affect 132
the consumers’ health, causing intoxications and infections with serious related compli- 133
cations. The extracts obtained from pumpkin byproducts were capable of inhibiting the 134
growth of at least two of the eight bacterial strains (Table 3 and Table 5) and one of the 135
two fungal strains (Table 4 and Table 6) assessed. 136

All the samples from Portugal exhibited inhibition capacity against Yersinia entero- 137
colitica; while the ones from Algeria inhibited Staphylococcus aureus. In terms of food 138
preservation, these are important results because, according to EFSA Journal, yersiniosis 139
is recognized as the third most common zoonotic disease in the EU and, on the other hand, 140
coagulase-positive Staphylococcus spp was found in a considerable number of food sam- 141
ples reported by Bulgaria, Italy, and Spain [20]. More specifically, Y. enterocolitica was 142
found in 2.33% of retail food samples from China [21], being responsible for diarrhea, 143
abdominal pain, and fever in consumers. In turn, Staphylococcus aureus is the main repre- 144
sentative of coagulase-positive Staphylococcus spp in food and, recently, it's presence was 145
reported in cold meals, mostly in salads served in university canteens of northern Portugal 146
[22]. Regarding fungi, the pumpkin byproduct extracts were tested against Aspergillus, 147
which is an important fungus genus in food for causing its deterioration and producing 148
mycotoxins. In fact, Aspergillus brasiliensis is a target microorganism in the validation of 149
food packaging sterilization and Aspergillus fumigatus is considered as the most important 150
filamentous fungal human pathogens [23,24]. All samples revealed the capacity to inhibit 151
Aspergillus brasiliensis growth and the fibrous strands of Algerian pumpkins also protected 152
against Aspergillus fumigatus, as well as the ‘Gold Nugget Pumpkin’ peel. 153

Furthermore, both samples of ‘Butternut Squash’ fibrous strands from Portugal and 154
Algeria presented activity against the 8 tested bacterial strains and six of the eighteen 155
samples inhibited seven bacterial strains growth. The samples presented inhibition capac- 156
ity in concentrations ranging from 2.5 to 10mg/mL and none of the samples revealed bac- 157
tericidal nor fungicidal capacity. These results are better than those obtained by Saavedra 158
et al. [18], where pumpkin shells and seeds extracted with different solvents (70% ethanol, 159
70% methanol, 70% acetone, water, and dichloromethane) did not presented antibacterial 160
capacity against Pseudomonas aeruginosa, Escherichia coli, Staphylococcus aureusi, and Listeria 161
monocytogenes up to the maximum tested concentration of 10 mg/mL. Similar results were 162
also found in a study performed with pumpkin leaves [25], where their hydroethanolic 163
extracts did not inhibit Escherichia coli, Shigella flexneri, Salmonella entérica, Listeria mono- 164
cytogenes, Staphylococcus aureus, and Bacillus subtilis growth, until 10 mg/mL. More recently 165
[14], the oil obtained from indigenous pumpkin seeds (Cucurbita maxima Linn.) presented 166
antibacterial activity against eight strains of E. coli and Shigella sonnei, with inhibition 167
zones ranging from 10.66+0.57 to 18+1.0 mm, by the disc diffusion method. Moreover, 168
polysaccharides extracted from pumpkin pulp presented antimicrobial activity against 169
three bacteria and three fungi. The highest inhibition zone was found against Escherichia 170
coli, followed by Staphylococcus aureus, also inhibiting Pseudomonas aeruginosa, Aspergillus 171
flavus, Aspergillus fumigatus, and Aspergillus niger. These results are not directly 172
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comparable with the ones obtained in the present study due to the difference in the meth- 173
odologies applied. 174



Table 3. Antibacterial activity of the byproducts of three pumpkin genotypes from Portugal. 175
Butternut Squash Common Pumpkin Kabocha Squash . . o
5 5 ; Streptomicin  Methicilin Ampicillin
Seeds Peel Fibrous Seeds Peel Fibrous Seeds Peel Fibrous 1 mg/mL 1 mg/mL 10 mg/mL
strands strands strands
MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC
Gram-negative bacteria
Enterobacter Cloacae 10 >0 10 >0 25 >0 10 >0 10 >10 >0 >0 10 >0 10 >10 10 >10 0.007 0.007 n.t. n.t 0.15 0.15
Escherichia coli >0 >10 10 >0 10 >0 10 >0 10 >10 >10 >0 10 >0 10 >0 10 >10 0.01 0.01 n.t. n.t. 0.15 0.15
Pseudomonas aeruginosa  >10 >10 >10 >10 10 >10 >10 >10 >10 >10 >10 >10 10 >10 10 >10 10 >10 006 0.06 ~nt nt. 063 0.63
Salmonella enterica >0 >10 10 >0 10 >0 10 >10 10 >0 >10 >10 10 >10 10 >10 10 >10 0.007 0.007 n.t. n.t. 0.15 0.15
Yersinia enterocolitica 10 >10 5 >10 5 >0 10 >10 10 >10 10 >10 10 >10 10 >10 5 >10 0.007 0.007 n.t n.t. 0.15 0.15
Gram-positive bacteria

Bacillus cereus >10 >10 >10 >10 5 >0 10 >10 25 >10 10 >10 >10 >10 >10 >10 >10 >10 0.007 0.007 n.t. n.t. n.t. n.t.
Listeria monocytogenes ~ >10 >10 >10 >10 5 >10 10 >10 10 >10 10 >10 >10 >10 10 >10 10 >10 0.007 0.007 n.t. n.t. 015 015
Staphylococcus aureus 10 >10 >10 >10 10 >0 10 >0 5 >0 10 >10 10 >10 10 >10 10 >10 0.007 0.007 0.007 0.007 0.15 0.15
MIC: Minimum inhibitory concentration (mg/mL); MBC: Minimal bactericidal concentration (mg/mL). n.t: not tested. 176

177

Table 4. Antifungal activity of the byproducts of three pumpkin genotypes from Portugal. 178

Butternut Squash Common Pumpkin Kabocha Squash
Seeds Peel Fibrous Seeds Peel Fibrous Seeds Peel Fibrous Ketoconazole
strands strands strands
MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MEC
Aspergillus brasiliensis 10 >10 10 >10 5 >10 5 >10 10 >10 10 >10 10 >10 10 >0 10 >10 0.06 0.125
Aspergillus fumigatus >10  >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >0  >10 >10 >10 0.5 1

MIC: Minimum inhibitory concentration (mg/mL); MFC: Minimal fungicidal concentration (mg/mL). 179

180

Table 5. Antibacterial activity of the byproducts of three pumpkin genotypes from Algeria. 181

Gold Nugget Pumpkl.n Butternut Squash : Musquée de Provenc'e Streptomicin  Methicilin  Ampicillin

Seeds Peel Fibrous Seeds Peel Fibrous Seeds Peel Fibrous 1 mg/mL 1 mg/mL 10 mg/mL

strands strands strands

MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC MIC MBC

Molecules 2022, 27, x. https://doi.org/10.3390/xxxxx

www.mdpi.com/journal/molecules

MIC MBC MIC MBC



Molecules 2022, 27, x FOR PEER REVIEW

20f 15

Gram-negative bacteria

Enterobacter Cloacae 5 >10 5 >10 >10 >10 5 >0 10 >0 10 >10 10 >10 >10 =>10 >10 >10 0.007 0.007 n.t n.t 0.15 0.15
Escherichia coli 0 >0 10 >0 10 >0 10 >0 10 >10 10 >0 >10 >10 10 >10 >10 >10 0.01 0.01 n.t. n.t. 0.15 0.15
Pseudomonas aeruginosa >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 >10 0.06 0.06 n.t. n.t. 0.63 0.63
Salmonella enterica 10 >10 10 >10 >10 >0 10 >10 10 >10 >10 >10 >10 >10 >10 >10 >10 >10 0.007 0.007 n.t. n.t. 0.15 0.15
Yersinia enterocolitica 5 >0 5 >0 10 >0 5 >0 10 >10 >10 >10 10 >10 >10 >10 >10 >10 0.007 0.007 n.t. n.t. 015 0.15
Gram-positive bacteria
Bacillus cereus 5 >0 >10 >10 >10 >10 25 >10 >10 >10 >10 >10 >10 >10 >10 =>10 >10 >10 0.007 0.007 n.t n.t. n.t. n.t.
Listeria monocytogenes 2.5  >10 5 >0 10 >10 10 >10 >10 >10 5 >10 >10 >10 >10 >10 5 >10 0.007 0.007 n.t. n.t. 0.15 0.15
Staphylococcus aureus 25 >10 5 >10 10 >10 5 >0 5 >0 10 >10 10 >0 5 >10 10 >10 0.007 0.007 0.007 0.007 0.15 0.15
MIC: Minimum inhibitory concentration (mg/mL); MBC: Minimal bactericidal concentration (mg/mL). n.t: not tested. 182
183
Table 6. Antifungal activity of the byproducts of three pumpkin genotypes from Algeria. 184
Gold Nugget Pumpkin Butternut Squash Musquée de Provence
Seeds Peel Fibrous Seeds Peel Fibrous Seeds Peel Fibrous Ketoconazole
strands strands strands

MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MFC MIC MEFC

Aspergillus brasiliensis 5 >10 5 >10 10 >10 5 >10 10 >10 10 >10 5 >10 10 >0 10 >10 0.06 0.125
Aspergillus fumigatus >10  >10 >10 >10 10 >10 >10 >10 >10 >10 10 >10 >10 >10 >0 >10 10 >10 0.5 1
MIC: Minimum inhibitory concentration (mg/mL); MFC: Minimal fungicidal concentration (mg/mL). 185

186



2.3. Cytotoxic potential 187

The potential safety of the extracts obtained from the pumpkin byproducts was ver- 188
ified by assessing their toxicity in a primary culture of non-tumor porcine liver cells 189
(PLP2). None of the samples revealed cytotoxic properties up to the maximum concentra- 190
tion tested (400 pg/mL). This is an important first validation as, so far, no studies have 191
been found regarding toxic effects of pumpkin extracts. On the contrary, many studies 192
reveled their cytoprotective and anticarcinogenic effects [26]. In addition to the non-hepa- 193
totoxic effect of the pumpkin extracts reported in this study, Abou Seif [27] demonstrated 194
the capacity of pumpkin oil to protect the liver against alcohol-induced hepatotoxicity and 195
oxidative stress in albino rats. 196

2.4. Phenolic compounds profile 197

The phenolic compounds chromatographic characterization, regarding UV-vis at the 198
maximum absorption, deprotonated ion, mass fragmentation, and tentative identification, 199
of the hydroethanolic extracts of Portuguese and Algerian pumpkin byproducts are de- 200
scribed in Table 7. Eight compounds were found, belonging to the phenolic acids (peak 201
3), flavan-3-ols (peak 1), and flavonoids (peaks 2, 4, 5, 6, 7, and 8) families. As examples, 202
Figures 1 and 2 show the phenolic profile obtained for Portuguese ‘Common Pumpkin’ 203
seeds and Algerian ‘Gold Nugget Pumpkin’ peel, respectively. 204

Peak 3 presented a deprotonated ion [M-H]- at m/z 405 and a major MS? fragment at 205
m/z 281 that corresponded to the loss of the 4-hydroxybenzyl alcohol moiety (124 Da); it 206
also produced MS? fragment at m/z 137 (hydroxybenzoic acid) and m/z 93 (loss of glucosyl 207
residue and COz). These chromatographic responses were in accordance with the previ- 208
ously described by Jaiswal & Kuknert [28] and for that manner the peak was tentatively 209
identified as 7 4-O-(6'-O-glucosyl-4"-hydroxybenzoyl)-4-hydroxybenzyl alcohol. It is also 210
important to state that this compound was found in Lagenaria siceraria Stand. (Bottle 211
Gourd) [28] that belong to the Cucurbitaceae family, as pumpkins. 212

Peak 1 ([M-H]- at m/z 289) was identified as (-)-epicatechin by comparing the reten- 213
tion time, UV-vis at the maximum absorption (Ams 280 nm), and mass spectra with the 214
available standard compound. This compounds was previously described in Cucurbita 215
moschata samples from Australia [29]. 216

The family of flavonoids was the most abundant in terms of number of compounds 217
detected, mainly O-glycosylated derivatives of quercetin, kaempferol, and isorhamnetin, 218
as previously described by Iswaldi et al. [30] in Cucurbita pepo L. The detected compounds 219
could be divided in two groups, the first one presented two sugar moieties linked to the 220
flavonoid aglycone (peaks 6, 7, and 8) and the second one three sugar moieties (peaks 2, 221
4, and 5). Peaks 6 ([M-H]- at m/z 593) and 7/8 ([M-H]- at m/z 623) presented only one MS2 = 222
fragment at m/z 285 (kaempherol aglycone) and m/z 315 (isorhamnetin aglycone), respec- 223
tively, corresponding to the jointed loss of a deoxyhexosyl and hexosyl moiety ([M-H-146- 224
162]"), being tentatively identified as kaempferol-O-deoxyhexosyl-hexoside and isorham- 225
netin-O-deoxyhexosyl-hexoside, respectively. Finally, peaks 2 ((M-H]- at m/z 775), 4 (M- 226
H]- at m/z 739), and 5 ([M-H]- at m/z 769) also presented a unique MS? fragment at m/z 301 227
(quercetin aglycone), m/z 285, and m/z 315, respectively, that corresponded to the loss of 228
two deoxyhexosyl moieties and one hexosyl moiety ([M-H-146-146-162]), being tenta- 229
tively identified as quercetin-O-dideoxyhexosyl-hexoside, kaempferol-O-dideoxyhexo- 230
syl-hexoside, and isorhamnetin-O-dideoxyhexosyl-hexoside, respectively. 231

232
233
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234
Table 7. Phenolic compounds characterized by HPLC-DAD-ESI/MS in the different samples of pumpkin. 235

Amax [M-HJ

Peak Rt (min) MS2 (in/z) Tentative identification
(nm) (m/z)
1 7.71 280 289 245(100),205(45) (-)-Epicatechin
2 13.42 345 775 301(100) Quercetin-O-dideoxyhexosyl-hexoside
3 14.73 263 405 281(100),137(12),93(5) 7 4-0O-(6"-O-Glucosyl-4"-hydroxybenzoyl)-4-hydroxybenzyl alcohol
4 15.42 344 739 285(100) Kaempferol-O-dideoxyhexosyl-hexoside
5 15.85 354 769 315(100) Isorhamnetin-O-dideoxyhexosyl-hexoside
6 17.12 348 593 285(100) Kaempferol-O-deoxyhexosyl-hexoside
7 17.6 365 623 315(100) Isorhamnetin-O-deoxyhexosyl-hexoside
8 20.73 365 623 315(100) Isorhamnetin-O-deoxyhexosyl-hexoside
236
Table 8. Quantification of the phenolic compounds found in the pumpkin samples from Portugal (mg/g of extract). 237
Common Pumpkin Butternut Squash Kabocha Squash
Peak Peel Fibrous Seeds Peel Fibrous Seeds Peel Fibrous Seeds
strands strands strands
1 4.58+0.08=  3.04+0.05>  1.74+0.03f 2.56£0.03de  2.47+0.07¢ 2.63+0.02¢4  1.50+0.07s 2.7#0.1¢ 1.29+0.05h
2 0.50£0.02> 0.484+0.006> 0.49+0.02° n.d. n.d. n.d. n.d. 0.533+0.003=  0.474+0.001®
3 0.214+0.009 n.d. n.d. n.d. n.d. n.d. 0.116+0.004 " n.d. n.d.
4 0.65+0.03a  0.487+0.007¢ 0.458+0.008f 0.6096x0.0002 b n.d. 0.457+0.008f  0.58+0.02¢  0.5218+0.0004¢ 0.461+0.003f
5 1.60+0.08 2 n.d. n.d. 0.543+0.004 < n.d. 0.454+0.0074  0.62+0.03>  0.494+0.002 <4 n.d.
6 0.59+0.03 a n.d. n.d. 0.519+0.005° n.d. n.d. 0.58+0.03a  0.493+0.003° n.d.
7 0.69+0.03a n.d. n.d. 0.496+0.005¢ n.d. n.d. 0.56+0.02 » n.d. n.d.
8 0.55+0.03 2 n.d. n.d. n.d. n.d. n.d. 0.54+0.03 2 n.d. n.d.
Total flavan-3-ols 4.58+0.08=  3.04+0.05>  1.74+0.03f 2.56£0.03de  2.47+0.07¢ 2.63+0.02¢4  1.50+0.07s 2.7#0.1¢ 1.29+0.05h
Total phenolic acids 0.214+0.009 n.d. n.d. n.d. n.d. n.d. 0.116+0.004 " n.d. n.d.
Total flavonoids 4.6x0.22 0.97+0.01¢  0.95+0.034 2.17+0.01¢ n.d. 0.91+0.024 2.9+0.1°b 2.042+0.003<  0.934+0.0024
Total phenolic compounds  9.4+0.3= 4.01+0.064  2.693+0.004f  4.73+0.01>  2.47+0.07f 3.538+0.007¢ 4.50+0.06°¢ 4.8+0.1° 2.23+0.04 ¢

n.d. — not detected. Calibration curves used for quantification: (-)-catequin (y = 84,950x — 23,200, R? = 0.999, LOD = 0.17 ug/mL; LOQ = 0.68 ug/mL,
peak 1); p-hydroxybenzoic acid (y = 208604x + 173056, R? = 0.9995, LOD = 1.37 ug/mL; LOQ = 4.15 ug/mL, peak 3); and quercetin 3-O-glucoside (y =
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34843 x — 160173; R?=0.9998; LOD = 0.21 pg/ml; LOQ = 0.71 ug/mL, peaks 2, 4, 5, 6, 7, and 8). ANOVA analysis—In each row different letters mean
significant differences (p < 0.05).

238
Table 9. Quantification of the phenolic compounds found in the pumpkin samples from Algeria (mg/g of extract). 239
Gold Nugget Pumpkin Butternut Squash Musquée de Provence
Peak Fibrous Seeds Peel ibrous Seeds Peel ibrous Seeds Peel
strands strands strands
1 1.66+0.07 2 n.d. 0.51+0.02¢ 0.97+0.03 ¢ n.d. 0.346+0.009 ¢ 1.13+0.01® n.d. 0.577+0.008 4
3 2.27+0.02a nd. 0.134+0.006¢ 0.176+0.006¢ n.d. tr. 0.207+0.007%  0.0762+0.0002 ¢ n.d.
.4790+0.0007
4 n.d. n.d. 0.94+0.052  0.462+0.002 < n.d. 0.4526+0.0003 ¢ 0 90:0 000 n.d. 0.476+0.003 ©
5 n.d. n.d. 1.65+0.07 2 n.d. n.d. 0.44904+0.00006 b n.d. 0.460+0.005 0.474+0.002 ®
7 n.d. n.d. n.d. n.d. n.d. 0.4418+0.0001 n.d. n.d. n.d.
8 n.d. n.d. 0.85+0.02 n.d. n.d. n.d. n.d. n.d. n.d.
Total flavan-3-ols 1.66+0.07 2 n.d. 0.51+0.02¢ 0.97+0.03 ¢ n.d. 0.346+0.009 ¢ 1.13+0.01® n.d. 0.577+0.008 4
Total phenolic acids 2.27+0.02a nd. 0.134+0.006¢ 0.176+0.006¢ n.d. tr. 0.207+0.007>  0.0762+0.0002 ¢ n.d.
. 0.4790+0.0007
Total flavonoids n.d. n.d. 3.4+0.12 0.462+0.002 ¢ n.d. 1.3434+0.0004 q 0.460+0.005 ¢ 0.951+0.005¢
Total iﬁi‘ﬁ: com- 393:0.05> nd.  41:01=  161:0.03%  nd. 1.689+0.008 ¢ 1.818+0.007¢  0.53620.005 f 1.53+0.01¢
n.d. —not detected. tr. — traces. Calibration curves used for quantification: (-)-catequin (y = 84.950x — 23.200, R?=0.999, LOD = 0.17 ug/mL; LOQ = 0.68
pg/mL, peak 1); p-hydroxybenzoic acid (y =208604x + 173056, R?=0.9995, LOD =1.37 ug/mL; LOQ =4.15 ug/mL, peak 3); and quercetin 3-O-glucoside
(v =34843x - 160173; R?=0.9998; LOD = 0.21 pug/ml; LOQ =0.71 pg/mL, peaks 2, 4, 5, 6, 7, and 8). ANOV A analysis—In each row different letters mean
significant differences (p < 0.05).
240

241



mAU

1200000
1100000
1000000
900000
800000
700000
600000
500000
400000
300000
200000
100000
0
240000
220000
200000
180000
160000
140000
120000
100000
80000
60000
40000
20000
0

0

22 24
Time (min)

Figure 1. Portuguese ‘Common Pumpkin’ seeds chromatogram, recorded at 280 nm (A) and

370 nm (B).
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Figure 2. Algerian ‘Gold Nugget Pumpkin’ peel chromatogram, recorded at 280 nm (A) and

370 nm (B).

As shown in Table 8, concerning the Portuguese samples, the ‘Common Pumpkin’
peel presented the statistically higher (p <0.05) total of phenolic compounds (9.4+0.3 mg/g
of extract), followed by the fiber of ‘Kabocha Squash’ (4.8+0.1 mg/g of extract) and the peel
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of ‘Butternut Squash’ (4.73+0.01 mg/g of extract), which values did not differ significantly 256
(p > 0.05). These totals are mainly composed by the flavan-3-ols and flavonoids families, 257
while phenolic acids are not representative or were not detected. The (-)-epicatechin (Peak 258
1) is the most abundant compound in all the samples evaluated. Epicatechin was also re- 259
ported as the major constituent in Momordica caranthia (bitter melon) [31], which belongs 260
to the same family as pumpkins. 261

Different profiles were seen in the samples from Algeria (Table 9), where more ex- 262
pressive contents of phenolic acids were found in the ‘Gold Nugget Pumpkin’ fibrous 263
strands (2.27+0.02 mg/g of extract), while flavonoids are the most representative com- 264
pounds of the total phenolic compounds in all the peels and in the seeds of ‘Musquée de 265
Provence’. High levels of phenolic acids and flavonoids were also reported by Mokhtar et 266
al. [32], in mature pumpkins (Cucurbita moschata Duchesne). The ‘Gold Nugget Pumpkin’ 267
peel presented the highest value of total phenolic compounds, followed by the fibrous 268
strands of this genotype (4.1+0.1 and 3.93+0.05 mg/g of extract, respectively), being statis- 269
tically different (p < 0.05) from each other. Furthermore, peak 2 and 6 were not found in 270
the Algerian extracts and no peak was identified in the extracts of ‘Gold Nugget Pumpkin’ 271
and ‘Butternut Squash’ seeds. 272

3. Discussion 273

Through the results obtained in the present study, it was possible to point out im- 274
portant biological effects of all the extracts obtained from the assessed pumpkin byprod- 275
ucts, more specifically, peels, seeds, and fibrous strands. In general, the samples revealed 276
good results of antioxidant activity in biological oxidizable targets and antimicrobial ca- 277
pacity against microorganisms of interest in food contamination. Moreover, the phenolic 278
profile was analyzed, with a tentative identification followed by quantification. The re- 279
sults of each byproduct type and pumpkin genotype were presented and discussed in 280
each section, but from an overview considering all the phenolic profiles and bioactivities, 281
none of the fruit parts nor genotypes stood out comparing to the others. Otherwise, all 282
samples presented great biological characteristics with particular interest for food indus- 283
try, especially in what concerns food preservation. It was also possible to verify that, de- 284
spite the influence of the different genotypes of pumpkin, environmental and agronomic 285
conditions between countries, and major and secondary metabolites composition, all sam- 286
ples presented comparable bioactive properties and phenolic composition. Along with the 287
assessed phenolic compounds, many other compounds could be responsible for the bio- 288
activities reported in this study; as also other bioactive properties could possibly be pre- 289
sented by the samples; however, this is an important first screening that corroborates the 290
importance of reusing and recycling this kind of byproducts to be reintroduced in other 291
steps of the production chain or even in other fields, such as pharmaceutic or cosmetic, 292

for instance. 293
4. Materials and Methods 294
4.1. Sample preparation 295

The ‘Butternut Squash’, ‘Common Pumpkin’, and ‘Kabocha Squash’ genotypes of 29
pumpkin fruits cultivated in Portugal and ‘Butternut Squash’, ‘Gold Nugget Pumpkin’, 297
and ‘Musquée de Provence’ cultivated in Algeria were obtained in local markets of both 298
countries at the end of the summer season. The samples were prepared by separating the 299
pulp from the by-products, which were divided in peels (thickness<150 mm), fibrous 300
strands, and seeds. Then, the samples were lyophilized (FreeZone 4.5, Labconco), crushed, 301
and extracted by maceration. Briefly, 2 g of powdered sample was extracted with 60 mL 302
of an ethanol solution (ethanol:water, 80:20) at room temperature, with magnetic stirring, 303
for 60 min. The extracts were filtered and this procedure was repeated with the residue. 304
For the combined extracts the ethanol was vacuum-evaporated at 45°C, and the residual 305
water was lyophilized to dryness for subsequent analyzes. 306
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4.2. Bioactive performance 307

To evaluate the antioxidant potential, two cell-based assays were applied, namely 308
OxHLIA in sheep erythrocytes [33] and TBARS in porcine brain homogenates [34]. The 309
results were presented as ICso values, in pg/mL. 310

The antimicrobial activity was tested against two fungi and eight bacteria of interest 311
in food contamination, following the methodology described by Heleno et al. [35], using 312
the p-iodonitrotetrazolium chloride (INT) method [36]. The results were presented as ICso ~ 313
values, in mg/mL. 314

Furthermore, the cytotoxicity was tested in a primary culture of non-tumor porcine 315
liver cells (PLP2), by the Sulforhodamine B (SRB) colorimetric assay [37]. The results were 316
presented as ICso values, in pig/mL. 317

4.3. Characterization of the phenolic compounds profile 318

The phenolic composition was assessed by High Performance Liquid Chromatog- 319
raphy coupled to a diode array detector and electrospray ionization - mass spectrometry 320
(HPLC-DAD-ESI/MS), following the methodology described by Barros et al. [38]. The 321
identification was performed by comparison with available standards or literature data; 322
the quantification was achieved using the equations presented in the table footnotes. The 323
results were presented in mg/mL. 324

4.4. Statistical analysis 325

All samples were analyzed in triplicate and the results were expressed as mean + 326
standard deviation. For the comparison of only two groups of data, t-student test was 327
applied, while for more groups, the one-way analysis of variance (ANOVA) was used. 328
For that purpose, the normal distribution and the homogeneity of variance of data were 329
evaluated by the Shapiro Wilk's and Levene's tests, respectively. The Tukey's honestly 330
significant difference (HSD) test was applied for data homoscedastic (p>0.05) and Tam- 331
hane's T2 multiple comparison test for the heteroscedastic ones. The tests were performed 332
at a 5% significance level using SPSS Statistics software (IBM SPSS Statistics for Windows, 333
Version 22.0. Armonk, NY: IBM Corp.). 334

5. Conclusions 335

The byproducts of different pumpkin genotypes were evaluated in terms of biologi- 336
cally active compounds. All samples presented great antioxidant and antimicrobial activ- 337
ity, in addition to not presenting toxicological effect in non-tumor liver cells. Also, the 338
extracts phenolic profile was tentatively identified and quantified. The findings obtained 339
in the present work corroborate the purpose of obtaining extracts rich in antioxidant and 340
antimicrobial compounds for food application as preservatives. 341

Author Contributions: Conceptualization, Maria G. Leichtweis, Adriana K. Molina, Carla Pereira 342
and Lillian Barros; Data curation, Maria G. Leichtweis, Carla Pereira and Lillian Barros; Funding 343
acquisition, Lillian Barros; Investigation, Maria G. Leichtweis, Adriana K. Molina, Tania C. S. Pires, 344
Maria Inés Dias, Ricardo Calhelha, Khaldoun Bachari and Borhane E.C. Ziani; Methodology, Maria 345
G. Leichtweis, Adriana K. Molina, Tania C. S. Pires, Maria Inés Dias, Ricardo Calhelha, Khaldoun 346
Bachari, Borhane E.C. Ziani and Carla Pereira; Resources, Lillian Barros; Supervision, Carla Pereira 347
and Lillian Barros; Validation, Khaldoun Bachari, M. Beatriz P. P. Oliveira, Carla Pereira and Lillian 348
Barros; Writing — original draft, Maria G. Leichtweis and Adriana K. Molina; Writing — review & 349
editing, M. Beatriz P. P. Oliveira, Carla Pereira and Lillian Barros. All authors have read and agreed 350
to the published version of the manuscript. 351

Funding: This research was funded by FCT- Foundation for Science and Technology, P.I, (FCT, 352
Portugal) through national funds FCT/MCTES to CIMO (UIDB/00690/2020 and UIDP/00690/2020), 353
SusTEC (LA/P/0007/2021) and UIDB/50006/2020.; national funding by FCT, P.I., through the institu- 354
tional scientific employment program-contract for M.ID., R.C., C.P.,, and L.B. contracts and M.G. 355



Molecules 2022, 27, x FOR PEER REVIEW 40f 15

and A.K.M. PhD grants (2020.06706.BD and 2020.06231.BD, respectively). To FCT, P.I., within the
scope of the Project PRIMA Section 2 - Multi-topic 2019: PulpIng (PRIMA/0007/2019).

Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Rocchetti, G.; Pagnossa, J.P.; Blasi, F.; Cossignani, L.; Hilsdorf Piccoli, R.; Zengin, G.; Montesano, D.; Cocconcelli, P.S.; Lucini,
L. Phenolic profiling and in vitro bioactivity of Moringa oleifera leaves as affected by different extraction solvents. Food Res. Int. 2020,
127, 108712, d0i:10.1016/J. FOODRES.2019.108712.

2. Ceccanti, C.; Finimundy, T.C.; Melgar, B.; Pereira, C.; Ferreira, .C.F.R.; Barros, L. Sequential steps of the incorporation of
bioactive plant extracts from wild Italian Plantago coronopus L. and Cichorium intybus L. leaves in fresh egg pasta. Food Chem. 2022,
384, 132462, doi:10.1016/].FOODCHEM.2022.132462.

3. Takwa, S.; Caleja, C.; Barreira, J.C.M.; Sokovi¢, M.; Achour, L.; Barros, L.; Ferreira, I.C.F.R. Arbutus unedo L. and Ocimum
basilicum L. as sources of natural preservatives for food industry: A case study using loaf bread. LWT 2018, 88, 47-55,
doi:10.1016/].LWT.2017.09.041.

4. Jesus, M.S.; Genisheva, Z.; Romani, A.; Pereira, R.N.; Teixeira, ].A.; Domingues, L. Bioactive compounds recovery optimization
from vine pruning residues using conventional heating and microwave-assisted extraction methods. Ind. Crops Prod. 2019, 132, 99—
110, doi:10.1016/].INDCROP.2019.01.070.

5. Besrour, N.; Oludemi, T.; Mandim, F.; Pereira, C.; Dias, M.I; Sokovi¢, M.; Stojkovi¢, D.; Ferreira, O.; Ferreira, I.C.F.R.; Barros,
L. Valorization of Juglans regia Leaves as Cosmeceutical Ingredients: Bioactivity Evaluation and Final Formulation Development.
Antioxidants 2022, 11, 677, d0i:10.3390/ANTIOX11040677.

6. Nguyen, H.C,; Chen, C.C,; Lin, K.H.; Chao, P.Y,; Lin, H.H.; Huang, M.Y. Bioactive compounds, antioxidants, and health
benefits of sweet potato leaves. Molecules 2021, 26, 1820, doi:10.3390/MOLECULES26071820.

7. Roriz, C.L.; Heleno, S.A.; Alves, M.].; Oliveira, M.B.P.P.; Pinela, J.; Dias, M.L.; Calhelha, R.C.; Morales, P.; Ferreira, LC.F.R.;
Barros, L. Red pitaya (Hylocereus costaricensis) peel as a source of valuable molecules: Extraction optimization to recover natural
colouring agents. Food Chem. 2022, 372, 131344, doi:10.1016/].FOODCHEM.2021.131344.

8. Sharma, P.; Kaur, G.; Kehinde, B.A.; Chhikara, N.; Panghal, A.; Kaur, H. Pharmacological and biomedical uses of extracts of
pumpkin and its relatives and applications in the food industry: a review. Int. ]J. Veg. Sci. 2020, 26, 79-95,
doi:10.1080/19315260.2019.1606130.

9. Dhiman, A.K.; Sharma, K.D.; Attri, S. Functional constituents and processing of pumpkin: A review. . Food Sci. Technol. 2009,
46,411-417.

10.  Kaur, S.; Panghal, A.; Garg, M.K,; Mann, S.; Khatkar, S.K.; Sharma, P.; Chhikara, N. Functional and nutraceutical properties of
pumpkin — a review. Nutr. Food Sci. 2020, 50, 384-401, doi:10.1108/NFS-05-2019-0143.

11.  Ratnam, N.; Vandana; Najibullah, M.; Ibrahim, M. A Review on Cucurbita pepo. Int. |. Pharmacogn. Phytochem. Res. 2017, 9,
1190-1194, doi:10.25258/phyto.v9i09.10305.

12. Adnan, M,; Gul, S,; Batool, S.; Fatima, B.; Rehman, A.; Yaqoob, S.; Shabir, H.; Yousaf, T.; Mussarat, S.; Ali, N.; et al. A review
on the ethnobotany, phytochemistry, pharmacology and nutritional composition of Cucurbita pepo L. J. Phytopharm. 2017, 6, 133
139, doi:10.31254/phyto.2017.6211.

13.  Rico, X,; Gullén, B.; Alonso, J.L.; Yafiez, R. Recovery of high value-added compounds from pineapple, melon, watermelon and
pumpkin processing by-products: An overview. Food Res. Int. 2020, 132, 109086, doi:10.1016/]. FOODRES.2020.109086.

14.  Amin, M.Z,; Rity, T.I; Uddin, M.R,; Rahman, M.M.; Uddin, M.]. A comparative assessment of anti-inflammatory, anti-oxidant
and anti-bacterial activities of hybrid and indigenous varieties of pumpkin (Cucurbita maxima Linn.) seed oil. Biocatal. Agric.
Biotechnol. 2020, 28, 101767, doi:10.1016/].BCAB.2020.101767.

15.  Villamil, R.A.; Escobar, N.; Romero, L.N.; Huesa, R.; Plazas, A.V.; Gutiérrez, C.; Robelto, G.E. Perspectives of pumpkin pulp
and pumpkin shell and seeds uses as ingredients in food formulation. Nutr. Food Sci. 2022, doi:10.1108/NFS-04-2022-0126/FULL/XML.
16.  Mala K. Sathiya; Kurian Anjali E. Nutritional composition and antioxidant activity of pumpkin wastes. Int. J. Pharm. Chem.
Biol. Sci. 2016, 6, 336-344.

17.  Akomolafe, S.F.; Oboh, G.; Oyeleye, S.I; Molehin, O.R.; Ogunsuyi, O.B. Phenolic composition and inhibitory ability of
methanolic extract from pumpkin (Cucurbita pepo L) seeds on Fe-induced thiobarbituric acid reactive species in albino rat’s testicular
tissue in-vitro. J. Appl. Pharm. Sci. 2016, 6, 115-120, doi:10.7324/JAPS.2016.60917.

18.  Saavedra, M.J.; Aires, A.; Dias, C.; Almeida, J.A.; De Vasconcelos, M.C.B.M.; Santos, P.; Rosa, E.A. Evaluation of the potential
of squash pumpkin by-products (seeds and shell) as sources of antioxidant and bioactive compounds. J. Food Sci. Technol. 2015, 52,
1008-1015, doi:10.1007/513197-013-1089-5/TABLES/3.

356
357

358

359

360

361

362

363
364
365
366
367
368
369
370
371
372
373
374
375
376
377
378
379
380
381
382
383
384
385
386
387
388
389
390
391
392
393
394
395
396
397
398
399
400
401
402
403
404
405
406
407
408
409
410



Molecules 2022, 27, x FOR PEER REVIEW 50f 15

19.  Longato, E.; Lucas-Gonzalez, R.; Peiretti, P.G.; Meineri, G.; Pérez-Alvarez, J.A.; Viuda-Martos, M.; Fernandez-Lépez, J. The
effect of natural ingredients (Amaranth and Pumpkin Seeds) on the quality properties of chicken burgers. Food Bioprocess Technol.
2017, 10, 2060-2068, d0i:10.1007/511947-017-1978-0/TABLES/4.

20.  European Food Safety Authority and European Centre for Disease Prevention and Control (EFSA and ECDC) The European
Union summary report on trends and sources of zoonoses, zoonotic agents and food-borne outbreaks in 2017. EFSA ]. 2018, 16,
€05500, doi:10.2903/].EFSA.2018.5500.

21.  Wang, J.; Liu, M.; Wang, H.; Wu, Q.; Ding, Y.; Xu, T.; Ma, G.; Zhong, Y.; Zhang, ]J.; Chen, M,; et al. Occurrence, molecular
characterization, and antimicrobial susceptibility of Yersinia enterocolitica isolated from retail food samples in China. LWT 2021, 150,
111876, d0i:10.1016/J.LWT.2021.111876.

22, Soares, K.; Moura, A.T.; Garcia-Diez, |.; Oliveira, L; Esteves, A.; Saraiva, C. Evaluation of Hygienic Quality of Food Served in
Universities Canteens of Northem Portugal. Indian ]. Microbiol. 2020, 60, 107-114, doi:10.1007/512088-019-00844-8/TABLES/4.

23.  Paterson, R.R.M.; Lima, N. Filamentous fungal human pathogens from food emphasising Aspergillus, Fusarium and Mucor.
Microorganisms 2017, 5, 44, d0i:10.3390/MICROORGANISMS5030044.

24.  Racchi, I; Scaramuzza, N.; Hidalgo, A.; Cigarini, M.; Berni, E. Sterilization of food packaging by UV-C irradiation: Is
Aspergillus brasiliensis ATCC 16404 the best target microorganism for industrial bio-validations? Int. J. Food Microbiol. 2021, 357,
109383, d0i:10.1016/].]JJFOODMICRO.2021.109383.

25.  Kim, S.J.; Cho, A.R; Han, J. Antioxidant and antimicrobial activities of leafy green vegetable extracts and their applications to
meat product preservation. Food Control 2013, 29, 112-120, d0i:10.1016/] FOODCONT.2012.05.060.

26.  Dotto, ].M.; Chacha, ].S. The potential of pumpkin seeds as a functional food ingredient: A review. Sci. African 2020, 10, 00575,
doi:10.1016/].SCIAF.2020.E00575.

27.  Abou Seif, H.S. Ameliorative effect of pumpkin oil (Cucurbita pepo L.) against alcohol-induced hepatotoxicity and oxidative
stress in albino rats. Beni-Suef Univ. ]. basic Appl. Sci. 2014, 3, 178-185, d0i:10.1016/].BJBAS.2014.08.001.

28.  Jaiswal, R.; Kuhnert, N. Identification and characterization of the phenolic glycosides of Lagenaria siceraria stand. (Bottle
Gourd) fruit by liquid chromatography-tandem mass spectrometry. J. Agric. Food Chem. 2014, 62, 1261-1271,
doi:10.1021/JF4053989/SUPPL._FILE/JF4053989_SI_001.PDF.

29.  Yang, Z,; Shi, L.; Qi, Y.; Xie, C.; Zhao, W.; Barrow, C.J.; Dunshea, F.R.; Suleria, H.A.R. Effect of processing on polyphenols in
butternut pumpkin (Cucurbita moschata). Food Biosci. 2022, 49, 101925, doi:10.1016/].FBIO.2022.101925.

30. Iswaldi, I; Gomez-Caravaca, A.M.; Lozano-Sanchez, J.; Arrdez-Roman, D.; Segura-Carretero, A.; Ferndandez-Gutiérrez, A.
Profiling of phenolic and other polar compounds in zucchini (Cucurbita pepo L.) by reverse-phase high-performance liquid
chromatography coupled to quadrupole time-of-flight mass spectrometry. Food Res. Int. 2013, 50, 77-84,
doi:10.1016/]. FOODRES.2012.09.030.

31. Busuioc, A.C.; Botezatu, A.V.D.; Furdui, B.; Vinatoru, C.; Maggi, F.; Caprioli, G.; Dinica, RM. Comparative study of the
chemical compositions and antioxidant activities of fresh juices from Romanian Cucurbitaceae varieties. Molecules 2020, 25, 5468,
doi:10.3390/MOLECULES25225468.

32.  Mokhtar, M.; Bouamar, S.; Di Lorenzo, A.; Temporini, C.; Daglia, M.; Riazi, A. The influence of ripeness on the phenolic
content, antioxidant and antimicrobial activities of pumpkins (Cucurbita moschata Duchesne). Molecules 2021, 26, 3623,
doi:10.3390/MOLECULES26123623.

33.  Takebayashi, J.; Iwahashi, N.; Ishimi, Y.; Tai, A. Development of a simple 96-well plate method for evaluation of antioxidant
activity based on the oxidative haemolysis inhibition assay (OxHLIA). Food Chem. 2012, 134, 606610,
doi:10.1016/].FOODCHEM.2012.02.086.

34. Barros, L.; Carvalho, A.M.; Morais, ].S.; Ferreira, I.C.F.R. Strawberry-tree, blackthorn and rose fruits: Detailed characterisation
in nutrients and phytochemicals with antioxidant properties. Food Chem. 2010, 120, 247-254.

35. Heleno, S.A.; Ferreira, .C.F.R,; Esteves, A.P,; Ciri¢, A.; Glamoclija, J.; Martins, A.; Sokovi¢, M.; Joao, M.; Queiroz, R.P.
Antimicrobial and demelanizing activity of Ganoderma lucidum extract, p-hydroxybenzoic and cinnamic acids and their synthetic
acetylated glucuronide methyl esters. Food Chem. Toxicol. 2013, 58, 95-100, d0i:10.1016/j.fct.2013.04.025.

36. Kuete, V.; Ango, P.Y.; Fotso, G.W.; Dwf Kapche, G.; Dzoyem, J.P.; Wouking, A.G.; Ngadjui, B.T.; Abegaz, B.M. Antimicrobial
activities of the methanol extract and compounds from Artocarpus communis (Moraceae). BMC Complement. Altern. Med. 2011, 25,
11-42, doi:10.1186/1472-6882-11-42.

37.  Guimaraes, R.; Barros, L.; Duenas, M.; Calhelha, R.C.; Carvalho, A.M.; Santos-Buelga, C.; Queiroz, M.].R.P.; Ferreira, . C.F.R.
Nutrients, phytochemicals and bioactivity of wild Roman chamomile: A comparison between the herb and its preparations. Food
Chem. 2013, 136, 718-725, d0i:10.1016/].FOODCHEM.2012.08.025.

38.  Barros, L.; Pereira, E.; Calhelha, R.C.; Duefias, M.; Carvalho, A.M.; Santos-Buelga, C.; Ferreira, I.C.F.R. Bioactivity and chemical
characterization in hydrophilic and lipophilic compounds of Chenopodium ambrosioides L. J. Funct. Foods 2013, 5, 1732-1740,
doi:10.1016/j.jf£.2013.07.019.

411
412
413
414
415
416
417
418
419
420
421
422
423
424
425
426
427
428
429
430
431
432
433
434
435
436
437
438
439
440
441
442
443
444
445
446
447
448
449
450
451
452
453
454
455
456
457
458
459
460
461
462
463
464
465



	Introduction 
	Value-Added Compounds 
	Green Extraction Methods 
	Extraction Solvents 
	Extraction Methods 
	Principles 
	Main Methods Explored in the Literature 

	Extraction Parameters 

	Value-Added Compounds in the Development of Innovative Food Products 
	Conclusions 
	References

